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1. Welcome to the MRUI manual

1.1 Dear reader,

Finally you see in front of you the first version of the official MRUI manual. This manual will be updated when
new software versions are released. The main purpose of it is to present all basic knowledge necessary to handle
the MRUI software package; it is impossible to go into all details of all possible combinations of ways to ana-
lyze a given data set. The manual will explain the most necessary basics of some of the signal processing meth-
ods, but in general it will refer to the appropriate publications in which you can find the theory of the imple-
mented methods, and perhaps examples of real applications, comparisons to other methods etc. For those of you
who are not too familiar with the implemented signal processing methods, and wish to find out a little more
about how for example HLSVD and VARPRO work, and what their respective properties are, we recommend as
an excellent starting point the lectures notes of Dr. Ron de Beer, Delft University of Technology. You can ob-
tain these lecture notes in electronic format from the anonymous ftp §8461.188.140 , where you

will find a file calledc59.ps.Z in thepub/si directory. The file is a compressed Postscript file, which you

have to uncompress after ftp using tircompress command. These lecture notes can also be viewed using

your Web browser, open location:

http://dutnsic.tn.tudelft:8080/c59_to_html/c59.html

You will also find a wealth of information in the MRUI WWW home pages, which are being maintained by
Miguel Cabafias of the Universitat Autonoma de Barcelona, Spain:

http://mrui-web.uab.es/mruiwww/mrui_hom.html
These pages are continuously being updated and expanded and will always contain the latest information, so
check these regularly. It also contains graphical examples of MRUI sessions, theoretical background informa-
tion on signal processing, literature lists, Frequently Asked Questions with answers, a bug fix library for the
current software version, software & hardware requirements, etc.
Further information about the software, including bug reports and fixes, release announcements, etc. will be
distributed using the MRUIMAIL electronic user group platform. You can submit questions and suggestions, or
share useful information, using this platform, which will reach all MRUI users worldwide. Send an e-mail to:
mrui-list@mrui.uab.es
To subscribe, unsubscribe or simply change your e-mail address, send a message to:
mrui-list-request@mrui.uab.es
Mention any problems or questions related to the list to:

owner-mrui-list@mrui.uab.es

1.2 Conventions

The following conventions will be used throughout this manual (note that all characters used for filenames, di-
rectory names, prompts, paths, commands, questions, answers etcoaremn font):

characters used meaning
>> prompt in Matlab command window
% user’s prompt in operating system shell

in UNIX this is likely to be something likeyhost% wheremyhost
is your computer’s hosthame (amyuser your username)
in DOS this is likely to be something like\MATLAB>



# super user’s prompt in operating system shell
in UNIX this is likely to be something like
in DOS this is likely to be something lIKe\MATLAB>

command arg a command to be typed (possibly with argument), whether in the Matlab com-
mand window or in an operating system

question a question posed by a software program, to which an answer must be entered

answer an answer to be entered to a question posed by a software program (identical
format to command to be typed, see above)

<hame> the base name of a data file

this base name will be used for all accompanying result files etc., which all will
have a different extension

filename.ext file name
directory directory name
Peakpick MRUI menu item Arial font)

For a single-user installation, the operating system prompt is most likely to be someth¥gplikeyuser%,
or myhost%, whereas for a multi-user installation, usually carried out by the super-user ('root’) it is most likely
to be a#. However, for common instructions#awill be used in this manual.

World Wide Web addresses, e-mail addresses, host IP addresses and variables eallifierin font.
When typing a command to the operating system or Matlab prompt, or typing an answer to a question posed by

a program, you must press tfenter] (or [Return] ) key to execute the action. This is not explicitly
printed in the text of this manual.



2. Installing the MRUI software

2.1 Software and hardware requirements

2.1.1 Required system configuration

The MRUI software runs both on UNIX workstations and IBM-compatible PC's. Because MRUI is run in the
Matlab environment, the minimum system requirements are those of the Matlab package; check your Matlab
manual / installation guide or the Mathworks website, see section 2.1.2. As an extreme minimum amount of
RAM memory to compile and run the software, one should consider 12 Mbytes. However, the recommended
amount of RAM memory is 32 Mbytes, to avoid excessive disk-paging. The amount of Mbytes in the swap par-
tition/file should at least equal the amount of RAM. Especially on a PC it is recommended to create a large swap
file (see section 2.4.6). For further information on MRUI's use of memory, see Appendix E. The amount of disk
space required for a full MRUI installation depends on your operating system and compilers. On a Sun SPARC
5, running Solaris 2.5, using the SPARCworks Fortran compiler and the GNU C compiler, both without optimi-
zation, the MRUI package takes up just under 17 MB of disk space.

2.1.2 Software requirements

The signal processing algorithms in the MRUI package are Fortran 77 source code, with some auxiliary pro-
grams in C, thus a Fortran 77 compiler and a C compiler are required. If you do not have these compilers on
your system, you can download the public domain GNU compiixs éndg77) from the net (for more in-
formation see the MRUI WWW home pages; see page 1), and install them on your local host/server. The GNU
C compilergcc is available as a ready-to-run binary executable for many different platforms, but the GNU
Fortran 77 compileg77 has to be compiled on your local system usinggtite compiler. Alternatively, you

can download the signal processing algorithms as a pre-compiled set of binary executables; these are available
for a number of platforms such as Sun SPARC, SGi, HP, DEC and PC.

The MRUI graphical interface is written as a set of Matlab M-scripts and functions. This requires Matlab ver-
sion 4.0 or higher, with a small number of features only available in Matlab version 4.2 or higher. For those
features, MRUI will detect the running version of Matlab first and for older versions call alternative Matlab
commands to avoid syntax errors.

As a complete MRS data analysis package, the MRUI software package requires both the Fortran signal proc-
essing algorithms and the Matlab-based graphical user interface.

In any case, this manual is geared towards the complete MRUI package, with the emphasis on its user-friendly
graphical user interface. If you do not have the Matlab software on your system, we seriously recommend pur-
chasing it. With an educational discount it is very cheap for such a complete and powerful mathematics and
graphics package. To run the MRUI software under Matlab the basic Matlab toolbox is sufficient: you do not
need to purchase any of the extra toolboxes. For all details on the Matlab software, browse through The Math-
works Web site at

http://www.mathworks.com/
or contact:
The Mathworks, Inc.

24 Prime Park Way
Natick, MA 01760-1500

USA

tel +1-508 -647 7000
fax +1-508-647 7201
e-mail info@mathworks.com



2.1.3 Supported architectures

The MRUI program has been extensively tested on the following platforms:

Sun SPARC Solaris 1.1 - 2.5 32 MB RAM
Silicon Graphics Indy IRIX 5.3 64 MB RAM

Hewlett Packard 712/80 HP-UX 9.05 64 MB RAM
PC Pentium 150 Windows 95 24 MB RAM
PC 486DX2/66 Windows 3.1 32 MB RAM

In principle, all UNIX and DOS/Windows platforms are supported, as long as you have the corresponding
Matlab software and compilers. Computer-specific commands and separators are built in for a number of plat-
forms (Sun, SGi, HP, IBM-RISC, DEC and PC). Some commands are also provided for VAX workstations run-
ning VMS. If your type of computer falls outside this group, you can make the software compatible to it by ed-

iting the compat.m script, which resides in tH8MRUIDIR/mrui/utils directory (see section 2.3, 2.4).
Do the following:
1. Type at the Matlab prompt:
>> computer
2. Make a note of the first two characters of the name that appeatS\8.gfor a Sun
workstation. Upper/lower case is essential!
3. For every command in tt@ompat.m script, add a set of lines:

elseif strcmp(c(1:2),'AB") == 1
compretn = 'mycomnd’;
whereAB are your first two characters from point 2. amgcomnd is your computer-specific
version of the commands, separators, extensions, etc. that are listed in the script.
4, Please let me know of your additions (address on page i), so that we can incorporate them in
the next software upgrade. You will be acknowledged as a contributor.

2.2 Obtaining the software

To be able to obtain the software, we recommend that you use the on-line form available at the MRUI website
(follow the link to “How do | get MRUI?"). In brief, you should fill out the on-line form presented there, and

then submit it by pressing the “Submit License Request” button. When you do this, your request will be e-
mailed for evaluation, and you will receive a copy of the message for your information. Also, the MRUI web
server will send back to your browser a personalized letter, which you should print, have it signed by the head
of your research group; then send it to the address in the header of the letter. Note that your request cannot be
approved unless we receive this signed letter. If you are in a hurry getting the software, you can fax a copy of
this letter in advance, but please indicate that the original letter is in the post. If you do not have access to the
MRUI web pages, you should send an e-mail message to the MRUI distribution manageui-at
mgr@proton.uab.es , after which you will receive further instructions.

It is in your own benefit if you also send details of the computer(s) you intend to install the software on. Two
examples:

Sun SPARC 5; Solaris 2.5; 32 MB RAM; Matlab 4.2c
486DX2/66 PC; MS-DOS 6.0 & Windows 3.1; 16 MB RAM; PC-Matlab 4.0

If your request has been approved your software may be installed to serve an arbitrary number of computers as
long as these fall under your specified research environment, and as long as it is inaccessible to persons outside
that specified research environment, or to persons who could use it for industrial or commercial purposes. Sec-
tion 2.3.3 explains how to set permissions to take care of this.

221 FTP

To obtain the software, the use of ftp is preferable as it is the fastest, easiest and cheapest wayg&pol can "
the software as a (compressed) tar-file, from an anonymous ftp site (managed by Miquel Cabafas, Universitat



Autonoma de Barcelona). You can obtain the password for this account from Miquel (send request to
mgr@mrui.uab.es ), which will be valid for one day. Once you know the password, you can load the tar-file
containing the packagarui963.tar (PC users without appropriate Fortran compiler should also download
mruipcex.tar ) as follows:

% ftp ftp.mrui.uab.es

Connected to carbon.uab.es.

220 carbon FTP server (UNIX(r) System V Release 4.0) ready.
Name (ftp.mrui.uab.es:myuser): anonymous

331 Guest login ok, send ident as password.

Password: <enter your e-mail address here>

230 Guest login ok, access restrictions apply.

ftp> Is

200 PORT command successful.

150 ASCII data connection for /bin/ls (158.109.12.160,32922) (0 bytes).
bin

dev

etc

MRUI

usr

226 ASCII Transfer complete.

126 bytes received in 0.074 seconds (1.7 Kbytes/s)

ftp> cd MRUI
250 CWD command successful.
ftp> Is

200 PORT command successful.

150 ASCII data connection for /bin/ls (158.109.12.160,32922) (0 bytes).
00_INDEX.TXT

DOCS

incoming

mruibugs

mruigoodies

private

ftp> cd private/<password-of-the-day>

250 CWD command successful.

ftp> Is

200 PORT command successful.

150 ASCII data connection for /bin/ls (158.109.12.160,32922) (0 bytes).
00_INDEX.TXT

BINARIES

F77_C _SOURCE

LATEST

MATLAB

ftp> cd LATEST

250 CWD command successful.

ftp>  bin

200 Type set to .

ftp> get mrui963.tar

200 PORT command successful.

150 Binary data connection for mrui963.tar (158.109.12.160,39329) (3781120
bytes).

226 Binary Transfer complete.

local: mrui963.tar remote: mrui963.tar

3781120 bytes received in 3.6 seconds (1e+03 Kbytes/s)
ftp> bye

221 Goodbye.

%

This example was carried out on the local host, so transfer times will generally be slower when accessing the ftp
account from anywhere else. If your experience problems with the ftp command, you can instead of the host
name addresf§p.mrui.uab.es also use the direct IP address:

% ftp 158.109.12.160



You can also ftp a compressed version of the tar-file to reduce the ftp download time. You have a choice be-
tween a compressed tar-fileniui963.tar.Z or mruipcex.tar.Z ) and a GNU gzipped tar-file
(mrui963.tar.gz or mruipcex.tar.gz ).

After downloading a compressed tar-file, you should uncompress it before starting the installation:
% uncompress mrui963.tar.Z

After downloading a gzipped tar-file, you should unzip it before starting the installation:
% gunzip mrui963.tar.gz

In the following, it is assumed that you have got the tarfilei963.tar onto your computer.

2.2.2 Magnetic medium

If you received the software on a magnetic medium, such as diskette, 4mm DAT tape or 1/4” cartridge, use your
computer’s tools to read the software off the magnetic medium and onto your computer’s hard disk. For the lo-
cation of the software, see section 2.3.1 or 2.4.1, depending on your operating system.

2.3 Installing the software on your computer - UNIX

2.3.1 Unpacking the MRUI tar-file

In the following, it is important to assume one system directory where you will store the MRUI program files,
starting with the downloaded tar-file. For a single-user installation this could be your home directory, e.g.
/home/myuser . For a multi-user installation, you should best use a generally accessible system directory,
such agust/local We will refer to this directory aBTARDIR. Whenever you encount8TARDIR in an
instruction, replace it by the directory name you had selected. Alternatively, you can activate an environment
variable STARDIR, by setting it to the directory name you had selected, as follows (e.g. your directory of
choice is'usr/local ):

# setenv TARDIR /ustr/local

After activating the environment variable, you can leave$thRDIR in the instructions as it is, the UNIX
operating system will replace it by the directory name you had entered for the environment variable.

You should extract the MRUI program files from the downloaded tar-file as follows:

# cd $TARDIR

# tar -xvf mrui963.tar

This will create a new directory undéfARDIR, calledMRUI_96.3 , with various subdirectories underneath.
The directory $STARDIR/MRUI_96.3 will be referred to as$MRUIDIR. Whenever you encounter
$MRUIDIR in an instruction, replace it by the compIsBUI_96.3 pathname. Alternatively, you can activate
an environment variabBMRUIDIR, by setting it to the compledRUI_96.3 pathname, as follows (e.g. your
$TARDIR of choice wagustr/local ):

# setenv MRUIDIR /usr/local/MRUI_96.3

After activating the environment variable, you can leave$tiRUIDIR in the instructions as it is, the UNIX
operating system will replace it by the directory name you had entered for the environment variable (not within
Makefile |, see section 2.3.2, arshrc , see section 2.3.4).

If you have no Fortran and/or C compiler on your computer system and you have downloaded statically linked
binary executables programs for your specific configuration instead, you should extract the binary executables
from the tar file, and store the files in the direct®RUIDIR/bin . In this case you can skip the next section.

2.3.2 Compiling the Fortran and C programs

All Fortran and C compilations have been arranged in so-called Makefiles. These Makefiles organize all the
necessary compilation and linking for you, but rely on you to edit a number of system-specific variables, such as
the command name for the Fortran and/or C compiler, compiler options, and the target directory for the binary
executables. The required changes are summarized in each sub-section, and detailed within the header of each
Makefile, which can be edited as a normal ASCII text file.



Compile and distribute the conversion programs

# cd SMRUIDIR/lib/fortio

In theMakefile , edit the variablesCOMRdefault isf77 ) andFOPTS(default is none).

# make all

# cd $SMRUIDIR/a2b

In Makefile , edit the variable€COMHFRdefault isgcc ), COPTS(default is-traditional ), FCOMRde-
fault isf77 ), FOPTS(default is none)STD_LIB (default is-IF77 ) and IEEE_LIB (default islc ). For a
multi-user installation, edit the variabl@&RG_DIR (default isSHOME/MRUI_96.3/bin ) andIOIB_DIR
(default isSHOME/MRUI_96.3/lib/fortio ).

# make all

# make install

# make clean

Compile and distribute the LAPACK library

# cd $SMRUIDIR/lib/lapack

In the Makefile , edit the variableeCOMRdefault isf77 ) and FOPTS(default is none). For a multi-user
installation, edit the variableSVTARG_DIR (default is$HOME/MRUI_96.3/lib/svd ), TLTARG_DIR
(default isSHOME/MRUI_96.3/lib/tls ) andCRTARG_DIRdefault issSHOME/MRUI_96.3/lib/cr )

# make all

# make install

# make clean

Compile and distribute the H(L)SVD and HTLS programs

# cd $MRUIDIR/hsvd

In theMakefile , edit the variablesCOMRdefault isf77 ), FOPTS(default is none) an8TD_LIB (default
is-IF77 ). For a multi-user installation, edit the variablésRG_DIR (default isSHOME/MRUI_96.3/bin ),
IOLIB_DIR (default is $HOME/MRUI_96.3/lib/fortio ), SVLIB _DIR (default  is
$HOME/MRUI_96.3/lib/svd ) andTLLIB_DIR (default isSHOME/MRUI_96.3/lib/tls ).

# make all

# make install

# make clean

Compile and distribute the (EP)LPSVD(CR) programs

# cd SMRUIDIR/Ipsvd

In theMakefile , edit the variablesCOMRdefault isf77 ), FOPTS(default is none) an8TD_LIB (default
is-IF77 ). For a multi-user installation, edit the variab®RG_DIR(default isSHOME/MRUI_96.3/bin ).

# make all

# make install

# make clean

Compile and distribute the VARPRO programs

# cd SMRUIDIR/varpro

In the Makefile , edit the variableECOMPRdefault isf77 ), FOPTS(default is none) HOPTS(default is
none) andSTD_LIB (default is-IF77 ). For a multi-user installation, edit the variableésRG_DIR (default is
$HOME/MRUI_96.3/bin ) andIOLIB_DIR (default isSHOME/MRUI_96.3/lib/fortio ).

# make all

# make install

# make clean

Compile and distribute the AMARES programs

# cd $MRUIDIR/amares

In the Makefile , edit the variables§COMRdefault isf77 ), FOPTS(default is none) HOPTS(default is
none) andSTD_LIB (default is none). For a multi-user installation, edit the variabhRG_DIR (default is
$HOME/MRUI_96.3/bin ) andlOLIB_DIR (default isSHOME/MRUI_96.3/lib/fortio ).

# make all

# make install

# make clean




Compile and distribute the tool programs

# cd SMRUIDIR/tools

In theMakefile , edit the variablesCOMRdefault isf77 ), FOPTS(default is none) an8TD_LIB (default
is-IF77 ). For a multi-user installation, edit the variabl@sRG_DIR (default isSHOME/MRUI_96.3/bin ),
CRLIB_DIR (default is $HOME/MRUI_96.3/lib/cr ) and IOLIB_DIR (default is
$HOME/MRUI_96.3/lib/fortio ).

# make all

# make install

# make clean

Now that you have done all the compilation, you may want to delete the remaining object files, which are no

longer needed:
# cd SMRUIDIR/lib
# rm -f fortio/*.o cr/*.0 svd/*.o tls/*.0

Distribute auxiliary programs

In the directory$MRUIDIR/bin , four programs were already preserdnvkit , macheadl, machead3

and mruiusersetup . These program scripts should be distributed to the directory where the compiled ex-
ecutable programs have been stored (viaT#hBG_DIR variables in the respective Makefiles). For a single-

user installation, no action is needed here if you did not change the default target directory in the Makefiles,
because then all binary executable program files are automatically st&&RIDIR/bin . However, if you
changed th& ARG_DIRvariables in the Makefiles, to store the binary executable program files in a generally
accessible directory (e.g. for a multi-user installation), then you must now also copy these three program files to
that target directory.

2.3.3 Setting the file permissions

Under the MRUI license, you are expected to install the software on your computer in such a way, that users
from outside your group cannot freely access or copy the files (see "Obtaining the software" on page 4). You
should protect the MRUI files against access from outside your user group by setting the so-called UNIX file
permissions. This is done using the UNIX commelmahod. For full information on this command, type:

% man chmod

If you perform a single-user installation, with i&UI_96.3 directory under your home directory, you can set
the file permissions such that only you can access the MRUI files:

% cd

% chmod -R go-rxw MRUI_96.3

% chmod go-rxw mrui963.tar

For a multi-user installation, the super-user should perform this action$i ARDIR directory:

# cd $TARDIR

# chmod -R o-rxw MRUI_96.3

# chmod o-rxw mrui963.tar

2.3.4 Preparing the environment variables for users

For users to be able to run MRUI under Matlab, the compiled binary executable programs from section 2.3.2
must be included in the UNIX path, and the Matlab scripts undeN&UIDIR/mrui  directory must be in-

cluded in the Matlab path. This is best done in.tisérc file in the user's home directory. For a multi-user
installation the super-user should do this for all users that wish to use the MRUI software package. To include
the TARG_DIRdirectory, containing the compiled binary executable programs, in the UNIX path variable, add
the following line in thecshrc file (in this case you really have to insert the name ofMRUIDIR direc-

tory, see section 2.3.1):

set path = ( $SMRUIDIR/bin $path )

To include all directories und&MRUIDIR/mrui in the Matlab path variable, it is easiest to use the files
$MRUIDIR/info/mrui.set and$MRUIDIR/info/mrui.profile as templates. First make sure that
the general directory name in these files corresponds tdRIJIDIR directory. Then copy the template files



mrui.set  andmrui.profile to the home directory (of each user when performing a multi-user installa-
tion) under the namenrui  and.mrui.profile , respectively. You can then 'activate' all these directories
for Matlab by adding the following line in theshrc file:

source $HOME/.mrui

Each user can do this automatically usingnineiusersetup  script. Before using it, the installer must make
sure that the directory pointer in the scrifuts¢/local/MRUI_96.3/work_dir ) corresponds to where
you have installed the MRUI program files. For a first-time MRUI installation, each user can then activate

her/his own MRUI settings by running (also works under the Bourne shell):
% mruiusersetup

If you upgrade from a previous version of MRUI, and you already have an existimng file, or a set of lines
in your.cshrc  or .profile file(s) that activate the Matlab MRUI directories, then check with the template
files in$MRUIDIR/info  whether there have been any additions or modifications.

The mruiusersetup  script also creates for each user their persh@ME/matlab/work_dir direc-
tory, from which the Matlab program is best started up.Waw_dir  directory should contain the following
working files, WHICH SHOULD NEVER BE DELETED:

barc.awk fftcheck fil
barc_par.awk mrui.ini
default.gra mrui.def

If the mruiusersetup script has not been used by a user, (s)he can accomplish this by copying the template
work_dir  directory from theBMRUIDIR directory. The super-user can also do this for each user (remember

to set the ownership correctly after copying or creating new directories as 'root’). It is assumed that each user
already has a directory calledatlab under her/his home directory, as recommended by the Matlab Installa-
tion Guide.

% cd

% cd matlab

% cp -r SMRUIDIR/work_dir .

For each upgrade, check if the list above contains any new entries that do not appeaworkyalir  direc-

tory. It will be notified in new versions of the manual or information files if one of the files has been modified
and requires re-copying. Two files that will definitely change with each upgraderaireni and mrui.def.

The file $MRUIDIR/work_dir/mrui.def should be copied over the older version in your personal
work_dir  directory for each MRUI upgrade. After the introduction of the customization menus in
MRUI_96.1, with the settings savednmrui.ini , the format and contents of that file will change in version
upgrades according to additions or modifications to the customization menus. To preserve your personal set-
tings that you have saved to y@HOME/matlab/work_dir/mrui.ini file in a previous MRUI version,

you should convert it to the new version format, so that only the new features are added to it at the appropriate
places. This can be done fully automatically by typing to the Matlab prompt:

>> opt_upg;

You MUST do thisSBEFORE you start your the new MRUI version for the first time, because MRUI needs a
correct$HOME/matlab/work_dir/mrui.ini to run.

2.3.5 Automatic MRUI startup in Matlab

If you want MRUI to start up automatically when Matlab starts up, create a file cidlgdp.m  in your
personak/matlab  directory; it should contain the following line:

mrui

You could also use this Matlab startup script to bring you to your preferred directory before you start using
MRUI, e.g.:

cd ~/matlab/work_dir/my_data

mrui

2.4 Installing the software on your computer - Windows / DOS



2.4.1 Storing the software on your hard disk

In the following, it is important to assume one system directory where you will store the MRUI program files. It
is assumed that Matlab is installed i6:\MATLAB, with a toolbox directory below, called
C:\MATLAB\TOOLBOX If you installed Matlab in a different directory, replace the directory names in the
following with the appropriate directory names. It is most convenient to install MRUI as if it were just another
Matlab toolbox, called MRUI_96.3:

% cd \matlab\toolbox

% mkdir mrui_96.3

If you used ftp to download the (compressed) tar-file, use your own PC's software to (uncompress and) extract
the files from the tar-file, and store the directory structure UBA8ATLAB\TOOLBOX\MRUI_96.3 . If you
downloaded the binary executables, store ther@:MMATLAB\TOOLBOX\MRUI_96.3\BIN . If you re-
ceived the MRUI files on diskettes, store them on your hard disk under the directory
C:\MATLAB\TOOLBOX\MRUI_96.3 so that you get the tree structure as shown in Figure 1.

- Cmarlah
Clbin
Clextern

| ghostscr
Clnotebook
Cltoolbox
T local

- Cmarlah
FCmrui 96.3
-Edazp

- T amares
FChin

- T hawd

- T info

- 1ib

o lpswd

u |=__|p|:f-:|rt
FCdtools

- Cwarpro

LT work_dir
- Tl =igmal

L Clwintools

Figure 1. The MRUI directory tree structure on your hard disk.

2.4.2 Compiling the Fortran and C programs yourself

MRUI for PC comes with ready-to-run binary executabtedSXE ) for most programs in MRUI, so that you do

not have to compile. Once the files have been copied to the appropriate locations, and the environment variables
have been properly set (see section 2.4.4), you can immediately start using MRUI. However, if you have a good
Fortran compiler for your PC (we recommend Microsoft Fortran PowerStation), you will benefit in terms of
computation times and memory usage if you compile the source files yourself.

One drawback of the PC version of MRUI, is that we have not found a satisfactory solution for those programs
that link Fortran to C code. Should you have a solution, please contact the author of this manual (see page i) as
soon as possible. The programs that can currently not be used on PC:

program name relates to MRUI function

az2b conversiort.dat /*.mat (all others functions ia2b intact)

bru2sun conversion of Bruker ASPECT files

fel2mat conversion Matlab to Felix format (necessary for running (EP)LPSVD(CR))
mat2fel conversion Felix to Matlab format (necessary for running (EP)LPSVD(CR))
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Especially thea2b compilation may cause worries, because it carries out the vital conversion betiegéen
and*.mat files, which is often during a typical MRUI session. However, the Matlab scripts have been adapted
so that for PCs, thedat /*.mat conversion is automatically taken over by a Matlab script, so that you do not
have to rely on linking the Fortran and C code for the progiztm
The compilers used to create the executable programs that are distributed with MRUI were:

Microsoft Fortran 77 PowerStation Compiler version 1.0

Microsoft C Optimizing Compiler version 6.00
The programNMAKEHIsed for the Makefiles in this instruction was supplied with the Fortran compiler.

All Fortran and C compilations have been arranged in so-called Makéfiteek(). These Makefiles organize

all the necessary compilation and linking for you, but rely on you to edit a number of system-specific variables,
such as the command name for the Fortran and/or C compiler, compiler options, and the target directory for the
binary executables. The required changes are summarized in each sub-section, and detailed within the header of
each Makefile, which can be edited as a normal ASCII text file.

Finally, note that for the Microsoft compiler, all Fortran files must be calfed instead of.f , before PC
compilation can be successful.

Compile and distribute the conversion programs

% cd \matlab\toolbox\mrui_96.3

% cd lib\fortio

% ren *.f *.for

In the Makefilefortio.mak , edit the variableBCOMHRdefault isfl32 ) andFOPTS(default isslG4 /Ox
/nologo ).

% nmake /INOLOGO /F fortio.mak all

% cd ..\..\a2b

% ren *.f *.for

% copy ..\pcfort\a2b\*.for .

% copy ..\pcfort\a2b\*.c .

In the Makefilea2b.mak , edit the variable€CCOMRdefault iscl ), COPTS(default is/AH /G2 /Ot
/nologo ), CLINK (default iscl ), CLOPTS(default isnologo ), FCOMRdefault isfl32 ), FOPTS(default
is /G4 /Ox /nologo ), FLINK (default isfl32 ) andFLOPTS(default is'/nologo ). You may also want to
edit the variable3ARG_DIR(default is.\bin ) andIOLIB_DIR (default is..\lib\fortio ).

% nmake /INOLOGO /F a2b.mak all

% nmake /INOLOGO /F a2b.mak install

% nmake /INOLOGO /F a2b.mak clean

Compile and distribute the LAPACK library

%cd ..\lib\lapack

% ren *.f *.for

In the Makefilelapack.mak , edit the variables=COMP(default isfl32 ) and FOPTS (default is/WO
/nologo ). You may also want to edit the variab®¥¢TARG_DIR(default is..\svd ), TLTARG_DIR (de-
faultis.\tls ) andCRTARG_DIRdefaultis..\cr ).

% nmake /NOLOGO /F lapack.mak all

% nmake /NOLOGO /F lapack.mak install

% nmake /INOLOGO /F lapack.mak clean

Compile and distribute the H(L)SVD and HTLS programs

% cd ..\..\hsvd

% ren *.f *.for

% copy ..\pcfort\hsvd\*.for .

In the Makefile hsvd.mak , edit the variables=COMP(default isfl32 ), FOPTS (default is/G4 /Ox
/nologo ), FLINK (default isfl32 ) andFLOPTS(default is'/nologo ). You may also want to edit the vari-
ablesTARG_DIR(default is..\bin ), IOLIB_DIR (default is..\lib\fortio ), SVLIB_DIR (default is
.\lib\svd ) andTLLIB_DIR (default is..\lib\tls ).

% nmake /NOLOGO /F hsvd.mak all

% nmake /NOLOGO /F hsvd.mak install

% nmake /NOLOGO /F hsvd.mak clean
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Compile and distribute the (EP)LPSVD(CR) programs

% cd. \Ipsvd

% ren *.f *.for

% copy ..\pcfort\lpsvd\*.for .

In the Makefilelpsvd.mak , edit the variablesCOMRdefault isfl32 ), FOPTS(default is’G4 /Ox /W0
/nologo ), FLINK (default isfl32 ) andFLOPTS(default is'/nologo ). You may also want to edit the vari-
ableTARG_DIR(default is..\bin ).

% nmake /INOLOGO /F Ipsvd.mak all

% nmake /INOLOGO /F Ipsvd.mak install

% nmake /INOLOGO /F Ipsvd.mak clean

Compile and distribute the VARPRO programs

% cd ..\varpro

% ren *.f *.for

% copy ..\pcfort\varpro\*.for .

In the Makefilevarpro.mak , edit the variableFCOMP(default isfl32 ), FOPTS (default is/G4 /Ox
/nologo ), FLINK (default isfl32 ) andFLOPTS(default is/nologo ). You may also want to edit the vari-
ablesTARG_DIR (default is..\bin ), CRLIB_DIR (default is..\lib\cr ) andIOLIB_DIR (default is
.\lib\fortio :

% nmake /NOLOGO /F varpro.mak all

% nmake /INOLOGO /F varpro.mak install

% nmake /NOLOGO /F varpro.mak clean

Compile and distribute the AMARES programs

% cd ..\amares

% ren *.f *.for

In the Makefilevarpro.mak , edit the variableFCOMP(default isfl32 ), FOPTS (default is/G4 /Ox
/nologo ), FLINK (default isfl32 ) andFLOPTS(default is/nologo ). You may also want to edit the vari-
ablesTARG_DIR (default is..\bin ), CRLIB_DIR (default is..\lib\cr ) andIOLIB_DIR (default is
.\lib\fortio ).

% nmake /INOLOGO /F amares.mak all

% nmake /INOLOGO /F amares.mak install

% nmake /INOLOGO /F amares.mak clean

Compile and distribute the tool programs

% cd ..\tools

% ren *.f *.for

% copy ..\pcfort\tools\*.for .

In the Makefiletools.mak , edit the variable$COMP(default isfl32 ), FOPTS (default is/G4 /Ox
/nologo ), FLINK (default isfl32 ) andFLOPTS(default is/nologo ). You may also want to edit the vari-
ablesTARG_DIR (default is..\bin ), CRLIB_DIR (default is..\lib\cr ) andIOLIB_DIR (default is
.\lib\fortio .

% nmake /NOLOGO /F tools.mak all

% nmake /NOLOGO /F tools.mak install

% nmake /INOLOGO /F tools.mak clean

Now that you have done all the compilation, you may want to delete the remaining object files, which are no
longer needed:

% cd . \lib

% del fortio\*.obj

%del cr\*.obj

%del svd\*.obj

%del tls\*.obj

2.4.3 Installing the working directory

If this is your first MRUI installation on PC, you must make a copy of the proWie&K_DIRlirectory under
the MATLABdirectory:

12



% cd \matlab

% mkdir work_dir

% cd work_dir

% copy \matlab\toolbox\mrui_96.3\work_dir\*.* .

This directory would further be a good position to store your data for MRUI analysis, in different subdirecto-
ries, see also section 4.1.3.

The following files in theaVORK_DIRlirectorySHOULD NEVER BE DELETED:

BARC.AWK FFTCHECK.FIL
BARC_PAR.AWK MRUL.INI
DEFAULT.GRA MRUI.DEF

For each upgrade, check if the list above contains any new entries that do not appea@RsuDIRlirec-
tory yet, and if there are copy them from the distribiiéd)l 96.3\WORK_DIR directory.

If this installation is an upgrade of a previous MRUI version on your PC, and you already have a
MATLAB\WORK_DIRlirectory, you only need to copy tMRUI.DEF file and upgrade yolRUL.INI file:

% cd \matlab\work_dir

% copy \matlab\toolbox\mrui_96.3\work_dir\mrui.def .

After the introduction of the customization menus in MRUI_96.1, with the settings sak&dUhINI , the

format and contents of that file will change in version upgrades according to additions or modifications to the
customization menus. To preserve your personal settings that you have saved to your
\MATLAB\WORK_DIR\MRUL.INI file in a previous MRUI version, you should convert it to the new version
format, so that only the new features are added to it at the appropriate places. This can be done fully automati-
cally by typing to the Matlab prompt:

>> opt_upg;

You MUST do thisBEFORE you start your the new MRUI version for the first time, because MRUI needs a
correct MATLAB\WORK_DIR\MRULINI to run. If you already have\WMIATLAB\WORK_DIRdirectory but

you do not have a previous version of MIRUIINI file, just copy the one provided with the software
(MRUI_96.3\WORK_DIR\MRULINI ) to your\MATLAB\WORK _DIRdirectory.

2.4.4 Setting the environment variables

To be able to run MRUI under Matlab, the compiled binary executable programs from sections 2.4.1 and 2.4.2
must be included in the DOS path, and the Matlab scripts undistRhe 96.3\MRUI directory must be in-

cluded in the Matlab path. To include thi&kUI_96.3\BIN directory, containing the compiled binary execu-
table programs, in the DOS path variable, add the full directory name (e.g.
C:\MATLAB\TOOLBOX\MRUI_96.3\BIN ) to thePATHIine in theCAAUTOEXEC.BAT file, e.g.:

PATH C:\MATLAB\TOOLBOX\MRUI_96.3\BIN;C:\DOS;C:\WINDOWS

In general, it is recommend that thRUI_96.3\BIN  directory be at the beginning of the path. Placing the
MRUI_96.3\BIN at the beginning of your DOS path will not affect any of your system's properties while us-
ing your normal programs.

To include all directories und&RUI_96.3\MRUI in the Matlab path variable, you need to add the settings in
MRUI_96.3\INFO\MRUI_PC.SET to CA\MATLAB\MATLABRC.M or
C\MATLAB\TOOLBOX\LOCAL\STARTUP.M Use any text editor for this (e.g. Windows Notepad or Word-
pad). You can immediately insert the contentd&UIl_PC.SET into the MATLABRC.M(below the section
where the variableMATLABPATHis defined) orSTARTUP.M if you installed the MRUI software in
C:\MATLAB\TOOLBOX\MRUI_96.3 ). If you installedMRUI_96.3 in a different directory, you must edit
the corresponding lines MRUI_PC.SET accordingly.

If you upgrade from a previous version of MRUI, and you already have an existing set of lines in your
C:\MATLAB\MATLABRC.M or CAMATLAB\TOOLBOX\LOCAL\STARTUP.Mfile that activate the Matlab
MRUI directories, then check with the template M&UI_96.3\INFO\MRUI_PC.SET  whether there have
been any additions or modifications.
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In C:\AUTOEXEC.BAT, you must insert &lOMEsetting for the directory above yoMATLAB\WORK_DIR
directory. If you have, as suggested\MATLAB\WORK_DIR, add inC:\AUTOEXEC.BAT (omit the drive
specificationC: ):

set HOME=\

2.4.5 Enabling 32 bit Fortran programs

The binary executableEXE programs that come with MRUI (you may skip this point if you have Microsoft
Fortran PowerStation installed on your PC) are 32 bit programs. To enable their use on your PC, the programs
DOSXMSF.EXEandDOSXNT.386 are provided in théARUI_96.3\BIN  directory. You must add a line in

your C:\WINDOWS\SYSTEM.INI file to enable their use under your Windows software. Under the
[386Enh] section in that file, add the entry:

device=C:\MATLAB\TOOLBOX\MRUI_96.3\BIN\DOSXNT.386

2.4.6 Increasing the size of the swap file

Especially on a PC it is a good idea to have a large swap file. As a rule of thumb, create a swap file three times
the size of your physical RAM memory. Use the Windows "Control Panel" for this, section "386 Enhanced",
"Virtual Memory". Use a permanent swap file. Even though the recommended size may be smaller than the
maximum size, the surplus of the swap file can be used by Matlab if not by Windows, so create a swap file as
large as your system allows (given the amount of free space you wish to reserve for data etc.).

2.4.7 Tweaking Matlab's Windows / MS-DOS interaction

Matlab under Windows has one irritating property: any shell escape (a command run directly under the operat-
ing system) brings up a DOS window. And there rmenyshell commands in MRUI. The default Matlab in-
stallation brings up the DOS window and halts there. For MRUI to continue you would need to close every win-
dow as it came along. To make sure the DOS windows appear automatically as soon as Matlab is done with
them, edit the file:\MATLAB\BIN\ML_BANG.PIF andC:\MATLAB\BIN\ML_DOS.PIF . Under Win-

dows 3.1 and 3.11 you should do this using the PIF editor (most likely in the "Main" group). In the PIF files,
there is a check box in the lower left corner markéldse window on exit", which will be unchecked by de-

fault. Checking this box and saving the PIF file will automatically close the inactive DOS windows and make
MRUI continue as it should. Under Windows 95, use "My computer” to §o\MATLAB\BIN . There you

will see two files with the MSDOS icoMI_bang andMI_dos . For both, the "Properties" should be changed.

So select thMl_bang , go to the "File" menu item and select "Properties”. You will see the window "MI_bang
Properties”, in which you must select the second tab-page, titled "Program”, and there at the bottom is a box
saying "Close on exit" which must be checked. Repeat thidifatos .

2.4.8 If you use home-built software to read MRUI files

There is one strange difference of Matlab under MS Windows as compared to Matlab under UNIX. It does not
harm the MRUI scripts or Fortran programs, but you should be aware of it in case you have home-built software
that reads either theEAKPICK.PAR file (or <NAME>.PKP see chapter 11), thaNAME>.HNSfile (see

chapter 10) or theNAME>.VNS(see chapter 13) file. It is the fact that numerical values get written into these
files by Matlab scripts, in the exponential format. This means that a value df5¢0§0 gets written as
1.500e+04 . At least, that is what you would expect, and that is what happens on all UNIX systems. However,
Matlab for PC writes to the value to the file in the forth&®00E+004 , i.e. with three digits for the exponent,
instead of two. When contacting The Mathworks about it, they were most intrigued and thanked me for pointing
this out to them. It had not occurred to them yet. They assured us that it got their full attention, and that they
would see into possibilities of new variables and options that will allow control over the exponential format in
future Matlab versions. In the mean time, you may want to check your scripts that read the files concerned, to
make sure that their performance is not impeded by this difference.
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2.4.9 Automatic MRUI startup in Matlab

If you want MRUI to start up automatically when Matlab starts up, create a file cidlgdp.m  in your
personalC:\MATLAB directory; it should contain the following line:

mrui

You could also use this Matlab startup script to bring you to your preferred directory before you start using
MRUI, e.g.:

cd \matlab\work_dir\my_data

mrui
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3. Starting MRUI; the Graphical User Interface

3.1 Starting MRUI: the base window

To start MRUI, you have to start up Matlab first. From the Matlab command prompnrcall If you organ-

ize your data under tHBHOME/matlab/work_dir directory (see section 4.1.3), you might want to change
directory there first:

% cd $SHOME/matlab/work_dir

% matlab

>> mrui

This will bring up the MRUI base window, the center of the Graphical User Interface (GUI), from which you
call the various signal processing functions. For an example of the MRUI base window, see Figure 2. The fig-
ures in this manual were produced running MRUI on a PC running MS-Windows 3.1, and the Matlab graphical
features, such as menus and buttons, may look slightly different on an X Windows platform.

= MRUI Base Window: version 96.3 nn
Matlah Conversion Database Plot

Figure 2. The MRUI base window, containing the main menu.

The various signal processing functions will be described in the following chapters. The two main popup menus,
calledProcessing andQuantitation contain the main function for quantitative data processing:

Popup menu Function see

processing Filter HSVD chapter 9
FID Maths chapter 8
Simulate chapter 6

guantitation SvD_1D chapter 10
Peakpick chapter 11
Inputvp VARPRO chapter 12
Inputnv AMARES chapter 14
VARPRO AMARES chapter 13

The menus at the top of the MRUI base window are for miscellaneous functiorigailak menu will be de-

scribed in section 3.2, ti@onversion menu in chapter 4, thRatabase menu in chapter 7 and ti®ot menu

in chapter 16.

In the MRUI graphical interface, all interaction is controlled by windows, menus, buttons, etc. However, it is
recommended not to iconize the basic Matlab command window, as it may contain error messages, output mes-
sages from programs running in the shell (UNIX or DOS) or sporadically even ask for input from the user (the
routines in which this is still necessary are under development to avoid this). Run Matlab from a window that
allows scrolling, so you can read the contents of the screen even if these are longer than the default number of
lines for your window.

3.2 The Matlab menu

The Matlab menu under the MRUI base window contains a set of Matlab commands that help you modify the
look of the interface according to your personal favor, set defaults for all input parameter to be used in any sig-
nal processing function, navigate through your data directories, and make things behave if they do not. The sub-
menus and menu items are explained in the following.
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3.2.1 customize

The customize menu helps you make MRUI behave the way you want to, including window sizes and posi-
tions, colors, preferences and input parameters to signal processing functions. All these settings are stored in the
mrui.ini file in thework_dir  directory. Originally this will be thenrui.ini distributed with the MRUI
package; you had copied it frdVIRUIDIR/work_dir  (see section 2.3.4) together with the fileui.def

which has the same structurenaigii.ini  , but contains all the default settings as distributed with the package.
Once you start changing the default settings wittcttsomize menu, your personal settings will be stored in

your matlab/work_dir/mrui.ini file. The contents afrui.ini have then changed, burui.def

is still in its original state. This allows you to restore the package default settings at any time, by selecting in the
customize menu packagedéefault & exit”. Once you start making changes in the settings, a third version of the
settings file will be created in thveork_dir : mrui.bak . This file provides a backup copy of your previous
settings. When you ruoustomize, mrui.ini is automatically copied terui.bak , so that despite the
changes you make, you can always fall back on your previous situation via:

% cd ~/matlab/work_dir

% cp mrui.bak mrui.ini

This may also be useful, should you accidentally delete mouiini file. Should you for some reason have

lost all mrui.*  files in your work_dir  directory, your only option is to copy a new set from the
$MRUIDIR/work_dir  directory (see section 2.3.4) and start again from the package defaults (unless you can
retrieve parts of your personal mrui.ini from a system backup you or the system manager made earlier).

When changing settings in any of thestomize functions, you have three options to exit the function:

save & exit Saves your changes in thui.ini file, with a backup copy of your previous
settings still available in tharui.bak file.
exit without save Annihilates all the changes you made in the current customize function, and re-
turns to the previous settings.
package defaults & exit  Copies themrui.def  overmrui.ini , thereby restoring the original MRUI
default settings. A backup copy of your previous personal settings still exists in
mrui.bak

3.2.1.1 customize windows

The customize windows function consists of a popup menu containing a list of all windows used in the MRUI
graphical interface, see Figure 3.

= Change MBUI window sizes and positions Hn

0 T

Figure 3. The customize window function with its popup menu

Select the name of the window of which you want to change default size and position, and that window will ap-
pear, inactive (i.e. you cannot use it for its normal functions, it appears only so that you can reposition it ac-
cording to your preference). Should a window already be open (e.g. the base window and the customize window
will necessarily be open), then it will remain active. Next a message window will appear, saying that you can
now reposition the window according to your wishes, and then pre&ktteitton to save the new positions in

the mrui.ini file. When you press th@K button, both the repositioned window and the message window

will disappear (not if the window you wanted to change was already open, see above). You can repeat this proc-
ess for as many window on the list as you wish.

Notice that the window you wish to reposition will appear first, and then the message window, which will at
that time be the current window (active). Hence you will have to click on the bottom window to make it the cur-
rent window, before you can reposition it. This may cause some confusing overlap. If you want to reposition a
large window, then making it the current window will bring it to the front, and hide the message window. After
repositioning your window, you must press @€ button, for which the message window needs to come to the
front. You can either do this using your X-Windows or MS-Windows task manager, or simply iconize the repo-
sitioned window by clicking the corresponding button in the top right corner of the window. Iconizing your
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window will not affect the position parameters that the customize function stores, even though the icon will be
placed at the border of your screen. If you wish to permanently change the default size and position of the mes-
sage window, or one of the other question windows with the same size and position, the top message window
will fully overlap the window to be repositioned. In this case it is easiest to temporarily move the top message
window a little out of the way. Beware that you can only pres©#dutton on the top message window (the

one displayed for repositioning is inactive).

3.2.1.2 customize colors

The customize colors function brings up a window with three columns of color settings. One for the back-
ground colorslfcol*), one for the foreground colorfc6l*), and one for the miscellaneous colasd]*). See
Figure 4.

Change MRUI colour scheme nn

zave &k exit E

background foreground miscellaneous

(Jacoll |

(O feolz |
(U fcold |

(Jfeold |
(fcols |

Figure 4. The customize colors window with its RGB sliders

The individual color settings are displayed as a Matlab-type radiobutton, with the color of their current setting.
Changing one of these colors will change all occurrences of that (background, foreground or miscellaneous)
color in the MRUI software. At the bottom of the window, three sliders are displayed, initially disable (inac-
tive), one for each redR{, green @) or blue B) fraction of a color. This is the default color scheme format on
most computer systems. To change one of the MRUI colors, just click on its radiobutton, upon which the RGB
sliders will become enable (active), and the current RGB values of the color (values between 0 and 255) you
clicked will be listed in the text boxes on the right of the sliders, and represented by the position of the respec-
tive sliders. Note also the appearance of a new button labpfggd Now you can change the selected color
using the three sliders. There are three ways of using a slider in Matlab, and hence in MRUI:

1. By clicking on an arrow sign at either end of a slider, you make small steps in that direction.

2. By clicking on the bar between the slider and the arrow sign, you make larger steps in that direction.

3. By positioning the mouse cursor over the actual slider, then clicking the left mouse key and keeping it

depressed, you can drag the slider along in either direction over an arbitrary distance.

As you move the RGB sliders along, the color of the selected radiobutton will change accordingly, and the RGB
values in the text boxes will be updated as well. Once you are happy with the new color, Epegly theatton.
The new color settings will then be put in a format to be stored imithieini file once you exit this func-
tion. You can similarly selected other radiobuttons for different colors, and use the RGB sliders to change their
color settings. Remember to press dpply button each time you have finished changing a color, otherwise its
new settings will not be stored in threui.ini file, and hence be forgotten when you exit this function.

18



3.2.1.3 customize preferences

The customize preferences function brings up a list of various options that occur throughout the MRUI inter-
face, see Figure 5.

ﬁ Change preferences
Plot batch spectra Plot batch results Spectral results

zave &k exit

draw blue linez when zooming [ no
draw blue linez when scaling

draw blue linez when selec:tmg FI“EI HSYD regmn

draw blue linez when selec:tmg ER_ Filter reglun or Frequency zhift

give instruction messages when zuummg

give instruction messages when s-::almg
give instruction messages when sele-::tlng Filter_HS5¥D region
_

give instruction meszages when selecting EB_Filter region or Frequency shift

give instruction meszages when getting coordinates
_ _

__
give instruction meszages when Peakpicking
dizplay real part of spectra

dizplay spectra in reverse mode [MMB ztandard]
dizplay the spectrum labels [in result dizplay]

dizplay the peak numbers [in result dizplay]

delete temporary scratch filez after analysis

Figure 5. The customize preferences window.

Here you can change their default settings. The preferences for the plot furledim{ch spectra andPlot

batch results) can be changed using the menus as described in their corresponding sections in this manual, and
the settings of th&pectral results menu are described in section 5.2.1. Most other default preferences are
controlled by the checkboxes on the right, which you can switch betwseandno by clicking on them. The

bottom two settings contain default values for sliders and should be changed by editing the edit/text box. Most
settings are totally up to the preference and experience of each individual user, but it may be useful to know,
once you get more experienced with the software,rtbatlisplaying auxiliary blue lines and instruction mes-

sages (in the text box in the bottom right corner of the spectral window, see e.g. section 5.1.2.1) accelerates the
corresponding functions. See the corresponding sections for more detailed information on the various options.

3.2.1.4 customize fitting parameters

The customize fitting parameters function controls default settings of input parameters for the various signal
processing functions, and also their maximum values. See Figure 6.
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Change parameter settings for fitting methods
Process Filter_HSVD SVYD_1D Peakpick Inputvp/nv VARPRO ! AMARES

save & exit

DEFAULT VALUES

ndp ncohimn npeak it ndp npeak

VARPRO/AMARES
HLSVD

HSVD

MATLAB HSVD
HTLS

EP

LPSVD
LPSVD{CR)

Figure 6. The customize fitting parameters window lets you 'streamline' your functions.

Here you can change the default input parameter settings for the methods you use, in order to reduce the opera-
tor interaction with these functions to almost zero if your applications are very similar in nature. You can also
change the default settings for various options via the corresponding menus. It is even worthwhile to use this
customize function to change the default input parameters for each new type of experiment you are analyzing, so
that you can virtually process all signals from that particular type of experiment simply by loading the signal and
selecting thgo! menu item (see e.g. sections 8.2.5, 10.7 and 13.4). This certainly helps toward full automation
of routine MRS data analysis. You should change the maximum values of the input parametety Herau

changed their constants in the corresponding Fortran programs (see Appendix E). If you changed the constants
in the Fortran programs, it suffices to change the maximum values here in order to make MRUI incorporate the
new settings in the Fortran algorithms, and it will then automatically update the relevant functions, such as e.g.
the size of the peak number submenu inRbakpick function (see section 11.5). See the corresponding sec-
tions for more detailed information on the various input parameters and menu options.

3.2.1.5 customize absolute quantitation
Thecustomize absolute quantitation function is disabled as it is still under development.

3.2.2 directories

Thedirectories menu lets you browse through, change to, and create directories. If your version of Matlab al-
lows it, it will use a familiar file manager window. For older versions of Matlab, MRUI will dispigst aame
window in which you have to type the relevant directory name.

3.2.2.1 current dir?

Selecting this menu item will display the full path name of the current directory in the Matlab command win-
dow. This is equivalent to (but with cleaner output than) to the Mptlabcommand.

3.2.2.2 cd work_dir

This will change the current Matlab directory to y&iHOME/matlab/work_dir directory and display its
full path name in the Matlab command window.

3.2.2.3 select dir

This menu item is disabled (inactive) when running MRUI on a PC. This is because it uses Matlab properties of
the file manager function that are only valid under UNIX and not under DOS. When running MRUI on a UNIX
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platform, you can use this function to bring up the file manager window in which you can browse through your
directories by double-clicking on them. Once your directory of choice is the current directory in this window,
and its contents displayed on the right, presDitnee button, and Matlab will change directory to it (make it

the current directory), and display its full path name in the Matlab command window. If you have Matlab ver-
sion 4.0, you will see get nhame popup window, in which you must type thdl path name of the directory

you want to change to.

3.2.2.4 create dir

This menu item is disabled (inactive) when running MRUI on a PC. This is because it uses Matlab properties of
the file manager function that are only valid under UNIX and not under DOS. When running MRUI on a UNIX
platform, this menu item allows you to create a new directory in your existing directory structure. Browse
through your directories (by double-clicking on the directory names) until you reach the directory under which
you wish to create the new one, type the name for your new directory in the appropriate text box and click on
theDone button.

3.2.3 list files

This menu item displays a list of files in the current directory. If you have Matlab version 4.1 or higher, this will
be with the help of the familiar file manager window, in which you can even browse through an arbitrary num-
ber of directorieswithout Matlab actually changing the current directory) and see lists of files there, complete
with scroll bars. For more information about the use of the file manager, see section 5.1.1.1.1. If you have Mat-
lab version 4.0, the list of files will be that produced by the Matiab command.

3.2.4 workspace

This menu item displays all variables currently active in Matlab workspace (memory). If you use MRUI as an
MRS data analysis tool, it is unlikely that you will benefit from this function. It is meant to be useful for regular
Matlab programmers that wish to manipulate certain variables, or understand how things are working. You can
choose between a short variable list (equivalent of Mattadocommand) and a detailed list which also lists the
properties (size, density, complexity, etc.) of each variable (equivalent of Mdttsgtbocommand).

3.2.5 save

Again, this function is included for the use of software development or independent manipulation of variables
and data. This menu item saves all variables in the Matlab workspace (see section 3.2.4) to a binary Matlab file,
of which you can enter the name (equivalent to Magkale <name> command).

3.2.6 pack

Pack clears and re-organizes Matlab's memory usage. If you tend to get "memory full* messages or unexpected
behavior (such as error messages which cannot be reproduced after a complete re-start of Matlab), you may find
it useful to select this menu item regularly to avoid Matlab memory errors. This menu item is nothing more than
a callback to the Matlapack commandpack consolidates workspace memory; it performs memory garbage
collection. Extended Matlab sessions may cause memory to become fragmented, preventing large variables from
being storedpack is a command that saves all variables on disk, clears the memory, and then reloads the vari-
ables.

3.2.7 clear screen

Selecting this menu item clears the Matlab command window (equivalent to the datl@ommand).
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3.2.8 restart

This function quits MRUI, clears all variables and windows, re-organizes memory (using the pMetkab
command, see section 3.2.6) and automatically restarts MRUI. You may find this useful when you find after an
error message that other functions no longer work, or that you get a cascade of error messages. In many cases
you can use this function without having to quit and restart Matlab, which is much more cumbersome. Also,
when issuing aestart, Matlab keeps the current directory, whereas after a Matlab restart you will return to the
directory from which you called the Matlab program (see section 3.1).

3.2.9 quit MRUI

This menu item quits MRUI, clear all variables and windows, and leaves Matlab running, with a cleared com-
mand window at your disposal. It brings up a final window in which you must confirm your exit action. See
Figure 7.

Exit MEUI

Figure 7. Exit window to confirm 'exit MRUI'.

3.2.10 quit Matlab

This menu item terminates Matlab (and consequently MRUI) in one go. Equivalent to the ddidttlattom-

mand. You can use this to end your session (once you have finished running MRUI and you no longer need
Matlab it is recommend to exit Matlab as this clears a large portion of RAM memory), or as a last resort in case
you had errors that even prohibited the MReBtart. It brings up a final window in which you must confirm

your exit action. See Figure 8.

Exit Matlab

Figure 8. Exit window to confirm 'exit Matlab'.

3.3 Strategy for MRS data analysis with MRUI

So how exactly do you approach this software package? Which steps do you take when you wish to get numbers
out of your experimental data? What do you pay attention to when selecting on of the available methods? This
section will hand you a short instruction list of steps to take from having an MRS signal to getting the table of
numerical results. The methods named in the various steps will be described in detail in the following chapters.
Right now we stress that this manual aims at explaining the MRUI software package, asel ¢ifthe signal
processing methods contained in it, such as HLSVD and VARPRO. This manaathis right place to learn

about the theory of time domain fitting and the algorithms used, see also section 1.1. However, at times you may
find it useful to understand more of the underlying theory of the methods you use, especially if you need to re-
search a special strategy when the routine instructions in this manual do not suffice. This manual will give as
much information and tips as possible, but it can be very rewarding to read some of the cited references, or
browse through Dr. Ron de Beer's lecture notes on the internet (see page 1).
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But now, in short, the hitch-hiker's guide to MRS data analysis with MRUI. You will find a fully worked out
example of this step-by-step list in twerk_dir/TEST  directory. Using the provided files, you can perform

this entire sequence of signal processing steps on your own computer, which is really not a bad way to get to
know your MRUI.

step 1 First of all, get yourself a signal. In most cases, you will have a measured MRS
signal in a spectrometer-format file, which must be changed to a format read-
able by the MRUI programs, so start wibnversion. see chapter 4
Otherwise, you can create yourself an FID, using the MRidulation tool see chapter 6
step 2 Make sure the spectral display is according to your expectations (and your

spectrometer software display). U3atabase - SETUP: experimental. see chapter 7
step 3 If you wish to apply any preprocessing to your signal before you carry out the
numerical parameter estimation, B Maths. see chapter 8

step 4 To remove unwanted components from your signal (such as residual water,

lipid peaks or solvent peaks), usiiter HSVD before parameter estimation. see chapter 9
step 5 If your signal is well-conditioned (high SNR, low to moderate overlap), 'black-

box' parameter estimation using an SVD-based method is fast and easy.

SVD_1D will already complete your numerical data analysis. see chapter 10
step 6 However, within vivo MRS data, the SNR is usually low and an SVD-based

method will not yield most accurate results. For most accurate parameter esti-

mation you should use a non-linear least squares fitting technique that can im-

plement biochemical prior knowledge: VARPRO or its new improved variant

AMARES. Here you must first supply a set of starting values for the nonlinear

least squares routine. You can do this uSiagkpick. see chapter 11
step 7 Next you can instruct the VARPRO or AMARES program with a number of

optional settings (such as the lineshape to fit with), and impose constraints

known from biochemical prior knowledge (e.g. multiplet structures) using,

depending on the type of prior knowledge required, and whether you are going

to run the conventional VARPRO method or the new improved AMARES

program, thdnputvp or Inputnv function, respectively. see chapters 12,14
step 8 Once you have provided starting values and prior knowledge, you can run
VARPRO / AMARES, which does not need any further input. see chapter 13

This list is illustrated below in a diagram. Solid-bordered boxes are necessary processing functions (or the most
likely of two alternatives); dashed-bordered boxed optional (or the less likely of two alternatives).
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|
spectrometer file MRS signal | ----- - | Simulate |

SETUP: experimental

spectral quality?

very good _ - the usual...

' SVD_1D | Peakpick

Inputvp / Inputnv

VARPRO / AMARES

Figure 9. The hitch-hiker's guide to the MRUI functions.

You are now ready to embark on your journey through the MRUI signal processing functions, but first we will
describe th&€onversion menu with its features in chapter 4, and illustrate the spectral windows to you and ex-
plain their general functions in chapter 5.

Throughout the main course of this manual, we will focus on one particular example of a measured MRS signal, and follow
it through the various relevant signal processing procedures. For signal processing functions that are not relevant to the
quantitation of thisn vivo 3P MRS signal, other signals will be used for illustrative purposes. The example signal, named
exam, is anin vivo*'P MRS signal, measured from a human calf muscle on a Picker modified (SMIS, Guildford, UK) 1.5 T
NMR spectrometer (the SMIS format data fiE8lischb.mrd must first be converted intéschr.dat and

ischrmat , see section 4.6). The human subject, a healthy volunteer, was placed in a supine position, and a 5 cm radio-
frequency surface coil positioned under the right calf musteMR spectra were collected continuously with a temporal
resolution of 96 s during three ischaemia & reperfusion cycles of 5 & 5 minutés \achre grateful to Tiziano Binzoni,

E. Hiltbrand and P. Cerretelli from the departments of Physiology and Radiology of the University of Geneva (Switzerland)
and the Centro Interuniversitario Grandi Apparecchiature Biomediche nelle Neuroscienze (CIGABIN) at the University of
Padova (Italy), for providing this example data set, and allowing its use for demonstration purposes in this manual, to which
is has an important contribution in illustrating the various functions of the MRUI software.
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4. Spectrometer file conversion

MRUI is equipped with a number of conversion routines to read files from different spectrometers. The purpose
of the conversion is to create data files in such a format that they can be read by the Fortran programs that run
the signal processing, and by the Matlab scripts that run the MRUI interface. Also, all available and relevant
experimental parameters read from the spectrometer file will be stored in a small ASCII file, so that they can be
used for MRUI's spectral display. It is stressed that the available conversion routinespvided centrally

from the MRUI development, but originate from MRUI users with spectrometer files of a ‘new’ format (i.e. not
yet included in the MRUI program), who provide us with the necessary manufacturer information to read those
files (upon which we will write the conversion script) and sometimes even a ready-to-run Matlab conversion
script (and then we only have to incorporate it into MRUI using the general file management and spectral dis-
play format). So these conversion menus are constantly updated according to the requirements of the MRUI
users. Should you have written your own conversion tools for a particular type of spectrometer file, please share
it with the rest of the MRUI community!

4.1 The two MRUI formats

Whenever you convert a spectrometer data file, you will see thaa@drsignal,two binary data files will be
produced: thecname>.dat file in binary rdb format, and thename>.mat file in Matlab format. This may

sound like a waste of disk space, but it speeds up file reading into the graphical interface. The origin of this du-
ality lies in the history of signal processing before the MRUI interface. Initially, HLSVD and VARPRO existed
only as Fortran 77 programs. Data input was performed using Fortran routines, and for maximum speed, data
files were read in a binary format. This format, initially introduced by Dr. Ron de Beer, was dubbed the “rdb
format”, of which an interchangeable binary and ASCII version existed. Next, with the introduction of the
MRUI interface, the signals from the data files also had to be read in and written from the Matlab environment.
The obvious format for these data files was of course the Matlab binary format, though this meant the necessity
for a second copy of the data file in the Matlab format. Could both types of program not use the same binary
file? Well, if we would stick to the binary rdb format, it would be possible to read in those files into Matlab, and
fill the necessary variables with the right values. However, this would much slower than Matlab’s file 1/O for
files in its own format, and require more run-time memory. On the other hand, can the Fortran programs not be
taught to read the Matlab binary files? The reading time difference would be minimal. It is indeed possible to
write a simple Fortran subroutine that reads or writes a Matlab format binary file, but this would require system-
specific Matlab-provided file 1/O libraries when compiling the Fortran programs. This might create a compati-
bility problem for the distribution of MRUI over a large number of groups with different computer systems and
Matlab versions, and would require parallel copies of all Fortran programs for MRUI users with Matlab, and
users of the Fortran programs that do not have Matlab. This situation would be difficult to maintain over a num-
ber of software upgrades and is therefore undesired. Finally, would it not be possible to write a complete For-
tran routine for reading and writing of Matlab format binary files, without the need for the Matlab-provided li-
braries? Well, all Matlab owners can check their “Matlab external interface guide”, of which the appendix
“MAT-File Structure” lists the required information. | have tried to write a Fortran subroutine that would
achieve this, but | did not get far and suffered from time pressure of other tasks. It is still on the list of things-to-
do, but I cannot judge when we will get it done. Should anyone succeed in writing an appropriate Fortran rou-
tine, then we would be most happy to incorporate it in the MRUI programs, thus avoiding the necessity of dual
data files.

However, for the moment MRUI will keep working with the double copies of each data filenainee>.dat

file for reading into the Fortran programs, and4heme>.mat file for reading into the MRUI interface. Any

MRUI function that creates new files, will automatically produce both types. In the rest of this chapter on con-
version, when we refer to one type, esgame>.dat being produced by conversion of SMIS MRD files (see
section ), it is implicitly meant that the correspondimame>.mat file is produced as well, and vice versa. If

for some reason only one of the two is being found at any time, the corresponding file will be automatically cre-
ated. This means that after you have analyzed a set of data, you can remové.ddit thefiles, or all the

*mat files, so you can clear some disk space, without losing the data. You can alsoG@®vdrsion menu

to convert between the two file formats, should you want to do this manually, see section ***.

The following two sections describe the rdb and Matlab format files, which store the number of data points
(ndp), the dwell time gtep ), delay time lpegin ) and of course the data points themselves. The number of
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data points of the signal written to the MRUI data file is always taken as the number of data points present in the
signal in the spectrometer data file, with a restriction gt in the MRUI data file cannot be larger than the
absolute maximum number of data points allowed in the MRUI software. This maximum value protects the
Fortran read and write routines in the signal processing and conversion programs from overflowing the data
arrays, which would incur uncontrolled loss of data points and lead to aberrant results. The default maximum in
the MRUI package is set at 16384, but you can change this valuenraitmelp submenu item of thEETUP

menu in thecustomize fitting parameters window. However, you should do thafter you have increased the
maximum array sizes in the corresponding Fortran routines, see Appendix E. In the example, the data files are
calledtest.asc , test.dat andtest.mat , respectively.

4.1.1 The rdb file format (*.dat )

The rdb format files are characterized by a single precision buffer of 64 elements (ASCII format: 16 rows, 4
columns), followed by a the real parts of the complex data paidfs/4 rows, 4 columns), in turn followed by
the imaginary parts of the complex data pointip(4 rows, 4 columns). According to the Fortran protocol, the
rdb format ASCII file is written as:
open(100,file="test.asc',status="unknown")
write(100,10) (buf(i),i=1,64)
10 format(4e15.5)
write(100,20) (yr(i),i=1,buf(1)/2)
write(100,20) (yi(i),i=1,buf(21)/2)
20 format(4e18.10)

close(100)
The parameters contained in the buffer are as follows:
buf(1) = 2*ndp number of complex data points times two
buf(2) = step sample time step of FID in milliseconds
buf(3) = begin begin (delay) time of FID in milliseconds

The VNMR format conversion prograbisis-vp  (see section ***) also writes (altbgh these are not auto-
matically used) the following variables:
buf(4) = phzero zero order phase of FID in degrees
buf(5) = Ib*pi/1000 line broadening timer in kilohertz
Using the same variable names, the rdb format binary file is written as:
open(100,file="test.dat’,form="unformatted’,status="unknown’)
write(100) (buf(i),i=1,64)
write(100) (yr(i),i=1,ndp)
write(100) (yi(i),i=1,ndp)
close(100)

4.1.2 The Matlab file format (*.mat )

The Matlab format data files contain the same parameters as the rdb format files, written using theaMatlab

command:
save test ndp step begin signal

All variables can be read back into the Matlab workspace (memory) using the Matlaltommand:

load test

In the Fortran programs it is not essential to use these names for the variables. However, in the Matlab file
writing and reading, you should adhere to the variable names as above, as subsequent scripts expect variables
with such names to exist in memory. Also, since the Matlab files need to be converted to the rdb binary files, the
order in which the variables are stored in the Matlab files is also important and should not be changed (e.g. if
step andbegin are interchanged, the Fortran programs will later read the valbegai into thestep

variable, and vice versa).

4.1.3 Converted binary data files: names and locations

Whenever you convert a spectrometer file using one of the MRdlersion menus, you will be asked what
the name (or base name) of the binary data file will be. These file hames in MRUI may contain up to 32 valid
characters, including the extension (suchdas or.mat ). PC users with Windows 3.1 or 3.11 (or with Win-
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dows 95 using Matlab for Windows 3.1 or 3.11; the true Windows 95-compatible Matlab version is expected
soon), should of course comply to the DOS convention that file names can have a maximum of 12 characters: a
file name base of maximally 8 characters, then a separation dot and an extension of maximally three characters.
If you are asked to enter the base name of a series (‘batch’) of files, make sure that the base name does not end
in a numerical character, otherwise it may upset the numbering of the series as maintained by MRUI. Do not use
dots in the file names other than the one to separate the file name base diadmdtsnat extension. Also, do

not use underscore characters near (within 4 positions of) the end of your file names, as these are preserved
for data files that have undergone some sort of FID processing (see chapter 8). For trouble-free #etof the
batch results function (see section 16.3), file nanmegststart with a non-numerical character.

You can also specify the directory in which the converted files need to be stored, either by browsing through the
directories in the File manager (Matlab versions 4.1 or higher) or by typing the full path name of the file (Mat-
lab 4.0). For an example of this interaction for batch processing, see section 4.4.1, for an example of this inter-
action when converting single spectrometer files, see section 4.6. In sections 2.3.4 and 2.4.3 you read how your
personaBHOME/matlab/work_dir is the central point of your MRUI file system, and it is recommended,
although not crucial, that you create subdirectories (see e.g. section 3.2.2.4) for your data files under this
work_dir  directory. You can have your data directories on any arbitrary position in your directory structure,
but in some situations it has proven a little easier if the data files to be processed by MRUI are in subdirectories
under youwork_dir  directory. It is howevenot advised to store data files direcittythework_dir  direc-

tory, as that will result in cluttering of the directory with data and result files; it is better to leaverkhelir

directory for the dedicated MRUI files as described in sections 2.3.4, 2.4.3 and 3.2.1.

4.2 FID scaling

When you convert a spectrometer file, the FID in it may have a very large intensity. When gain factors in your
spectrometer are high, and no automatic correction for the number of summed blocks takes place, FID data
points may be of the order of one million to one billion (arbitrary units). This means that when doing the pa-
rameter estimation with MRUI, the estimated amplitudes have values of a similar order of magnitude. This is
undesired, as some parameter estimation algorithms may not perform optimally for very large numbers, and
besides, it will cause tables with results to misalign. Therefore, all conversion routines contain a built-in func-
tion to normalize the converted FID to norm 1000. This means that the maximum (real or imaginary) value in
the FID is scaled to be 1000, and all other data points are scaled analogously. This properly organizes the tables
in MRUI, and optimizes performance of VARPRO. However, the scaling factors need of course be taken into
account later on, if absolute quantitation is to be performed. Therefore, for each converted FID, apart from the
<name>.dat and<name>.mat file, a third file is created: thename>.scl file, which contains the rele-

vant parameters:

FID scaling parameter package default
sfrq transmitter frequency in Hz 63860000
scans number of FID blocks summed N/A

scale true maximum (real or imag) value of raw FID N/A

norm maximum value for normalization 1000

Whenever necessary (combining two signals into one, calculate absolute concentrations, etc.), MRUI will auto-
matically correct the (amplitudes of) the scaled signals in the data file by readsaalhe andnorm values

from the<name>.scl file, and multiply the (amplitudes of) the scaled signals bygtiaée value and divide

it by thenorm value. This will make the whole scaling feature rather transparent, as the final results presented
to you will still be in terms of the original intensities of the FIDs. One particular point of interest is the values of
the estimated amplitude values that are presented in the parameter result table in the result spectral window after
anSVD_1D or VARPRO fit (see e.g. Figure 25 in section 5.2). By default, the presented values in this column
are those estimated B¥D_1D or VARPRO from the time domain signal in the data file, i.e. the scaled signal,

so the amplitude values will be in the order of 10 to 1000 (because the maximum intensity of the entire FID was
set to 1000). However, if you wish to have the original intensities (i.e. the amplitude values corrected by the
scale andnorm factors) displayed in this table, you can change that default setting usengghtides in

result table menu item under th8VD_1D andVARPRO menus of theustomize fitting parameters menu

from theMatlab menu under the MRUI base window (see section 3.2.1.4).
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4.3 Storage of experimental parameters

At conversion time, not only the variables described in sections 4.1.1 and 4.1.2 are read from the spectrometer
file; all other relevant experimental parameters available are read and stored in an ASCII fileesalled
fault.xpt . This file is consulted by MRUI whenever it needs some experimental parameter for the spectral
display or absolute quantitation. The experimental parameters statefdirt.xpt are:

experimental parameter package default
nucleus measured nucleus h'

b0 static magnetic field in Tesla 1.5

sfrq transmitter frequency in Hz 63860000

xun X-axis units ‘Ppm’

khzref reference resonance in kHz 0

ppmref reference resonance in ppm 4.7

ndpfit number of complex data points to be used in fitdp

ndft number of data points for FT spectrum 4096

fresign indicator for correct display of spectrum 1

Each conversion routine tries to read as many of the above parameters from the spectrometer file as possible,
and for the ones it could not obtain from the spectrometer file, it will take a set of default values. When starting
conversion of data files in a new, empty directory, these default values come framutliei file in the

work_dir  directory. The default values distributed with the MRUI package are listed above (corresponding to
anin vivo'H MRS application at 1.5 T), but these can be set at any different value ustgstbenize fitting
parameters function, see also section 3.2.1.4. However,détault.xpt already exists in a directory (e.g.

from an earlier conversion), then the conversion routine will take the values for the parameters it could not read
from the spectrometer file, from thaé¢fault.xpt file. This means that once you have done one conversion

(and created the firslefault.xpt in that directory), you can optimize the settings usingltatabase

menu, itemSETUP: experimental (see chapter 7), and these new values will then keep existing de-the

fault.xpt file in that directory, even though it gets overwritten at each new conversion. Thus the parameters
that are read from the data file can be different after each conversion (which is desired for e.g. the exact offset
transmitter frequency), whereas parameters not obtainable from the data file always take the values as set by
yourself using th&ETUP: experimental function. So for each directory with data files, atedault.xpt

file will exist, containing experimental parameters that customize your spectral display. This fact makes it rec-
ommendable to store data files from different experiments in different directories, which is a good idea anyway.

4.4 Conversion Options

The first menu item under thHeonversion menu shows two related optiori&atch conversion anddisplay
results. Selecting either of these options simply toggles their setting between off and on.

4.4.1 batch conversion

Any conversion routine can be run in batches. This means that you can indicate a series of spectrometer files,
such that they will be all be automatically converted to their binary rdb and Matlab format files. By default, this
option is switched off. By selecting the menu item you can toggle this setting. Once the batch conversion item is
switched on, any conversion routine run will start by displayingDifine batch series window (see Figure

10), in which you should type the general base name of the files in the batch, the start serial number of the batch
and the end serial number of the batch. The start serial number of the batch does not have to be 1.
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Define batch series

p3lisch

5
12

'® conzecutive
.’ non-consecutive

Figure 10. The batch series definition window

The continue button in the lower right corner of the window in Figure 10 originally comes up with the text
cancel. Using thecancel button you can at any moment during your batch series definition bail out and start
again. Typing the required information goes in the order from above to below: first the question for the general
base name comes up, after you have typed the base name and[gmsskd , the question for the start num-

ber comes up, after you have typed that and pr¢Eseer] , the questions for the end number comes up, and

after you have typed that and presfedter] , the lower right button will change frooancel to continue,

and two more buttons will appear in the lower left corner of the window, see Figure 10. Note that before you
can type in one of the dedicated edit boxes (for base name, start or end number), you must first click with mouse
(left mouse buttoninsidethe edit box. For further information on loading batches, see section 5.1.1.1.2.

Should you have a consecutive batch, i.e. a data file exists for each serial number between the start and end
number, and you wish to include all these files in the batch, then you can ignore these two buttons, and click the
continue button. However, if there are files missing for certain serial numbers between the start and end number
(if you do not take the appropriate action here, there is always a protection where the existence of each file to be
read is checked, and the correct action taken if the file does not exist), or in case you wish to exclude certain
files from the batch on purpose, you can click iba-consecutive button, upon which thbatch exclusion

window will appear (see Figure 11).

= Uncheck boxes of file numbers to be excluded from batch nn
Bds Ke K7 HKs [EKa [Kio
1 12

.} conzecutive
% non-consecutive

Figure 11. Excluding certain file numbers from the batch.

In this window you will see a checkbox for each number in the batch between the start and end number. Ini-
tially, all check boxes are checked, which means that by default all files will be included in the batch. By click-
ing on a checkbox, it will be unchecked, and the corresponding file number excluded from the batch. You can
reverse this action by clicking the same checkbox again, upon which it will be checked again, etc. Once you
have composed your batch according to your wishes, presentiaue button. To make sure all files are in-
cluded again in one action, press tlunsecutive button. You could then obtain the checkboxes again by
clicking on thenon-consecutive button once more, etc. This window can contain a maximum of 100 check-
boxes. Should you have a batch larger than that, a supplementary popup menu will appear in the bottom right
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corner of the window, which allows you to browse through the fields containing humid€)@, 1.01..200,
201..300, etc. In principle, this allows you to work on batches that have an arbitrarily large number of files.
Once the batch has been defined, you are asked to enter the converted file name base, see Figure 12.

Edit Window (v«

Figure 12. Edit window to type file name base for batch after conversion.

This is all standard for all conversion routines when run in batch conversion. When converting single spec-

trometer files, the file name interaction is as illustrated in section 4.6, identical for all conversion routines (apart

from spectrometer file names and extensions etc.). The specific details of the different spectrometer format con-
version tools are described in sections 4.5 and further.

4.4.2 display results

This option determines whether the converted FID and spectrum will be displayed. By defaulbataen
conversion is off, thedisplay results option is on. When you switch on thatch conversion option, thedis-

play results option will be automatically switched off. Should you wish to display the FIDs and spectra of all
files in a batch, just switcisplay results back on. You can of course also disable the display of results for
single file conversionsbg@tch conversion off) by switching offdisplay results.

4.5 GE (General Electrics) data

If you have data files acquired on a General Electrics (GE) system, use the appropriate item under this menu to
convert them into the MRUI formats. Conversion routines exist for 5x and 4x files, PROBE and non-PROBE
files, so-called G files, SAGE/IDL files and Omega files.

4.6 SMIS (Surrey Medical Imaging Systems) data

If you have data files acquired on an SMIS console, use this menu item to convert them into the MRUI formats.
As soon as you select tI#MIS data menu item, the file manager will come up (if you have Matlab 4.1 or
later), from which you can select the SMIS MRD file to be converted (browse through the directory tree if nec-
essary). All files with amrd extension.mrd ) are listed. For conversion of other spectrometer files, the file
manager will list all the files with the extension relevant for that type spectrometer. If you have Matlab 4.0, you
must type the file name in tlgeet_name window (for an example, see Figure 12); the file name suffices if it
resides in your current directory, otherwise typeftilepath of the spectrometer file name. For an example of
the interaction with the file managdein order to indicate the spectrometer file to be converted, see Figure 13.

P During any MRUI session, you'll be using Matlab's file manager (if you have Matlab version 4.2 or higher) rather a lot.
The first time in any session it will come up with its default size. Resize it to a convenient size once, and from then on (in
that Matlab session) it will have your preferred size (and come up faster, too!).

30



= Convert SMIS data file:
File Hame: Directories:

| p31ischb mrd d:-%__waork_dirip3Thuman

=, :

[=> matlab
[= work_dir

= p31human

List Files of Type: Drives:
* mrd |£I | = d: data

Figure 13. The file manager used to indicate the SMIS spectrometer (MRD) file.

Browse through the directories in tRerectories: field, then select the spectrometer file and clickQi

(Done on UNIX systems) or pre$gnter] . You can also double-click on the spectrometer file n&aacel

will abort the file conversion routine. For more information on the file manager, see section 5.1.1.1.1. Next, the
following file manager will come up, asking you under which file name to save the converted spectrometer file.
See Figure 14.

= Sawve as [file name base only]:

File Hame: Directories:
| izchr d:-%__waork_dirip3Thuman

izchb_dat [= d:\ +

[=> matlab

[= work_dir
= p31human

Save File as Type: Drives:
= dat |£I | = d: data

Figure 14. The file manager used to indicate the converted MRUI file name base.

Again, you can browse through the directory tree, and then type the file name badélenNaene field (se-

lection box on UNIX systems), or select an existifigame>.dat file if you want to overwrite it. Should the
entered or selected file name containla extension (the window title asks you for the file name base only),
then MRUI will detect and omit it automatically, so that the conversion program gets the correct file name base
to work with. Click onOK (Done on UNIX systems) or preggnter] . Cancel will abort the file conversion
routine.

For SMIS files, you will now be asked how the individual blocks of FIDs in the spectrometer file (if more than
one were stored in the MRD file) should be stored in the MRUI format files. The following window gives you
two choices, see Figure 15.
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Choice Window

" Sum all 80 FIDz in one file
' Sum zequentially by groups

Figure 15. The choice window for storage of blocks of FIDs in SMIS conversion.

If you click on the first radiobutton, the conversion routine will sum all FIDs in the MRD file, and write the re-
sulting signal tocname>.dat . You can read from this first radiobutton how many blocks were stored in the
MRD file. If you wish to sum sequentially by groups, you are asked how many blocks should be summed to-
gether each time (enter 1 to store all FIDs in the MRD file separately), see Figure 16.

Edit Window

Figure 16. Edit window to type the number of blocks added together in SMIS conversion.

The SMIS conversion routine will then sum the first four blocks and store the resulting signal in
<name>1l.dat , the sum of blocks five through eightdiname>2.dat , etc.

Finally, the conversion routine (this is standard for all conversion routines) displays a new window in which the
raw FID(s) and spectrum(a) are plotted. See Figure 17.
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SMIS data file
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Figure 17. The conversion plot window, displaying the raw FID(s) above (real part in yellow, imaginary part in red) and
the raw spectrum(a) below (real part in green, imaginary part in cyan). When multiple FIDs are generated, these will be
displayed one by one.

Click on thequit button and the window will disappear. The conversion is finished. Certain spectrometer con-
version routines display more than one FID/spectrum plot window. Clicking on a gliighaitton will suffice
to clear all windows.

The experimental parameters (see section 4.3) that can be read from the SMIS spectrometerdidbsiare
andsfrq . The other experimental parameters are defaulted as folmpit( andndft are always taken as
in the table in section 4.3):

b0 15
xun ‘Ppm'
khzref 0.0
ppmref 0.0
fresign 1

The scaling parameters (see section 4.2) that can be read from the SMIS spectrometerstissarand

sfrg . The value oBcans is taken as the number of FIDs in case they are all added together. In case you sum
sequentially in groups of FIDs, the number of FIDs per group is written to the scale file of the corresponding
data file.
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5. MRUI: Spectral Windows

All spectral analysis functions in MRUI have been organized in three main windows: the spectral window in
single spectrum mode, the spectral window in multi spectrum mode and the FID processing window. The FID
processing window has been especially developed to display FID processing techniques that require two FIDs
(such as summing, subtracting or dividing FIDs). The main spectral window displays the spectrum that is to be
processed, and after a fit routine has been carried out, the window will increase in size to display the original
spectrum, the Fourier transform spectrum of the reconstructed FID according to the estimated model function
parameters, the residual spectrum and the individual peaks (Fourier transforms of the individual complex expo-
nentially damped sinusoids). These windows contain a number of menus, buttons and sliders that are identical
within all spectral processing functions, plus a separate menu that is specific to the analysis function activated.
The general menus and controls will be described for the three main windows in this chapter. The function-
specific menus will be explained in the chapters that describe that particular function. The default sizes and po-
sitions of these windows can be customized according to the user's preferences usistpthize windows

menu from theMatlab menu under the MRUI base window (see section 3.2.1.1).

5.1 The basic spectral window (small)

An example of the basic spectral window is displayed in Figure 18. In this example, the basic spectral window is
used for thesVD_1D function from thequantitation menu under the MRUI base window. As can be seen from

the figure, one menu is head8®D; this menu contains the features specifiS¥b_1D only (for more details

see chapter 10). The other menus recur in all or most spectral processing functions that use this spectral win-
dow, and are discussed below. TResults menu only becomes enabled (active) after the signal processing
function has finished, and will be discussed in conjunction with the result spectral window in section 5.2.1. Al-
though theNext menu is enabled (active) as soon as a data file is loaded, it will also be discussed in conjunction
with the result spectral window in section 5.2.2.

SVD_1D Window
View Miscellaneous Results Next

(@ tbegin range: pos

n i 3
N o

y ) e et
M

ppm

Figure 18. The basic spectral window, in this example as used by the SVD_1D function.

5.1.1 The File menu

34



TheFile menu contains some general functions for file management with respect to the spectral display window
(loading, saving, exporting, printing). Notice how before you load a data file into the spectral processing func-
tion, only theload andquit menu items are active; all other menu items have been disabled until a signal has
been loaded into the function. TResults menu (when present) will only become active after the spectral
analysis has been carried out, see section 5.2.

5.1.1.1 load

The following three menu items under thad menu are general, although not all functions contain all three of
them (see for further details the section belonging to the specific functiongifiuate andPeakpick func-
tions contain extra submenus for thad menu, see their respective chapters 6 and 11.

5.1.1.1.1 file

This function allows you to load a file into the spectral function you had selectethathi#e menu item will

bring up the file manager window which enables you to select a data file to load into the spectral processing
function, as described in section 4.6. During any MRUI session, you will be using this file manager rather a lot.
The first time in any session it will come up with its default size. Resize it to a convenient size once, and from
then on (in that Matlab session) it will have your preferred size (and come up faster, too). All fileslatith a
extension{.dat ) are listed. As soon as you pr&K after having selected a data file, the file manager win-

dow will disappear and the FT spectrum of the time domain signal stored in that data file will be displayed in
the spectral window, with the file name as a title above the spectrum (see Figure 18), and most other menu
items, buttons and sliders will be enabled. Now you can use these functions as required.

When loading a file using this menu from the result spectral window, i.e. after you had already loaded a previ-
ous file and performed your analysis on it, the general (i.e. those that are not signal-specific, such as phasing,
line broadening, axis units, etc.) menu items of the other menus will retain their settings as you had applied them
in your first analysis. This may greatly enhance easy of use if you wish to carry out certain functions on more
than one signal, without running in batch mode. For example, you can load a sig&fintbD, change the

number of data points, number of components, and algorithm used, and for any subsequent signal you load, the
same settings will be applied by default. Should you wish to change settings again, the new settings will be re-
tained in subsequent runs, etc.

5.1.1.1.2 batch

If you wish to process a series of data files in an automatic fashion, usadheatch menu item. This will

bring up the batch definition window, see section 4.4.1. After you have defined the batch (giving general base
name, start serial number and end serial number of the batch), the first data file from the batch (its file name is
composed of the general base name and the start serial number) is loaded, and the FT spectrum of its time do-
main signal is displayed in the spectral window. €aecel button in the batch definition window by now has
changed to aontinue button, and theonsecutive andnon-consecutive radiobuttons have been added to the
window. For details on how to use the latter, see section 4.4.1. Clicking contiteue button makes the batch
definition window disappear, and most other menu items, buttons and sliders are now enabled. You can use
these to set everything in order to have your batch of files run automatically by the spectral processing function.
If for the start serial number of the batch neitherthame>.dat , nor the<name>.mat data file is present

in the current directory, a message is displayed on the screehigsee 19 and theload command is can-

celed.

Message Window

oK |

Figure 19. If the first file of a batch cannot be found, a message is displayed and the batch load canceled.
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When loading a batch of files that was previously batch-processed by some FID processing fugctioh (
ter_HSVD), all processed files in the batch will have got an exteredien the batch index in the file name.

Say you had a batahybatl.dat , mybat2.dat ,... , mybat8.dat . After using therilter_HSVD func-
tion, the processed files get ap extension (see section 8.1), so your filtered batch has the following names:
mybatl p.dat , mybat2 p.dat , ... , mybat8 p.dat . After successive processing techniques, this

extension might have grown to a few characters (see section 8.1), but all after the batch index in the file name.
So what is now the general base name of the batch, and how can MRUI separate that from the batch index?
Well, for that purpose the underscore sigwas introduced in the file name, and therefore you were advised not

to introduce underscore signs in your file names yourself (see section 4.1.3). MRUI has a smart 'name-
disentangling' routine that automatically takes the appropriate file names in a batch. So if for your original batch
in the above example you would have entered for the general file nammyiase with start numbed and

end numbeB, you would now, afteFilter_ HSVD processing, enter for the general file name Iageat p ,

with start numbel and end numbed. Hence for a batch the ‘processing extension' comes directly at the end of
the original general file name base when defining the batch as in Figure 10. This works completely analogously
for batches resulting from all other FID processing techniques.

When loading an irregularly numbered batch of files, you can pretend your nose bleeds, as long as you give cor-
rect start- and end numbers of the batch. For instance, you may have done an experiment to determine metabo-
lite T,'s, so you have measured yoHrMRS data with varying &s, and your data files are named accordingly.

Say you measured at echo times of 30, 50, 68 and 136 ms, and you have four filesngtaeB8cdat
myte50.dat , myte68.dat andmytel36.dat . You can process these files in batch by defining a batch

with general base namnmyte , start number of batcBO, and end number of batd86. It is not necessary to
uncheck all intermediate indices using tian-consecutive menu (explained in section 4.4.1), because there

are no data files with such numbers. When the batch starts running at the start number 30, it will process that
file, then look for 31, 32, etc., but since there are no data files found with a corresponding file name, it will just
skip over all these intermediate indices until it gets to 50, where it does find a corresponding data file, and will
process it. The batch continues analogously until it reaches the end number 136, by which time it will have
checked the existence of 136-30+1=107 data files, but it will have actually processed on four of them: the ones
you provided.

As the batch definition window do@®t allow you to browse through your directory structure, it is imperative

that you select the directory containing your batch first, usingehext dir function from theMatlab menu

under the MRUI base window, see section 3.2.2.3.

If you loaded a batch of files, once you activate the final menu item that starts the processing function, it will be
carried out automatically for all files present in the batch. For this reason it is important that you organize the
display settings etc. (see section 5.1.3.5) before you start the batch process. When processing a batch of files,
data files with serial numbers that were excluded usingndineconsecutive function, will not be processed

during the automatic batch. For all serial numbers that were included in the batch, if the corresponding
<name>.dat and<name>.mat data files do not exist, the batch process skips over that serial number and in
most cases displays a message in the Matlab command window. If onlgn#me>.dat or the
<name>.mat data file exists, the other is automatically regenerated.

5.1.1.1.3 result

This function is disabled (inactive) for all functions exdeifter HSVD, SVD_1D andVARPRO. Only these
spectral fitting routines yield parameter estimation results that are stored in ASCII result files, rather than auto-
matically saving all pertaining signals (such as e.g. reconstructed model function, individual components and
residual) into new data files. Thead result menu item will bring up the file manager window, which now lists

all files with an extension related to the result files for the selected processing functdterlrHSVD the

filtered data files are listed (p.dat ), in SVD_1D the result fileg.hrs (see section 10.11) are listed, and

in VARPRO the result fileg.vrs  (see section 13.7) are listed. As soon as you @Ksafter having selected

a result file, the file manager window will disappear and the result window as it was produced when you last did
the analysis on the corresponding data file (see e.g. Figure 22), inclusive of the file and fit information table and
plotted FT spectra for original signal, reconstruction and residual, are displayed in the spectral window, which
immediately takes the larger size as it does after running the fit procedure (see section 5.2). Most menu items,
including theResults menu (see section 5.2.1), buttons and sliders will be enabled. Now you can use these
functions as required. This is a useful function to recall previous analysis results, complete with all flexibility to
change the screen contents, display of individual components or not, possibility to plot results with different
phase or line broadening values, etc., without the need for re-doing the actual analyses.
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5.1.1.2 print

A number of print functions is available, most of them relying on the Matiab command. For more in-
formation on the Matlab print command, type in the Matlab command window:

>> help print

In some cases the gathering of graphical information from the window to be printed may take a few seconds.
During this period the mouse cursor will have the shape of an hour-glass, and you will not be able to use any of
the menus or buttons in the window. Only after the mouse cursor has changed back to its usual arrow shape
should you start using the menus again.

5.1.1.2.1 to printer

This function is the direct use of the Matfatint command without options. It has the same effect as typing
>> print

in the Matlab command window: the graphics contents (those relatedaxethevariables) of the current win-
dow are printed on your default printer, using the settings in the Matlab configuratiprirfipt.m . See
the Matlab manual or the on-line help for frent command, or type in the Matlab command window:

>> help printopt

5.1.1.2.2 tofile

This menu item allows you to print the graphics contents of the current window to a file. You could transfer
such a file to a remote host and have it printed out there, send the graphics printout file via e-mail to a colleague,
load the graphics file into a software package for making slides or into a word processing document, etc. etc.
Printing to file will bring up the file manager window, which now lists all files with an extension related to the
particular graphics format you selected (indicated in parentheses in the following description of formats). Type
the full file name for the print file (including extension) in the available field (see also section 4.6, Figure 14), or
select an existing file if you want to overwrite it.

A variety of graphics formats is available to store the printout of the spectral windowefEudt format is the

format pertaining to your default printer as configured inptfietopt.m file, see section 5.1.1.2.1. The ex-
tension for these files is depending on the graphics formatPd$eScript format (*.ps ) andEncapsulated
PostScript format (*.eps ) can be used for remote printing, sending graphics by e-mail, or for inclusion in
TeX or LATeX documentsGIF format files (*.gif ) retain the screen colors in the graphics file, and can be
inserted into word processing and slide making software packages, or sent by e-mail. It was this graphics format
that we used for the figures in the WWW home paB&xX format files (*.pcx ) also retain the screen colors,

and can be inserted into some more old-fashioned slide making software packages. It should be noted that both
for the GIF format files and for the PCX format files, a large white border around the spectral display is saved
into the graphics print file. This is a property of the Matmimt command that unfortunately cannot be
avoided. If your software package has no way to correct for it, you may need some sort of "capture" software to
select only the relevant plot area. Also, the printed spectrum and axes have undergbnetai@d in the
graphics print file. Finally, thelPGL format files (*.hpg ) can be used to remote print on a Hewlett Packard
plotter.

5.1.1.2.3 to clipboard

This function is only enabled on PCs. If you wish to include the graphics as displayed in the spectral windows
into some MS-Windows software applicatido,clipboard is definitely the best way to do it. It is basically a
"copy" function, just like you would use tligdit - Copy menu or[Ctrl]-C keys in another MS-Windows
application. You can check out the copied graphics contents @lifitoard or ClipBook Viewer program, or

just "paste" it into your target application, using Euit - paste menu ofCtrl]-V keys.

5.1.1.2.4 numerical results

This menu item will only become active after the spectral analysis has been carried out, see also section 5.2. It
prints out the most informative result file for the selected spectral analysis functioBYBodD this is the
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<name>.hns (see section 10.11) file, and for tiRPRO function this is the<name>.vns (see section

13.7) file. For other spectral processing functions this menu item is disabled. The print command used is the
default operating system print command, as taken from the Matlab configuratiprirfitgot.m , see also

section 5.1.1.2.1.

5.1.1.3 save ascii plot

With save ascii plot you can save spectra or FIDs to an ASCII file, in order to load them into your software
program of choice, such as a spreadsheet program or graphics program. This function brings up the file manager
window, which now lists all files with aasp extensioni.asp ). Type the full file name for the ASCII plot

file (including extension) in the available field (see also section 4.6, Figure 14), or select an existing file if you
want to overwrite it. You may use a different file extension from the suggested one. For example, to make the
plot file easily recognizable for the gnuplot software, ugga extension.

The x-axis and the data are stored as columns in the ASCII file. Haxauascii plot spectra, the first column

contains the x-axis (frequency or chemical shift) according to the axis units displayed in the spectral window
(see section 5.1.3.1). If ymave ascii plot FIDs, the first column contains the x-axis in data point indices. The
region of the spectra or FIDs saved to file is identical to the zoomed in region displayed in the spectral window
(see section 5.1.2.1). Non-displayed points are not saved to the ASCII plot file. Further, only the real or the
imaginary part of the spectra or FIDs is saved to file, according to which part of the complex data is displayed in
the spectral window (see section 5.1.3.2). If the real part of the spectrum is disptasgedscii plot will save

the real part of the spectra or FIDs to the ASCII plot file and vice versa.

In the basic spectral window, when only one spectrum is displaged, ascii plot will save only that one
spectrum or FID, i.e. the ASCII plot file will contain two columns. However, after the spectral analysis has been
carried out, and the spectral window has increased in size to display multiple spectra, these functions are auto-
matically updated so that they save all spectra or FIDs to the ASCII plot file. The same rules apply to the num-
bers saved for the x-axis, the region saved, and whether the real or imaginary parts are saved, as described
above for a single signal. The individual components will also be saved as separate columns to the ASCII plot
files if they are displayed in the spectral window. The order of the spectra or FIDs as columns in the ASCII plot
file is as follows: x-axis, original, reconstructed, residual, and finally all individual components if displayed in
the spectral window. The order of the individual components in the ASCII plot file is identical to their order in
the parameter estimation table displayed in the left half of the result spectral window.

Further, if the result spectral window is used to display a singular value plot BfteraHSVD or SVD_1D

analysis (see section 5.2.1.1), #ave ascii plot function will automatically change function. TRéEDs menu

item gets disabled (inactive), and g@ectra menu item changes ginvals. Selecting this function will create

an ASCII plot file with the singular values indices in the first column, and the singular values in the second col-
umn, ordered according to decreasing magnitude. Restoring the spectral display will also restwe dkeii

plot functions.

5.1.1.4 quit

This menu item quits the selected function, clears the spectral window and all corresponding Matlab variables in
the workspace.

As you may have seen, the windows that MRUI presents to you are created through Matlab, and dependent on
your particular windows environment. Matlab takes care of all this. If you are familiar with the windows on your
workstation or PC, you will undoubtedly know that it contains a "close" button of some kind, and a small sub-
menu that also gives you the possibility to close the window. Thus, in any given application, be it the MRUI
VARPRO result window or a simple operating system shell tool window, you can always close the window us-
ing its particular X window close button. You may have got used to this in other applications or shelltools, but
DO NOT USE THESE CLOSE BUTTONS/MENUS IN MRUI WINDOW.SAlways use thejuit menu item

under theFile menu, andot use the X window close function. This is because the MRUI window, and current
function (such a&ilter_HSVD, Inputvp, VARPRO, etc.), use many variables that regulate the behavior of the
display and signal processing method, and which are stored in memory. If you use the menit it@iriose

window, a special MRUI script is called that properly clears these variables, or gives them default values. It also
resets the figure window settings. Thus you can carry on with the next function without problems. Should you
close the MRUI window using its X window button, the only thing that happens is that the 'X window process'
gets killed, and the window indeed disappears. However, all the underlying MRUI variables retain their values
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belonging to the previously used function. This may cause severe conflicts when starting the next function, and
may lead to MRUI crashing.

5.1.2 The View menu

TheView menu governs part of the spectral display settings. Other spectral display settings can be changed us-
ing the phasing sliders (section 5.1.4), the line broadeitingéction 5.1.6) and number of FT data points

(ndft, section 5.1.7) edit boxes, and from Miscellaneous menu (section 5.1.3). At this point it is important

to realize that a number of these spectral display parameters is saved to a small ASCII file, so that re-loading of
the same data file at a later time will automatically restore the spectral display as it was last time you displayed
the signal. This auxiliary ASCII file has a default nameefault.gra , indicating that it stores the graphics
parameters. For each data fdmame>.dat/mat , a copy ofdefault.gra is made under the name
<name>.gra , so that you always retain the desired spectral display for each individual data file. If you want to
store such a graphics parameter file for general use in other directories, or load one from another directory, use
the default.gra file menu item from th®atabase menu under the MRUI base window, see section 7.3. The
graphic display parameters saved todbult.gra and<name>.gra files are the zero order phase from

the phzero slider (section 5.1.4.1), the begin time from thegin slider (section 5.1.4.2), the line broadening

from thelb edit box (section 5.1.6), the left and right zoom limits of the x-axis frormabmm settings (section

5.1.2.1) and the x-axis units from thgis units menu item (section 5.1.3.1). The number of data points for the

FT spectrumridft edit box; section 5.1.7) is stored in tthefault.xpt ASCII file (see section 4.3). Each

time you change any of these parameters, the corresponding ASCII file automatically gets updated.

5.1.2.1 zoom in

With thezoom in function you can display a narrower spectral region. The mouse cursor changes into a cross-
hair, and an instruction message text bar appears in the lower right corner of the spectral window]..saying "
select left limit of zoom region”. Place the cross-hair on the left limit of your intended zoom region and click

the left mouse button. A blue vertical line will be displayed on this position The instruction message will change
to "2. select right limit of zoom region". Place the cross-hair on the right limit of your intended zoom region

and click the left mouse button. A blue vertical line will be displayed on this position, and then the selected
spectral region will be displayed in the spectral window. When you get more familiar with the spectral interface,
you may wish to suppress the appearance of the blue vertical lines and the instruction message when you zoom,
as they may make the zooming process a little slower. Set your preferences usugjdimize preferences

menu from theMatlab menu under the MRUI base window (see section 3.2.1.3).

Apart from this 'one-dimensional' zoom function (only with respect to the frequency axis; for vertical 'zooming'
use thescale up menu item, see section 5.1.2.4), another free zoom function is provided for users who have
Matlab version 4.2 or later. You can place the mouse cursor on any position within the axis borders, press the
left mouse button, and while keeping the left mouse button depressed, drag an area contained in a dotted-line
square box. Releasing the left mouse button redraws the spectrum over the selected area only. Pressing the right
button now zooms out in steps until the original display has been reached. Quickly double-clicking the left
mouse button restores the original display in one step. You can also simply click the left mouse button on any
position inside the axis borders, this will perform a very detailed zoom in on that particular region. Zooming out
goes as described for zooming an area. However, these (Matlab) zoom settings can not be retained when the
spectral display is refreshed. Hence, for settings that should remain throughout the various plots, it is better to
keep using theoom functions from th&/iew menu.

5.1.2.2 zoom out

This menu item displays the spectrum over its entire spectral width.

5.1.2.3 zoom from file

This menu item allows you to zoom a spectrum according to the zoom settings you performed on another spec-
trum. It brings up the file manager window, which now lists all files witiea extensioni.gra ). You can
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browse through the directory structure if necessary, and then select the graphics parameter file that you wish to
use. Upon pressin@K, the spectrum in your spectral window will be zoomed in according to the zoom settings
for the other data file, and its owtmame>.gra file will be updated.

Most zoom functions (including the Matlab free area zoom) behave identically whether in single spectrum dis-
play in the basic spectral window, or in multiple spectra display in the result spectral window, or in the singular
value plot display afteFilter HSVD or SVD_1D analysis. Only theoom from file function is disabled (in-

active) in the singular value plot display aftéter HSVD or SVD_1D analysis.

5.1.2.4 scale up

With thescale up function you can display a narrower region of the y-axis. The mouse cursor changes into a
cross-hair, and an instruction message text bar appears in the lower right corner of the spectral window, saying
"1. select low limit of scale region". Place the cross-hair on the lower limit of your intended vertical zoom
region and click the left mouse button. A blue horizontal line will be displayed on this position The instruction
message will change t@."select high limit of scale region". Place the cross-hair on the upper limit of your
intended vertical zoom region and click the left mouse button. A blue horizontal line will be displayed on this
position, and then the selected vertical region will be displayed in the spectral window. When you get more fa-
miliar with the spectral interface, you may wish to suppress the appearance of the blue horizontal lines and the
instruction message when you scale, as they may make the scaling process a little slower. Set your preferences
using thecustomize preferences menu from theMatlab menu under the MRUI base window (see section
3.2.1.3).

When you use thecale up function in the result spectral window with multiple spectra on display, it is impor-

tant that you select both the lower and upper scale limit within the same spectrum, otherwise a warning message
appeatrs in the lower right corner of the spectral window, and the scaling will not be performed. After you have
selected a vertical scale region in one spectrum, all other spectra on display will be scaled analogously.

5.1.2.5 scale down

This menu item displays the spectrum over its vertical span, including a five percent margin below the minimum
intensity and above the maximum intensity. The exact result afcdle down function is strongly dependent

on theautomatic scaling setting from théMliscellaneous menu (see section 5.1.3.4) alfitomatic scaling is

on, then thescale down function will display the spectrum over its vertical sjrathe displayed spectral re-

gion only If automatic scaling is off, then thescale down function will display the spectrum over its entire
vertical span based dhe entire spectral widthThis may cause large visual differences if the zoomed in spec-
tral region displays only low-intensity peaks, with a high-intensity peak outside the displayed spectral region,
see also section 5.1.3.4. Téeale down function behaves identically whether in single spectrum display in the
basic spectral window, or in multiple spectra display in the result spectral window, or in the singular value plot
display aftefilter HSVD or SVD_1D analysis.

5.1.2.6 auto scale

This menu item displays the spectrum over its vertical gpaime displayed spectral region onlipcluding a

five percent margin below the minimum intensity and above the maximum intensity. This means that the peaks
visible in the displayed spectral region will be fully scaled to the maximum available y-axis heighut®he

scale function behaves identically whether in single spectrum display in the basic spectral window, or in multi-
ple spectra display in the result spectral window, or in the singular value plot displayilegtetHHSVD or

SVD_1D analysis.

5.1.2.7 x-axis labels

With this menu item you can switch the x-axis labels (i.e. the values of the frequencies or chemical shifts) on or
off. The x-axis unit string below the x-axis labels will toggle likewise. X{a&xis labels function behaves
identically whether in single spectrum display in the basic spectral window, or in multiple spectra display in the
result spectral window, or in the singular value plot display &iteer HSVD or SVD_1D analysis.
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5.1.2.8 y-axis labels

With this menu item you can switch the y-axis labels (i.e. the spectral intensity values) on or gfaxishie
labels function behaves identically whether in single spectrum display in the basic spectral window, or in multi-
ple spectra display in the result spectral window, or in the singular value plot displakiledteHSVD or
SVD_1D analysis.

5.1.2.9 annotate

With theannotate menu item you can add text to your graphics display. Once you gefeatate, the annota-

tion window will appear, see Figure 20. Place the mouse cursor inside the edit box, click the left mouse button,
and type your annotation. After you préSater]  (or on some machines, after you move the mouse cursor to
outside the edit box), a message appears, telling you to click with the mouse in the correct position (see Figure
20). Move your mouse cursor over the spectral display and you will notice that its shape has changed to a cross-
hair. Point it at the position where you want your text to start, and then click the left mouse button. Your anno-
tation will then be added to the spectral display at the position you indicated.

Annotation Window

Figure 20. The annotation window can be used to add text to your spectral display.

The annotation window will remain visible, and you can type your next annotation. You may have to delete the
previously typed characters for this, or you can select characters to be replaced, just as in a word processor pro-
gram. You can type a line of words, using spaces and punctuation signs, but you cannot annotate with multi-line
text. In this case you will have to do multiple annotations and try and place them correctly on the spectral dis-
play. Once you are finished with your annotations, click omtliebutton in the annotation window (see Figure

20). All print functions will include the annotations in the spectral display. See Figure 21 for an annotated spec-
tral display.
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Figure 21. The spectral window displaying a zoomed in regior*t¥ apectrum with peak annotations.

Be aware that once you change the spectral contents (e.g. by changing the line broadening, the number of points
used in the FT spectrum or the phasing), that the annotation text is lost once a new spectrum is drawn. For this
reason, you should best wait with your annotations until all other graphical display settings are as desired, and
you only wish to add the text and then uggriat function. If you placed an annotation that you wish to undo,

there is no other option than to refresh the spectral contents. You can do this for instance by using the line
broadening edit box but typing the sathevalue (see section 5.1.6), or typing the current zero order phase
value again in thehzero edit box and pressirigEnter]  (see section 5.1.4.1). Unfortunately, this means that

the other annotation are also undone and that you have to start over. You can alspeaseftiection to undo
annotations, but this may change other graphical display values as well (see section 5.1.2df)ofbke

function behaves identically whether in single spectrum display in the basic spectral window, or in multiple
spectra display in the result spectral window, or in the singular value plot displayFii#erHSVD or

SVD_1D analysis.

5.1.2.10 reset

The reset function resets graphical display parameters to their original values and redraws the spectrum. How-
ever, on this occasion, tluefault.gra and<name>.gra files arenot updated. Theeset function be-

haves identically whether in single spectrum display in the basic spectral window, or in multiple spectra display
in the result spectral window, or in the singular value plot displayFifter HSVD or SVD_1D analysis.

5.1.3 The Miscellaneous menu

This menu contains the remaining functions that determine the response of the spectral display.

5.1.3.1 axis units

With this menu item you can change the axis units between kilokeizy, hertz Hz), parts per million ggpm)

and the point index for the FT spectrypoifits). When displaying the frequency axis as chemical shifts in ppm,

the ppm reference is taken from the settings ofSlB&@UP: experimental function (see section 7.1.5). Note

that these settings of the axis units determine the value in which the estimated frequencies are displayed in the
table in the result spectral window (see sections 5.2, 10.7 and 13.4), and<nathe>.hns file (for

SVD_1D, see section 10.11) and theame>.vns file (for VARPRO, see section 13.7). Changing the axis
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units after the result spectral window has been generated no longer affects the frequency values in the table and
the result files. Thexis units function behaves identically whether in single spectrum display in the basic
spectral window, or in multiple spectra display in the result spectral window. In the singular value plot display
afterFilter_HSVD or SVD_1D analysis, the@xis units menu is disabled (inactive). Finally, it should be noted

that there are some known problems with the implementation pbthes function. This may cause unexpected
behavior of your functions when updating spectral views in which the axis units are expressed in FT spectral
points. It is on 'the repair-list'.

5.1.3.2 real / imaginary

With this function you can toggle between display of the real or imaginary parts of the spectra. This setting does
not get written to theefault.gra file (see section 5.1.2), but its default value can be set usitgistean-

ize preferences function (see section 3.2.1.3) from tatlab menu under the MRUI base window. The pack-

age default is to display the real parts of the spectra. Note that the setting of this function determines which part
of the complex spectra or FIDs get written to the ASCII plot file (see section 5.1.1.3)edlfimaginary

function behaves identically whether in single spectrum display in the basic spectral window, or in multiple
spectra display in the result spectral window. In the singular value plot displakikéerHSVD or SVD_1D

analysis, theeal/imaginary menu is disabled (inactive).

5.1.3.3 normal / reverse

With this function you can toggle between display of the spectra according to the convention of physics, i.e.
from negative frequencies to positive frequencies (seleanal), or according to the convention of NMR
spectroscopists, i.e. from positive frequencies/chemical shifts to negative frequencies/chemical shifts (select
reverse). This setting does not get written to thefault.gra file (see section 5.1.2), but its default value

can be set using ttmustomize preferences function (see section 3.2.1.3) from thkatlab menu under the

MRUI base window. The package default is the display in reverse mode (NMR standard). Note that the setting
of this function determines in which direction the spectra get written to the ASCII plot file (see section 5.1.1.3).
This setting has no effect on how the FIDs are written to the ASCII plot filendiineal/reverse function be-

haves identically whether in single spectrum display in the basic spectral window, or in multiple spectra display
in the result spectral window. In the singular value plot display Biter HSVD or SVD_1D analysis, the
normal/reverse menu is disabled (inactive).

5.1.3.4 automatic scaling

This is the toggle on/off function for the auto scale property of the zoom functions described in sections 5.1.2.1-
5.1.2.3 and it works as described for gh#o scale menu item in section 5.1.2.6. If th@tomatic scaling is

set tooff, then using theoom in andzoom out functions has no effect on the vertical scaling. This means that

if you have one intense peak in your spectrum, many other peaks may be very small. Zooming in over their re-
gion would still display them as very small with a lot of nothing above them. However, if you aetdhmeatic

scaling option toon, the spectral view will always be automatically scaled up or down, depending on the
maximum intensity in the spectral region you zoom in on (or to maximum intensity when you zoom out). Notice
that there is always a 5% empty margin below and above the spectra so that the spectral graph does not touch
the axes. This option only effects theom in, zoom out andzoom from file functions, and not Matlab's free

area zoom function (see section 5.1.2.1). This option may be especially beneficial when switching from real to
imaginary display, or when zero order phasing. Notice that the actual spectrum remains untouched, and that the
y-axis labels are indicative of your position relative to the original vertical position of the real part of the spec-
trum. automatic scaling is on by default. Theauto scale menu item from th&¥iew menu (see section 5.1.2.6)

can carry out this 'window-filling-scaling' at any chosen moment. atlematic scaling function behaves
identically whether in single spectrum display in the basic spectral window, or in multiple spectra display in the
result spectral window, or in the singular value plot display Bftesr HSVD or SVD_1D analysis.

5.1.3.5 batch functions
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Thebatch functions menu generally contains two submenus, which characterize the spectral display during the
running of an automatic batch. When having selected eithd?ehkpick (see chapter 11) &'ARPRO (see

chapter 13) function, an extra menu item will be added to this menu, in order to determine part of the algo-
rithmic behavior of the spectral analysis function during the running of an automatic batch. These extra func-
tions are discussed together with their corresponding spectral analysis techniques. See sectioRdak? for
pick's extra functions concerning the use ofgheero andtbegin sliders and section 13.1 f'ARPRO's ex-

tra functions concerning the use of the parameter estimation results of signal nuaslstarting values for the

fit of signali+1 , and the use d?eakpick andinputvp files found from a previous run.

5.1.3.5.1 display all

With this function you can toggle between display of the result spectral window (see section 5.2) during the
automatic batch. Iflisplay all is set toon, the result spectral window will be displayed for each file that is
processed in the batch. This may make your batch processing time a little slower, but it may be more informa-
tive if you wish to check the running of your batch regularlgisplay all is set tooff (and print all set tooff,

see the next section), then the spectrum of the first file of the batch will remain on display in the basic spectral
window (see e.g. Figure 18) until the last file of the batch has been processed. Then the result spectral window
will be displayed for that last file of the batch. Wiisplay all (andprint all) set tooff, you can make an icon

of the spectral window, and it will only open up after the entire batch has been processed. After a batch has been
processed, thdisplay all menu item is still active, and changing it will affect the display of the next batch you
load.

5.1.3.5.2 print all

With this function you can toggle between printing of the result spectral window (see section 5.2) during the
automatic batch. Iprint all is set toon, the result spectral window will be printed (in exactly the same way as if

you would selecprint to printer for an individual display, see section 5.1.1.2.1) for each file that is processed

in the batch. As follows from the description of the printing process in section 5.1.1.2, the result spectral win-
dow has to be on display before it can be printed. So wheigpay all has been s&mn or off, the result spec-

tral window will be displayed for each file that is processed in the batch. After a batch has been processed, the
print all menu item is still active, and changing it will affect the printing and display of the next batch you load.

Please think of the treesand of the rain forests and their precious wild animals and plants. Use this function
only if you feel you have to, and if you checked before that the batch is going to be successful, so that the print-
outs will serve as some important work of reference.

5.1.3.6 peak numbers

Thepeak numbers menu is only enabled (active) after the analysis has finished, and the result spectral window
displayed (section 5.2). You can use it to switch the display of the peak numbers in the multiple spectrum dis-
play on or off. You can change the default setting for peak numbers menu using theustomize prefer-

ences menu (see also section 3.2.1.3). The package default is to display peak numlzzrs (i.e.

5.1.4 Phasing

To phase the spectra that are displayed in the spectral window, you can use the two sliders above the spectrum:
the phzero slider for the zero order phase andtthegin slider for the first order phase. It is important to real-

ize that since the spectral analysis methods operate in the time domain (i.e. on the FIDs), phasing the spectrum
only affects its display, anabt the raw data that are being analyzed. However, phasing the spectrum can still be
very important for your recognition of resonances, supplying starting values (see chapter 11), and visual inter-
pretation of the data and results. Also, the actual values of the zero order phase and begin time, as read from
their sliders, function as starting values in case they are to be estimated by VARPRO (see section 12.4.6).

On the other hand, if you wish to affect your raw FID data points with the zero order phase (multiply the FID
with a complex phase factor) and/or begin time, you can use a similar spectral display with identical sliders
within thePhase function of theFID Maths menu, see section 8.10.
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The phasing sliders behave identically whether in single spectrum display in the basic spectral window, or in
multiple spectra display in the result spectral window. In the singular value plot displayilédteHSVD or
SVD_1D analysis, the phasing sliders and edit boxes disappear altogether.

5.1.4.1 zero order phase

The zero order phase (‘overall phase’, equal for all peaks) of the spectrum can be changed either by pulling the
phzero slider to the left or the right (between 0 and 360 degrees only; all other values have their equivalent
within this range). See section 3.2.1.2 on how to use MRUI sliders. Notice how with each step of the slider, the
spectral display is updated with the new phase value. In most cases it is best to drag the slider along to its ap-
proximate position, and then do some fine tuning with smaller steps. If you wish to impose a certain numerical
value immediately, you can type that zero order phase value into the edit box on the lefinzietioeslider.

Manually editing the zero order phase value ingheero edit box immediately updates the spectral display

and the position of thphzero slider, just as moving thghzero slider updates the numerical value in the
phzero edit box. The value of the zero order phase, as you have set it usplwzéte slider or edit box, is

stored in thalefault.gra and<name>.gra files, see section 5.1.2.

5.1.4.2 begin time / first order phase

Thetbegin slider essentially effectuates a first order phasing of the spectrum, since changing the delay time of
the FID (time difference between the true time origi and the first data point of the FID) causes a fre-
quency dependent (in a linear fashion) phase modulation of the entire spethisfirst order phase correc-

tion' then always has ifsvotat 0 Hz. For this reason it is important that you first use the zero order phase slider
or edit box to properly phase the region around 0 Hz before you start ‘first order phasing' using the begin time
slider. Thetbegin slider and its corresponding edit box work exactly likepgheero slider and its edit box, as
described in the previous session. As for the range dbégn slider, it ranges from a negative minimum to a
positive maximum of the same value. The package default for that value is 4, but this default can be changed
using thecustomize preferences function from theMatlab menu under the MRUI base window, see Figure 5

in section 3.2.1.3. During a session, you can change this maximum absolute valuthggithglider from 0 to

10 using the small slider in the upper right cormeax tbegin). Any other values can be typed in thegin

edit box. A small maximum value of yotbregin slider allows accurate fine tuning of the begin time variable

(first order phase of the spectrum) using the slider. By defaulthéigin slider ranges from negative to positive
values, as negative begin times can occur due to digital filters in the electronic circuit of the spectrometer acqui-
sition module$ However, you can toggle betweenbagin slider that ranges from negative to positive and a
range from zero to a positive maximum, using the radio btitegin range on the right. If you only use posi-

tive values for the begin time, this again allows more accurate positioning of the slider because the range of val-
ues is limited. The value of the begin time, as you have set it usitigetiie slider or edit box, is stored in the
default.gra and<name>.gra files, see section 5.1.2.

Other phasing features (e.g. linearly dependent on the frequency but with an arbitrary pivot, or higher order
phases), meant to allow greater control over individual peak phases, are not implemented in the MRUI software,
as they have no relevance for time domain signal analysis, where the zero order phase and begin time (first or-
der phase') have a physical meaning in the model function (but you might want to read section 8.6.2.2 anyway).
Individual peak phases are always estimated bgtHe 1D techniques (because in these techniques all model
function parameters are free variables, see chapter 10), and can be estim&&PRO by fixing the zero

order phase and begin time to their current values, and then leaving phases for a peak or a group of peaks un-
constrained (see section 12.5.1.2). This does not require starting values and therefore no spectral interaction.

5.1.5 (x,y) co-ordinates

Below thephzero slider, you can see three pushbuttqrs/), o andclear) and two edit boxesc(andy). These

allow you to accurately determine x and y co-ordinates in the spectral display, and therefore also chemical shifts
of various spectral features of which you cannot readily determine their chemical shifts from the axis labels.

They also allow you to draw circles on pre-determined positions, which could be combined with annotation (see
section 5.1.2.9) before a printout of the spectral display. To determine the x and y co-ordinates of an arbitrary
point in the spectral display, click on they) button and, with the mouse cursor changed into a cross-hair, click
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with the left mouse button on the desired position in the spectrum. The x and y co-ordinates will then be dis-
played in thex andy edit boxes, respectively. The y co-ordinate is arbitrary, but the x co-ordinate indicates the
chemical shift in the units as displayed on the x-axis (see section 5.1.3.1). Whenever a pair of x and y co-
ordinates is visible in their respective edit boxes, you can click om llo¢ton, and it will plot a cyan circle on

the corresponding position. You can thus have cyan circles displayed on pre-determined chemical shifts, simply
by typing the chemical shift value (in units of the displayed x-axis) in #dit box and then clicking on ttee

button. To make sure the circles are drawn at the appropriate height, ¢sg)theaitton first, click on the de-

sired height and then only change the value inxtkdit box. By pressing thelear button, all currently dis-

played cyan circles will be cleared from the spectral display.(XE co-ordinates function behaves identi-

cally whether in single spectrum display in the basic spectral window, or in multiple spectra display in the result
spectral window, or in the singular value plot display dfiter HSVD or SVD_1D analysis. In the singular

value plot display aftefFilter HSVD or SVD_1D analysis, théx,y) co-ordinates function may be particularly

useful in identifying the exact singular value index at which the transition from signal related singular to the
noise plateau occurs.

5.1.6 line broadening

To line broaden the spectra that are displayed in the spectral window, you canlbsedihbox in the lower

left corner of the spectral window. This value is 0 by default, but you can type your preferred value (expressed
in Hz) here. The line broadening is realized by multiplying the FID with a Lorentzian apodization function be-
fore Fourier transform. Notice that typing a negative value here effectively yields a ‘line narrowing' of your
spectra. To undo the line broadening, tgpim thelb edit box. It is important to realize that since the spectral
analysis methods operate in the time domain (i.e. on the FIDs), line broadening the spectrum only affects its
display, andhot the raw data that are being analyzed. However, line broadening the spectrum can still be very
important for your recognition of resonances, supplying starting values (see chapter 11), and visual interpreta-
tion of the data and results.

On the other hand, if you wish to affect your raw FID data points with the line broadening (or 'narrowing') factor
(e.g. if you want to apply a so-called 'matched filter' to your FID before parameter estimation), you can use he
Apodize function of theFID Maths menu, see section 8.11. With this function you can also choose between
Lorentzian and Gaussian apodization.

The value of the line broadening, as you have set it usinip @it box, is stored in thdefault.gra and
<name>.gra files, see section 5.1.2. Theedit box behaves identically whether in single spectrum display in

the basic spectral window, or in multiple spectra display in the result spectral window. In the singular value plot
display aftetilter_ HSVD or SVD_1D analysis, théb edit box disappears altogether.

5.1.7 number of points in FT spectrum

To change the number of points in the FT spectra that are displayed in the spectral window, you cawlitse the
edit box in the lower left corner of the spectral window. The default value for this number depends on the num-
ber of data points in the signal and the conversion routine used (see section 4.3). You can type your preferred
number here. Typing a number smaller than the number of data points in the FID will cause the displayed spec-
trum to be the Fourier transform of the first part of the signal only. Typing a number larger than the number of
data points in the FID will effectively involve zero filling the time domain signal before Fourier transform. If the
default number of spectral points for your application involves zero filling, you may suffer from severe spectral
wiggles if your FID is not fully decayed. In such a case, it is best tontifkequal to the number of data points

in the FID (i.e. complete Fourier transform without zero filling). It is important to realize that since the spectral
analysis methods operate in the time domain (i.e. on the FIDs), changing the number of points in the spectrum
only affects its display, angot the raw data that are being analyzed. However, zero filling (yielding interpola-
tion between adjacent FT points in the spectrum) can still be very important for your recognition of resonances,
supplying starting values (see chapter 11), and visual interpretation of the data and results. The number of points
for the FT spectrum, as you have set it usinghtife edit box, is stored in theéefault.xpt file, see section

4.3. Thendft edit box behaves identically whether in single spectrum display in the basic spectral window, or in
multiple spectra display in the result spectral window. In the singular value plot displayiléétetHSVD or

SVD_1D analysis, thedft edit box disappears altogether.
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5.2 The result spectral window (large)

After the spectral analysis has been carried out, the spectral window changes size in order to display the analysis
results using a multi-spectra display, involving the original spectrum, the FT spectrum of the time domain model
function with the estimated parameters filled in, and the residual, which is the difference between those two. A
list with data file and spectral analysis information, plus estimated parameters, is also displayed. An example of
the result spectral window is displayed in Figure 22. In this example, the result spectral window displays the
results of theSVD_1D fit on thein vivo *}P MRS signal from human calf described in section 3.3. For more
technical details on th®VD_1D analysis, see chapter 10. TResults menu is now enabled (active), and so is

the print numerical results menu item (see section 5.1.1.2.4).

SVD 1D Window
View Miscellaneous Results

numnber of exponentials found

linew
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Figure 22. The result spectral window, in this example after an SVD_1D fit.

The large result spectral window is only displayed for fitting results of the fundfites HSVD, SVD_1D

and VARPRO. The result window will then be displayed when you are processing a single file, or when in
batch you haveisplay all set toon, print all set toon, or if you have come to the last file of the batch (see sec-
tion 5.1.3.5).

The file and fit information in the table on the left is taken from the numerical resultsrfdené>.hns for
Filter_HSVD andSVD_1D; <name>.vns for VARPRO). The exact contents of this table are also saved to a
separate ASCIl result file, callegname>.Irf for Filter HSVD, <name>.Irs for SVD_1D, and
<name>.Irv  for VARPRO, respectively. You can use these files for inclusion into word processing docu-
ments, or print them separately.

The calculation time listed in this table is the Matlab CPU time between launching the signal processing method
and the reconstruction of the time domain model function with the estimated parameters, and may therefore be
considerably longer than the actual calculation time needed by the Fortran signal processing algorithm.

The estimated model function parameters are summarized in the table. For each peak are listed the peak num-
ber, its frequency or chemical shift, linewidth, amplitude plus standard deviation and phase. The full fit results,
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including standard deviations for all parameters, are listed in the numerical resuktrfdeset.hns for Fil-
ter_HSVD andSVD_1D, and<name>.vns for VARPRO). These parameters need some explanation.

peak number (no.)

The peak numbers in the table help you identify to which spectral resonances the estimated parameters belong.
The fitted peaks are numbered accordingly in the reconstruction spectrum in the right half of the result spectral
window (see e.g. Figure 52, section 13.4). If the reconstruction spectrum is not displayed, the peak numbers are
displayed over the individual components, and if those are not displayed either, the peak numbers are displayed
in the bottom spectrum. See also section 5.1.3.6. Notice ho8MDr 1D the peak numbers are in numerical

order, whereas foARPRO they run in the order you selected the peaks ugadpick. The peak numbers in

the table may be important when indicating which peaks are to be used for calculating pH (see sections 10.10
and 13.6) or absolute concentrations (see sections 10.7 and 13.4).

frequency / chemical shift (fre)

The chemical shifts in this column are listed in the units of the displayed axis, see section 5.1.3.1. The frequency
parameters in the exponentially decaying sinusoid model fuicierfitted by the time domain analysis tech-
nigues, are the positions of the spectral resonances on the frequency axis. The frequencies in this column are
adapted to the current display of the x-axis, but the original estimated frequencies in kHz can still be found in
the result fileskname>.hrs for Filter_HSVD andSVD_1D, and<name>.vrs for VARPRO.

linewidth (linew)

The linewidths in this column are always listed in Hz. The linewidths of the spectral resonances are the damping
factor parameters in kHz (divided by in the exponentially decaying sinusoid model funétias fitted by the

time domain analysis techniques. These damping factors in kHz are the reciprocals of the effective transverse
relaxation times T in ms. You can check in this column whether all resonances have been appropriately fitted;
e.g. unrealistically large linewidth values may indicate fitting of broad underlying components instead of the
desired narrow spectral resonances. The original estimated damping factors in kHz can still be found in the re-
sult files<name>.hrs for Filter HSVD and SVD_1D, and<name>.vrs for VARPRO. In some cases,
especially when overestimating the model order inSW® _1D (or Filter_HSVD) analysis of FIDs with few

data points, that are not fully decayed, it is possible that the 'black-box’ SVD methods (see chapter 10) find an
optimal solution in which one or a few of the components have a positive damping factor. Combined with a
small amplitude, such an exponentially increasing component may well be fitted over the limited number of data
points. This is the theoretical explanation for the occurrence of negative linewidths in the result table. If you
then display the spectra with a number of spectral points larger than the number of FID data points (see section
5.1.7), you may seriously suffer from severe wiggles in your spectral display, and you may have to decrease the
number of spectral points to interpret the results.

amplitude (amp)

Some consternation has arisen over the actual meaning of the amplitude values in this column. Are they the peak
areas? Are they the amplitudes of the peaks, i.e. the peak heights? Well, they are the astpliidds of the
exponentially damped sinusoids in the time domain sidras is the intensity of the individual fitted compo-

nent at the true time origirrO (i.e. the value of the begin time has been included in its calculation). This value
(saya) is directly proportional to the total integrated area under the real part of the Lorentzian or Gaussian peak
in the frequency domain spectrus=a/2 )** To obtain the peak height of the real part of a Lorentzian peak
(assuming anyone would want that in the first place) you must divide the amplitude value by the damping factor
(or divide bylinew* ). This column also lists an estimate of the standard deviation for the estimated ampli-
tude (estimated standard deviations for all parameters are listed in the numerical result files), which is calculated
using the Cramér Rao thedry It is important to realize that amplitudes (and therefore also peak areas) of a
single data set can only be expressed in arbitrary units. For this reason the absolute values only become relevant
when comparing between signals. By default, the amplitudes listed in this table are the amplitudes of the expo-
nentially damped sinusoids in teealedtime domain signal. They are also listed as such in the result files
<name>.hrs for Filter_HSVD andSVD_1D, and<name>.vrs for VARPRO. For details on the scaling of

the FIDs, see section 4.2. This means that before you can compare the values between signals, you must first
correct for the scaling factor, which was stored indhame>.scl file. However, MRUI has already done this

for you, and lists the scale-correctaiosolute amplitudes.e. the true intensities of the exponentially damped
sinusoids in the original spectrometer file, together with the corrected standard deviation estimates, in the result
files <name>.hns for Filter_HSVD andSVD_1D, and<name>.vns for VARPRO. You can have these
scale-corrected absolute amplitude values displayed in your table by default, instead of the scaled amplitudes,
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but remember that the scaling is carried out partly to avoid excessively large intensity values distorting the table
and spectral display in the result spectral window. Should you wish to have the true intensities displayed in your
result spectral window tables by default, then usethplitudes in result table menu item from th&vD_1D
and/orVARPRO menu in theeustomize fitting parameters window, accessible from thdatlab menu under

the MRUI base window, see section 3.2.1.4.

phase (phase)

The phases in this column are listed in degrees. The phase parameters in the exponentially decaying sinusoid
model functiori*, as fitted by the time domain analysis techniques, are the phases of the spectral resonances in
the spectrum.

zero order phase and/or begin time
After VARPRO analysis of a data file, this table may also list the estimated zero order phase and/or estimated
begin time. See sections 5.1.4 and 13.4.

5.2.1 The Results menu

TheResults menu allows you to modify the result spectral window display according to your preferences.

5.2.1.1 display

In theVARPRO function, this menu item has only one submenu, lalsgedtra, which is checked by default.
Selecting this menu item then only results in the spectral display being refreshedFiédteHSVD or
SVD_1D analysis however, you can use this menu to toggle between display of the resulting spectra as in
Figure 22, or display of the singular value plsee Figure 23.

singular values (log10) determined by

100

Figure 23. A singular value plot after SVD_1D analysis as it can be displayed in the result spectral display.

You have the option to display the singular value plot on a linear axes pkihvés, or on a semi-log plot

(the 10-log of the singular values plotted against singular value index, as in Figure B8] siievals). When

the singular value plot is displayed, thiezero andtbegin sliders, plus théb andndft edit boxes disappear,

and some functions under thMiscellaneous menu are disabled, as these functions have no relevance for a
singular value plot. To return from the singular value plot to normal spectra display,speletta from the
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display menu item. The functions that had previously disappeared or been disabled will now return or be en-
abled again.

5.2.1.2 plotting order

The spectra in the result spectral window are always displayed in theooigieal - reconstruction - indi-

viduals - residual, but with this menu item you can choose whether the original spectrum is displayed at the
bottom and the residual at the top (eidginal bottom), or whether the original spectrum is displayed on the
top and the residual at the bottom (wei@ginal top). This is simply to suit your personal preference, e.g. for
making a printout. It doesot affect the order in which the spectra are written to the ASCII plot file when se-
lecting save ascii plot - spectra from theFile menu (see section 5.1.1.3). As package default, the original
spectrum is displayed at the bottom. However, you can change the default setting uSipectred results

menu in thecustomize preferences window (see section 3.2.1.3). You can create separate default settings for
theFilter_ HSVD, SVD_1D andVARPRO functions.

5.2.1.3 which spectra

This menu item has four submenuasiginal spectrum, reconstructed spectrum, residual spectrum and

individual components. The first three of them are checked by default, which means that by default, the origi-
nal spectrum, the FT spectrum of the reconstructed time domain model function, and the residual between them
are displayed in the result spectral window. Aféter HSVD, the labekeconstructed spectrum is changed

to HSVD fit spectrum, and the labelesidual spectrum is changed tdiltered spectrum, respectively. In that

case only the original spectrum and the filtered spectrum are on display by default (see also chapter 9). You can
change the default setting using 8ectral results menu in theeustomize preferences window (see section

3.2.1.3). You can create separate default settings fdtiltee HSVD, SVD_1D andVARPRO functions. By

selecting a submenu item, you toggle its display between on and off. With each corresponding modification of
the spectral display, the spectra will be rescaled such that the entire axes are used to allow maximum resolution
(but read section 5.2.1.4). As a minimum you can have one particular spectrum on display; you can not switch
all spectra off, the last spectrum will remain on display and a warning message will appear in a message text box
in the lower right corner of the spectral window. By selectimdjvidual components, all individual fitted
resonances will displayed in one spectrum, i.e. all overlapping (but with zero baseline). If you fitted many com-
ponents, this may be slow the first time you switch on the display of individual components, because they are
only calculated the first time this function is selected (to save calculation time in case you do not want them
displayed anyway). Notice that the peak nhumberin ARPRO) is attached to the reconstructed spectrum, so
switching off its display may make it more difficult to relate estimated parameters in the table on the left to
resonances in the remaining spectra on display.

To have the individual components saved to the ASCII plot file when selsetiegascii plot from theFile

menu (see section 5.1.1.3), they have to be in the spectral display.

5.2.1.4 scale to

This function determines which of the various spectra is fully scaled (within the displayed frequency region). By
default, the scale setting is ¢werall, which means that all spectral points of all spectra in the displayed fre-
guency region are visible. Only aftéiiter HSVD is the default scale setting fitiered spectrum, so that the

effect of the filtering on the resonances of interest is best visible. However, you can change the default setting
using theSpectral results menu in thecustomize preferences window (see section 3.2.1.3). You can create
separate default settings for tRéter HSVD, SVD_1D and VARPRO functions. Settingscale to another
spectrum which is smaller than others (e.g. in case you sekdetto residual) causes the larger spectra to be
clipped. See Figure 24 in which the scale was setsidual.
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Figure 24. The spectral display has been scaled to the residual. The larger spectra are clipped.

You can only usescale to individual components if the latter are displayed. If you do, the minimum and
maximum are taken ovatl individual components. For the other three spectra goes that you can set the scale to
them, without them being on display.

5.2.1.5 peak numbers

This menu item allows you to toggle the display of the peak numbers in the multiple spectraodisylaff.

You can change the default setting usingdh&tomize preferences window - see section 3.2.1.3), the pack-

age default i®n. In theSVD_1D function ,the peak numbers will disappear automatically when you display the
singular value plot (see section 5.2.1.1), and will re-appear when you return to the normal display of the spectra.

5.2.1.6 spectrum labels

The spectrum labels are text bars on the left hand side of the stacked result spectra, indicating what those spec-
tra are, such agriginal, reconstruction, individuals or residual (slightly different afterFilter_ HSVD) You

can switch thesen or off with this menu item. In Figure 22 you see that they are not displayed, because on a
small 14" PC monitor they will start to overlap with the file and fit information table on the left (in fact, you can
already see that the file and fit information table has started to overlap with the spectral plot on the right). On
larger screens (or at higher pixel resolution) this effect does not occur, but in the current case it was useful to be
able to switch the spectrum labels off. Even ifspectrum labels menu is set ton and the labels displayed

(this is the default setting; change the default setting usingutemize preferences window - see section
3.2.1.3), they will not appear on paper if you usephiet menu, because the spectrum labels are so-called
Matlab "uicontrols", and these do not get printed (see your Matlab user guide). The spectrum labels will disap-
pear automatically when you display the singular value plot (see section 5.2.1.1) or when you switch the result
info list off (see next section), and will re-appear when you return to the normal display of the spectra.

5.2.1.7 result info list

With this function you can toggle between the default display of the file and fit information table on the left and
the spectral display on the right, and a display in which the stacked spectra occupy the entire result spectral
window, see . This may be useful for presentation purposes.
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SVD_1D Window
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Figure 25. The result spectral window, with the result info list switched off, and the spectral display occupying the entire
window.

For unknown reasons, spectral functions such as phasing, line broadening, nhumber of FT points, or other view
and display menu items, may have an ill effect when the spectra are displayed in this window-filling fashion.
This is subject to further investigation. For the moment, it is strongly advised to carry out all your spectral dis-
play function in the normal display mode with tlesult info list set toon, and only in the end, just before you

print or capture/snapshot, switch tiesult info list off.

5.2.1.8 save signals

In the SVD_1D andVARPRO functions, this function has two submenu iteresonstruction andresidual.

In theFilter_HSVD function it only has the submenu itegtonstruction, because then the residual signal is
saved to file anyway (since that is the filtered signahme>_p.dat/mat , see section 9.8). Selecting a sub-
menu item brings up the Matlab file manager window, and you can save either the time domain signal recon-
structed from the model function with the estimated parameters filleddonstruction), or the time domain

signal containing the difference between the original signal and the reconstructedregidaal) to a new set

of MRUI data files<cname>.dat/mat . A correspondingchame>.gra and<name>.scl file will also be
produced, these are copied from the original data file.

5.2.2 The Next menu

The Next menu allows you to easily switch from one function to the next, without having to re-load the data
file. From any function, you can take the current data file (whether this is the one you just loaded when you are
still in the basic spectral window, the file you loaded on which you have just finished your parameter estimation,
or a new file that has just resulted from some FID processing function) into one of the fuS&iDdR

(chapter 7)ER Filter (section 8.3)Filter HSVD (chapter 9)SVD_1D (chapter 10)Peakpick (chapter 11),

Inputvp (chapter 12) o/ ARPRO (chapter 13).
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If you loaded a batch, théext menu is disabled (inactive), because it is then ambiguous which file to load into
the next function, and the entire batch settings are not readily transferred between functions.

5.3 The FID processing window

An example of the FID processing window is displayed in Figure 26. In this example, the FID processing win-
dow was used for th8ubtract function of the FID Maths menu, from tpeocessing menu under the MRUI

base window. Two FIDs are involved in the processing technique. As can be seen from the figure, one menu is
headedSubtract; this menu contains the features specifiStdotract only (for more details see section 8.8).

The other menus recur in all or most processing functions that use this FID processing window, and are dis-
cussed below. Notice that just like for the basic spectral window (see section 5.1), the menus only become en-
abled (active) after a file or a batch of files has been loaded.

FID Subtraction
View FIDs View spectra Miscellaneous Subtract
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Figure 26. The FID processing window when subtracting two FIDs from each other.

Figure 26 illustrates nicely how for the FID processing window, the FIDs are displayed on the left, and the cor-
responding spectra on the right. This is because the processing techniques are mostly targeted at the raw FIDs,
and the effect on the latter should be visualized. The original signal is displayed at the top row (in yellow), on
the second row the second signal (in yellow; if another signal is involved in the particular processing technique),
and the result of the processing on the bottom row (in cyan). If the FID processing technique involves only one
signal, the result of the processing is displayed on the second row (in cyan), with the bottom row empty. The
FIDs and spectra on the various rows are always scaled towards the largest one, so that intensities can be com-
pared between them. The only exception is the second signalivtte function, which is only included for

its phase term (the intensity of that signal can have arbitrarily large values), and therefore scaled individually.

5.3.1 The File menu
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The File menu works exactly as described in section 5.1.1, except that theréoadmesult menu item (not
relevant, results of processing techniques can be re-loaded simply by loading the resulting signal in the basic
spectral window for any function) and that there issage ascii plot menu item (again, that can be obtained

after loading the signals in the basic spectral window for any function).

5.3.2 The View FIDs menu

The zoom in, zoom out, scale up, scale down andreset functions behave exactly as explained in sections
5.1.2.1,5.1.2.2,5.1.2.4,5.1.2.5 and 5.1.2.10, respectively, except that they only influence the FID display in the
left hand column. These menu items do not change the contentsdeffalodt.gra and<name>.gra file

(see section 5.1.2).

5.3.3 The View spectra menu

Thezoom in, zoom out, scale up, scale down, auto scale andreset functions behave exactly as explained

in sections 5.1.2.1, 5.1.2.2, 5.1.2.4, 5.1.2.5, 5.1.2.6 and 5.1.2.10, respectively, except that they only influence
the spectra display in the right hand column. These menu items change the conterdsfafithgra and
<name>.gra file as explained in the aforementioned sections. The x- and y-axis labels are always displayed in
the FID processing window.

5.3.4 The Miscellaneous menu

The axis units andnormal/reverse menu items work exactly as described in sections 5.1.3.1 and 5.1.3.3, re-
spectively, but they only affect the spectra in the right hand column. Theredalfimaginary menu item; the

FID processing window displays the real parts of the FIDs and spectra onlguibineatic scaling andbatch

results menu items work exactly as described in sections 5.1.3.4 and 5.1.3.5, respectively.

5.3.5 The Next menu

TheNext menu works exactly as described in section 5.2.2.

5.3.6 Phasing

The phzero andtbegin sliders and edit boxes behave identically to the ones in the spectral window, see sec-
tions 5.1.4.1 and 5.1.4.2, respectively, but they only affect the spectra in the right hand colurda- The
fault.gra and<name>.gra file are updated as explained in the aforementioned sections.

5.3.7 line broadening

The line broadeningpb edit box works exactly as described in section 5.1.6, with the addition that in the FID
processing window, the actual line broadening apodization function is drawn in the FID displays, see e.g. Figure
26. The Lorentzian apodization function is drawn in green, anduglthiis maximum intensity is of course al-

ways 1, it is drawn with the first point at the maximum intensity of the FID to allow easier visual interpretation.
The additional plotting of the apodization function in the FID display allows you to check how much of the FID
is suppressed.

5.3.8 number of points in FT spectrum

Thendft edit box works exactly as described in section 5.1.7.
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6. The Simulation Tool

To synthesize your own signals, use $imulate function under th@rocessing menu in the MRUI base win-

dow. It brings up the basic spectral window (see section 5.1), EtledSimulation Window. Initially, all

menus and sliders will be disabled (inactive), except folodm andquit menu items under tHéle menu. The

starting point of simulating your own signals is an ASCII file containing some information about the signal-to-
be, and a list of all its parameters (frequencies, damping factors, amplitudes and phases). The default simulation
parameter file is calledimul.par . You will find a template in th&HOME/matlab/work_dir/TEST

directory. An example of simul.par file is illustrated in Figure 27 below.

name of signal file: sim31p.dat
number of data points in signal: 1024
step size of signal (ms): 0.500
begin time of signal (ms): 0.000
number of peaks: 11
gaussian fraction in lineshape: 0
noise standard deviation: 0
monte carlo simulation: 0

FRE  DAM AMP  PHASE
(Hz) (Hz) (au) (deg)

330.000 -200.000 0.500000e+03 0.0
290.000 -25.000 0.600000e+02 0.0
240.000 -285.714 0.140000e+04 0.0
160.000 -25.000 0.150000e+03 0.0
108.000 -50.000 0.150000e+03 0.0
92.000 -50.000 0.150000e+03 0.0
-32.000 -50.000 0.150000e+03 0.0
-48.000 -50.000 0.150000e+03 0.0
-254.000 -50.000 0.750000e+02 0.0
-270.000 -50.000 0.150000e+03 0.0
-286.000 -50.000 0.750000e+02 0.0

Figure 27. The simul.par file containing details and model function parameter to synthesize a simulation signal.

You can use your preferred text editor to manually editraul.par  file and to enter your desired number of

peaks, and their parameters. Remember that this is where you start. You can always interactively change the
synthetic signal once the parameter file has been loaded. When you eilihthpar  file, make sure that

you do not change the format of the file, as file is expected to have this exact structure when it is loaded. Notice

that in the simul.par file, the model function parameters are expressed for the simulated time domain signal:

frequencies in Hz and damping factors in Hz and as negative values. You must take this into account when pre-
paring your signal. Note that you can distort your simulation signal with a zero order phase by giving all phases

in the table the same offset.

Instead of starting with from scratch witlsianul.par  file, you can also use results of other functions to cre-
ate a simulation signal. In the next section we will explain how you can use the parameters in a Peakpick file, in
an SVD_1D result file or in a VARPRO result file to build a simulated FID.

6.1 The File load menu

As you can see, thEile load menu in theSimulate spectral window is rather different from the genéiité

load menu as described in section 5.1.1.1. $ianulate, you do not load a data file, but an ASCII file contain-
ing parameters with which to synthesize a new signal. These parameters can be read from the default file
mul.par , or from result files of other functionselect <name>.sim to load the results of a previous simula-
tion (see section 6.2.1(elect <name>.scr to load the results of 8BVD_1D fit (see section 10.113elect
<name>.pkp to load the results of Beakpick session (see section 11.8), aedect <name>.gol to load the
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results of avARPRO fit (see section 13.7). In that case the parameters from such a previous function are read
in and used to constitute a noise-free time domain signal. When loadivagree>.***  result file for simula-

tion parametersSimulate searches for a correspondiagame>.scl file with the original data file, and if it is

found, the amplitudes read from theame>.***  result file are scaled back according to their original inten-
sities in the measured FID. This ensures that the signal you synthesize has intensities comparable to the original
signals (e.g. necessary if you intend to sum or subtract in the future). If you choose to load one of these result
files, you will be prompted by the file manager window to select one of the listedfdies (, *.scr , *.pkp

or *.gol , respectively). You can browse through the directory structure if you need to. See sections 4.6 and
5.1.1.1.1 for more information on using the file manager window.

If you wish to load the simulation parameters fromgineul.par  file, then thasimul.par file is expected

to be found in your current directory; the file manager is not activated for this menu item. Hence it is important
to change to the directory containing ysimul.par file first, just like you would need to do when loading a

batch of files in any other function, as explained in section 5.1.1.1.2. You can select the directory containing
your simul.par file using theselect dir function from theMatlab menu under the MRUI base window, see
section 3.2.2.3.

Once you have loaded a selected file, or in this example the sinowiepar  file, the Simulate program will

create a noiseless time domain model function (lineshape according to Gaussian fraction in the file), using the
number of data points, begin time, sample time step and number of peaks as listed in the file, and insert the val-
ues of the parameters. If you edited a value of the standard deviation of the noise level (in the same units as the
amplitude parameters) in tsamul.par  file, Simulate will generate a white noise realization with zero mean

and the listed standard deviation, of the same length as the noiseless simulation signal, and add that noise reali-
zation to that simulation signal. Next it will display the Fourier transform spectrum in the basic spectral window
(see Figure 28), and enable all menus and sliders. If you had a standard deviation for the noise level, the noise
slider will be immediately updated, see also section 6.2.8. The peaks are numbered in the order they were read
from the parameter file.

FID Simulation Window
Simulate Parameters

1000 ] I -A00 -1000

o

Figure 28. The spectral window for the Simulation tool displaying the FT spectrum of a noiseless simulation signal synthe-
sized using the parameters from the simul.par file in Figure 27.

Now you can modify your synthetic signal according to your requirements. From the noiseless spectrum you can
see that the simulation parameters fromsineul.par  file in Figure 27 were meant to mimic amvivo *'P

MRS signal from human brain. You can also usevieev andMiscellaneous menus, and thib andndft edit

boxes, as described in section 5.1, but remember that these only affect the visual spectral display, and not the
synthesized signal.
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6.2 The Simulate menu

6.2.1 add peak

With this function you can add an extra peak to the simulated signal. If youasidgotak, you are prompted

to enter for that new peak its frequency in Hz, damping factor in Hz (negative value!), amplitude in arbitrary

units and phase in degrees. You enter your desired values in the didpthity@dindow, see for an example

Figure 16. In the current example peak 12 was added with a frequency of 650 Hz, damping factor of -90 Hz,
amplitude of 100 a.u. and phase of 0 degrees (mimicking a reference signal). The result of all modifications
mentioned for this example is displayed in Figure 29. The displayed spectrum will be updated.

6.2.2 remove peak

With this function you can remove any of the peaks from the simulated signal. If youeelece peak, you
will be prompted by akdit Window in which you can type the number of the peak that should disappear. The
displayed spectrum will be updated, and the numbers of the remaining peaks will be updated accordingly.

6.2.3 add signal

With this function you can add an entire signal to your simulated signal. If you agdesignal, the file man-

ager window appears, listing thenat files. You can browse through the directories to find the data file you

wish to add to your simulated signal. See sections 4.6 and 5.1.1.1.1 for more details on using the file manager
window. This function may be particularly useful if you wish to create simulation signals with truly experimen-

tal distortions by adding a data file containing a measured signal containing only baseline humps (e.g. obtained
using a metabolite nulling experim8ntyou can also use it to add signals that resulted from preSiouslate

sessions. However, be aware that the sample time step and begin time must match between the simulated signal
and the signal you wish to add. If the numbers of data points do not match, the smaller of the two is used, and a
warning message displayed. You should also take notice of scaling factors (see section 4.2) involved with the
signal you are adding, as the loaded signal is first re-scaled to its original intensities, using the parameters read
from the<name>.scl file, before it gets added to your synthesized FID. The displayed spectrum will be up-
dated.

6.2.4 lineshape

With thelineshape menu item, you can toggle betwdesrentzian or Gaussian lines in the simulated model
function. If you set the Gaussian fraction in siraul.par  file to 1, the lines will be Gaussian, but otherwise
the default is to have a Lorentzian model lineshape. The displayed spectrum will be updated.

6.2.5 no. of data points

With this menu item you can change the number of data points in the simulated signal by typingeditn an
Window. When you changedp, the value in the submenu item will be updated. The number of data points you
enter is checked against the absolute maximum number of data points allowed in the MRUI software. This
maximum value protects the Fortran read and write routines in the signal processing and conversion programs
from overflowing the data arrays, which would incur uncontrolled loss of data points and lead to aberrant re-
sults. The default maximum in the MRUI package is set at 16384, but you can change this valoeimtige
submenu item of thBETUP menu in theeustomize fitting parameters window. However, you should do this

after you have increased the maximum array sizes in the corresponding Fortran routines, see Appendix E. The
default value is fondp taken from the parameter file. In this example the number of data points was reduced to
512 (see result in Figure 29). The displayed spectrum will be updated.
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6.2.6 time step

With this menu item you can change the sample time step of the simulated signal by typingEdiinveim-
dow. The default value is taken from the parameter file. The time step value is expressed in milliseconds, and is
the reciprocal of the spectral width in kHz. The displayed spectrum will be updated.

6.2.7 begin time

With this menu item you can change the begin time (delay time, time difference between the true time origin
t=0 and the first data point) of the simulated signal by typing it iE@gih Window. The begin time value is
expressed in milliseconds. In this example the begin time was changed to 1 ms (see result in Figure 29). The
displayed spectrum will be updated, and with increasing begin time you will notice the convolution of the dis-
played spectrum with a sinc function which is the Fourier transform of the step function consisting of value 0 for
the missing point in the delay time period and of value 1 for the available data points.

6.2.8 noise level

With thenoise level menu item you can set the standard deviation (in the same arbitrary units as the amplitude
values) of the noise realization that will be added to your noiseless simulated time domain signal, by typing it in
an Edit Window. The noise realization is also complex (via two different real-valued noise realizations, one
added to the real part of the simulated signal, and the other to its imaginary part), with zero mean. The displayed
spectrum will be updated, so that you can judge the affect of the added noise, and if necessary change its value
again.

Another way to change the noise level, is by usingqittige as % of signal slider or its edit box, in the upper

right corner of the spectral window. They are on the positions where in other functitinsgineslider and its

edit box reside (see section 5.1.4.2), and you operate both identically (see section also section 3.2.1.2 for details
on using sliders). As opposed to thgise level menu item, this slider does not control the value of the noise
standard deviation directly as an absolute value, but as a percentage of the maximum signal intensity of the
noiseless time domain signal. So you could for instance, using this slider, add a noise realization with a standard
deviation of 10% of the noiseless simulation signal. The auxitigy noise % slider on the right can be used

to change the maximum range of tiwse as % of signal slider, just like thanax tbegin slider does for the

tbegin slider (see section 5.1.4.2). The default maximum percentage anitieeas % of signal slider is 10,

but you can set this default according to your own preference usiogdtwnize preferences menu from the

Matlab menu under the MRUI base window. See also Figure 5 in section 3.2.1.3.

Notice that when you change the standard deviation either weithe level menu item, or via theoise as %

of signal slider or edit box, both the menu item and the slider and its edit box are updated. The default value in
thenoise level menu item is that read from thenul.par  file (or from the other parameter files if a relevant

value can be found). The default value will immediately be converted to a percentage value for the slider and its
edit box as well.

In the current example (result in Figure 29), the noise level menu item was used to add a noise realization with a
standard deviation of 10 units.
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Figure 29. The Simulation Window after modifying the noiseless simulated FID of Figure 28, by adding an extra peak (12),
changing the number of data points and the begin time, and adding noise with a standard deviation of 10 intensity units.

6.2.9 Monte Carlo batch

With this function you can create a Monte Carlo batch. This is a large series of signals consisting all of the same
noiseless simulation signal, but each with a different noise realization (though of identical mean and standard
deviation) added to it. This is a good way to test the consistency of a new method for &xBmgielude the
possibility of an accidental 'hit" or 'miss’, and to enable statistical statements to be made about the performance
of the method, a large numbhj;c of noise realizations should be generated, all with identical mean and stan-
dard deviation. When adding each to a noiseless model funitjgnoisy simulation signals are obtained, each
containing the same true noiseless signal, but perturbed by a different noise realization. Ngxthahy
simulation signals are processed identically with the parameter estimation method )\ 3kttt of parameter
estimates are produced. Each parameter is then averaged dygyeistimates, and the averaged values can be
compared to the true parameter values used to create the noiseless model function. For an accurate parameter
estimation method there should belnas for every parameter, the difference between its true value and the
mean over itd\,cestimates should be smaller than the population standard deviation oggélsimates. For
maximum likelihood estimators (which the VARPRO method in principle is), theoretical lower limits, the so-
called Cramér Rao lower bounds, for the standard deviations of the parameter estimates in the model function,
depending on the values of the parameters and the standard deviations of the noise, can be’chlcalated

thus be tested in a Monte Carlo study whether the population standard deviations & gmptmameter esti-

mates reach the theoretical lower limits. This would prove that for the signals used, the method under investiga-
tion gives most accurate parameter estimates.

You can toggle th&lonte Carlo batch menu item betweeon andoff, and if you switch ibn, you can set the

number of noise realizations (i.e. the total number of simulation signals proddgedy typing it in anEdit

Window. When the menu item is setda, it will also display the value d%,; The default value folycand

the corresponding menu item setting are taken fronsithal.par  file. When loading another type of pa-
rameter file (see section 6.1), the menu item will be switofiedindMy=0, i.e. only one simulation signal will

be produced when saving.

If you set a Monte Carlo batch with this function, a numbered batch series of data files will be produced when
saving (see the next section), such that it can immediately be loaded as a batch in any of the other MRUI func-
tions.

6.2.10 save FID
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This function has a different response depending on the settiMpfde Carlo batch (see previous section).

If the latter is switched off, only a single simulation signal needs to be saved to file. In this case the file manager
window is displayed, prompting you to type the name of the data file under which the simulation signal needs to
be stored. You can browse through the directory tree, and then tyfudl tile name (i.e. including thedat

extension) in th&ile Name field (selection box on UNIX systems), or select an existitigame>.dat file if

you want to overwrite it. Click o@K (Done on UNIX systems) or preg&nter] . If you click onCancel,

you will not abort the FID saving function, but the signal will be saved under the file name found in the ASCII
parameter file (e.ggimul.par , see Figure 27).

If you had prepared the settings for the generation of a Monte Carlo battit Aindow will come up in-

stead of the file manager window, asking you for the general file name base (as in Figure 12). A numbered batch
of files will then be stored on disk, each file name containing the general file name base, followed by a number
ranging from 1 toMyg and the usuablat and.mat extensions. This batch can directly be loaded into any of

the other MRUI functions that allow batch processing, as explained in sections 4.4.1 and 5.1.1.1.2.

After having indicated the name(s) under which the signal(s) is/are to be saved, a file manager window will
come up (again), asking you for a name of an ASCII file, having the format siftbkpar  file (see Figure

27), to store all simulation parameters in. The suggested extenssim is so that you can easily load it later

on using theFile load menu in the Simulation tool (see section 6dancel finishes thesave FID function

without creating the simulation parameter file.

As for all data files upon conversion (see section 4.2), the simulation signal is normalized when it is saved to the
data file, and a correspondirgame>.scl file is produced.

6.3 The Parameters menu

Next to theSimulate menu, you will find theParameters menu, which contains as many submenus as there

are peaks in your simulated signal. Then each submenu for each peak contains four submenu finctions:
dam, amp andpha. With these, you can change for the corresponding signal component its values for the fre-
guency in Hz, the time domain damping factor (negative value) in Hz, the amplitude in arbitrary units and the
phase in degrees. You do this by typing the new value Ed&rwindow. The current values of the parameters

are always listed in the corresponding menu items. The noiseless signal and hence the displayed spectrum will
immediately be updated when you change any of the component parameters. You can change as many or as few
individual parameters as you wish.

6.4 Files produced

When having saved the simulated signal(s) and you are finished usBigntilate function, the following files
will have been produced (barring any exceptions in which you used e@artigel button in the file manager
window):

single signal f;=0) Monte Carlo batch
<name>.dat <name>1l.dat ,<name>2.dat ,... , <name><Nyc.dat
<name>.mat <name>1l.mat , <name>2.mat , ... , <name><N,&.mat
<name>.scl <name>1.scl ,<name>2.scl ,... ,<name><Ny&.scl
<name>.sim
default.xpt (temporary ASCII auxiliary file, see chapter 7)
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7. Database - SETUP: experimental

In section 4.3 you have read how at the time of spectrometer file conversion, the most important experimental
parameters are ideally directly obtained from the spectrometer file, in order to allow a spectral display in the
MRUI interface according to the spectral display on your spectrometer software. However, not in all cases can
all necessary experimental parameters (see the table in section 4.3) be read from the spectrometer file. This may
be because the conversion routine for this type of spectrometer files is not fully optimized, or because that type
of spectrometer file does not contain all the required parameters. However, in all cases, an ASCII auxiliary file,
called default.xpt , Is written to the directory in which the converted file(s) is/are stored. For parameters
that could not be read from the spectrometer file, default values are written to this file (see the table in section
4.3). Remember that the default values taken by MRUI can be changed according to your preferences using the
SETUP menu from theCustomize fitting parameters function (see section 3.2.1.4). To check whether the
experimental parameter settings are correct for your converted spectrometer file, and to set any missing (default)
values to your preferred values, use 8teTUP: experimental function from theDatabase menu under the

MRUI base window. This function also allows you to set graphical parameters (phasing, line broadening,
zooming, etc.), which are then written to tthefault.gra and<name>.gra files, so that everything is
properly set before you start analyzing your data (see section 5.1.2).

It is important to realize that you have to change these settingsncein any directory. Th6SETUP: ex-
perimental function stores the experimental parameters in the ASCldéfault.xpt (see also section

4.3), with no analogue that belongs to specific data files. Hence the changes that you deékattrpt

once, are preserved for all data files in that directory. When you do a new spectrometer file conversion in that
same directory, only the experimental parameters that could be read from the spectrometer file are overwritten
in thedefault.xpt file. The parameters that could not be read from the spectrometer file remain unchanged
in thedefault.xpt file. Thus it is good policy to use tIBETUP: experimental function in each directory
immediately after your first conversion (see also section 3.3), after which you can carry out all your subsequent
data analysis in that directory without have to re-dStEEUP.

Make sure you store data files of the same experiment type in one directory. l.e. data files of the same nucleus,
using the same transmitter frequency, and with the same ppm reference, etc. If you don't, you will end up having
to re-do theSETUP over and over again when analyzing different data files in that directory. The idea of the
SETUP: experimental function and the categorized data storage approach is that you get data files of one par-
ticular type of experiment together in one directory, so that data analysis aftelSESiP once requires
minimum effort.

The SETUP: experimental function is organized in the basic spectral window, with all functions and menus as
explained in section 5.1. Figure 30 shows the basic spectral window f&EfHdP function, after having

loaded the example data file (see section B@)r.dat . Notice that the basic spectral window &ETUP

displays a few extra information features: the ppm offset in terms of kHz (top left), the number of data points in
the data file (bottom) and the spectral width in kHz (bottom). You see that with the default values for a number
of parameters (see also section 4.6), the spectral display is not completely ideal, and it needs some maodification
in order to please the spectroscopist.
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SETUP Window for Spectral Display

3 0
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Figure 30. The basic spectral window for the SETUP: experimental function. With some experimental parameters de-
faulted, the spectral display needs some modification in order to conform to the spectrometer software display.

First of all, the spectrum is zero order phased (as explained in section 5.1.4.1). First order phasing is in this case
not necessary, because the SMIS conversion routine is able to read the value for the spectrometer dead time
from the spectrometer file, see section 4.6. A line broadening of 1 Hz is applied (see section 5.1.6), so that it
starts to look like a familidan vivo*!P MR spectrum from muscle. The final results are displayed in Figure 31.

7.1 The SETUP menu

The SETUP menu contains submenus for the experimental parameters that can be changed using this function,
plus one submenu to write the changes to file.

7.1.1 nucleus

With this function you can indicate the measured nucleus. It has no direct effect on the parameter estimation as
such, but it determines whether certain options need to be enabled or disabled. For instaatoelldbe pH

menu (see sections 10.10,13.6) is only enabled iidickeus is set toP-31. You can select betweéi1 (pro-

ton), P-31 (phosphorus)r-19 (fluorine) orC-13 (carbon), or you can selemther, and then click on the empty
submenu, after which you can type a character notation for your nucleus of interest. In this examigleuke
submenu item was already correctly seP181, because the SMIS conversion routine is able to read the type of
nucleus from the spectrometer file (see section 4.6). The package default would hadelb@er the table in

section 4.3), but you can set it according to your preferences usiSgETgP menu in theCustomize fitting
parameters function (see section 3.2.1.4). Changing the settingndioteus doesnot affect the value oBO

(section 7.1.2) ofransmitter freq (section 7.1.3).

7.1.2 BO

This submenu determines the strength of the static magnetic field in Tesla. This is currently however a redun-
dant parameter, and does not affect any of the other parameters or the spectral display. It has been added for
completeness and may receive some purpose in the future. You can select bé&tweent, 2.35 T, 4.7 T or

7.1 T, or you can seledaither, and then click on the empty submenu, after which you can type your specific
magnetic field strength. In this example 8@ submenu item was already correctly seil® T, because the
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SMIS conversion routine defaults to that value (see section 4.6). The package default would also HaBe been
T (see the table in section 4.3), but you can set it according to your preferences uSEgUliremenu in the
Customize fitting parameters function (see section 3.2.1.4). Changing the valuBMfioesnot affect the
setting forucleus (section 7.1.1) or the value wansmitter freq (section 7.1.3).

7.1.3 transmitter freq

With this menu item you can modify the value for the transmitter frequency in MHz, by typing a new value in
the Edit Window after you have selected the submenu containing the current value. The transmitter fisquency

an important experimental parameter, as it directly determines the values of the chemical shifts on the axis. The
spectral display will be immediately updated. In this examplerémsmitter freq was already correctly set to

25.79 MHz, because the SMIS conversion routine is able to read its value from the spectrometer file (see sec-
tion 4.6). The package default would have b&2886 MHz (see the table in section 4.3), but you can set it ac-
cording to your preferences using ®ETUP menu in theCustomize fitting parameters function (see section
3.2.1.4). Changing the value wansmitter freq doesnot affect the setting fonucleus (section 7.1.1) or the

value ofBO (section 7.1.2).

7.1.4 axis direction

This menu item has been added as a sort of emergency way out. In some cases, after converting a spectrometer
file, the spectrum may be displayed the wrong way round. Not in terms nbtheal/reverse functions (see

section 5.1.3.3), but with peaks really residing at the wrong frequencies or chemical shifts. For instati¢e, with
MRS at 1.5 T, NAA resonates at about -170 Hz or 2.05 ppm. Imagine your surprise if your basic spectral win-
dow would display NAA at 170 Hz, or 7.35 ppm! This may in fact occur, as on some spectrometers the refer-
ence direction of resonance frequencies is inverted. For spectrometers for which this is known, the conversion
routines automatically correct for this. However, it may still happen that you are presented with a spectrum that
is placed on the frequency/chemical shift axis in the wrong direction. In these cases you caaxisalitee-

tion menu item and select theong! submenu. This will mirror the spectrum around 0 Hz, relative to the axis,

and then display the new combination in the direction governed byotingal/reverse setting (see section
5.1.3.3). Every subsequent selection ofwheng! submenu will once more mirror the spectrum around 0 Hz,
relative the axis. ThOK submenu is in fact redundant, as its meaning is that everything is displayed as it should
be, with no modification required. Nothing happens when you select it, but it was added to indicate the meaning
of the two.

7.1.5 ppm reference

With this function you can set the ppm reference (or 'offset’) for the chemical shift axis, in terms of true frequen-
cies in kHz. You select a true frequency (position on the x-axis) in kHz, either by clicking with the left mouse
button in the spectrum (when you selelatk peak), or by typing the value in a@&dit Window (when you se-
lecttype value). Next you enter the chemical shift in ppm for that position i&dihWindow. For this exam-

ple of thein vivo*P MR spectrum from muscle, it would be most appropriate to set the phosphocreatine (PCr,
the large peak in Figure 30) peak at 0 ppm. Sglput reference andclick peak, and a message will appear

in the lower right corner of the spectral window, telling you to "click on center/top of peak for chemical shift
reference”, and the mouse cursor changes to a cross-hair. Position the cross-hair where you would want your
ppm reference to be, and press the left mouse buttoEdAWindow will pop up in which you can type the

value for the ppm reference (in this case 0, but#bMRS you might want to type 4.7 ppm at the water fre-
guency, etc.). The spectral display is immediately updated and the spectrum (with axis in ppm) will now display
the metabolite peaks at their familiar chemical shifts. The result is displayed in Figure 31.

7.1.6 write to file

This menu item has to submendsfault anddatabase. When you select théefault submenu, all modifica-
tions are written to thdefault.xpt file. This function is more or less redundant, because every time you
change any of the experimental parameters through one of the menu items described atefes)ttkpt

file is automatically updated. You can seldatabase to store all experimental parameters in an ASCI| file of
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the same format adefault.xpt , but you can give it your own name, and store it in any directory using
Matlab's file manager window (see e.g. section 4.6). You can do this for example to create a d#slicated
fault.xpt file for *P MRS data, call it e.qp31set.xpt , and store it in a general directory (e.g. the
work_dir  directory). You can then later copy it to a new data directory to circumve®BheP: experi-

mental function altogether. See also section 7.3, describing the database functions available for the auxiliary
ASCII files.

Finally, the spectrum is zoomed in between 10 and -20 ppm. Figure 31 displays the basic spectral window for
the SETUP: experimental function after the modifications described above.

SETUP Window for Spectral Display
View Miscellaneous SETUP Next

=+ |

(@ tbegin range: pos

0.179kHz = D ppm

Figure 31. The basic spectral window for the SETUP: experimental function after the experimental parameters have been
properly adjusted.

7.2 Files produced

Once you are finished using tE=TUP: experimental function, the following files have been produced or
updated:

default.xpt
default.gra
<name>.gra

If you selectedwrite to file - database, then there will be a copy of thefault.xpt file under the name
you gave, and in the directory you indicated.

7.3 Database: saving and loading parameter files

The five remaining submenus below batabase menu serve to store your auxiliary ASCII files for re-use. If

you end up using some of the related functions over and over again in much the same manner, you can use these
Database functions to store the result of one such function under a general name and in a general directory.
Later, when you start new analyses on similar data files, perhaps in different data directories, you can load these
parameter files through tHeatabase menu, and store them in your current data directory. This avoids having

to re-do all the processing steps automatically saved in the parameter files last time. This is equally valid for the
settings of the&/iew andMiscellaneous menu in the spectral window (stored in thefault.gra file, see
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section 5.1.2), thBETUP: experimental parameters (stored in thefault.xpt file, see section 7.1.6), the
starting values from thBeakpick function (stored irpeakpick.par , see section 11.8) and the imposed
prior knowledge from thénputvp function (stored irnputvp.ans  andlink.ans , see section 12.6) and
the Inputnv function (stored innputnv.ans , see chapter 14). The five submepaskpick file, inputvp
file, inputnv file, default.xpt file and default.gra file all have asave and aload submenu. They all work
analogously as described below, with minor differences as indicated.

7.3.1 save parameter file

The file manager window comes up, and you can browse through the directory structure for an appropriately
general location (perhaps taking into consideration that other users on your system should also be able to access
it!) to store your parameter file for re-use, and you can enter the name of the parameter file. For more details on
the use of the file manager window for saving files, see section 4.6. The default file extensions are as follows:

Database submenu default extension for saved parameter file
peakpick file *.pkp
inputvp file *.inp
inputnv file *.ipk
default.xpt file * Xpt
default.gra file *.gra

You can type different extensions for the file you wish to save, but remember that when loading a parameter file
through theDatabase menu (see next section), only the files with these default extension will be listed in the
file manager window.

Suppose you choose to store your current default parameter file in the dimagtatips, and you give it a

name with basp31set , with the default extension suggested by the file manager window. In this case the fol-
lowing files would be copied and created:

Database submenu file copied from current directory  to

peakpick file peakpick.par my_dbs/p31set.pkp
default.gra my_dbs/p31lset.gra

inputvp file inputvp.ans my_dbs/p31set.inp
link.ans my_dbs/p31set.Ink

inputnv file inputnv.ans my_dbs/p31set.ipk

default.xpt file default.xpt my_dbs/p31lset.xpt

default.gra file default.gra my_dbs/p31set.gra

Notice that when you saveP&akpick file, thedefault.gra file is also copied to ensure consistent display.

7.3.2 load parameter file

You can use this function to create a default parameter file in your current data directory, thus bypassing run-
ning a complete MRUI function. The default parameter files, default extensions, and files copied, are exactly the
same as explained in the previous section, except of course that the copying goes the other way dand. The
tabase load function is not necessarily restricted to files stored in general locations usibgtttimse save

function. Of course you can point your file manager window at files that have been automatically produced by
the MRUI software in the course of a previous analysis. You can simply indicatare>.gra file (see sec-

tion 5.1.2) in any data directory, and it will be copied to your current data directory under the rdene of
fault.gra . The same goes for loadingckaame>.xpt file. When loading @eakpick file, anInputvp file

or anlnputnv file however, a second file manager window will pop up, asking you for which data file in the
current directory the loaded parameter file is to be used. Indicate your current data file, and the parameter files
will also be stored in your current data directory<agame>.pkp , <name>.inp and<name>.Ink , or
<name>.ipk , respectively.
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8. The FID Maths library

In many publications on time domain analysis, it is stressed that one of the major advantages of fitting in the
time domain, as compared to fitting in the frequency domain, is that the raw, measured data are immediately
used in the fit, without having to carry out the Fourier transform and all its related preprocessing functions
(windowing, apodization, phasing, baseline correction, etc.). In this manual it has been emphasized that al-
though the fitting is being done in the time domain, the Fourier transform MR spectrum is still an invaluable
tool to the spectroscopist, in order to properly interpret data and fitting results. For that reason, all the preproc-
essing functions related to the Fourier transform MR spectrum, have been added to the spectral window (see
chapter 5), but it was made clear that these spectral processing features only affected the displayed MR spec-
trum, andhotthe raw FID data. This approach was implemented to gain maximum benefit from the combination

of highly accurate time domain fitting of the raw data that had not suffered from operator-dependent preproc-
essing functions on the one hand, and the MR spectrum, massaged to the visual desires of the spectroscopist for
easy interpretation, on the other.

However, not in all cases would a spectroscopist merely wish to analyze the raw FID (s)he measured, or a time
series of them. It might be necessary to sum or subtract measured FIDs first, before doing the analysis. And,
even for time domain analysis, there are a number of preprocessing functions that could be beneficial to the sub-
sequent data analysis. An example is lineshape correction using reference line deconvolution. Or suppose you
have an old or badly tuned spectrometer system that yields FIDs with a constant DC offset. The latter would not
harm the spectrum, except for a narrow spike at 0 Hz, but it would harm the time domain analysis. For such pre-
processing functions one would need MRUI functions that would actually directly affect the raw time domain
points of the FIDs in the data files. Of course a copy of the original data file would need to remain, and a new
data file would need to be created for the processed time domain signal. Such functions are provideD in the
Maths library, which you can select from tipeocessing menu in the MRUI base window. One other useful
preprocessing functiomiilter HSVD, which removes the residual water signal or any other unwanted features
(solvent resonances, lipid resonances, etc.) from your signal, was considered important enough to earn a com-
plete function and chapter for itself, see chapter 9.

When you seledtID Maths from theprocessing menu, you are presented with the FID Maths library window

(see ), that lets you select a certain preprocessing function. You can also clicikCandbEbutton to make the

FID Maths library window disappear without any further action.

= Select FID maths processing

Cadzow EP DC commect Truncate

Frequency shift

Phaze Apodize

Cancel

Figure 32. The FID Maths library window lets you select which preprocessing function you want to perform on your time
domain FID.

Having selected your required preprocessing function, a window will pop up in which you can load your data
file(s) and carry out the preprocessing function, view the results etc. In most cases this window will be the FID
processing window (see for general features section 5.3), but for some preprocessing functions it turned out to
be easier to use the basic spectral window (see for general features section 5.1). The various FID Maths proc-
essing functions are described in this chapter, but first we will describe the nomenclature of the data files for the
processed FIDs.

8.1 Processed FID data files: names
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It was just said that when processing the actual FID, a copy of the original data file should remain, and the proc-
essed FID should be saved to a new file. To indicate the relation of the processed signal to the original signal,
the new data file name bares the same file name base, but with a processing-specific extension, before the nor-
mal .dat and.mat extension. Normally, this processing-specific name extension is separated from the origi-
nal file name base by an underscor&. 'For this reason you were advised not to create file names with under-
scores yourself (section 4.1.3), as MRUI might mistake them for processed FID files, and start looking for the
original file which of course it then would not find. However, once you preprocess a data file that is itself the
result of a preprocessing function (regardless which function that was), the file name will already contain the
underscore followed by the previous processing-specific character, and in this case no new underscore will be
added, but simply the new processing-specific character. The following table lists the processing-specific char-
acter extensions:

processing function processing-specific extension see
Filter HSVD _p P chapter 9
Cadzow EP _e e section 8.2
ER filter _X X section 8.3
DC correct _0 o section 8.4
Truncate _t t section 8.5
Frequency shift _Vv v section 8.6
Sum _S S section 8.7
Subtract _b b section 8.8
Divide _d d section 8.9
Phase _f f section 8.10
Apodize _a a section 8.11
Multiply _m m section 8.12
Normalize n n section 8.12

Thus, if you have an original data file callkedame>.dat/mat , and you perfornDC correct on it, the new
data file will be calleckname>_o.dat/mat . If you would next us€&ilter_ HSVD to remove the residual wa-
ter signal from that signal, the new data file would be callegime>_op.dat/mat . A subsequent region
extraction withER Filter would result in a new data file calledame>_opx.dat/mat , etc.

Notice that when you process a batch of files, the processing-specific extension gets addataf tihe file
name base, i.e. onbfter the serial number of the file. This does howewarharm your subsequent loading the
processed batch into any other MRUI function, see section 5.1.1.1.2.

For all new data files produced by any of the preprocessing functions, a corresponding suzéenide.scl

will be produced, whether or not the original data file had a corresponding scale file. If the original data file had

a scale file, its scaling factors will be taken into account when writing the scale file for the processed data file,

so that you can carry out all your subsequent analyses without having to look after the scaling factors involved.
If the original did not have a scale file, the processed signal will simply be normalized to the norm (1000 by

default) and the appropriate scaling factors written to thesmame>.scl file, see also section 4.2.

8.2 Cadzow EP

The theory of this preprocessing function is best described in referditcdhe time domain data points are

stored in a Hankel data matrix (see also section 10.1), and a number of singular value decompositions (SVDs) is
iteratively carried out on that Hankel data matrix, each time truncating the SVD to the number of specified sin-
gular values, and restoring the Hankel symmetry of the matrix by averaging on the anti-diagdfeati/ely,

this separates the signal components from the noise components, and after a few iterations a signal is obtained
of which the noise components have been removed. The resulting signal fits the noisy signal in the least squares
sense if algorithm parameters are well chosen. Suggestions for these parameter values are outlined below. How-
ever, one has to be careful applying this method, as it is based on a number of assumptions, and may introduce
systematic errors on the estimated parameters, especially the amlitGaethe other hand, if you intend to

use SVD-based methods for parameter estimation (see also chapter 10) and the signal-to-noise ratio (SNR) of
your data is low, the preprocessing step with the EP method may make results much more consistent and ro-
busf. To conclude this part, we recommend that for accurate analysis of lownSN\W® MRS data, you use
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the VARPRO method (see chapter 13) with prior knowledge (chapter 12) on the raw data. Should you insist on
using an SVD-based method such as HLSVD or LPSVD for parameter estimation of loim SN&signals,

then it is recommended to precede the parameter estimation by the Cadzow Enhancement Procedure, but only
after having consulted referendés.

The practicalities of using th@adzow EP function in MRUI are described using the same example data set as
before, the fileschr.dat/mat . TheCadzow EP preprocessing function uses the FID processing window

as explained in section 5.3. Because only one signal is involved @atmw EP process, the first two rows

of the FID processing window are used, and the bottom row remains empty. The function-specific menu is titled
EP SVD and allows you to set the algorithm parameters for the iterative (according to Cadzow, see for details
and references e.g. ref. 7) SVDs as appropriate for your particular application. These are briefly described be-
low, with references to the corresponding section in chapter 10, which describes SVD-based parameter estima-
tion. The result of th&€adzow EP preprocessing method on the raw signaisohr.dat , using the algo-

rithm parameters as described below, is displayed in Figure 33.

8.2.1 ndp

This is the total number of data points that should be included in the Cadzow iterative SVDs. When storing the
time domain data points in the Hankel data matrdp points are stored. You can change it by typing a new
number into aredit Window. This number should be taken such that the FID has completely decayed into the
noise level, but not too far beyond that point (or you would be involving ‘noise-only’ points in the matrix). As a
rule of thumb, seleatdp such thaindp * step O3 * T,, wherestep is the sampling time step (or dwell

time, see e.g. sections 4.1.1,6.2.6), &xnthe longest relaxation time present in the signal. To ensure reasonable
computation timespdp should not be set too large. When you load a signal, a default vahdpfas set, and
displayed in the menu item. This default value is normally taken as the minimum of the default value set in the
customize fitting parameters menu forEP (package default is 256, see also section 3.2.1.4), the actual num-
ber of signal points in the data file, and the maximum number of data points allowed for the method. If you
change the value fardp, it will again be tested against those maxima. Once you hav@adzow EP on a

signal, the next time you load the signal the same parameters will automatically be set as defaults (see also sec-
tion 8.2.6). For the signal adchr.dat , it could be seen in tHelD plot (see Figure 55 in section 16.1) that

256 data points is indeed a good number to include the signal contribution and exclude noise-only points. Hence
ndp could be left at its default value.

8.2.2 matrix

This is the size of the Hankel data matrix in which the time domain data points are stored, and which will be
subjected to the iterative SVDs. You can change it by typing a new number of columnsEualiio \Atindow.

For a matrix with Hankel symmetry, the number of rom@s ) is immediately known when both the number

of columns fcols ) and the number of data points are knowmasds + nrows = ndp + 1. See also sec-

tion 10.1. The number of columns and the number of rows should at least be larger than the number of spectral
components (model order of the signal; truncation p@inSVD; nssv parameter, see next section). The ma-

trix has to be tall rather than long, i.e. more rows than columns, with a (nearly) square matrix as the extreme.
However, to enhance computational times and resolving power, the data ma@edfmw EP SVD should

best be taken talhfows >> ncols ). When you load a signal, a default matrix size is set, and displayed in the
menu item. This default size is normally taken from the default number of columns setusttivaize fitting
parameters menu forEP (package default is 57 for matrix size 200x57 at 256 data points, see also section
3.2.1.4), but corrected corresponding to the valuedgf if necessary. If you change the size of the matrix, it

will again be tested against the appropriate minima and maxima. Once you h&sadrow EP on a signal,

the next time you load the signal the same parameters will automatically be set as defaults (see also section
8.2.6). For the signal aéchr.dat , the matrix size could be left at its default value: 200x57.

8.2.3 nssv

This parameter stands for ‘number of signal-related singular values’ (see also section 10.1). You can change it
by typing a new number into d&dit Window. Its value determines where the singular value decomposition is
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truncated (subsequent entries in the singular value matrix set to zero) before back-multiplication to the data ma-
trix of which the Hankel symmetry needs to be restored by averaging over the anti-diagdwsis also called
themodel order Just as for SVD-based parameter estimation (remembeCddabw EP is a signal enhance-

ment method you use to preprocess your raw data in order to improve your SVD-based parameter estimation),
this value should be set according to the number of spectral components. If your spectra suffer from overlap,
underlying broad components or large noise features, it is safest to slightly overestimate the model order here, in
order to cater for unforeseen signal contributions. When you load a signal, a default vaksy fas set, and
displayed in the menu item. This default value is normally taken as the minimum of the default value set in the
customize fitting parameters menu forEP (package default is 11, see also section 3.2.1.4), the number of
data points divided by 4, and the maximum number of singular values allowed for the method. If you change the
value fornssv , it will again be tested against those maxima. Once you haveadzow EP on a signal, the

next time you load the signal the same parameters will automatically be set as defaults (see also section 8.2.6).
For the signal ofschr.dat , it could be seen in the spectral window of 8#TUP: experimental function

(see Figure 31 in section 7.1) that 11 signal-related components (7 for ATP, 4 for PCr,; RDE PME) is

indeed a good number, andsv could be left at its default value.

8.2.4 nit

This is the number of Cadzow SVD iterations performed on the data matrix before producing the approximated
signal. You can change it by typing a new number intB@gihWindow. One iteration consists of SVD, trunca-

tion atnssv singular values, back-multiplication of the data matrix, and restoring Hankel symmetry by aver-
aging on the anti-diagonals. Theoretically, these iterations should be performed until convergence, i.e. until the
resulting elements on the anti-diagonals of the back-multiplied data matrix are within some error criterion al-
ready equal to each other, making averaging unnecessary to obtain Hankel symmetry. Usually, convergence is
obtained after 10 to 15 Cadzow iteratibh$ Of course, performing 10 SVDs would mean a serious assault on
your computation time, and it is now believed to be even beneficial in terms of parameter bias (when carrying
out the subsequent SVD-based parameter estimdtitm perform only a relatively small number of Cadzow
iterations, e.g. 3 or 5. When you load a signal, a default valugtforis set, and displayed in the menu item.

This default value is normally taken as the minimum of the default value setaustioenize fitting parame-

ters menu forEP (package default is 5, see also section 3.2.1.4), and the maximum number of iterations al-
lowed for the method. If you change the valuerfibr , it will again be tested against its maximum. Once you
have runCadzow EP on a signal, the next time you load the signal the same parameters will automatically be
set as defaults (see also section 8.2.6). To demonstrate the useCafdfloev EP method for the signal of
ischr.dat , the number of Cadzow iterations was set to 3.

8.2.5 go!

After all the algorithm parameters have been set according to your wishes, sed@ttrifeau item to start the
process. If you had loaded a batch, the whole series of files will now be processed using the same algorithm
parameters. The FID processing window will display a message (“running cadzow ep”; with serial index for
batch processing) in the text bar in the lower right corner of the window, and after it has finished it will display
the Cadzow EP results both for the time domain signal and the spectrum. See Figure 33. The name of the new
data file containing the processed signal (in this isabe_e.dat ) is displayed over the resulting spectrum.
Notice that regardless the length of the original signal, the new signal haslprijata points. If this number is
smaller than the original number of signal points, then the remaining length of the resulting signal is plotted as
zeros (Matlab convention). These zeros roesaved to thecname>_e.dat/mat  file. The resulting spec-

trum afterCadzow EP is always plotted without line broadening, because it is no longer perturbed by meas-
urement noise.
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Figure 33. Part of the FID processing window after Cadzow EP preprocessing of ischr.dat. The resulting signal contains
only ndp signal points. The resulting spectrum is always plotted without line broadening.

8.2.6 Files produced

Once you are finished using tBadzow EP function, the following files will have been produced or updated:

<name>_e.dat
<name>_e.mat
<name>_e.scl
default.pep
<name>_e.pep

The file default.pep is an auxiliary ASCII file containing the algorithm parameters set in the menu items
just before running th€adzow EP method. The filename>_e.pep is a file-specific copy of it. When you

next load a data filename>.dat into theCadzow EP function, MRUI first checks if there is a correspond-

ing <name>_e.pep file in that data directory, then if there iglefault.pep file in that data directory. If

one is found, the default values for the algorithm parameters are set accordingly and displayed in the menu
items. If no*.pep file is found in the data directory, the default values are taken from the settingso$the

tomize fitting parameters menu (see section 3.2.1.4).

8.3 ER Filter

The theory of this preprocessing function is briefly described in refefénsefull manuscript has been pre-

pared and submitt€dThis method is based on a filtering process by simple region extraction in the frequency
domain spectrum. A region is selected in the Fourier transform MR spectrum, cut out, its central frequency
shifted, and then inverse Fourier transformed to yield a time domain signal containing only the signal contribu-
tions with central frequencies in the selected spectral region, with a significantly decreased number of time do-
main data points (equal to the number of spectral points in the selected region). This gives the enhanced resolv-
ing power at a greatly reduced problem size for subsequent SVD-based parameter estimation. This method may
be very beneficial if your spectrum is oversampled, or if it has a huge information content, with many large and
overlapping peaks, and you are interested only in a small (isolated) subset of it. Often, when trying to quantify
narrow doublets, one has to include an increasingly large number of data points in the time domain fitting rou-

U'S. Cavassila, B. Fenet, A. van den Boogaart, C. Remy, A. Briguet, D. Graveron-Demilly, ER-Filter: a preprocessing tech-
nique to improve the performance of SVD-based quantitation methddagn. Reson. Ana|1997)
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tine, in order to properly resolve them. Increasing the number of data points in an SVD-based fit involves in-
creasing the size of the data matrix (see section 10.1), which in turn may make computation times prohibitively
long. After theER Filter method, the signal content of interest is contained in a time domain signal of very short
length, and can be rapidly estimated by any SVD-based niétiktalvever, as for th€adzow EP method,

one has to reserve a certain amount of care in using this method for lown SNRR MRS data. If the reso-

nances of interest can be consistently quantified from the raw data, using the VARPRO method with its fre-
quency selective feature (see section 12.4.3), perhaps using a somewhat larger number of data points (for the
VARPRO method, computation time increases linearly with signal size, for the SVD methods this involves a
quadratic or even cubic factor), then that is definitely the preferred metho&RrRédter method does not yet
implement a spectral window function; the selected region is simply cut out and directly inverse Fourier trans-
formed. This may cause a sudden increase of signal intensity at the end of the resulting FID, instead of a decay
towards zero (see Figure 36). When subsequently quantifying this signal with a time domain method, one has to
be sure to exclude those final data points from the analysis. Also, the simple ‘cut-and-transform’ filter is not a
so-called ‘zero-phase filter’. This means that slight phase modulations may be introduced. Especially when se-
lecting the spectral region close around the bottom of the peak, or when repeatedly carryind=BuFilter

technique on a signal, one can see phase distortions appear in the resulting spectra.

The practicalities of using theR Filter function in MRUI are illustrated using the same example data set as
before, the fileischr.dat/mat . The ER Filter preprocessing function uses the basic spectral window as
explained in section 5.1, as it already contained the necessary features to implement the region extraction. The
function-specific menu is title8R_Filter. Its menu items are briefly described below. The result oEfRe

Filter preprocessing method can be viewed as the selected spectral region or the resulting FID, both in the basic
spectral window. See Figure 35 and Figure 36.

8.3.1 enter region limits

This menu has two submenuatick with mouse andtype values in. The selected setting simply defines how
the spectral region of interest will be determined at the moment you a&Rdtdter using theselect region
menu item. The default setting can be changed usingustemize fitting parameters menu (see section
3.2.1.4). The package default is to define the region of interest using the mouse.

8.3.2 select region

Selecting this menu item starts tBR Filter process, by allowing you to select the spectral region of interest
that is to be filtered out. It will carry out the whole process immediately. How you select the spectral region of
interest depends on the settings ofehter region limits menu item (see previous section). Usually, the latter

will be set toclick with mouse, which means that witbelect region, you are supposed to click once to the left

of the region, and then to the right of the region (or the other way, the minimum and maximum are automatically
determined from the two entered values). A message text bar will appear in the bottom right corner, telling you
what is expected from you, and blue vertical lines will be displayed where you have selected your region limits.
You can use theustomize preferences menu to disable the blue lines and/or message text in order to work
faster, see section 3.2.1.3. See Figure 34. |ether region limits menu item was set type values in, you

will be presented with aBdit Window twice, asking you for the low and high frequency limit of the region of
interest, which you must type in the units as displayed on the frequencies (e.g. in ppm’s in this example). In this
case the blue vertical lines will also be displayed, but the message text bar will not appear. If you had loaded a
batch, the whole series of files will be subjected toEReFilter preprocessing technique using the same se-
lected spectral region of interest.
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Figure 34. The basic spectral window after indicating the spectral region of interest to be 'cut out' by the ER Filter pre-
processing technique.

8.3.3 auto ER filter

This menu item allows you to fully automate e Filter technique, by setting the appropriate fixed value for

the spectral region to be filtered in the first submenu item (if you select this menu item you are presented with
an Edit Window twice, as explained in the previous section), and then pressirgptr®ibmenu item. Of
course, if you would have to set these values each time before pggEsimglerauto ER filter, it would not be

very automatic, so you can set the default spectral region usirgigtamize fitting parameters menu, see

also section 3.2.1.4. The package default is between 25 and -25 Hz (quite a useless setting by the way, it is the
same package default setting as forRiier HSVD method, see section 9.5; however in the cageRoFilter,
requirements will be so diverse that no sensible package default could be selected). If yolERSE ittae
technique regularly on similar data sets, you can set your default spectral region usinstdheze fitting
parameters menu, and from that moment on you &R Filter your signals simply by loading them into the
function and selectingo! underauto ER filter.

After the region of interest has been selected, ogtthenenu selected undauto ER filter, the function will

cut out the selected region from the spectrum, shift its central frequency, and inverse Fourier transform to obtain
the ‘extracted’FID. The latter has the same number of data points as there were spectral points in the selected
spectral region. WheBR Filter has finished, it will display the filtered spectral region fully zoomed out, see
Figure 35.
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Figure 35. The ER_Filter window displays the filtered region of the spectrum fully zoomed out, after it has been cut out.

Note that the basic spectral window now contains three new pushbuttons at the far right of the mémdow:
region, view FID andspectrum. The buttorview FID is important to interpret the resulting extracted FID, as

it is often the case that, due to lack of windowing after spectral cutting, before inverse Fourier transform, the
intensities of the last data points in the resulting FID show a sudden increase (see also the first paragraph of the
ER Filter section). Displaying the resulting FID in the basic spectral window will then also display a message
text bar in the bottom right corner of the window, saying that the data points at the end of the resulting FID may
be perturbed. See Figure 36. Check out a ‘safe’ number of FID data points here to use for the subsequent pa-
rameter estimation method (e.g. 100 in this example). Pressisgehtum button restores the result spectral
display.

ER_Filter Window

View Miscellaneous

1] 20 100 120

BRI Drata points at end of FID may be penturbed after ER

Figure 36. After pressing the FID button, the resulting FID is displayed. It has as many data points as there were spectral
points in the selected spectral region. Notice how the data points at the end of the resulting FID show a sudden increase in
intensity.
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Thenew region button allows you to start over if you are not happy with the result. It will display the original
spectrum again, and immediately prompts you to redo the spectral region selection.

Even if you do not press threew region button, theER Filter menu itemselect region remains active. This
means that within the same window, without having to reload files, you can perform sub&&dter proc-

esses on the same signal. The data files will then of course be<valeg> x.dat , <name>_xx.dat , etc.
However do be careful with subsequ&R Filter processes on the same signal, as phase modulations of the
filter may lead to phase distortions.

8.3.4 Files produced

Once you are finished using tB® Filter function, the following files will have been produced or updated:

<name>_x.dat
<name>_x.mat
<name>_Xx.scl

8.4 DC correct

This preprocessing method involves a simple correction for any DC offset (constant intensity offset) of your
measured FID(s). This offset can be calculated from the last data points of your FID, provided the MR signal
has died out by that time. In the latter case, the last data points contain noise only, or perhaps very small oscil-
lating signal contributions, and it can be assumed that the average (mean) intensity over those data points should
be zero. Any difference from zero of the average over those data points can then be regarded as a constant in-
tensity offset for your measured signal (a constant DC offset of the FID results in a narrow spike at 0 Hz in the
spectrum), and is subtract to yield a DC offset correct FID, which can subsequently be used in the parameter
estimation process instead of the DC offset perturbed FID.

To clearly show these effects, the practicalities of usin@p@eorrect function in MRUI are described using a
simulated signal (see chapter 6 on how to create these) containing two normal signal components and a DC off-
set. The DC offset was generated in Simulate tool by adding a new component with a frequency of 0 kHz

and a damping factor of 0 kHz. The amplitude of that component is then the value of the constant DC offset (in
this example simulation signal this value was 10.0). The simulated signal was saved in fire file
doff.dat/mat . The DC correct preprocessing function uses the FID processing window as explained in
section 5.3. Because only one signal is involved irDiiecorrect process, the first two rows of the FID proc-

essing window are used, and the bottom row remains empty. The function-specific menu XCtithdtbet
Correction, and is briefly described below. The result of B correct preprocessing method on the raw sig-

nal offidoff.dat is displayed in Figure 37.

8.4.1 ndcoff

This menu item contains the only available setting for this preprocessing method: the number of data points to
be used from the end of the FID in order to estimate the constant intensity offset as the mean of those data
points. After loading the raw signal into the function, the FID and spectrum are already displayed, see also
Figure 37. Check the raw FID in the top left plot for the point where the signal components have died out, and
the remaining signal contains noise only. When you load a signal, a default vahdgedfiris set, and dis-

played in the menu item. This default value is normally taken as the minimum of the default value set in the
customize fitting parameters menu forDC correct (package default is 100, see also section 3.2.1.4) and the
actual number of data points. If you change the valuedooff , it will again be tested against this maximum.

Upon selecting thadcoff menu item, you can type your new value intcait Window. The menu item dis-

play will be updated with this value. For this signal it is possible todsetff for instance at 500.
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8.4.2 go!

After you have sehdcoff |, select thego! menu item to start the process. If you had loaded a batch, the whole
series of files will now be processed using the sadwoff parameter. The FID processing window will dis-

play the results both for the time domain signal and the spectrum. See Figure 37. The name of the new data file
containing the processed signal (in this cideff o.dat ) is displayed over the resulting spectrum, to-
gether with the value of the DC offset it estimated, which can be seen to be good (the true DC offset of the
noiseless simulation signal was 10). The DC spike has also disappeared from the spectrum.
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Figure 37. Part of the FID processing window displaying the result of the DC offset correction method both in the time and
the frequency domain. After the constant (DC) intensity offset has been subtracted from the FID, the DC spike also disap-
pears from the spectrum.

8.4.3 Files produced

Once you are finished using tB€ correct function, the following files will have been produced or updated:

<name>_o.dat
<name>_o.mat
<name>_o.scl

8.5 Truncate

This preprocessing method involves removing data points from the measured FID, either at the beginning or at
the end. Removing points from the end of a measured FID allows you to throw away points that may for some
reasons have been perturbed by a ‘spike’ at the end of the FID acquisition, or you may truncate the final part of
the FIDs that have resulted from tBR Filter method (see section 8.3). However, you should realize that for

the parameter estimation techniques this is unnecessary, as you can set the number of data points included in the
fit such, that data points at the end of the fit are excluded. The same goes for removing points from the begin-
ning of the fit. With the/ARPRO method, you have the liberty of excluding initial data points from the fit, in

order to eliminate the influence of receiver distortions on initial FID points, or of rapidly decaying signal com-
ponents, corresponding to broad underlying baseline humps in the spectrum (see section 12.4.2). However, the
SVD-based methods do not have such a built-in feature, and you may use this preprocessing method to remove
any suspicious initial data points, and carry out the SVD-based parameter estimation on the truncated FID. Note
that truncating initial data points involves a change of the begin time for the resulting signal (the begin time in-
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creases byegoff *step , wherebegoff is the number of points truncated from the beginning of the FID,
andstep the sampling time). This may cause a rolling baseline in the resulting spectrum, due to the sinc con-
volution of the original spectrum with the Fourier transform of the step function that the point removal effec-
tively is, see also Figure 38. This rolling spectral baseline is a direct consequence of the Fourier transform of an
incomplete signal, and witiotinfluence the time domain signal analysis¥D_1D or VARPRO.

The practicalities of using thEruncate function in MRUI are described using the same example data set as
before, the fileischr.dat/mat . TheTruncate preprocessing function uses the FID processing window as
explained in section 5.3. Because only one signal is involved ifirtineate process, the first two rows of the

FID processing window are used, and the bottom row remains empty. The function-specific menu is titled
Truncation, and is briefly described below. The result of Tmancate preprocessing method on the raw signal

of ischr.dat is displayed in Figure 38.

8.5.1 off begin & off end

These two menu items contain the two available settings for this preprocessing method: the number of data
points to be removed from the beginning of the FO begin) and the number of data points to be removed

from the end of the FIDoff end). After loading the raw signal into the function, the FID and spectrum are al-
ready displayed, see also Figure 38. Check the raw FID in the top left plot for suspiciously large initial data
points, or spikes near the end. When you load a signal, default valugf$ begin andoff end are set, and
displayed in the menu items. These default values are normally taken as the minimum of the default value set in
the customize fitting parameters menu forTruncate (package default is O for both, see also section 3.2.1.4)

and the actual number of data points minus 1. If you change either value, it will again be tested against this
maximum. Upon selecting ttadf begin or off end menu item, you can type your new value intcedit Win-

dow. The menu item display will be updated with this value. To illustrate this example, the first 3 data points
were truncated (for instance to eliminate receiver distortions), and the last 500 points, as these can be removed
without harming subsequent SVD-based parameter estimation as the signal has died out by then.

8.5.2 go!

After you have sehe number(s) of data points to be truncated, selegdhenenu item to start the process. If

you had loaded a batch, the whole series of files will now be processed using the same number(s) of data points.
The FID processing window will display the results both for the time domain signal and the spectrum. See
Figure 38. The name of the new data file containing the processed signal (in thicltagealat ) is dis-

played over the resulting spectrum.

Notice that the new signal has omigip-begoff-endoff data points. The excluded data points from the
resulting FID are plotted as zeros (Matlab convention). These zerostaa@ved to théschr_t.dat/mat

file.
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Figure 38. Part of the FID processing window showing the effects of truncation both on the FID and the Fourier transform
spectrum. The zeros in the resulting FID are plotted due to Matlab conventions and are not saved to the resulting data file.

8.5.3 Files produced

Once you are finished using tfeuncate function, the following files will have been produced or updated:

<name>_t.dat
<name>_t.mat
<name>_t.scl

8.6 Frequency shift

Should you have reason to believe that the actual true frequencies in kHz of the original signal are to be
adapted, then you can use tRiequency shift preprocessing function, which applies the frequency shift also

to the time domain FID and stores it as a new signal. You might for example have two FIDs, acquired at differ-
ent days. If you know that the spectrometer’s frequency drift in that period was 2 Hz, you can ‘line up’ the data
sets again, by applying a frequency shift of -2 Hz to the second signal, using this function. This is principally
different from the difference in chemical shift offset as you can bring about usipprineeference menu

item in theSETUP: experimental function, see section 7.1.5. The latter only affects the spectral display, not
the true frequencies in the signal. The frequency shift applied to the time domain signal may be especially im-
portant if you wish to re-use sets of starting values or prior knowledge between files. You can either enter a con-
stant frequency offset by which all frequencies in the spectrum should be shifted, or click on a peak and then
enter the frequency it should have. You can select whether the kHz frequency reference for ppm units (as de-
scribed in section 7.1.5) should be shifted as well.

The Frequency shift preprocessing function uses the basic spectral window as explained in section 5.1, as it
already contained the necessary features to implement the frequency selection. The function-specific menu is

titled Freq_shift. Its menu items are briefly described below. Because this function hardly causes visual
changes to the displayed spectrum, its results are not displayed in a figure.

8.6.1 update ref. frequency (SETUP)

In section 7.1.5 it was explained how you could match the chemical shift axis in ppm’s to your expectations by
setting the ppm offset for a certain frequency in the spectrum. That action links the yaprakdé (the ppm
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value you enter) to the variatitezref (the true frequency in kHz that is calibrated to have that chemical shift
offset). These two variables are stored indb&ault.xpt file, see also section 4.3. The menu itgmlate

ref. frequency (SETUP) determines whether, once you have applied your absolute frequency shift in (k)Hz,
this frequency reference variatkbzref should be shifted likewise. Setting this optioryés would ensure

that as long as a peak changes its true frequency through your action, it would retain its original chemical shift.
If you want the chemical shifts in ppm to ‘move with’ the shifted frequencies, you should set this option to

The default setting can be changed usingctstomize fitting parameters menu (see section 3.2.1.4). The
package default iges.

8.6.2 determine frequency shift

Selecting this menu item starts theequency shift process, by allowing you to indicate the absolute frequency
shift. It will carry out the whole process immediately. You can select between two different ways of applying the
frequency shift.

8.6.2.1 constant offset value

This submenu item would be the most common way to apply a spectrometer frequency drift to a signal of a se-
ries, measured at different time points. It presentsdiinWindow, in which you can type the frequency shift in

Hz. It will apply this frequency shift to the time domain data, and update the spectral display. Whether the
chemical shift axis in ppm’s will change depends on the setting apttede ref. frequency (SETUP) menu.

8.6.2.2 click peak as reference

Selecting this menu item allows you to select a peak in the spectrum, and indicate the true frequency that should
be valid for that position. This works much like thygm reference menu item in th&&ETUP: experimental

function: you click on a peak, and then type its ‘true’ frequency in Hz iBditeNindow that pops up. In fact,

using this function, you could actually place the 0 Hz position wherever you like. That could be useful to make
sure your water resonance is dead on 0 Hz, but it also gives you the chance just to see what would happen with
the zero order phasing if it had fig/ot on a different peak! In section 5.1.4.2 it was explained that due to the
characteristics of the begin time, the pivot had to be at 0 Hz, but if you can change the 0 Hz point with this
function, you are actually provided with the means of checking out the phasing with the first order phase pivot
positioned at different peaks. The corresponding modifications in the spectrum will be immediately updated in
the spectral display.

8.6.3 Files produced

Once you are finished using tkeequency shift function, the following files will have been produced or up-
dated:

<name>_v.dat
<name>_v.mat
<name>_v.scl
default.xpt

The file default.xpt is only updated if you had thgpdate ref. frequency (SETUP) menu item set tges
(changes the variabkdzref which is stored imlefault.xpt ).

8.7 Sum

With this preprocessing function you can sum two FIDs together, you can sum one FID to each FID of a batch
of files, you can sum two batches pair-wise together, or you can sum all FIDs in a batch together to create one
file containing the sum of the FIDs in the batch. Whenever two FIDs are added together, the function checks
whether the number of data points, sampling time and begin time are identical for the two FIDs. If there is a
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difference for the number of data points, the summed FID will get the smaller number of data points of the two.
If the sampling time and/or begin time values are different between th&tmowill use the value from the
originally loaded signal for the summed FID.

The practicalities of using tigum function in MRUI are illustrated using the same example data set as before,
the fileischr.dat/mat . It will be summed to another FID of the same experiment, which was stored in the
file ischb.dat/mat . TheSum preprocessing function uses the FID processing window as explained in sec-
tion 5.3. Because usually two signals are involved irStima process, the first two rows of the FID processing
window are used for the FIDs being added together, and the bottom row displays their sum. All FIDs and spec-
tra will be scaled according to the largest signal. The function-specific menu isStitledand is briefly de-

scribed below. The result of th8um preprocessing method on the raw signalsischr.dat and
ischb.dat s displayed in Figure 39.

8.7.1 load

Depending on whether you initially loaded a single file or a batch, this menu will have one or two active sub-
menus. Thdile submenu is always activeatch only if you initially loaded a batch.

8.7.1.1 file

If you initially loaded a single file, this is your only option. Selecting this submenu presents you with the file
manager window, and you can select (see also section 5.1.1.1.1) the file containing the FID you want to sum to
the initially loaded one. This signal will then be displayed on the second row, and the sum of the two finally on
the bottom row. This was the case in the current example, where tisetittedat  from the same directory

(not necessary) was selected and addéstto.dat . The result is displayed in Figure 39. The summed FID

is saved asschr_s.dat/mat , as is indicated over the resulting spectrum.
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Figure 39. The FID processing window displaying the result of the two FIDs from ischr.dat and ischb.dat being summed
together.

If you had initially loaded a batch, selectifig now also presents you with the file manager window, and the

FID in the single data file you select will be summeddohsignal in the loaded batch. This is done fully auto-
matically. The resulting signals are stored as their original basenames in the batch, including their serial number,
followed by the s ors extension.

8.7.1.2 batch

This submenu item is only enabled (active) if you initially loaded a batch. In this case you can load a second
batch, and the files of the two batches will be added together pair-wise. In this case the functions only sums
FIDs together between the batches if they have matching serial numbers. The resulting signals are stored as their
original basenames in the batch, including their serial number, followed by thres extension.

8.7.2 sum the batch

This submenu item is only enabled (active) if you initially loaded a batch. By selecting this menu item, you sum
all FIDs in the loaded batch together. The resulting summed FID will be stored in a file whose name is the
original general base name of the loaded batch (i.e. without the serial numbers), followedshptiseexten-

sion. The display in the FID processing window is slightly different in this case. As with all the batches, initially
only the first signal of the batch is displayed (on the first row). After all FIDs in the batch have been added to-
gether, the resultant, summed FID is displayed both in the time domain and the frequency domain on the second
row.

8.7.3 Files produced

80



Once you are finished using tBem function, the following files will have been produced or updated:

<name>_s.dat
<name>_s.mat
<name>_s.scl

8.8 Subtract

With this preprocessing function you can subtract one FID from another, you can subtract one FID from each
FID of a batch of files, or you can subtract one batch from another, pair-wise. Whenever a FID is subtracted
from another, the function checks whether the number of data points, sampling time and begin time are identical
for the two FIDs. If there is a difference for the number of data points, the resulting FID will get the smaller
number of data points of the two. If the sampling time and/or begin time values are different between the two,
Subtract will use the value from the originally loaded signal for the resulting FID.

The Subtract preprocessing function uses the FID processing window as explained in section 5.3. Because two
signals are involved in thBubtract process, the first two rows of the FID processing window are used for the
original FID and the FID to be subtracted from it, and the bottom row displays their difference. All FIDs and
spectra will be scaled according to the largest signal. The function-specific menu iSibkedct, and is

briefly described below. The result oBSabtract preprocessing is displayed in Figure 26 of section 5.3. In this
case the original fileest.dat/mat was taken (a simulation signal mimicking ianvivo *'P MRS signal

from brain) and first subjected to tkmdzow EP preprocessing method (not shown). This resulted in a noise-
suppressed FID storedtest_e.dat/mat . The latter signal was subtracted from the original signal in order

to establish if the difference signal, the contributions removed bgatdeow EP method, contained no signal
components. Since the original signal had 2048 data points, bGatteow EP method had been performed

with 256 data points only, the two signals had different lengths (missing data points are plotted as zeros; Matlab
convention), andubtract took the smaller of the two, 256, as the number of data points for the difference sig-
nal. The zeros plotted in the bottom FID are not saved to the restdsfild.dat/mat

8.8.1 load

Depending on whether you initially loaded a single file or a batch, this menu will have one or two active sub-
menus. Thdile submenu is always activigatch only if you initially loaded a batch.

8.8.1.1 file

If you initially loaded a single file, this is your only option. Selecting this submenu presents you with the file
manager window, and you can select (see also section 5.1.1.1.1) the file containing the FID you want to subtract
from the initially loaded one. This signal will then be displayed on the second row, and the difference of the two
finally on the bottom row. See also Figure 26 in section 5.3. The difference FID is saved as
test_b.dat/mat , as is indicated over the resulting spectrum.

If you had initially loaded a batch, selectifig now also presents you with the file manager window, and the

FID in the single data file you select will be subtracted feaohsignal in the loaded batch. This is done fully
automatically. The resulting signals are stored as their original basenames in the batch, including their serial
number, followed by theb orb extension.

8.8.1.2 batch

This submenu item is only enabled (active) if you initially loaded a batch. In this case you can load a second
batch, and the files of the second batch will be pair-wise subtracted from the files of the original batch. In this
case the function only performs the subtraction between files of the two batches if they have matching serial
numbers. The resulting signals are stored as their original basenames in the batch, including their serial number,
followed by the b orb extension.
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8.8.2 Files produced

Once you are finished using tBebtract function, the following files will have been produced or updated:

<name>_b.dat
<name>_b.mat
<name>_b.scl

8.9 Divide

With this preprocessing function you can divide one FID by another, you can divide each FID of a batch of files
by one particular FID, or you can divide one batch by another, pair-wise. Whenever a FID is divided by another,
the function checks whether the number of data points, sampling time and begin time are identical for the two
FIDs. If there is a difference for the number of data points, the function has to abort. If the sampling time and/or
begin time values are different between the fivjde will use the value from the originally loaded signal for

the resulting FID. The FID division is not as straightforward as the summation or subtraction. In the time do-
main, the FIDs are divided point-wise, i.e. each point of,F$Ddivided by the corresponding point of EID

This must be done taking into account that both two points in the division are complex entities. To get meaning-
ful results, the FID by which you divide should be normalized to unity. Further, becaysis BHgillating and
decaying, there must be a protection against the denominator of the division becoming zero or very small, which
would give extreme and unrealistic spikes in the resulting signal. Becausés Fi@rmalized to itself, FIDis

actually divided by the phase term of ElIJsing this method, you can carry out signal correction for eddy cur-
rents and magnetic field inhomogeneitiesifovivo 'H MR signals, by dividing the measured water-suppressed
metabolite signal by the phase term of the unsuppressed water signal. The latter contains the frequency offset,
and any modulations brought about by eddy currents and inhomogeneities. Provided the unsuppressed water
signal was measured from the same voxel under identical experimental conditions, these distortions are divided
out of the water-suppressed metabolite signal. This is especially clearly described in Uwe Klose’s ptblication
This method is also known @JALITY 3. Certain spectrometer conversion routines (for RROBE files and

Picker data) use this algorithm automatically to produce the water-suppressed metabolite FID, the unsuppressed
water FID, and immediately a third signal: the lineshape-corrected metabolite FID. See sectiong*4.9fand

your the conversion routine you use does not have this feature, but you have measured water-suppressed me-
tabolite FIDs and unsuppressed water FIDs from the same voxel, you can use this preprocessing function to
carry out the ‘eddy current correction’ manually. Of course you can also use this function to divide out phase
terms of totally arbitrary signals.

The Divide preprocessing function uses the FID processing window as explained in section 5.3. Because two
signals are involved in thBivide process, the first two rows of the FID processing window are used for the
original FID and the FID it is to be divided by, and the bottom row displays the resulting signal. The FIDs and
spectra in the top and bottom row will be scaled according to the largest signal, but the FID and spectrum in the
second row are scaled individually, because their magnitudes do not play a role in the division process (of the
second FID, only the complex phase factor is used in the division). The function-specific menubsviied

and is briefly described below. The result of Bigide preprocessing method is displayed in Figure 40. In this
case the converted GEROBE files (see section 4.53bm.dat (water-suppressed metabolite signal) and
abw.dat (unsuppressed water signal) were manually divided to yield the lineshape corrected water-suppressed
metabolite signal, which was now storedaasn_d.dat , but contains of course the same signalasdat

from the GEPROBEconversion routine (compare Figure 40 with *** and *** in section 4.5).

8.9.1 load

Depending on whether you initially loaded a single file or a batch, this menu will have one or two active sub-
menus. Thdile submenu is always activieatch only if you initially loaded a batch.

8.9.1.1 file
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If you initially loaded a single file, this is your only option. Selecting this submenu presents you with the file
manager window, and you can select (see also section 5.1.1.1.1) the file containing the FID you want the ini-
tially loaded one to be divided by. This signal will then be displayed on the second row, and the division result
of the two finally on the bottom row. See Figure 40. The divided FID is sawaohasd.dat/mat , as is indi-

cated over the resulting spectrum.
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Figure 40. The FID processing window displays the results of the Divide function: the signal of abm.dat has been divided
by the complex phase factor of the (unsuppressed water) signal in abw.dat. This eliminates frequency and phase modula-
tions; notice that the resulting spectrum is automatically phased.

If you had initially loaded a batch, selectifilg now also presents you with the file manager window,eauth

signal in the loaded batch will be divided by the phase term of the FID in the single data file you select. This
allows fully automatic ‘eddy current correction’ of a time series of data files. The resulting signals are stored as
their original basenames in the batch, including their serial number, followed by trel extension.

8.9.1.2 batch

This submenu item is only enabled (active) if you initially loaded a batch. In this case you can load a second
batch, and the files of the original batch will be pair-wise divided by the files of the second batch. In this case

the functions only performs the division between files of the two batches if they have matching serial numbers.

The resulting signals are stored as their original basenames in the batch, including their serial number, followed
by the_d ord extension.

8.9.2 Files produced

Once you are finished using tBévide function, the following files will have been produced or updated:

<name>_d.dat
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<name>_d.mat
<name>_d.scl

8.10 Phase

This preprocessing function is nothing different from the normal basic spectral window witizét® and

tbegin sliders. It allows you to phase the displayed spectrum using the sliders, but in this particular case, the
phase modifications are actually stored in the time domain FID signal. The zero order phase is taken from the
phzero slider, and the FID is multiplied by a complex exponential term containing that zero order phase. If you
perform first order phasing’ by changing the begin time usingltégin slider, thebegin variable in the data

file (see section 4.1.1) is modified according to the value of the slider. This means that you are plcasitly *

the FID. This may be very important if you wish to sum or subtract two FIDs from different experiments, that
might have e.g. a different zero order phase (for example, this is the case in a metabolite nulling e3periment
The actual phasing works exactly as described in section 5.1.4.

The Phase preprocessing function uses the basic spectral window as explained in section 5.1, as it already
contained the necessary features to implement the phase modulations. The function-specific merkiis titled
phase. Its only menu item is briefly described below. This preprocessing function only involves phasing the
spectrum (after which the resulting phase factors take their effect on the FID), so no special figure is dedicated
to it.

8.10.1 save phased FID

Once you have phased the spectrum to your satisfaction, select this menu item and the function will apply the
phase modulations to the time domain FID, and store the resulting signakimathe>_f.dat/mat file.

8.10.2 Files produced

Once you are finished using tRbase function, the following files will have been produced or updated:

<name>.gra
<name>_f.dat
<name>_f.mat
<name>_f.scl
<name>_f.gra
default.gra

8.11 Apodize

You have read in section 5.1.6 how you could apply line broadening to the displayed spectrum. However, it was
already mentioned in that section, that on some occasions you might also want the apodization (multiplication of
the FID with a decaying function) to affect your FID data points. This would correspond to applying a so-called
matched filterto your signal before carrying out the parameter estimation. The use of matched filters for time
domain analysis in MRS is currently being investigated by two MRUI user groups. Theoretically, a matched
filter would mean that the decay factor of the apodization function is equal to the effective decay factor of the
envelope of your signal (hence the term ‘matched’). This causes a filtering of your FID in terms of signal and
noise: the apodization function has values close to 1 in the beginning, where the FID contains mostly MRS sig-
nal, and values close to 0 at the end, where the FID contains mostly noise. Effectively, the apodization preproc-
essing technique is a noise suppression method, from which subsequent parameter estimation methods might
benefit. Beware however that the multiplication with a Lorentzian of certain width brings about an overestima-
tion of the true damping factors (linewidths) of the same factor. The damping factor (linewidth) bias when apo-
dizing with a Gaussian is more complex (unless the signal itself exhibits Gaussian lineshape, in which case the
situation is reversed). Apodization is in spectral jargon also termed line broadening, and that is exactly what
happens: noise features are reduced, and spectral resonances become broader, causing closely spaced peaks t
start overlapping more and more at larger line broadening factors, yielding an overall ‘smoothing’ of the spec-

84



trum. With theApodize preprocessing function you can apodize your FID(s) and check the result on the dis-
played spectrum. You can choose between Lorentzian and Gaussian apodization. The Lorentzian apodization
function shows an exponential decrease in intensity, whereas the Gaussian apodization function has mostly high
intensity values in the beginning, then a steep decrease, following by a flat, nearly O portion at the end of the
signal (see Figure 41). That function might be appropriate to leave your signal content in the initial part of the
FID unaffected, whereas noise contributions at the end of the FID are more strongly suppressed. The point
where the apodization has decreaseti¢o of its initial value is determined by the apodization value in Hz that

you provide.

The practicalities of using th&podize function in MRUI are described using the same example data set as be-
fore, the fileischr.dat/mat . The Apodize preprocessing function uses the FID processing window as ex-
plained in section 5.3. Because only one signal is involved iAfbdize process, the first two rows of the FID
processing window are used, and the bottom row remains empty. Obviously, the loaded signal on the first row is
displayed without ‘cosmetic’ line broadening, and thedit box (see section 5.1.6) is unavailable. The func-
tion-specific menu is titledpodization, and is briefly described below. The result of &podize preprocess-

ing method, applying Gaussian apodization, on the raw sigisdtofdat is displayed in Figure 41.

8.11.1 Lorentzian

This menu item presents you with Bdit Window in which you can type the Lorentzian filter value in Hz. You
can enter negative values if you want. When you fdiester]  after your value, the Lorentzian apodization
will be immediately applied to the signal, and the results displayed in the FID processing window.

8.11.2 Gaussian

This menu item presents you with Bdit Window in which you can type the Gaussian filter value in Hz. You

can enter negative values if you want. When you diester]  after your value, the Gaussian apodization

will be immediately applied to the signal, and the results displayed in the FID processing window, see Figure
41. The signals and spectra on the two rows are scaled according to the largest signal. The actual apodization
function is displayed in green in the time domain plot for the original signal (although the maximum intensity of
the apodization function is of course always 1, it is drawn with the first point at the maximum intensity of the
FID to allow easier visual interpretation). The name of the new data file containing the processed signal (in this
caseischr_a.dat ) is displayed over the resulting spectrum. If you had loaded a batch, the whole series of
files will now be processed using the same number(s) of data points.
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Figure 41. Part of the FID processing window displaying the result of a Gaussian apodization of 4 Hz on the raw FID of
ischr.dat.

After having applied the apodization, both menu items are disabled (inactive), so that you can not apply succes-
sive apodizations to the same signal in one go, or re-do the apodization with a different value as you could for
the ‘cosmetic’ line broadening. To re-do the apodization on the same or resulting signal, a new file has to be
loaded first.

8.11.3 Files produced

Once you are finished using tApodize function, the following files will have been produced or updated:

<name>_a.dat
<name>_a.mat
<name>_a.scl

8.12 Multiply & Normalize

These two preprocessing functions share the same FID processing window (see section 5.3) and function-
specific (tittedMultiply) menu. They allow you to multiply your FID with an arbitrary constant number, or nor-
malize it to an arbitrary maximum value.

The practicalities of using tidultiply andNormalize functions in MRUI are described using the same exam-

ple data set as before, the fifechr.dat/mat . Because only one signal is involved in teltiply and
Normalize processes, the first two rows of the FID processing window are used, and the bottom row remains
empty. The result of thBlultiply preprocessing method, applied to the raw signadabir.dat is displayed

in Figure 42. ThéNormalize function works completely analogously, and is effectively a multiplication as well,
with the multiplication factor determined from the maximum intensity of the signal and your new normalization
value.

8.12.1 by constant

This menu item presents you with Bdit Window in which you can type the multiplication factor. You can
enter negative values if you want, but beware that this involves an impli€iph86e shift to the signal and
spectrum. When you prefSnter]  after your value, the signal will be immediately multiplied, and the results
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displayed in the FID processing window. The signals and spectra on the two rows are scaled according to the
largest signal. For this example, the signal of theidlr.dat was multiplied by 2. The result is displayed

in Figure 42. The name of the new data file containing the processed signal (in th&cloaga.dat ) is
displayed over the resulting spectrum. If you had loaded a batch, the whole series of files will now be processed
using the same multiplication factor.

-1000

1000

-1000

-2000
400 GO0 k 1000 0 5 I 5 -0
data poitits ppm

Figure 42. Part of the FID processing window displaying the result of the Multiply/Normalize function: the signal of the
file ischr.dat has been multiplied by 2.

8.12.2 normalize to

This menu item presents you with Bdit Window in which you can type the new normalization value. The
function will determine the maximum intensity of the current FID (maximum real value of the combined real
and imaginary parts of the data points), and set its value to the normalization value you entered. All other data
points in the FID will be multiplied accordingly. You can enter negative values if you want, but beware that this
involves an implicit 180phase shift to the signal and spectrum. When you [Fessr]  after your value, the

signal will be immediately re-normalized, and the results displayed in the FID processing window. The signals
and spectra on the two rows are scaled identically, because the signal is only normalized to a different value.
This involves a differendcale andnorm value being written to thename>_n.scl file (see section 4.2),

but the original signal intensities remain unaffected. If you had loaded a batch, the whole series of files will now
be processed using the same normalization factor.

After having applied the multiplication or normalization, both menu items are disabled (inactive), so that you
can not apply successive multiplications or normalizations to the same signal in one go, or re-do the multiplica-
tion or normalization with a different value. To re-do the multiplication or normalization on the same or result-
ing signal, a new file has to be loaded first.

8.12.3 Files produced

Once you are finished using thMaltiply or Normalize function, the following files will have been produced or
updated:

Multiply function Normalize function
<name>_m.dat <name>_n.dat
<name>_m.mat <name>_n.mat
<name>_m.scl <name>_n.scl
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9. Filter HSVD

In many MRS applications, it is desirable to remove large, unwanted resonances before performing accurate
parameter estimation on the smaller, neighboring resonances. The most encountered application in this respect
is the residual (after water suppression in the pulse sequence) water resofBnetRispectra™**>¢ Other

useful applications would be the removal of a solvent resonaniesiiro spectroscopy, large lipid resonances

in in vivo 'H spectroscopy, the extracellular component of’fNe resonandg or other large resonances that
impede the accurate quantitation of complex, low intensity metabolite $fyfidls can be done using thé-

ter_HSVD function. This function uses an SVD-based fitting algorithm to reconstruct the time domain signal
components corresponding to the unwanted resonances, and subtracting the reconstructed signal from the origi-
nal signal. The resulting time domain signal no longer suffers from the contributions of the unwanted reso-
nances, and the peaks no longer appear in the spectrum. Because this subtraction is carried out in the time do-
main, theentire signal contribution is removed, which includes the ‘tails’ of the resonances that might spread
throughout the spectrum, giving rise to baseline distortion under the resonances of interest. Because of this, the
resonances of interest come down to their ‘natural’ baseline, without being affected themselves. The character-
istics of theFilter_ HSVD method will be illustrated using the lineshape correatedivo '"H MRS signal

abz.dat from the GE spectrometer file of section 4.5. The full theory of this method is laid out in refer-
ence$™*® A brief summary, just enough to understand the basics of the method well enough for proper use,
follows now .

As you will read in section 10.1, the SVD-based fitting methods use the Lorentzian lineshape in the model
function (exponentially damped sinusoids). However, the residual water resonance (or other resonances such as
lipids and solvents) in the spectrum can be far from Lorentzian, and hence cannot be described by one exponen-
tially damped sinusoid in the time domain signal. However, it is kffotuat any arbitrary lineshape can be

fitted by the H(L)SVD program, as long as one assigns a sufficient number of Lorentzians (exponentially
damped sinusoids) to the non-Lorentzian resonance. In practice, partly due to the effects of noise, it is found
that the number of singular values necessary to represent the non-Lorentzian lineshape is ratferTlimited
following protocol is proposed to remove the water resonance frdfrspectrum and subsequently subject the
resulting signal to an accurate parameter estimation method:

I. With the HLSVD' method, a very fast fit of the time domain FID is made, using only a small number of
singular values (other SVD-based methods can in principle be used, but they do not have the advantage that
they can stop as soon as the required number of largest components has been found, which is the great ad-
vantage of this filtering method). This number can be based on a singular value plot (see e.g. Figure 23) by
the -relatively slow- HSVE method or on the judgment of the spectroscopist. This is not crucial though, as
excess singular values only result in slightly longer calculation timenfavo *H MRS experiments, both
at short and long echo times, a number of eight to twelve has been found to suffice.

II. Thewater regionis to be defined, i.e. the region containing the central frequencies of the water resonance.
Conventionally, this is around 4.7 ppm.

lll. From the list of estimated parameters per sinusoid (one sinusoid for every non-zero singular value, i.e. the
number used in 1), the sinusoids with a frequency corresponding to the water region are used to reconstruct
the time domain water signal.

IV. This reconstructed water signal is then subtracted from the original time domain FID. In the MRUI package,
this resulting FID is stored in a new data file, having the same base name as the original file, but with a _p or
p extension, see section 8.1.

V. The resulting FID is now free from the dominating water signal, and can be subjected to parameter estima-
tion programs that can incorporate prior knowledge of the metabolites of interest, such as VARPRO (chapter
13).

The more singular values that are used in step |, the more completely the water resonance will be removed, but
the longer the calculation will be. It is foufidhat a relatively small number like three or four will sufficiently

clear the large resonances, even though this may leave some spikes (heights similar to metabolite peak heights,
but linewidths approaching zero) in the water region, but these no longer have a negative effect on the parameter
estimation. If you plot this region with a slightly larger line broadening or without zero filling, these spikes will
largely disappear. An important advantage of this protocol is that the entire water resonance is removed, in-
cluding the long ‘tails’, without affecting the metabolites that reside upon them, because their central frequen-
cies lie outside the water region. This is an advantage of a time domain analysis method over a frequency do-
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main method when used for this purpose. Correcting for the ‘baseline’ under these peaks with e.g. a polynomial
could not be done without affecting the peaks of interest. A further advantage of the HLSVD algorithm for wa-
ter removal over other post-processing methods is its flexibility. Where other methods remove all signal contri-
butions around 0 Hz, or between two limits of an interval, the HLSVD protocol actually allows the option of
leaving certain components (such as small metabolite peaks) in the region which was defined as the water region
in step Il. You can do this by imposing multiple regions, one leading up to your resonance of interest, and a
second on the other side of it.

It is important that you do not supply too small a number of singular values, because otherwise the entire signal
will be described by too few signal components, which may lead to large approximations. One exponential may
then be used to describe e.g. both a part of the water resonance, and a closely neighboring peak. When sub-
tracted, the intensity of the neighboring peak will then of course be affected.

The proposed protocol can be applied to other unwanted resonances analogously, but one has to bear in mind
that filtering of large unwanted resonances is fast with HLSVD because the largest singular values are found
first, and then the program can stop. Should you wish to remove resonances which are of the same order or
smaller than your metabolite resonances of interest (which would be unnecessary, especially given the frequency
selective features of the VARPRO method, see section 12.4.3), you need to include a larger number of singular
values in order to find them, which means considerably longer computation times.

TheFilter_HSVD function uses both the basic and result spectral windows, see for its general menus and func-
tions sections 5.1 and 5.2. The function-specific menu is filker. Its menu items are described below, in

terms of the algorithm parameters for the protocol described above. Initially, after setdtaingdSVD from

the processing popup menu of the MRUI base window (see section 3.1), the basic spectral window will be
displayed empty, and after loading the file to be filtered, its spectrum will be displayed in it, and the menu items
activated (see section 5.1). Then the protocol parameters can be set according to your specific application, after
which the filter region can be indicated, and Hiker HSVD method will do its work. Finally, the spectral
window will change size (see section 5.2) to displayHitter HSVD results and activate theesults menu

(section 5.2.1).

9.1 enter region limits

This menu has two submenu$ick with mouse andtype values in. The selected setting simply defines how
thewater regionof step Il in the protocol above (or in a broader sense the spectral region containing the central
frequencies of the unwanted resonances) will be determined at the moment you RittevatéSVD using one

of theregion(s) menu items (see section 9.4). The default setting can be changed usingttheize fitting
parameters menu (see section 3.2.1.4). The package default is to define the filter region using the mouse.

9.2 ndp

This is the total number of data points that should be included in the SVD-based fitting process of step I. When
storing the time domain data points in the Hankel data matrix for SVD (see sectiomdf.ppints are stored.

You can change it by typing a new number intcedit Window. When you load a signal, a default value for

ndp is set, and displayed in the menu item. This default value is normally taken as the minimum of the actual
number of signal points in the data file and the maximum number of data points allowed for the method.. In
section 8.2.2, it was explained how tidp data points were stored in a data matrix with Hankel structure. The
Filter_HSVD function uses a rectangular matrix as standard,nsipi4 rows and3*ndp/4 columns.

If you wish to subject the resulting FID to VARPRO parameter estimation, it is best that you include all data
points (or the maximum number allowed by the VARPRO method) ifitte HSVD function. However, if
calculation times are of prime importance, you can reduce the number of data points, have the SVD-based
method estimate the water components from the beginning of the signal (where these components are largest
anyway), and extrapolate until the full length of the original FID, such that after subtraction, the filtered FID has
just as many data points as the original FID, regardless the number younsigt.fam this case, be careful that

if for some reason SVD has fitted a component with a positive damping factor (this may be possible in short
data length fits, see also section 5.2 uritemw), the extrapolated reconstruction will ‘blow up’, and the resid-

ual signal (i.e. your filtered signal) will suffer likewise. For the current example in which we remove the residual
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water resonance frombz.dat/mat , all 2048 data points in the original signal will be used in the HLSVD
fitting process (hence with a matrix size of 512x1537).

9.3 nssv

This parameter stands for ‘number of signal-related singular values’ (see also section 10.1). You can change it
by typing a new number into d&dit Window. Its value determines where the singular value decomposition is
truncated (subsequent entries in the singular value matrix set to zero). This is also catledetherder Re-

member that the SVD-based fit is carried out in the time domain antire signal, not only the filter region,

so the number of components you enter here must cater for the total number of resonances in the spectrum.
However, if your resonance(s) to be filtered are of much larger intensity than the metabolite resonances, you
may reduce this number so that it comprises the major resonances only. Beware that highly non-Lorentzian lines
require more than one exponentially damped sinusoid, i.e. more than one signal related singular value. If your
spectra suffer from overlap, underlying broad components or large noise features, it is safest to slightly overes-
timate the model order here, in order to cater for unforeseen signal contributions. When you load a signal, a
default value fonssv is set, and displayed in the menu item. This default value is taken directly from the value
set in thecustomize fitting parameters menu forauto filter under the~ilter_ HSVD menu (package default is

10, see also section 3.2.1.4). For the current examplie, émo 'H MR spectrum from human brain at short

echo time (see section 4.5), displaying a relatively large number of high intensity resonances, broad components
and a highly non-Lorentzian residual water resonance (see Figures48),was set at 12, which had been

found to be consistently sufficient for this type of signals in earlier stiidies

Because HLSVD is fastest when the components to be removed constitute the largest components of the signal
(i.e. largest singular values after which the algorithm can dppstl),Filter_ HSVD will be slower once the

intensities of the residual water resonance are of the same order of magnitude as the metabolite resonances, as is
the case in this example. If the residual water resonance is very prominent in the metabolite spectrum, this might
at first glance not be very positive, but in fact it makes its removal by HLSVD all the easier and faster. For this
reason, you might want to consider in your experimental setup to make the water suppression pulses not too
strong, which at the same time would avoid any distortive influence on closely neighboring metabolite reso-
nances, such as the methylene resonance of Cr/PCr or the lactate quartet near 4.1 ppm. For quantitative pur-
poses, a water suppression scheme that would bring down the water resonance far enoughdadgeagic

range behavior, but not too far so that it leaves a prominent residual water resonance, would be optimal.

9.4 region(s)

Selecting one of these menu items startsFilter HSVD process, by allowing you to select the spectral re-
gion(s) containing the central frequencies of the components you want removed. You can select multiple re-
gions, as explained above. The menu provides items to carry okiittre HSVD function with up to 5 re-

gions. Should you for some reason wish to remove resonances from even more non-adjacent spectral regions,
select the menu iteenter # regions, after which you can type your desired number ifcdit Window, and

start off. In this example only one region will be indicated: that around the central frequencies of the residual
water resonance. Because this particular residual water resonance is so non-Lorentzian (the different relaxation
behavior from brain tissue water and water in CSF caused the negative ‘trough’ in the center), the region should
be taken sufficiently wide, while taking care not to include chemical shifts that might contain central frequencies
of resonances of interest. See Figure 43. After having selected the relevant refgiiben(sHSVD will carry

out the whole process immediately. How you select the spectral region(s) depends on the settireygesf the
region limits menu item (see section 9.1). Usually, the latter will be sdtdio with mouse, which means that

you are supposed to click once to the left of each region, and then to the right of that region (or the other way,
the minimum and maximum are automatically determined from the two entered values). See Figure 43 A mes-
sage text bar will appear in the bottom right corner, telling you what is expected from you, and blue vertical
lines will be displayed where you have selected your region limits. You can usestbenize preferences

menu to disable the blue lines and/or message text in order to work faster, see section 3.2.le8telfrihe

gion limits menu item was set type values in, you will be presented with a@adit Window twice for each

region, asking you for the low and high frequency limit of that region, which you must type in the units as dis-
played on the frequencies (e.g. in ppm’s in this example). In this case the blue vertical lines will also be dis-
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played, but the message text bar will not appear. If you had loaded a batch, the whole series of files will be
subjected to th&ilter_HSVD method using the same selected spectral region(s).

If you have a number of files in the same directory that all require filtering, and you cannot process them in
batch, it is wise to first do all tHe&lter_HSVDs on all the files, and then start doing the parameter estimation on
all the result files. This is because félter_HSVD you will usually zoom in on a different region of interest in

the spectrum than you would on the filtered spectrum foMABRPRO fitting. This way you would have to re-

zoom only once for the whole series, instead of once for each data file.

Filter_HSVD Window
Filter Results Next

(@ tbegin range: pos

4096 o

Figure 43. The Filter_HSVD basic spectral window, after indicating the spectral region(s) (1 in this case) containing the
central frequencies (read time domain characteristics of the method in the accompanying text) of the resonance(s) that you
wish to have removed from the signal (and consequently its FT spectrum). The entire signal contribution, corresponding to
the central frequencies in the selected region(s) will be subtracted, which means that in the FT spectrum the entire compo-
nent will disappear, inclusive of its dispersive ‘tails’ that might run over a much wider chemical shift range, possibly un-
derlying metabolite resonances of interest (such as the 3.96 ppm methylene resonance of Cr/PCr in this figure.

9.5 auto filter

This menu item allows you to fully automate #iker HSVD technique, provided you use only one region for
filtering, by setting the appropriate fixed value for the number of signal related singular values (see section 9.3)
in the first submenu itermgsv), and the default spectral region to be filtered in the segegibf; if you se-

lect this menu item you are presented withEalit Window twice, as explained in the previous section), and
then pressing thgo! submenu item. Of course, if you would have to set these values each time before pressing
go! underauto filter, it would not be very automatic, so you can set the default numbesderand the spec-

tral region using theustomize fitting parameters menu, see also section 3.2.1.4. The package default is 10
signal related singular values, and a spectral region between 25 and -25 Hz. The default valuesctrem the
tomize fitting parameters menu are automatically filled in in these submenu items undautbdilter menu

of theFilter HSVD function. If you use th&ilter_HSVD technique regularly on similar data sets, for example

to remove the residual water resonance around 0 Hz, you can set your default spectral region aissag the
tomize fitting parameters menu accordingly, and a number of components that is relevant to your type of data,
and from that moment on you ck&iiter_ HSVD your signals simply by loading them into the function and se-
lectinggo! underauto filter.
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9.6 algorithm

With this menu item you can set the State Space / SVD algorithm that will be run for the SVD-based fitting pro-
cess of step | in the protocol above. The most efficient SVD-based method for water filtering is definitely the
HLSVD™*" method lanczos hlisvd), because it can stop after a predetermined number of singular values
(nssv ) have been found. Especially for water removal, where the signal components to be removed are largest
(the largest singular values are found first), this can yield large computation time gains. However, you are free
to use the conventional normal equations approach for State Space, with either the Nhods riSk@x

(nhous hsvd), or a HSVD algorithm programmed in Matfalhen trying to filter out small resonances (even
though you know there is no reason to do so, see the frequency selective feature of the VARPRO method in
section 12.4.3), you might wish to use either one of the latter two methods for more robust SVD fitting. You can
change the default setting for this submenu usinguktmize fitting parameters menu foralgorithm under

the Filter_HSVD menu (package default [@nczos hisvd, see also section 3.2.1.4). For the current example
there was no reason to change this.

9.7 Results

After the SVD-based parameter estimation has been carried out on the signal, the components that have an esti-
mated central frequency within (one of) the selected spectral region(s) will be used to reconstruct a time domain
model function, which represents the signal contributions of the unwanted resonances. This reconstructed signal
will then be subtracted from the original signal (steps Il and IV in the above protocol). The filtered signal is the
difference between the original signal and the noiseless signal reconstructed from the estimated unwanted reso-
nances. The spectral window changes size in order to display the analysis results both as a nhumerical table and a
multi-spectra display, see also section 5.2. The result spectral window for the current example is displayed in
Figure 44.

BKindly provided by ir. Frank Wajer, of the University of Technology Delft (NL), Applied Physics laboratory, Magnetic
Resonance Imaging group.
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Figure 44. When Filter_HSVD has finished, it displays the results in the result spectral window, using the numerical infor-
mation list on the left, and the multi-spectra display on the right. By default, only the original and residual (filtered) spec-
trum are displayed. For this example the HLSVD reconstruction of the unwanted residual water resonance was also dis-
played to indicate how non-Lorentzian composite lines can be mathematically described by a sum of Lorentzians to allow
complete subtraction. The table lists the lower and upper frequencies in Hz of the selected spectral region(s).

The table on the left displays some information about the data file, arltdre HSVD process. It lists the
number of singular values asked, found, and used for the actual filNHeais HSVD and Matlab HSVD,

these three numbers are always identical, but due to its iterative algdréthozos HLSVD may find more or

less singular values than you asked’fain such a case, the minimum of the number asked and the number
found is used for the fit. For each selected region, the table lists how many components (number of singular
values is number of fitted components) were used to represent, and then remove, the unwanted resonances in
that region. Finally, the table lists for each selected region the upper and lower frequency limit in Hz. If you
usually select a region manually before ekidter HSVD, you may check the values of the upper and lower
limits you have indicated each time, and use these to set a reasonable defaulidty fitter feature via the
customize fitting parameters menu (see section 9.5). The current region for this example was selected be-
tween +16 and -22 Hz, which means a default water removal region from 25 to -25 Hz would have been just
fine. Notice how only 2 components were used to filter the non-Lorentzian residual water resonance completely.
If you would look at the individual components of the reconstructed water resonance, you would see that two
Lorentzians with almost opposite phases mathematically described the water resonance ugheth¢himdi-

vidual components themselves no longer have a physical mEadisgor the spectral display of the results,

the package default displays the original spectrum at the bottom, and the filtered (residual after HLSVD fit)
spectrum at the top, with all spectra scaled to the filtered spectrum. HSVD fit spectrum and individual compo-
nents are not displayed by default. You can change the spectral display udiesuits menu (see section

5.2.1), or change the default settings using:ttetomize preferences menu (see section 3.2.1.3).

9.8 Files produced
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Once you are finished using tRéter HSVD function, the following files will have been produced or updated:

file produced

contents

<pame>.siv
<name>.tsv

<name>.scr

<name>.hrs

<pname>.hns

<name>.Irf

<name>.rew

<name>_p.dat
<name>_p.mat
<name>_p.scl

singular values found by HSVD emame>.dat

information on number of singular values found at each update of Lanczos
iterations (only for lanczos hlsvd)

simple parameter estimation output file from H(L)SVD method (formerly
known ashsvscr.par  file)

parameter estimation output file with better layout and Cramér Rao standard
deviations with parameters (formerly knownocagputh.par , obtained

after runningerrorh )

presentation file of numerical parameter estimation results, containing output
of <name>.hrs file, but with estimated frequencies in units as displayed in
the spectral display on screen (e.g. ppm), damping factors translated to
linewidths at half height in Hz, and with amplitude estimates and CR values
scaled back to original intensities

filter analysis report, directly taken from the list in the left half of the result
spectral window

Matlab format file containing the individual time domain signal components
constituting the filtered resonances. This file may be helpful if you later wish
to display these individual components by loading a resulfihto

ter_HSVD. However, these files may become quite large, depending on the
situation. Whether they are saved to disk or not, can be setsasiador-
entzians to file item under thé&ilter_ HSVD menu in theustomize fitting
parameters window.

Rdb format data file containing filtered signal

Matlab format data file containing filtered signal

scale file for thecname>_p.dat/mat  data file
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10. SVD_1D parameter estimation

As indicated in section 3.3, you can carry out your MRS quantitation almost fully automatically using ‘black-
box’ parameter estimation methods based on SVD, if the signals are well-conditioned (high SNR, low to moder-
ate overlap, etc.).

10.1 SVD-based parameter estimation methods

A number of such SVD-based methods has been included i8MbBe 1D function of the MRUI software.

These methods solve the least squares (LS) problem of fitting the time domain model function using matrix al-
gebra, i.e. non-iteratively, by making full use of the mathematical properties of the exponential decay model
(this is only valid for the Lorentzian decay). See referér€e3o this end, thexdp measured data points
Xo,.--%dp-1 &re stored in a data matdxof sizemx| as follows:

E Xo Xq X5 -1 E
0 % X 0
0y, 0
Ul U]
X =0 ]
UJ ]
Ul U]
0 . ]
P =

The data matrix has so-callethnkelstructure: all elements on an anti-diagonal are identicalk-ndp-1 . In

all methods, the Hankel data matrix is subjected to singular value decomposition (SVD) in order to estimate the

signal poles: the exponential term in the model function containing the damping factors and frequencies. After

the damping factors and frequencies have been estimated using the particular form of matrix algebra character-
istic to the selected method, their values are filled in into the model function, and the amplitudes and phases can
be estimated in one linear LS round.

The SVD-based methods available in the MRUI func8MD_1D and their respective characteristics and ref-
erences are:

method characteristics reference(s)

LPSVD Original LPSVD method, improved with a statistical method for root 3,7,20,22
selection and a Simplex routine for the polynomial rooting process.

LPSVD(CR) LPSVD method as outlined above, but implementing a continuous 8,23

regularization scheme that yields a lower failure rate and allows auto-
matic determination of the model order (number of signal components).

Nhous HSVD Original State-space HSVD algorithm, calculating a full SVD of the 3,20,21
data matrix via a robust triangularization scheme and the normal equa-
tions approach.

Matlab HSVD Matlab implementation of the State-space method. u

HTLS Improved and more accurate State-space algorithm, implementing té@&PR4
least squares (TLS) instead of a single SVD in order to estimate the
signal poles.

Lanczos HLSVD  Improved and accelerated version of the HSVD method, which disti3,15,17,20
guishes itself by its ability to calculated only a desired number of sin-
gular values (using a Lanczos recursion scheme) instead of having to

Bwritten by ir. Frank Wajer, of the University of Technology Delft (NL), Applied Physics laboratory, Magnetic Resonance
Imaging group.
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perform the SVD of the entire data matrix. Combined with its intelli-
gent exploitation of the Hankel symmetry of the data matrix, it makes
for the fastest SVD-based method if only the signal components are to
be estimated (if you would want to estimate noise features as well, the
Nhous HSVD or HTLS method is recommended)

The practicalities of using th®VD_1D function in MRUI are described using the same example data set as
before, the fildschr.dat/mat . TheSVD_1D function uses both the basic and result spectral windows, see

for its general menus and functions sections 5.1 and 5.2. The function-specific menu &viilleis menu

items are described below, in terms of the algorithm parameters for the methods described above. Initially, after
selectingSVD_1D from thequantitation popup menu of the MRUI base window (see section 3.1), the basic
spectral window will be displayed empty, and after loading the file to be analyzed, its spectrum will be dis-
played in it, and the menu items activated (see section 5.1). Then the protocol parameters can be set according
to your specific application, after which you can prgsk and the selected method in tB¢D_1D function

will do its work. Finally, the spectral window will change size (see section 5.2) to displ&IhelD fitting

results and activate thesults menu (section 5.2.1).

10.2 ndp

This is the total number of data points that should be included in the SVD-based fitting processdphese
points are stored Hankel data matrix for SVD (see above). You can change it by typing a new number into an
Edit Window. This number should be taken such that the FID has completely decayed into the noise level, but
not too far beyond that point (or you would be involving ‘noise-only’ points in the matrix). As a rule of thumb,
selectndp such thahdp * step O3 * T,, wherestep is the sampling time step (or dwell time, see e.g. sec-
tions 4.1.1,6.2.6), andl, the longest relaxation time present in the signal. To ensure reasonable computation
times,ndp should not be set too large. When you load a signal, a default vahpfas set, and displayed in

the menu item. This default value is normally taken as the minimum of the default value setustaheze

fitting parameters menu for the selected SVD algorithm (package defaults are 1024 for thel eapizbs

HLSVD, with smaller numbers for the slower methods: 512 foH8¥D andHTLS methods, and 256 for the

LP methods, see also section 3.2.1.4), the actual number of signal points in the data file, and the maximum
number of data points allowed for the method. If you change the valuelgorit will again be tested against

those maxima. For the example signailschr.dat , it could be seen in tHeD plot (see Figure 55 in section

16.1) that 256 data points may be just sufficient to include the signal contribution and exclude noise-only points,
but ndp was set to be 512 in order to make sure that all signal contributions were involved, and to ensure
proper resolving power of the SVD methods. With the choice of #mezos HLSVD method (see section

10.9), this number does not pose any problems as to calculation times.

10.3 matrix

This is the size of the Hankel data matrix in which the time domain data points are stored, and which will be
subjected to the SVD. You can change it by typing a new number of columns &ttt &dindow. The num-

ber of columns and the number of rows should at least be larger than the number of spectral components (model
order of the signal; truncation poiif in SVD; nssv parameter, see next section). For the H(L)SVD and
HTLS methods, the matrix should be flat>(m ), with most robust performance for a square matrix, and
shorter computation times for flatter matrices. For the LPSVD and LPSVD(CR), the matrix has to be tall rather
than long (< m ), with a recommendation for a tall matrix. When you load a signal, a default matrix size is
set, and displayed in the menu item. This default size is normally taken from the default number of columns set
in thecustomize fitting parameters menu for the selected SVD algorithm (package defaults are a square ma-
trix for Lanczos HLSVD, a flat matrix with:m=3:1 for theHSVD andHTLS methods, and a tall matrix for

the LPSVD andLPSVD(CR) methods, see also section 3.2.1.4), but corrected corresponding to the value of
ndp if necessary. If you change the size of the matrix, it will again be tested against the appropriate minima and
maxima. For the signal déchr.dat , to be fitted by thd.anczos HLSVD method, the matrix was left
square: 256x257.
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10.4 nssv

This parameter stands for ‘number of signal-related singular values’. You can change it by typing a new number
into anEdit Window. Its value determines where the singular value decomposition is truncated (subsequent
entries in the singular value matrix set to zero) before estimation of the signal poles takRé$ plaisas also

called themodel order This value should be set according to the number of spectral components. If your spec-
tra suffer from overlap, underlying broad components or large noise features, it is safest to slightly overestimate
the model order here, in order to cater for unforeseen signal contributions. When you load a signal, a default
value fornssv is set, and displayed in the menu item. This default value is normally taken as the minimum of
the default value set in tlraistomize fitting parameters menu for the selected SVD algorithm (package de-

fault is 12 for the H(L)SVD and HTLS methods, and 11 for the LP methods, see also section 3.2.1.4), the num-
ber of data points divided by 4, and the maximum number of singular values allowed for the method. If you
change the value farssv , it will again be tested against those maxima. For the sigmsttofdat |, it could

be seen in the spectral window of tBETUP: experimental function (see Figure 31 in section 7.1) that 11
signal-related components (7 for ATP, 4 for PCr, PDE@ PME) is a good number, however it turned out

that atndp=512 , 15 components had to be included in order to resolvBAR® triplet. The ‘extra’ singular

values may account for either NAD, noise or baseline features, or PCr lineshape distortion. In this example,
nssv. was hence set to 15. Thessv menu item is inactive (disabled) when the selected algorithm is
LPSVD(CR), because that method automatically determines the number of signal-related singul&owalues

the basis of the noise level (see also section 10.6).

10.5 nit

This menu item is only enabled (activated) whenLilweczos HLSVD algorithm is selected, as the latter uses
the iterative Lanczos recursion scheme for determination of the singular'{&uss is a starting value for

the number of Lanczos recursiéh® , performed to determine the requestedv signal related singular val-

ues in thdeanczos HLSVD method. At the end afit Lanczos iterations, it is checked whether the required
number of singular values has been found, and if not, an addiiti@l Lanczos iterations are performed, a
new check carried out, etc. You can change it by typing a new number iBtiitaftindow. When you load a
signal, a default value foiit is set, and displayed in the menu item. This default value is normally taken as 10
times the requested number of singular vahssy ?°, but taking into account the default value set indhe

tomize fitting parameters menu forLanczos HLSVD (package default is 120, which is 10 times the package
default fornssv , see also section 3.2.1.4), and the maximum number of iterations allowed for the method. You
can change it by typing a new number intoEalit Window. If you change the value fait , it will again be
tested against its maximum. If you change the valuess¥ , the value fonit will automatically be updated
according tdlO*nssv (taking into account its maximum).

10.6 noise level

This noise level submenu items are only enabled (activated) wheh B&/D(CR) algorithm is selected, as

the latter needs a standard against which to determine whether a singular value belongs to a signal component or
a noise featufé® When you load a signal, a default submenu item is set. This default value is taken from the
default option set in theustomize fitting parameters menu forLPSVD(CR) noise level under theSVD_1D

menu (package defaultfiom last data points: 50, see also section 3.2.1.4). With this (recommended) default
setting, the method determines the standard deviation of the noise from the last data points of the FID (how
many final data points are used in this calculation can be set by selectfngnthlast data points submenu

item or in thecustomize fitting parameters menu). These really are the last data points of the full FID stored

in the data file, not the last points from the lengthdg points you selected to include in theSVD(CR) fit.

However, should the end of your FID still contain signal contributions (FID not fully decayed), you can enter a
fixed value for the standard deviation of the noise.

10.7 go!
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After all the algorithm parameters have been set according to your wishes, sej@ttrifeau item to start the
SVD-based fitting and parameter estimation. If you had loaded a batch, the whole series of files will now be
processed using the same algorithm parameters. The basic spectral window will display a messagg (“
<selected algorithm>"; with serial index for batch processing) in the text bar in the lower right corner of the
window, and after it has finished it will display t8&/D_1D results both as a numerical table and a multi-
spectra display, using the result spectral window (section 5.2). See Figure 45.

SVD_1D Window
View Miscellaneous Results Next
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Figure 45. SVD_1D result spectral window after Lanczos HLSVD parameter estimation on ischr.dat. Although only 11
metabolite resonances are apparent, 15 singular values (signal-related components) needed to be included in the SVD_1D
fit in order to resolve thgsATP triplet. Even so, the PME resonance has not been fitted, whereas spurious features have
been included in the fit (see the individual components in the spectral display on the right).

The table on the left displays some information about the data file, aB¥IelD process. It lists the number

of singular values asked, found, and used for the actual fitNRous HSVD, Matlab HSVD, HTLS and
LPSVD, these three numbers are always identical, but due to its iterative algtuatieaps HLSVD may find

more or less singular values than you asket.ftr such a case, the minimum of the number asked and the
number found is used for the fit. The numbBSVD(CR) lists as singular values found, is in fact an estimation
result specific to the methttd The display of the numerical table and spectra has been explained in section 5.2.
The results displayed here aftemczos HLSVD parameter estimation on the signal of ischr.dat can be seen as
rather general for th8VD_1D methods. In this case, the results of the other SVD-based methods would have
been only marginally different, except of course for the calculation time, which is significantly shorter for the
Lanczos HLSVD methods (the other SVD-based methods took minutes Wasiezos HLSVD needed only

12 seconds, see Figure 45). Only for slowly decaying FIDs, or closely overlapping multiplets, where large num-
bers of data points are required to resolve all peaks, willdahezos HLSVD yield increased capabilities, as

the other methods grind down whedlp is set too large.

As for the current example, the power and the weaknesses 8¥VihelD function (whichever algorithm se-
lected) for parameter estimation become apparent. It may be regarded as an advantage that simply by indicating
the number of data points and number of signal-related components (both parameters can be set by default in the
customize fitting parameters menu in order to fully automate&stfie 1D function), one obtains a complete
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parametric analysis of the signal, with resonance frequencies, linewidths, amplitudes (directly proportional to
peak areas) and phases for each peak in the spectrum. However, there are a number of serious weaknesses o
this type of method in relation to the physical relevance of the estimated parameters when the signal-to-noise
ratio or resolution of certain peaks becomes poor. In this example, it can be seen that the resonance of PME
(phosphomonoesters, near 6.6 ppm) has a very low intensity, while being rather broad, which renders its SNR
very low. Even when providing the SVD algorithm with 15 signal-related singular values, the PME peak was
not fitted (see Figure 45). This is the disadvantage of the ‘black-box’ method in that it does not allow control
over exactly which resonances are fitted. Also, the individual phases of some of the fitted resonances, especially
in the ATP multiplets, can be seen to differ rather significantly, which is caused by the mathematical properties
of the algorithm trying to achieve an optimum fit with minimum root mean square (RMS), without the possibil-

ity to apply constraints. Of course such diverging phases within an ATP multiplet are not physically relevant for
the applied measurement method. Similarly, the ratios of the amplitudes (or peak areas) of the ATP multiplets,
especially th8ATP triplet, do not conform to our expectations. Finally, some spurious narrow peaks have been
fitted, of which it is difficult to understand why they have been fitted in preference to other, visually more
prominent, signal contributions. It is this lack of control over the parametric fit that rend&g@bhdD meth-

ods rather vulnerable undaer vivo MRS measurement conditions. For this reason the use MAR®RO

method (see chapter 13), which allows control over which peaks are fitted (by supplying appropriate starting
values usingPeakpick, see chapter 11), and over physical relations that are valid for certain groups of peaks
(by supplying prior knowledge usitgputvp, see chapter 12).

If the SVD_1D analysis would have given estimated parameters so large, or with such large standard deviations
(e.g. when the fitting was unsuccessful), that the numerical values could not fit into the prepared spaces in the
result files, character strings, such*&g*++* or NaNor Inf , would be written to the result files. MRUI

detects these characters, and appropriate measures are taken. If standard deviations are so big that they do not
fit, the fit was unsuccessful, and the standard deviations are Iedt t@infinity) in the numerical result table

and in the<name>.hns file. As for the parameters, their estimated valuesaadsays recovered (via the
<name>.scr file, see section 10.11).

SVD_1D checks after the analysis whether all damping factors are smaller than zero. If this is the case (physical
solution) the reconstructed model function is extrapolated to the number of data points present in the original
signal (if of course larger than the value fioip). This avoids heavy sinc wiggles throughout the displayed re-
constructed spectrum when fitting slowly damped signals with a small number of data points.

The SVD_1D function can also calculate a value for the signal-to-noise ratio (SNR) of the time domain signal
in dB, calculated from the estimated amplitudes and damping factors, and the standard deviation of the noise,
via the'®og of (energy in signal over energy in noise). This may be used to compare signals according to time
domain fitting difficulty. The SNR values in dB are stored in ¢<imame>.hns file (see section 10.11). Be

aware that this calculation may make your oves®ID_1D analysis times considerably longer. You can define
whether or noSVD_1D should calculate the SNR in tleastomize fitting parameters menu forcalculate

SNR (dB) under theSVD_1D menu (package defaulti®, see also section 3.2.1.4).

SVD_1D provides the same facilities for absolute quantitation and calculation of pH (see also section 10.10) as
VARPRO, see sections 13.4 and 13.6, respectively. This may require the following actions from you after the
result spectral window has been displayed:

® If the nucleus set idefault.xpt is proton [, see section 7.1.1), and no logical corresponding water file
can be found, you will be suggested to indicate an appropriate water file for the internal concentration refer-
ence. This is done via a file manager window. See section 13.4. You also need to indicate which peaks cor-
respond to the metabolite you wish to quantify.

® |f the nucleus set idefault.xpt is phosphorugy see section 7.1.1), and you have selected one or more
of the pH calculation options (either through tiadculate pH menu of theSVD_1D function or via the
customize fitting parameters menu), you will be suggested to indicate which peaks in the reconstructed
spectrum represent the relevant metabolite resonances. See section 13.6.

10.8 water
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If a loaded (batch of) signal(s) contains (an) unsuppressed water signal(s), of which the amplitude needs to be
determined, selecting thveater menu automatically sets tis/D parameters (all data points used, square ma-

trix, nssv=1 ) correctly and runs th8VD_1D analysis. Apart from the usual result files, an extra ASCII file,
<name>.wat , will be produced, which simply contains the amplitude and linewidth of the unsuppressed water
signal. These can later be used for absolute quantitation (see section 13.4) or to provide an overall linewidth
starting value foVARPRO (see section 11.4.2). However, it is stressed that the latter functions contain an
automatic procedure to carry out the SVD fit on an unsuppressed water signeh@me>.wat is found. The

water menu item in th&&VD_1D function is provided simply to allow you some more visual control over the
fitting of the unsuppressed water resonances.

10.9 algorithm

This menu item lets you select which SVD-based algorithm is used f8MDelD fit. See the table in section
10.1. The default algorithm can be set usingaigerithm menu item under th8VD_1D menu in thecus-

tomize fitting parameters window (package default isnczos hilsvd). Because the LAPACK subroutines
were found to give run-time problems on PCshfte option is disabled (inactive) when running MRUI on PC.

10.10 calculate pH

This menu item is only enabled (active) when the nucleus sietfault.xpt is phosphorusp( see section

7.1.1). It allows you to calculate intra- or extracellular pH based on the chemical shift differences between P
andoATP, R and PCr, or APP (extracellular marker) ariTP. The use of this menu is explained in section
13.6.

10.11 Files produced

Once you are finished using tB&D_1D function, the following files will have been produced or updated:

file produced contents

<name>.siv singular values found by SVD eamame>.dat

<name>.tsv information on number of singular values found at each update of Lanczos
iterations (only fol,anczos HLSVD)

<name>.scr simple parameter estimation output file from SVD-based method (formerly
known ashsvscr.par  file)

<name>.hrs parameter estimation output file with better layout and Cramér Rao standard

deviations (listed in table &wo timesCR!) with parameters (formerly
known asoutputh.par , obtained after runningrrorh )

<name>.hns presentation file of numerical parameter estimation results, containing output
of <name>.hrs file, but with estimated frequencies in units as displayed in
the spectral display on screen (e.g. ppm), damping factors translated to
linewidths at half height in Hz, and with Cramér Rao standard deviations
listed as one sd, i.e. paramete€Rsd
also contains an extra table with amplitude estimates and CR values scaled
back to original intensities
if carried out, this file also contains absolute metabolite concentrations, pH
estimations and/or SNR in dB

<name>.Irs SVD_1D analysis report, directly taken from the list in the left half of the
result spectral window
<name>.wat auxiliary ASCII file containing estimated amplitude and linewidth of water

signal, either if an unsuppressed water line was estimated viatbe
menu item, or if absolute concentration was carried out and no
<name>.wat file found at the time
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RunningSVD_1D in batch produces extra files which list the estimated parameters for all peaks in all files of
the batch series as follows:

file produced tabulates corresponding file tabulates
<name>.amp  estimated amplitudes (in arbi- <nhame=>.ams Cramér Rao standard deviations
trary units) on estimated amplitudes
<name>.aam  absolute amplitudes (as true ~ <name>.aas Cramér Rao standard deviations
intensities in the FIDs, i.e. cor- on absolute intensities
rected for scaling)
<name>.fre estimated frequencies (in units <name>.frs Cramér Rao standard deviations
as displayed on screen, e.g. Hz on frequencies
or ppm)
<name>.lw estimated linewidths (in Hz) <name>.lws Cramér Rao standard deviations
on linewidths
<name>.pha estimated phases (in degrees) <name>.pas Cramér Rao standard deviations
on phases
<name>.ph estimated pH (if calculated) <name>.phs Cramér Rao standard deviations
on pHs
<name>.cnc absolute metabolite concentra- <name>.cns Cramér Rao standard deviations
tions (if calculated) on absolute concentrations
<name>.wal estimated amplitude and

linewidth for unsuppressed wa-
ter signal (single Lorentzian)

The first column contains the serial numbers of each batch-processed file, and the following columns contain the
respective parameter for all peaks. You can directly load these ASCII column files into a spreadsheet or graph-
ics program. The serial batch results can be plotted &otdatch results (see section 16.3). The files con-

taining the Cramér Rao estimates for the standard deviations on the estimated parameters can be used in your
spreadsheet software in order to create graphs with error bars.
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11. Starting values for VARPRO/AMARES: Peakpick

As explained in section 10.7, it is for mastvivo MRS applications desirable to make use of a nonlinear least
squares method that allows you to control certain aspects of the fitting and parameter estimation process, such
as which components are to be fitted (and which are not), and relations between certain model parameters on the
basis of physically relevant, biomolecular or experimental, prior knowiedgae VARPRO/AMARES

method provides this function, but the nonlinear least squk8PRO/AMARES function needs to be pre-

ceded first byPeakpick (to supply starting values) ataputvp (to supply prior knowledge). In principle, when
minimizing the difference between the sum of squares of the model function and the measured time domain
data, starting values need to be supplied for all parameters, in order to provide a starting condition for the itera-
tive least squares search to the global (or deepest local in the vicinity) minimum. However, for the variable
projection method, Golub and Pereéyrproved that the nonlinear and linear parts of the model function could

be separated, and the entire fitting process split into one iterative nonlinear least squares in which the nonlinear
parameters (frequencies and damping factors) were fitted, and a subsequent one-round linear least squares in
which the nonlinear parameters were fixed according to the values just estimated, and the linear parameters
(amplitudes and phases) fitted. This way, starting values need to be pronigéal the nonlinear parameters,
because only they are determined iteratively. Both implemented VARPRO algorithms (Bolstad and MINPACK,
see section 13.2) use this variable projection method. The new AMARES algorithm (NL2SOL, see section 13.2)
minimizes the entire model function, but automatically obtains starting values for amplitudes and phases in a
pre-fit linear least squares fit of the model function to the data, with the starting values you supplied for fre-
quencies and damping factors filled in for the nonlinear pararffeters

Hence, before you can perfotdARPRO/AMARES parameter estimation on your data, you have to supply
starting values for the frequencies and damping factors of the resonances you wish to include in the
VARPRO/AMARES fit (see also section 3.3). This immediately gives you to the possibility to select the peaks
that need to be fitted: peaks for which no starting values are given, will not be fitted (unless starting values from
a small selected peak ‘wander off' to a large neighboring, non-selected peak). The displayed FT spectrum is an
ideal means to provide starting values for the frequencies and damping factors, as the tops of the peaks should
be very near to the central resonance frequency, and the linewidth at half height is inversely proportional to the
damping factot*. Hence, by pointing the mouse cursor at the top of a resonance you can supply a starting value
for the frequency of that component, and by indicating the linewidth of that peak you enaBkakipéck

function to calculate a starting value for the damping factor.

The practicalities of using theeakpick function in MRUI are described using the same example data set as
before, the fildschr.dat/mat . ThePeakpick function uses only the basic spectral window, see for its gen-

eral menus and functions sections 5.1. As mentioned beforee#gick function has extensions to both the

File load menu (section 5.1.1.1) and thkscellaneous batch functions menu (section 5.1.3.5), which will be
discussed here. The function-specific menu is tiRedkpick, its menu items are described below. Initially,

after selectingPeakpick from thequantitation popup menu of the MRUI base window (see section 3.1), the
basic spectral window will be displayed empty, and after loading the file to be analyzed, its spectrum will be
displayed in it, and the menu items activated (see section 5.1). You can then set about supplying the starting
values.

11.1 The File load menu

11.1.1 file / batch

You load a single file into thBeakpick function when you wish to analyze a single data file, but when you
wish to analyze a batch series of data files, you have the choice between loading a single file or a batch. Of
course, when preparing to analyze a batch of files, you can load the batebadkfuick and carry out the peak-

picking for starting values on each file of the batch. However, that would annihilate most of the advantage of
having an automatic batch procedure available in the software. Usually, all files in a batch show similar spectral
resonances, and in most cases it is possible to prepare one set of starting values which will serve for the
VARPRO/AMARES analysis of each file in the batch. You can then simply load any data file of the batch into

103



the Peakpick function, provide the starting values, and thenMARPRO/AMARES on the batch. This is be-

cause when you produce a set of starting values, they are stored in the general AB€dkfilek.par

which remains in your current directory. A dedicated copy of it is made for the data file you loaded to perform
the Peakpick process:<name>.pkp (see also section 11.8). Wh&ARPRO/AMARES carries out the
analysis on the batch of files, it will for each data file check whether a dedicated starting value file
<name>.pkp exists. However, if none is found, it uses the general starting valyedilpick.par . This

way, preparing a starting value set for an arbitrary file of your batch series allows it to be used for all other files
of the batch automatically, as long as these files are still in the same directory as the peakpick.par file, and as
long as care is taken when theakpick.par file is overwritten after you have carried out anotheakpick

process in the same directory (see also section 11.8).

Should you be worried that this approach is too static, e.g. when you have resonances that shift frequency during
the time series in which your batch was measured, you may use the special batch function available for
VARPRO/AMARES (see section 13.1), which allows the parameter estimation results ofisighttie batch

to be used as starting values for the fit on sigral of the batch (under controlled conditions). This way, your
starting values ‘track’ changes throughout your batch after having supplied an initial set of starting values on the
first file of the series.

Finally, if you have even more challenging series of files, where extra resonances appear (e.g. a splitting of the
inorganic phosphate peak¥P MRS of exercising muscle) or resonances disappear (such as drug uptake meas-
urements if°F MRS), even this ‘tracking’ approach may cause severe problems when starting values are given
to VARPRO/AMARES for a peak that no longer exists. In this case, you should take the following strategy.
Consider the example of '8 MRS drug uptake experiment, yielding a series of 36 data files (base name
tumbfu ). Initially, directly after injecting the drug, only 1 resonance is present. Then, in the forth spectrum, a
by-product resonance appears, and in the twelfth spectrum a second one. From spectrum 25, the drug resonance
has completely disappeared, leaving only the two peaks of by-products in the spectrum.

® Display the batch of spectra using Rt batch spectra function (see section 16.2), and run the high-
lighted spectrum through the batch, making a note of the batch index for each spectrum where the number of
resonances changes. In this example, that is 1, 4, 12 and 25.

® Prepare sets of starting values for those data files containing a signal with a modified number of resonances.
In this example, ruRPeakpick on these files as follows:
e tumbful.dat , peak-picking the one drug resonance (1 peak)
e tumbfud.dat , peak-picking the drug resonance and its first by-product resonance (2 peaks)
e tumbful2.dat , peak-picking the drug resonance and both by-product resonances (3 peaks)
e tumbful25.dat  , peak-picking only the by-product resonances (2 peaks)

®* Runlnputvp on these files accordingly (see chapter 12).

Now when you run th& ARPRO/AMARES batch, it will start at the first file, and findim5ful.pkp  for

starting values (which it will copy tpeakpick.par ). Next, for index 2 and 3, it will find no dedicated
<name>.pkp , and it will use thgeakpick.par provided by the first signal. Then, for index 4, it will find
tum5fud.pkp , which it will use and copy tpeakpick.par (the previous one will be overwritten, but of

course still exists amm5ful.pkp ). Next, for index 5 to 11, it will again find no dedicatesame>.pkp ,

hence it will re-use thpeakpick.par  provided by thé>eakpick on signal 4, which contains starting values

for two peaks. From index 12 to dMdm5full2.pkp , containing starting values for three peaks, will be used,

and from index 25 ortum5ful25.pkp  , containing starting values for the two by-product resonances. This
way, the whole batch, containing signals with varying numbers of resonances, can be analyzed fully automati-
cally, having provided starting values only for the small number of batch indices where the number of peaks
changed. It should be noted however, that in such a situation, the produced batch results files (see section 13.7)
can no longer be properly used in ®let batch results function (see section 16.3), as the peak number col-
umns are no longer properly aligned. However, you can load these files into your spreadsheet software, and re-
store the correct column alignment manually (because you know at which rows the numbers of peaks changed,
and which peaks appeared and disappeared), after which you can plot the graphs in your spreadsheet software.

11.1.2 peakpick.par / <name>.pkp / <name>.scr / <name>.gol

Having selectedPeakpick from the quantitation popup menu of the MRUI base window adds a number of
specific submenus to théle load menu (section 5.1.1.1). Initially, these will be disabled (inactive), but after
you have loaded a single data file or a batch of data files, these four submenus will be enabled (activated). You
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can then select one of them to pre-load a set of starting values, upon which you can make minor modifications
and save the updated set of starting values. Hence, the first time you analyze data from a particular type of ex-
periment, you will have to supply starting values from scratch. However, once you have pre-existing files with
parameter values for the resonances in your signals, you can use these to loadPieaiplek function, so

that a basis of starting values is already present. After having loaded such an initial set of starting values, the
menu itemgemove peak (section 11.6) anddd peaks until [done] (section 11.7) under thHeeakpick menu

are enabled (activated), so that you can reduce or modify an existing set and add tstért Preakpick menu

(see section 11.5) will be disabled (inactive), otherwise you would overwrite the starting values just loaded.
Hence, after having pre-loaded an initial set of starting values, you can remove peaks from it, or add new ones
until you press thdone radiobutton (see section 11.7), i.e. you cannot preselect the number of peaks that are to
be added. If you wish to discard the pre-loaded set again, you will have to reload the data fil&iléddhd

menu.

This option may be very useful if you carried ouWARPRO/AMARES analysis on a data set, but upon
checking the fitting results, you came to the conclusion that for one or a few peaks you wish to have better
starting values, or that you wish to do the same analysis but with an extra spectral resonance included. It also
allows you to create a template starting value set for each specific type of application (i.e. for each different
organ, pathology, etc.), save it via thatabase menu (see section 7.3.1), and then reload it into Peak-

pick function for a dedicated set of starting values on a new data file, requiring perhaps only minimal modifica-
tions.

If you simply wish to create a neReakpick file that is identical to the previous one, but with one or more
peaks removed, act as follows. Load the previoumme>.pkp or peakpick.par file, remove the peak(s)
you wish to exclude from the nedARPRO/AMARES fit (see section 11.6 for themove peak menu item),
then useadd peaks until [done] (see section 11.7), and click on ttene button immediately.

You can choose to pre-load as starting values the values found for the frequencies and damping factors in the
currentpeakpick.par in the current directory, or you can select a previous file-specific set of starting values
<name>.pkp (section 11.8), aBVD_1D result file<name>.scr (section 10.11), or *ARPRO/AMARES

result file<name>.gol (section 13.7). When selecting one of the latter three, you will be presented with the
file manager window, which you can use to browse through your directory structure, and select the appropriate
ASCII file containing the frequency and damping factor values you wish to use as an initial set of starting values
before completing thBeakpick process. When you have loaded such an initial set of starting values, the peaks
for which starting values were found in the ASCII file will be numbered in the displayed spectrum. Just to show
this effect, the fileéschr.dat was loaded, after which ti®vD_1D fitting results, obtained in the previous
chapter (see section 10.7) were pre-loaded by selastingscr in the current directory. See Figure 46.
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Figure 46. The Peakpick window after having loaded ischr.dat, upon which the SVD_1D fitting results (as stored in
ischr.scr) were pre-loaded as an initial set of starting values. The frequencies found in the ASCII file are numbered in the
displayed spectrum.

11.2 The Miscellaneous batch functions menu

When running a batch Peakpick, you could previously only use the phasing sliders and edit boxes on the first
spectrum, where you had to set everything correctly, and then when the batch started, each occurring spectrum
only allowed direct clicking on peaks for starting values (except for the zoom feature added in MRUI_96.2, see
section 11.5). It was not possible to rephase a spectrum e.g. halfway through a batch. This would be useful for
instance when processing a (non-field-corrected) set of MRSI voxels in a batch series. You can now use the
batch functions menu item from thdliscellaneous menu inPeakpick, beforeyou start the batcReakpick,

where you can indicate which of the four phasing features you want to enable for each spectrum as it comes
along in the batch. Be aware that the more features you enable, the slower the program will respond to your
mouse clicks, as the possibility of doing other things during a batch involves pausing the program and checking
those sliders and edit boxes continuously. Then when you start theRmatkpick, you mustrephase each
spectrum, using the activated phasing features, first, and then you have to clicklonetheitton for the real
peak-picking to start on that spectrum. This process will be repeated for all spectra in the batch. This means that
even if you do not wish to rephase a particular spectrum, you have to access the activated phasing features, if
only to retype or re’slide’ it to the same value it already had.

11.3 automatic by HLSVD

If the signal quality is high, you can have the starting values determined fully automaticallyasiazas

HLSVD (see section 10.1) fit on the signal. Selectingatitematic by HLSVD menu item will toggle its set-

ting between on (checked) and off (unchecked). Then, when you select the number of peaks (see section 11.5),
Peakpick will run Lanczos HLSVD with that number of peaks and the total number of data points. Should
HLSVD crash, a message appears to that extentPaaklpick resorts to awaiting your manual input. Should
HLSVD crash for a certain file in Beakpick batch, a message to that extent appears in the Matlab command
window, and no starting values are produced for that file.

Note that HLSVD lists the frequencies from right to left (when displaying in reverse mode that is; HLSVD al-
ways lists frequencies from negative to positive values). This may differ from your personal approach in manual
peak-picking, and hence calls for prudence when loading these values imjoutive window for prior knowl-

edge.
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Be aware that for low SNR data, the> peaks that HLSVD fits, are not necessarily the peaks for which you
wish to have starting values. Also, the frequencies and damping factors estimated by HLSVD may suffer from
the low SNR, and hence manual peak-picking might be much more reliable in these cases. Remember (section
10.7) that for an automatic black-box method such as HLSVD, there is no way to control which peaks are fitted
or within what regions the fitted parameters may reside. Therefore we recommend the manual peakpick for
vivo data, and leave the automatic SVD determination as an interesting option for high SNR data sets.

11.4 linewidths from reference

Instead of manually providing a frequency and damping factor (via the resonance linewidth) for each peak, you
can provide frequency starting values for each peak, with one overall damping factor (linewidth) as a starting
value for all damping factors of all peaks. Especiallyifiorivo *H MRS, with the effective linewidth (damping

factor according to ¥) largely dominated by inhomogeneities and magnetic susceptibility effects (the ‘shim’),
this can be a very valid approach if individual linewidths do not vary too much. Moreover, this is only a starting
value and no constraint.

If, for the VARPRO/AMARES analysis, the starting values for the linewidths are not going to be very accurate,
this is usually not a problem, but it is good to know ¥WaRPRO performs better with starting linewidths that
are just too narrow, rather than just too broddARES is less sensitive thalARPRO to an over- or under-
estimation of the actual linewidths.

11.4.1 peak in spectrum

In this case, the starting value for all damping factors will be taken from the linewidth of an arbitrary reference
peak in the spectrum. This reference peak does not necessarily need to be included in yourersquitze

process, and simply serves as a graphical way to provide an overall starting value for all linewidths. Select one
for which it is easy to indicate the linewidth (i.e. preferably isolated), and which is narrow rather than broad
compared to the other resonances of interest. After you have selected this submenu item (which then gets
checked), you should start the norrRalakpick procedure (see section 11.5), but you will now only have to
indicate the top/center of each peak you wish to include. When finiBealipick will prompt you to click on

both the top/center and the half height (the position from which you decide it should read the linewidth) of the
reference peak, which will now be indicated by red crosses (

11.4.2 unsuppressed water

The overall starting value for all linewidths can also be taken from an unsuppressed water signal if available.
This effectively takes the shim value as a starting value for the linewidths. After you have selected this submenu
item (which then gets checked), you should start the ndPeakpick procedure (see section 11.5), but you

will now only have to indicate the top/center of each peak you wish to include. When firkelagqjck will

check if a<name>.wat file (see sections 10.8,10.11) already exists in the current directory, and if so, it reads
its value for the unsuppressed water linewidth and uses it as a linewidth starting value for the current set. If no
<name>.wat file is found, Peakpick searches for a corresponding data file containing unsuppressed water
(such askname>w.dat , see section 4.5) in the current directory, and if found, carrieslaneaos HLSVD

fit on it, as described in section 10.8, in order to producernhee>.wat file and read the unsuppressed wa-

ter linewidth. If no<name>.wat and no corresponding unsuppressed water file can be fBealipick will

prompt you to type the starting value for the linewidths iidih Window.

11.4.3 type value

In this case, after you have carried out®eakpick procedure (see section 11.5), indicating only the top/center
of each peak you wish to includeeakpick will prompt you to type the starting value for the linewidths in an
Edit Window.
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11.5 start peakpick

The actuaPeakpick procedure, as explained above, consists of indicating, for each peak you wish to include in
the VARPRO/AMARES fit, its top/center and position at which the linewidth should be measured (tentatively
called the ‘half height’). From indicating the top of the peak, MRUI can immediately read the frequency and use
it as a starting value to be stored in the peakpick.par file. From the ‘half height’, MRUI will determine the fre-
guency difference between the pixel selected for the top/center and that selected for the linewidth position, and
that frequency difference is a measure for the half-width. Because this difference is calculated by its absolute
value, it does not matter whether you position your click for the ‘half height’ to the left or the right of the center
of the peak (just use what is easiest, see also Figure 47). Multiplying it by 2 gives the full linewidth, and divi-
sion bymand getting the units correct yields a starting value for the damping factor. Finally, the current settings
of the phzero andtbegin sliders (see section 5.1.4) are also written toptekpick.par file, where they

will serve as starting values for the zero order phase and begin time, should you decide to have them estimated
by VARPRO/AMARES (see section 12.4.6). In that case it is hence a good idea to at least phase the spectrum
as correctly as possible. Thtart peakpick menu item allows you to select the number of peaks you wish to
include in the ARPRO/AMARES fit from the appropriate submenu. The maximum number of peaks is deter-
mined in the VARPRO/AMARES source code (see Appendix E) and should be set accordinglyustahe

ize fitting parameters menu (see section 3.2.1.4) in order to have these submenus display the only possible
options. You can also start peak-picking without defining the number of peaks you wish to pick. Select the menu
item peakpick until [done]. Next, Peakpick will immediately prompt you to start your manual peak-picking

for peak 1. A message text bar will appear in the lower right corner of the basic spectral window, telling you e.g.
“ischr.dat: click on center/top of peak 1". You can use theustomize preferences menu to disable the
message text in order to work faster (see section 3.2.1.3). After you have clicked on the center/top of that peak,
a cyan circle @) will be drawn there, see Figure 47. The next action depends on whether you have used the
linewidths from reference menu as described in the previous section. If you did, you are prompted to click on
the center/top of the second peak, etc., until you have reached the pre-selected number of peaks. If you did not
prefer to use an overall linewidth value as starting value for all peaks, you will now be prompsetirtddt:

click on half height of peak 1". The message text bars are color-coded for easier recognition: yellow back-
ground with purple text to click on the top, and purple background with yellow text to click on the half height.
This should not necessarily be the exact half height between the top of the peak and the x-axis, but the position
at which you decide MRUI should measure the linewidth for that peak. At the position you indicated, a cyan
cross k) will be drawn, see Figure 47. You will be asked to click on center/top and half height of peaks in turn,
until you have reached the pre-selected number of peaks. If you seleptskpick until [done], a radiobut-

tondone will appear on the far right of the window. Click on it when you have finished your peak-picking. If it
turns out that you have clicked on done after an odd number of ¢tiekpick will discard the last click. (not

if you set the optiofinewidths from reference, in which case you only need to click on the tops of the peaks

you select, and you can have an odd number of peaks of course).

If the spectra are not terribly complex, it is usually not necessary to immaculately click on the exact centers and
true linewidths of all peak®eakpick after all deals with starting values, the mere initial conditions from which

to start the iterative nonlinear least squares seal@ARPRO/AMARES. Of course you would do best to get

them as accurate as possible, but you should not waste lots of time trying to get the mouse cursor dead on the
top of the peak. There is another danger in that, because for overlapping peaks, the top of a resonance in the FT
spectrum might in fact be positioned slightly off the central frequency for that resonance, and noise features can
make it look as if the top of the peak is a few Hz away from where the actual top would have been in a noiseless
spectrum. However, as an extreme you should indicate the frequency starting value at least within the linewidth
of that peak, and you should take care that the position of the linewidth does not come too close to the position
you clicked for the frequency, as that difference is important in order to calculate the decay constant, which is
the reciprocal of the linewidth. If the frequency difference between your clicks for frequency and linewidth is
too small or even zero, the decay constant will tend to infinity, which will cause problems in the subsequent
VARPRO/AMARES analysis.

Note that, because a starting value needs to be given foemll frequencyit is not necessary to actually

click at the top of a peak. If you have a symmetric peak, you might just as well click at half height, just in the
middle. This can be very useful if you have many small peaks and one or a few large ones, just as in the current
example. You can scale up the entire spectrum to the level of the smaller peaks, clipping the large peak of PCr,
as long as you click sensibly for the clipped peak, see also Figure 47. This greatly facilitates accurate clicking
for the smaller peaks.
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For the current example, 11 peaks are to be included fovARPRO/AMARES fit of ischr.dat (PME, R
PDE, PCryATP,, YATP,, aATPy, aATP,, BATP,, BATP,, BATP5; a possible contribution of NAD is discussed

in section 13.4), anBeakpick was carried out completely, i.e. both for frequencies and for all linewidths. The
situation just after having indicated thATP doublet is displayed in Figure 47.

Peakpick Window for YARPRO Starting Values
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Figure 47. The Peakpick spectral window, scaled up to the smaller resonances of interest, withogioriehé positions
of the mouse clicks for the center/tops of the peaks, and crogsasstlie positions from which the linewidths are to be
calculated.

You can re-zoom to different parts of the spectrum at any time while peak-picking. Even though the message
bar says that it expects a center/top or half height click for peak nsimbeclick on thezoom radiobutton on

the far right. The spectrum will be automatically zoomed out to its full spectral width, and you can zoom in to a
new spectral region as you like (see section 5.1.2.1). Pkakpick will ask you again for the expected click,

and now theoom radiobutton is disabled (inactive) until you have actually entered a new peak-pick value (i.e.
you cannot zoom again immediately). This is also possible when peak-picking a linewidth reference peak (see
section 11.4). At the erfdeakpick will automatically zoom the spectrum to its initial view width.

11.6 remove peak

With this function you can remove any of the peaks from the pre-loaded set of starting values (section 11.1.2),
otherwise this menu item will disabled (inactive). If you setentove peak, you will be prompted by aBdit

Window in which you can type the number of the peak that should disappear. The displayed spectrum will be
updated, and the numbers of the remaining peaks will be updated accordingly.

11.7 add peaks until [done]

This menu item is only enabled (active) if you pre-loaded a set of starting values as described in section 11.1.2.
It completely replaces the action of feeakpick until [done] submenu item undetart peakpick (see section

11.5), but retains the pre-loaded set (of which peaks might have been removed, see previous section) and adds
the newly selected peaks to it. This can also be done using an overall damping factor as a starting value for all
peaks (see section 11.4) and also allows intermediate re-zooming (see section 11.5), but does not permit auto-
matic determination of starting values via HLSVD (section 11.3).
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11.8 Files produced

Once you are finished using tReakpick function, the following files will have been produced or updated:

peakpick.par
<name>.pkp

If the starting values for all damping factors were taken from the linewidth of the unsuppressed water signal (see
section 11.4.2), and noname>.wat was found, but a corresponding unsuppressed water file present, a new
<name>.wat will have been produced.
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12. Prior knowledge for VARPRO: Inputvp

As was stressed in sections 3.3,10.7 and the beginning of chapter 11, the most important reason for running
VARPRO onin vivo MRS data sets, is the possibility to impose prior knowledge on the fitting, hence control-
ling the physical relationships between the various parameters. The importance of imposing prior knowledge
has been discussed in the literatdr&!*?%?2For this manual chapter we start off with explaining the avail-

able prior knowledge that can be imposed as a set of linear parameter relation§ ARBRO fit for the cur-

rent example filéschr.dat/mat , containing ann vivo*'P MRS signal from human muscle at 1.5 T.

The practicalities of using tHaputvp function in MRUI are described using the same example data set as be-
fore, the fileischr.dat/mat . The Inputvp function uses the basic spectral window, see for its general
menus and functions sections 5.1, and a special prior knowledge window. The function-specific menus in the
basic spectral window are titlédputvp andGroup Peaks, the menu items are described below. Initially, after
selectinglnputvp VARPRO from thequantitation popup menu of the MRUI base window (see section 3.1),

the basic spectral window will be displayed empty, and after loading the file to be analyzed, its spectrum will be
displayed in it, and the menu items activated (see section 5.1). You can then set about grouping peaks together
and imposing the prior knowledge.

12.1 Prior knowledge and parameter relations

For the adenosine triphosphate multiplets (see e.g. Figure 47), the following biochemical prior knowledge is
available. The linear relations (constraints) between the various parameters, according to which the available
prior knowledge is implemented in tMARPRO algorithm is also displayed in the table. The selected peaks

are numbered from left to right, see also Figure 48.

parameter prior knowledge linear relations / constraints
amplitude/ At high fields, the ATP amplitudes (peak areas) a@s=as=ar;=ag=2ag=a10=2a11=aAATP
peak area relate as 1:1 foyATP, 1:1 foraATP and 1:2:1

for BATP. The total integrated intensity for the
different ATP multiplets should also be identical,
as there is just one atom of each per molecule:
YATP:aATP:BATP = 1:1:1. Should you wish to
implement this ‘overall’ ATP amplitude con-
straint, you must take care to supply B#eTP

ratio as 0.5:1:0.5 imputvp.

At the current field strength of 1.5T, similar ratio6=1-09a 5

have been deducgd.:1.09 foryATP, 1:1.18 for Zg;i%gg L
0aATP and 1.29:2.25:1 fBATP. The overall a;0=2.25a 11
amplitudes will not be linked in this example.
linewidth/ Because the relaxation ratei$ more or less O5=0g=07=0g=09=0l10=011=0aTp

damping factor identical for the whole ATP molecule, all separate
resonances should have the same damping factors
(decay constants) and line widths.
frequency Due to the spin-spin interaction, the frequency vg- Vs=vg- V;=V19- Vg=V11- V1o=J
splittings between the individual resonances
within the multiplets will béAv=J Hz, with J the
spin-spin coupling constant for ATP.
At a field strength of 1.5T, and for in vifP MR vg- vs=-0.016 kHz

of human muscle, J=16 Hz may be Usfed all Vg- V7=-0.016 kHz
ATP multiplets in the current example. V10- Vo=V11- V10=-0.016 kHz
phase The true individual phases of all peaks in the cups=@s=@;=@s=@=Q10=P11=@

rent spectrum should be identical (and equal to the
overall zero order phase of the spectrum), as there
are no strongly coupled multiplets.
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phzero The overall zero order phage can be estimated
by the VARPRO algorithm, or it can be fixed to a
value, e.g. from manually phasing the spectrum
(175 in this example, see e.g. Figure 47).
For the VARPRO analysis in the current example,
the zero order phase was estimated, in order to @ is a free parameter
reduce the operator dependence of the results.
tbegin The begin timgy can be estimated by the
VARPRO algorithm, or it can be fixed to a value,
e.g. known from experimental parameters (2 ms in
this example, see e.g. section 4.6 and Figure 47).
For the VARPRO analysis in the current example,
the begin time was fixed to the value read from t (=2 ms
the original spectrometer file.

For the remaining peaks (PME, Pi, PDE and PCr), no specific biomolecular prior knowledge is available, and
only the phase prior knowledge is relevamt: g=@:=@,=@.

It can be seen that imposing the biomolecular and experimental prior knowledge as a set of constraints signifi-
cantly reduces the number of free parameters in the model function to be fitted. This reduction leads to shorter
calculation times, better convergence behavior and improved parameter estimation results which are more reli-
able and more reproducible. The implementation of prior knowledge also enables consistent fitting of small
metabolite resonances in the presence of large broad background4igioals low SNR datd92

12.2 The File load menu

Theload menu item under thEile menu only has one submetiile. You cannot runputvp on batches, but

only on single files. Read section 11.1.1 on how to prepare sets of starting values for subsequent batch
VARPRO analysis. Just aBeakpick produces a general filgeakpick.par that can be used if no file-
specific set of starting values is found, a general prior knowledge scratitpfitep.ans andlink.ans

is produced bynputvp, in addition to the file-specific versioa®iame>.inp and<name>.Ink , respectively

(see also section 12.6). This means that when runff®PRO on any particular data file, whether in single

file mode or in batch, MRUI checks whether a file-specific set of starting values and prior knowledge exists, and
if either or both do(es) not exist, it will use the geneyabkpick.par and/or inputvp.ans and
link.ans instead. This means that if you have many similar data files in the same directory, even if they do
not belong to a batch, you can keep runnidRPRO without having to re-rutnputvp as long as the peak
numbering matches between the starting value set and the prior knowledge set. WWaARERO needs to

rely on a generahputvp.ans andlink.ans , it first checks whether at least the number of peaks in the
prior knowledge set is identical to the number of peaks in the starting value set, otheria&BRO algo-

rithm would crash. If the numbers differ, a message is displayeARBRO aborts.

When loading a file intéhputvp, MRUI searches for a previossiame>.inp/Ink file with this data file. If
one is found (i.e. if you dithputvp on this file before), all previous settings are loaded back intththavp
interface, i.e. all groups are selected as they were before, parameter relations are filled in like befdheetc.,
number of peaks in the oldputvp.ans file corresponds to the number of peaks in the cupeak-
pick.par file. This allows you to make only minor changes and exit.

12.3 The Group Peaks menu

When you load the signal to be analyzed inltipitvp function, its FT spectrum will be displayed as usual, but

the resonances will be nhumbered in the spectrum, according to the order in which you selected them in the
Peakpick function (see chapter 11), see also Figure 48. A second row of numbers indicates in which group the

resonance with that peak number is grouped together with other peaks. Initially, all peaks are grouped together
into group number 1; there is no default prior knowledge assumed. Once you have loaded theGfitthe

Peaks menu will get its menu items, as many as their are peak starting value sets read in from the
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<name>.pkp file (see section 11.8), saypeak resonances were selected in Beakpick function. Each

menu item lists the peak number, and has itself agadéak submenu items, from which you can select the

group this peak should belong to. There can be as many groups as there are peaks, i.e. each peak constitutes its
own group, but normally you will group peaks together in order to impose the parameter constraints as de-
scribed in the table in the previous section. You can also group together the peaks for which you have no bio-
molecular prior knowledge, if only to reduce the amount of user interaction, using a ‘no-constraint’ group or a
group with merely a phase constraint (e.g. all peaks in it have a phase equal to the zero order phase). In the cur-
rent example it is evident that the ATP multiplets are going to be grouped together, and the remaining peaks are
left in their default group 1, in order to give that group a general phase constraint only. The grouping of peaks
for the current example can be summarized as follows:

peak number  metabolite resonance group number
PME
R
PDE
PCr
YATP,
YATP,
0ATP,
aATP,
BATP,
BATP,
11 BATP;

©oOoO~NOO~wWNPE

'—\
o
DADWWNNL LR .

You can group for example the secar®iTP peak into group 3 by selecting under @®up Peaks menu the

menu itempeak 7, and then selecting its submenu itgraup 3. The group numbers over the peaks in the dis-
played spectrum will be immediately updated. See Figure 48 for the spectral display after grouping all peaks
according to the previous table.

Inputvp Window for VARPRO Prior Knowledge
View Miscellaneous

. e
ot =

2048 Fpm

Figure 48. Inputvp displaying the FT spectrum, with peaks numbered according to their Peakpick selection (top row) and
according to which prior knowledge group they have they have been placed in.

Once you have grouped the peaks in preparation of the parameter relations, you can start supplying the parame-
ter constraints in the prior knowledge window, activated vigptle knowledge menu item under thieputvp

menu. However, there are a number of other options to be set fdARIBRO algorithm, also under the-

putvp menu. As long as you have not selectedptier knowledge menu yet, you can change all your settings
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under thelnputvp menu and even the grouping of the peaks. We recommend therefore to proceed in the fol-
lowing order:Group Peaks menu,Inputvp menus prior knowledge. The phasing of the spectrum will still
update the value of the zero order phase and/or begin time in the prior knowledge (if their values are fixed, see
section 12.4.6) even after you have activategthe knowledge menu.

12.4 The Inputvp menus

12.4.1 cov / corr table

With this menu item you can indicate whetM&RPRO should, at the end of its run, display the covariance /
correlation matrix in the Matlab command window. The covariance / correlation table is a matrix that displays
all covariances and correlations between the estimated parameters. This can be of statistical value in cases
where resonances severely overlap, for example. However, it is an option that has been put into the software by
the developers for experimental reasons, in order to investigate the full potential of the statistical parameter es-
timation algorithm, and to investigate properties of different model function lineshapes. For example, if two
parameters are highly correlated, this means that there are many valid solutions to their joint fit in the model
function, which might prompt you to supply slightly different prior knowledge, new starting values, or perhaps
exclude a peak or introduce another. Selectingtive/ corr table menu item toggles its setting between ‘no’

and ‘yes’, which is indicated by an’‘or a 'y’ in the menu item. You can change its default setting using the
Inputvp menu in thecustomize fitting parameters menu (see also section 3.2.1.4). The package default is
‘no’. In the current example @édchr.dat  , no covariance / correlation table was desired.

12.4.2 truncate initial points

The reasons behind removing data points at the end or beginning of the FID have been explained in section 8.5.
Of course, physically removing data points at the end of an FID is not really necessary, as b@Wih tte

methods and iIWARPRO, the number of data points included in the model functiomdip,, can be set such

that an arbitrary number of points at the end of the FID is excluded from the fit See also sections 10.2 and 13.3.
However, as for excluding initial data points from the fit, ##D_1D methods do not have an internal feature

that can take care of this, so initial data points to be excluded have to be physically removed from the signal
first, using tharuncate function in theFID Maths library, see section 8. ¥ ARPRO on the other hand, has an
internal weighting vector, that is multiplied with the data veatut the model function vector before the non-

linear least squares fit takes place, see also section 12.4.3. If the entire FID is to be fitted, and the frequency
selective feature is not used, the entire weighting vector simply consists of ones on all positions, so that both the
data vector and model function vector are unaltered. Howbegnff initial data points can be easily ex-

cluded from the/ARPRO fit, simply by setting the firdbegoff elements in the weighting vector to zero. It is

this feature which is controlled by tireincate initial points menu item. If you select it, you can type the num-

ber of initial data points to be excluded from the fit inEalit Window, after which the text in the menu item

will be updated accordingly. You can change the default setting usingptimep menu in thecustomize fit-

ting parameters menu (see also section 3.2.1.4). The package default is 0, i.e. no truncation. In the current
example ofschr.dat , we truncate the first data point only, just in case it might contain receiver distortions.

There is no general suggestion for the number of data points you would have to truncate in order to minimize
the effects of broad underlying humps. You would perhaps need to find out by trial and error on a typical signal
of your data set, but numbers between 1 and 15 are most often used. Check the beginning of your FID in the
plot FID function (see section 16.1) for suspicious first data points, these might contain receiver distortions or
pulse breakthrough.

As mentioned in section 8.5, large and less mobile molecules give rise to broad resonances throughout the
spectrum, thereby hindering the accurate quantitation of the resonances of interest. According to the reciprocal
relation between the relaxation time and linewidth of a resonance, these broad resonances arise from sinusoids
with short relaxation times and very large damping factors: their time domain signal will decay rapidly to zero,
within the first few data points. See Figut® The solid lines are the exponentially damped sinusoid and its
corresponding Lorentzian in the FT spectrum, but they both suffer from the resonance of a less mobile com-
pound (dotted line). In the FT spectrum, this causes a broad underlying baseline hump, which in practice is very
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hard to approximate or separate from metabolite resonances of interest, see the total reséigunee 48
(dashed line). With time domain analysis methods, it is possible to process only that part of the FID where the
quickly decaying baseline resonances have already died out and no longer contribute.

bruncake

v (Hoy
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N

Figure 49. The effect of a rapidly decaying signal (dotted line) on a sinusoid / Lorentzian of interest (solid

line). The total resonance in the spectrum (sum of the two) is indicated with a dashed line. Time domain analy-
sis allows the elimination of these effects on the model function fit by excluding the initial data points from the
FID and model function accordingly. In the frequency domain these effects can only be approximately cor-
rected, with negative consequences for the accurate determination of the true peak area of the Lorentzian of
interest.

As explained in section 8.5, the effective begin time will change when initial data points are excluded, but this is
corrected for in the estimation of the amplitudes at time zero and the phases.

If you use the frequency selective feature of section 12.4.3, you must realize that the first 20 data points are
multiplied by the first quarter of a squared sine wave. This means that the first data point is multiplied by zero,
and hence effectively truncated, and the following few points are also multiplied by very small numbers. This
may already account for all the truncation you had in mind! If you use both trunaatidghe frequency selec-

tive feature, the sine square weighting starts from the first point included in the fifftérahe begoff ex-

cluded initial data points), so the two effective truncations ‘add up’.

12.4.3 frequency selective

The weighting of the data points for frequency selective fitting is explained in reféfehrcshort, performing
frequency selective quantification in the time domain means fitting only a limited number of components (i.e. by
selecting only a subset of all peaks when providing starting values in Peakpick, see section 11.5), and ignoring
other, possibly large, contributions to the FID. Inherently, this will cause systematic errors in the parameters of
the fitted components. However, Arno Knijn and coworkers have found that they can drastically reduce these
systematic errors, to below the level of the statistical errors, by weighting the first 20 data points of the FID by
the first quarter of a squared sine function, i.e. a smoothly rising function from 0 to 1. The weighting vector was
already explained in the previous section. Frequency sel&ARERO fitting may even be a good idea if you

intend to fit all prominent resonances in the signal, because it might significantly reduce the effects of broad
baseline components, see also section 12.4.2. Since both the signal vector and the model function are weighted
identically, there is no negative effect on the parameter estimation, except of course that you exclude part of the
beginning of the FID in the fit, which effectively has the highest signal-to-noise ratio. Should you have data sets
with hardly or no baseline humps and you include all peaks iWARPRO fit, or if you are analyzing all

peaks of a simulated signal, then you should sWitetjuency selective off, in order to analyze the raw un-
processed FID. This is because the weighting of data points introduces a slight ‘coloring of the noise’, which
affects the exact Maximum Likelihood properties of the algofithm

Selecting thdrequency selective menu item toggles its setting between ‘no’ and ‘yes’, which is indicated by

an n’ or a 'y’ in the menu item. You can change its default setting usingnfheévp menu in thecustomize

fitting parameters menu (see also section 3.2.1.4). The package default is ‘yes'. In the current example of
ischr.dat , frequency selective was applied.
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12.4.4 lineshape

With this menu item you can select whether the lineshape of all individual components to be fitted should be
Lorentzian or Gaussian. The result table (see Figure 52, section 13.4) and result files (see section 13.7) will
have an entry fogaussian fraction in lineshape , but this fraction can be only 0 or 1, i.e. you can

fit only with pure Lorentzians or pure Gaussians. You can change the default setting ukipgttieemenu in

the customize fitting parameters menu (see also section 3.2.1.4). The package defdwtésitzian. In the

current example déchr.  dat, the Lorentzian model was applied.

12.4.5 noise level

The VARPRO algorithm needs an estimate of the noise standard deviation, in order to compare against the root
mean square of the fit in the result file, and in order to calculate the Cramér Rao lower bounds as estimates for
the standard deviations of the estimated parani&terisich are also written to the result files (see e.g. section
13.7). You can select from three different ways of determining the standard deviation of the noise. You can
change the default setting using thputvp menu in theeustomize fitting parameters menu (see also section
3.2.1.4). The package default is to calculate the noise from the last 100 data points of the FID. This default op-
tion was used for the current exampléschr.dat

12.4.5.1 from last data points

With this (recommended) default setting, the method determines the standard deviation of the noise from the
last data points of the FID (how many final data points are used in this calculation can be set by selecting the
from last data points submenu item or in theustomize fitting parameters menu). These really are the last

data points of the full FID stored in the data file, not the last points from the lengdip gfoints you selected

to include in the/ARPRO fit. Of course, this assumes that these final data points no longer contain any signal
contributions, i.e. the FID is fully decayed.

12.4.5.2 from residual after fit

Should the end of your FID still contain signal contributions (FID not fully decayed), you can have the noise
standard deviation estimated from the residual afteW&RPRO fit, on the assumption that the residual con-

tains noise only. Hence, this is only possible if your data do not suffer from baseline humps, and if you fitted all
signal components present. In this case, the values for the noise standard deviation and the root mean square of
the VARPRO fit in the result files (see section 13.7) will be identical.

12.4.5.3 fixed value

If neither of the two above options seem applicable, you can always enter a fixed value of the noise standard
deviation, should you happen to know it. Selecting this submenu item prompts you idit &indow, in

which you can type the value of the noise standard deviation, which then immediately updates the text in the
fixed value submenu item. Remember that the signal wMAIRPRO is analyzing is thecaledsignal (see

section 4.2), so the noise standard deviation you type here must be according to the scaled signal. If you meas-
ured the noise standard deviation from your original signal (before MRUI conversion took place), you must take
this into account, and use teeale andnorm factors to calculate the scaled value of the noise standard de-
viation you must supply here.

One situation where you would know the standard deviation of the noise exactly, is when YAIRRRO on

a (set of) simulation signal(s), see also chapter 6. In this case it is even preferable to use the true value of the
noise standard deviation, in order to calculate the correct values for the Cramér Rao lower bounds on the stan-
dard deviations of the estimated parameters, enabling their comparison to the population standard deviations in
a Monte Carlo study, for instance (see section 6.2.9).

If you have FIDs which are not fully relaxed at the eax your spectra contain many peaks you do not wish

to fit (which end up in the residual so you cannot use the ofsbanresidual after fit), and you have no way

of knowing the exact value of the noise standard deviation, you might use the following way out:
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Acquire a short length of signal from your spectrometer with the same experimental settings, but without
the sample in the coil. This will generate a signal which only contains the noise, which you could use for
the calculation of the noise standard deviation, in one of two ways:

1. Convert the spectrometer file containing the complex noise signal, so that you get a Matlab file, e.g.
noise.mat . You can load this signal into Matlab, calculate the standard deviation for the real
and imaginary parts of the noise separately, using Matsadh’'sfunction (type help std  in the
Matlab command window for more information), and take the average of those as the fixed value
for the noise level you enter herelmputvp:

>> |oad noise

>> resd = std(real(signal));

>> imsd = std(imag(signal));

>> noisd = (resd + imsd) / 2
Be careful that in this case you must first use shale and norm factors from the file
noise.scl to calculate the original standard deviation of the noise (because upon MRUI con-
version the noise signal was normalized to 1000, see section 4.2), and thealéheandnorm
factors from the file<name>.scl of your signal of interest, in order to calculate the noise stan-
dard deviation according to the scaled signaname>.dat/mat

2. Write a script (Matlab, Fortran, C, whatever) that appends your noise signal at the end of your sig-
nal of interest in the data file. Make sure you update the number of data points in the first element
of the file heading buffer (see section 4.1.1). In this case you must also be extremely cautious with
scaling factors.

In Inputvp, you can now select the option to calculate the noise level from the last 100 data points
or so, depending on how long your ‘noise appendum’ is.

In VARPRO, be sure to set the number of data points for your signal anaigipis(see section

13.3), such tha? ARPRO is not fitting your ‘noise appendum’.

12.4.6 zero order phase & begin time

Both the overall zero order phase of the spectrum, and the begin time (which represents itself as a frequency-
dependent first order phase throughout the spectrum with ‘pivot’ at 0 Hz), can be fixed as numerical values in
the model function, or they can be treated as free model function parameters, in which case they can be esti-
mated byWARPRO.

You can fix one or both of these parameters by selectingahstrained submenu item. In this case, the cur-

rent value of the zero order phase and/or begin time, taken from the graphical displaphzztbeandtbegin

sliders, respectively, are used as the values to be filled in in the model function, and the tecardtthaed

submenu item is immediately updated accordingly. In the current exaniptshoflat |, it is valid to fix the

value of the begin time, since it was read from the SMIS data file as an experimental parameter (see section
4.6), and the spectrum appears to be phased correctly by it. On the other hand, the zero order phase of the spec-
trum also seems to be quite appropriate, but because it was obtained by manually phasing the spectrum in the
basic spectral window, we do not wish to fix the zero order phase in the model function to this value, in order to
avoid introduction of operator bias. However, if you are very confident in your experience as a spectroscopist,
and you dare say that the zero order phase and begin time you have obtained from manual phasing of the spec-
trum (or perhaps you have obtained both parameters from the machine setup) are correct, then you can fix either
or both parameters in the model function to the values found by your manual phasing. This means that you have
decreased the number of degrees of freedom in the parameter estimation process by applying prior knowledge,
and this will improve the estimation of the peak parameters (given, of course, that your zero order phase and
begin time really are correct). In the current example we will select for the zero order phase the submenu item
estimated by VARPRO. If the zero order phase and/or begin time are to be estima8RHRO, their val-

ues as present in temame>.pkp file (at that time also read from tp&zero andtbegin sliders) will be used

as starting values. Because the starting values are #mémee>.pkp file, they can no longer be changed here

in Inputvp. However, if the zero order phase and/or begin time are constrained, you can stillphezzetbend

tbegin sliders and edit boxes with the spectrum, to fine tune their values. These values are automatically up-
dated in the prior knowledge table and are indicated in their respective submenu items.

You can change the default settings for the determination of the zero order phase and begin time parameters
using thelnputvp menu in thecustomize fitting parameters menu (see also section 3.2.1.4). The package
default is to have botbstimated by VARPRO.
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Once you have decided you wish to leave the zero order phase and/or begin time free, to be estimated by
VARPRO, youmustconstrain the phases of each group of peaks in the prior knowledge window, relative to the
zero order phase that will be estimated. That is, you can not have both a free zero order phase and free individ-
ual phases (theoretically impossible, this would yield an undetermined problem). See also section 12.5.1.2.

It is theoretically impossible to estimate the zero order phase and/or begin time when fitting only ohe peak.
putvp has been protected against this, fixing the zero order phase and begin time constraints automatically if

you have starting values for one peak only, and it will display an info message when you try to change these
constraints (which you cannot).

12.5 The prior knowledge menus

12.5.1 prior knowledge

To apply the parameter constraints in linear relations for the grouped peaks, as explained in section 12.1, you
select theprior knowledge menu item after which the prior knowledge will be displayed, starting with group 1,
see Figure 50.

Apply parameter constraints per group

fixed phasze of group relative to estimated ph0 - E _

anphtudestpesk ot Wonconsivained [/
dampings/inewis Wunconsvaned [
I N

Figure 50. The prior knowledge window, allowing you to impose parameter constraints for the groups of peaks you have
selected.

This window contains the following features which you can use to apply the linear relations for all parameters
for all groups.

12.5.1.1 group popup menu

The group popup menu lists the groups as determined by your use Gfdilne Peaks menu (see section

12.3), both with the group number, and the number of peaks contained in each group. With this popup menu you
can select for which group you wish to supply the parameter constraints. This does not necessarily have to be in
numerical order, you can go forth and back between groups, and change your settings again, as long as you have
not pressed thdone pushbutton (see section 12.5.1.7). Whenever you select a new group, the parameter con-
straints as valid for that group at that moment are filled in in the window.

12.5.1.2 constraints for phases

For the phase constraint of a group, you can normally choose between two options from the popup menu:
unconstrained
fixed phase of group relative to estimated/fixed phO
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The text on the latter option of course depends on whether the zero order phase was fixed or left free to be esti-
mated byWARPRO (section 12.4.6), but its function is identical: it expects a numerical value as a constraint in
the edit box on the right, which it will insert in the model function for the individual phases of all peaks of the
current group, regardless of whether the zero order phase is fixed to a numerical value, or left as a free parame-
ter. If you set the phase of each group to O relative to the estimated zero order phase, this means that all peaks
will get the phase that VARPRO estimates for the zero order phase. If you fixed the zero order phase, you can
choose whether to leave all individual phases within a group of peaks free, or whether they are linked by a rela-
tive phase difference to the fixed zero order phase. If you set this constraint (relative to the fixed zero order
phase) to 0, this means that all peaks in that group will have a phase of the value that you set for the zero order
phase, either ilPeakpick or in Inputvp. If you have peaks with different phases, e.g. the lactate douBlét in

MRS at an echo time of 136 ms (lactate doublet inverted), you should put these peaks in a separate group, and
then give a phase constraint for that group of 180 relative to the zero order phase, whether the latter be esti-
mated or fixed.

The unconstrained option indicates that the phases of all peaks in the current group are free parameters, and
can get any value, depending on the fit procedure (but if the amplitudes are constrained according to some ratio,
the phases of the peaks will turn out to be equal). As explained in section 12.4.6, this means that the option to
leave all individual phases unconstrained, can not be used when the zero order phase and/or begin time are left
free to be estimated. For this reason, uheonstrained option will only be found in this popup menu if the

zero order phase was fixed to a value. If the unconstrained option is selected, there is no edit box on the right.
Once you select to constrain the phases of the group, MRUI will apply a relative value of 0 by default. If the
zero order phase and/or the begin time are to be estimated, the phases of the group have to be constrained, and
then also a relative value of 0 will be filled in by default, see e.g. Figure 50. You can change the relative value
for the phase constraint simply by placing the cursor in the edit box on the right and either selecting or back-
spacing over the current value, and typing your new desired value.

12.5.1.3 constraints for amplitudes / peak areas

For the amplitude constraint of a group, you can choose between two options from the popup menu:
unconstrained
constrain, enter ratios:
If you select theinconstrained option, the amplitudes of all peaks in the current group are free parameters, and
can get any (positive) value, depending on the fit procedure. In this case, there is no text box on the right. If you
have linear relations between the amplitudes of a group, such as for the ATP multiplets in the current example,
you can select the opticsonstrain, enter ratios, after you will be prompted by dgdit Window as many
times as there are peaks in the current group. This way you can enter your peak ratiof/1¢ fee entered
1.29 in the firsEdit Window, 2.25 in the second, and 1 in the third. MRUI will display the ratio in the text box
on the right, see e.g. Figure 51.

Once you have constrained the amplitudes for a group, a large radiobutton will appear belowasayiing “

tude constraints of this group will not be linked to other group(s)”. However, if you have other groups with
amplitude constraints, and you wish to link the ratios between groups, you can select this radiobutton, after
which the text will say d&mplitude constraints of this group will be linked to other group(s)’. You must

take this group linking into account when supplying the group amplitude ratios. E.g. for an ideal ATP spectrum,
with amplitude ratios of 1:1 foyATP and aATP, and 1:2:1 forBATP, you must either enter these as
2:2/2:2/1:2:1 or as 1:1/1:1/0.5:1:0.5 if you wish to impose the constraint that the overall intensities of the three
ATP multiplets are identical. Be aware that you can only laae®verall group linking per parameter. l.e. the
group linking for amplitude constraints can be switched on or off, and such for all groups.lhpubip im-
plementation, there is no way to have multiple, different, parameter linkings between different groups.

12.5.1.4 constraints for dampings / linewidths

For the damping factor (linewidth) constraint of a group, you can choose between four options from the popup
menu:

unconstrained

constrain, all equal

constrain, enter ratios:

fix, enter value:
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If you select theinconstrained option, the linewidths of all peaks in the current group are free parameters, and
can get any (positive) value, depending on the fit procedure. In this case, there is no text box on the right. If you
have linear relations between the linewidths of a group, such as for the ATP multiplets in the current example,
you can select the optiaonstrain, enter ratios, after you will be prompted by a&dit Window as many

times as there are peaks in the current group, just like for the amplitudes in the previous section. However, in
most cases the damping factor prior knowledge will be that the linewidths of the peaks in the group are identi-
cal, whether based on true relaxation time knowledge, or assumptions on inhomogeneities and magnetic suscep-
tibilities. In this case you can reduce the interaction of typing the ratios and simply seleatgtrain, all

equal option. MRUI will display the ratio in the text box on the right, see e.g. Figure 51. Finally, you can fix
the values of the linewidths of the current group in Hz. Althouglnihwtvp prior knowledge function is meant

to impose relations on the parameters in the time domain model function (in this case the damping factors in
kHz), you may type in thEdit Window the value of the actual peak linewidth in Hz as you know it from the FT
spectrum analysis. MRUI will display the fixed value in the text box on the right.

Once you have constrained the linewidths for a group (not when you fixed the value, because then there is
nothing left to link), a large radiobutton will appear below, sayiimgeWidth constraints of this group will

not be linked to other group(s)”. However, if you have other groups with linewidth constraints, and you wish

to link the ratios between groups, you can select this radiobutton, after which the text wileaigth con-

straints of this group will be linked to other group(s)”. You must take this group linking into account when
supplying the group linewidth ratios, as explained for the amplitude constraints in the previous section. Be
aware that you can only hawaeoverall group linking per parameter. l.e. the group linking for linewidth con-
straints can be switched on or off, and such for all groups. Inniigvp implementation, there is no way to

have multiple, different, parameter linkings between different groups.

12.5.1.5 constraints for frequencies

For the frequency constraint of a group, you can choose between four options from the popup menu:

unconstrained

frequencies linked, splitting variable

frequencies linked, splitting fixed

frequencies fixed, splitting fixed
If you select theunconstrained option, the frequencies of all peaks in the current group are free parameters,
and can get any value, depending on the fit procedure. In this case, there is no text box on the right. If you have
linear relations between the frequencies of a group, such as for the ATP multiplets in the current example, you
can select the optiolnequencies linked, splitting variable, MRUI will display ‘link; link’ in the text box on
the right. Simply linking the frequencies by a variable splitting does not reduce the number of free parameters
for this group, and only takes effect if you set the same constraint for other groups, and then link the variable
splitting between the groups (see end of this section). For the ATP example, you could fresguéreies
linked, splitting variable option for all three ATP multiplets, and then switch on the group linking for each of
them, so that VARPRO would estimate the frequency splitting (i.e. the J coupling constant) for ATP, which
would then be identical fof/ATP, aATP andBATP.
If you know the J coupling for your current application, you can use the dpgiquencies linked, splitting
fixed. You will be prompted by akdit Window in which you can type the frequency splitting for that group
(the J coupling constant of the multiplet) in Hz. For the current exampdelofdat , we selected this op-
tion for the three ATP multiplets, and entered a splitting of 16 Hz for each. Because you have actually numeri-
cally constrained the frequency parameters in this case, the group linking radiobutton will not appear. The text
box on the right will display the linking of the frequencies and the value of the fixed frequency splitting in Hz,
see e.g. Figure 51.
Finally, you can fix the frequen@nd the splitting of the current group. Fixing the splitting works exactly as
described above. You also fix the frequency of the group by typing its valuéEnitaindow, but in this case
the units of the frequency you enter depend on the spectral display. If the frequency axis in your spectral win-
dow is displayed in ppm, you must also type the fixed frequency in ppm, etc. With the fixed frequerary the
tral frequency of the multiplet is meant. For &TP multiplet this is the frequency of the peak in the middle
(peak 10), for an ATP doublet it is the frequency halfway between the two peaks, etc. In older MRUI versions,
and in the Fortramputvp program, you needed to supply the frequency of the left-most peak (upfield) to be
fixed, andinputvp  would then determine the other frequencies in the multiplet from adding multiples of the
splitting. This was regarded as undesired in that most biochemists and spectroscopists would of course prefer to
enter the true central frequency of the multiplet. Currently, in the MRitvp function, you can actually type
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the true central frequency of a multiplet as prior knowledge. From the typed value for the fixed sjulitting,
putvp will calculate a correction factor so that the fixed frequency of the left-most peak is still used in the For-
traninputvp  program, without the MRUI user having to worry about it any more. MRUI will display the
fixed values (now both in units of Hz) in the text box on the right. If you fix the frequency of a groupugbu

also fix the splitting. If your group contains only one peak and you fix the frequency, you will not be asked to
enter the fixed splitting (which is a redundant parameter in that case and should be set at 0).

In the multiplet approach of thlaputvp & VARPRO implementation, the splitting for a multiplet is the dis-
tance between two individual peaks in the multiplet, which is assumed to be identical for all peaks in that multi-
plet. For instance for thBATP triplet with a splitting of 16 Hz, this means that the frequency difference be-
tween peak 9 and 10 is set to 16 Hz, and the frequency difference between peak 10 and 11 also 16 Hz.

Once you have constrained the linewidths for a group (not when you fixed the value, because then there is
nothing left to link), a large radiobutton will appear below, sayiimgeWidth constraints of this group will

not be linked to other group(s)”. However, if you have other groups with linewidth constraints, and you wish

to link the ratios between groups, you can select this radiobutton, after which the text wilesaigth con-

straints of this group will be linked to other group(s)”. You must take this group linking into account when
supplying the group linewidth ratios, as explained for the amplitude constraints in the previous section. Be
aware that you can only hawaeoverall group linking per parameter. l.e. the group linking for linewidth con-
straints can be switched on or off, and such for all groups. Inniigvp implementation, there is no way to

have multiple, different, parameter linkings between different groups.

12.5.1.6 multiplet radiobutton

For each group that contains two, three or four peaksnthigplet radiobutton will appear. For a group of two
peaks it is labeledoublet, for a group of three peaksplet (see e.g. Figure 51), and for a group of four peak it
is labeledquartet (see e.g. Figure 50). For a different number of peaks in the group, the button is invisible.
Pushing the button sets the constraints for all parameters of the group according to the theoretical relations for a
regular multiplet:
phases fixed phase relative to the zero order phase 0
amplitudes constrain, enter ratios: doublet 1:1
triplet 0.5:1:0.5
quartet 0.25:0.75:0.75:0.25
linewidths constrained to be all equal
frequencies frequencies linked, splitting variable
Switching the multiplet button ‘on’ wilhot override previously set constraints in the group; it only applies the
theoretical relations where previously the settings waomnstrained. Even if you do not have such theoreti-
cal multiplets in your spectrum, you could use the radiobutton to quickly select the basic options for your mul-
tiplets, after which you can make minor modifications to the constraints where necessary.

12.5.1.7 done pushbutton

When you are finished applying the parameter constraints for all groups, you should pdes® thashbutton,
which writes all the necessary information to itmgutvp.ans  andlink.ans  (see section 12.6) files, and
closes the prior knowledge window.

For the current example afchr.dat , the following prior knowledge was imposed as parameter constraints
for the four groups:

group peaks parameters constraints group link
1 1,2,3,4 phases fixed relative to estimated phO; O
amplitudes / peak areas unconstrained
dampings / linewidths unconstrained
frequencies unconstrained
2 5,6 phases fixed relative to estimated phO; O
amplitudes / peak areas constrained, enter ratios; 1 : 1.09 no
dampings / linewidths constrained, all equal yes
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frequencies frequencies linked, splitting fixed; 16 Hz

3 7,8 phases fixed relative to estimated phO; 0
amplitudes / peak areas constrained, enter ratios; 1 : 1.18 no
dampings / linewidths constrained, all equal yes
frequencies frequencies linked, splitting fixed; 16 Hz

4 9,10,11 phases fixed relative to estimated phO; 0
amplitudes / peak areas constrained, enter ratios; 1.29:2.25: 1 no
dampings / linewidths constrained, all equal yes
frequencies frequencies linked, splitting fixed; 16 Hz

The prior knowledge window, with the parameter constraints filled in for group S/&Me triplet) is dis-
played in Figure 51.

= Apply parameter constraints per group nn

2| ® uiplet [ done |
fixed phaze of group relative to estimated phi : E _

amptues/peak aices [fconsai,entorraios: o129 25
dampings/linewidths constrain, all equal E m
frequencies linked: splitting fixed +ff ki 16 Hz

Figure 51. The prior knowledge window with the parameter constraints f@AMRP triplet group.

12.5.2 done

Using thedone menu item, you can finisimputvp without having to go into the prior knowledge window, i.e.

in case you only wanted to make minor changes tinfhevp parameters (section 12.4) after reloading a data
file on which you have done a complete prior knowledge session before, or if you do not wish to apply any fur-
ther prior knowledge in terms of parameter constraints.

12.6 Files produced

Once you are finished using thmoutvp function, the following files will have been produced or updated:

inputvp.ans
<name>.inp
link.ans

<name>.Ink

The inputvp.ans and its file-specific copgname>.inp contain the answers to be given to the Fortran
programinputvp , such that MRUI can build the input file f'dARPRO (inputvp.par ) via:

% inputvp < inputvp.ans
The linking between groups is also saved separateljiit@ns  and its file-specific copgname>.Ink

in order to restore the complete previous prior knowledge settings when reloading a datalfilguinio (see
section 12.2)
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13. VARPRO parameter estimation

Once you have created a set of starting values for the nonlinear parameters (frequencies and damping factors /
linewidths) in apeakpick.par  and/or<name>.pkp file via thePeakpick function (chapter 11), and sup-

plied the necessary and optional prior knowledge settings iimpatvp.ans and/or<name>.inp file via

the Inputvp function (chapter 12), you can let loose the variable projé¢tf8a”***nonlinear least squares

fitting algorithm without much further ado in tedRPRO function.

The practicalities of using théARPRO function in MRUI are described using the same example data set as
before, the fildschr.dat/mat . TheVARPRO function uses both the basic and result spectral windows, see
for its general menus and functions sections 5.1 and 5.2. As mentioned befot&RIIRO function has ex-
tensions to théMiscellaneous batch functions menu (section 5.1.3.5), which will be discussed here. The
function-specific menu is tittedARPRO / AMARES. Its menu items are described below. Initially, after se-
lectingVARPRO / AMARES from thequantitation popup menu of the MRUI base window (see section 3.1),

the basic spectral window will be displayed empty, and after loading the file to be analyzed, its spectrum will be
displayed in it, and the menu items activated (see section 5.1). Then the protocol parameters can be set accord-
ing to your specific application, after which you can pggsls and the selected method in M@RPRO func-

tion will do its work. Finally, the spectral window will change size (see section 5.2) to displsfARRRO

fitting results and activate thiesults menu (section 5.2.1).

When you load the signal to be analyzed inMB&RPRO function, its FT spectrum will be displayed as usual,

but the resonances will be numbered in the spectrum, according to the order in which you selected them in the
Peakpick function (see chapter 11). This is simply for recognition (especially useful if yoduARFPRO on a

data file for which you have not run a sepaRgakpick and/orinputvp session, relying on an existipgak-

pick.par  and/orinputvp.ans file) and serves no further purpose at this point.

When loading a file intt?’ ARPRO, MRUI searches for a previos:iame>.pkp and<name>.inp file with

this data file. If no file-specific copy of either one of those is not found, it will search for the geeakal

pick.par  and/orinputvp.ans file. If either the starting value file and/or the prior knowledge file is not
found in the current directory, it will display a warning message and abort the function. If both a starting value
file and prior knowledge file are found, it will check whether the number of peaks in both files corresponds. If
not, MRUI will also display a warning message and abort the function. If the starting value file and prior knowl-
edge file are correct, you can continue withWRPRO function.

13.1 The Miscellaneous batch functions menu

13.1.1 results run i => starting values run i+1

When running a batch MARPRO, you can now set the option that after eahun, the results of file na.

(read from thecname><i>.gol file; see also section 13.7) are used as starting values for fiteIng(writ-

ten into the<name><i+1>.pkp file). This allows you to ‘track’ the starting values of the resonances in a
batch series of files where resonances may shift frequency during an experiment (see also section 11.1.1), which
might result in a significantly shorter calculation time and less failures for the batch. You activate this option
using the submenu iterasults run i => starting values run i+1 from thebatch functions submenu under the
Miscellaneous menu. Conversion of results to starting values is always done subject to three checks:

® The number of iterations must be positive (negative number of iterations indie¢dRERO error, see also
section 13.4).

®* The number of peaks found for filemust be identical to the nhumber of peaks in the starting value file for
file i+1 , if the latter exists.

® All damping factors must be negative (positive linewidths).

A forth test is optional, which is the number of iterations. This can be checked against a maximum, set by your-
self (thinking along the lines of “if more than an expederd iterations were necessary, then the solution
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might not be ideal, so do not use those results for starting values of next run”). You activate this option using the
menu itemmax no. iterations under thebatch functions submenu. The default settings for this option can be

set using théatch functions menu item under tiéARPRO menu in thesustomize fitting parameters win-

dow (package defaults aresults run i => starting values run i+1 not selected, and theax. no. iterations

activated --just in case you would select the first option-- with a maximum number of iterations of 35). See also
section 13.5 for the single-file-version of this approach.

13.1.2 use existing (Peakpick and) Input files when found

When running a batch MARPRO, it will for each data file in the series check whether a file-spedik-

pick (<name>.pkp ; except if you use the extra function described in the previous sectionp@urstp
(<name>.inp ) file exists, see also section 11.1.1 and the introduction of this chapter. If it does not find one, it
will use the general filepgakpick.par andinputvp.ans , respectively), and after a successful fit on that
data file, copies the general file to the file-spedffeakpick and/orinputvp files for that particular data file.

This means that once you re-dARPRO analysis on a batch, it will find a file-specifimame>.pkp and
<name>.inp for each data file in the batch.

This may actually be very undesired. Suppose you ran a batch on a set of signals, having carri€akit the

pick and Inputvp functions only on the first data file of the series, selecting 11 resonances. Upon considering
the results of the batch analysis, you come to the conclusion that you wish to change some of the prior knowl-
edge, or even that you should have fitted an extra resonance for more accurate quantitation (e.g. the NAD that is
overlapping th&NTP resonance). You re-do tReakpick andInputvp for your first data file, which creates a
new<name>1l.pkp and<name>l.inp , as well as a neweakpick.par andinputvp.ans . Then you

run the batcVARPRO again. However, as soon ¥&RPRO finished the first file (now using 12 peaks), it

will find for the second data file find thename>2.pkp and<name>2.inp which remained from the previ-

ous batch analysis, and so on for all the other files of the batch. Hence it will never use theakew
pick.par  andinputvp.ans , and all files of the batch, except the one on which you carried oBetie

pick andInputvp function, will be fitted with 11 resonances and the old prior knowledge. Apart from the obvi-
ous problem with this, it will also make that the number of columns in the batch result files (see section 13.7) is
different for row 1 and the subsequent rows, which means th&ldhdatch results function (section 16.3)

will crash (although you can still use these files in your spreadsheet software).

The straightforward solution to this problem would be to remove ali.ik@ , *.inp and*.Ink files for

that batch (except perhaps for the first file if you want to re-use your previous settings) in that data directory
before you use thPeakpick andInputvp again. However, these existing (Peakpick and) Inputvp files

when found menu item takes a more sophisticated approach. Thegakpick and is in parentheses, because

if you selected theesults run i => starting values run i+1 menu, the existingeakpick file is not used any-

way (rather the/ARPRO result file<name>.gol from the previous file in the batch, see previous section),
and MRUI changes the menu itemuge existing Inputvp files when found, and changes it back tse ex-

isting Peakpick and Inputvp files when found if the results run i => starting values run i+1 menu is unse-

lected. The default settings for this option can be set usirtgathl functions menu item under théARPRO

menu in thecustomize fitting parameters window (package defaults anse existing Peakpick and/or In-

putvp files when found selected). If the menu item et selected, th& ARPRO function will not check for

the existence of thename><b>.pkp and<name><b>.inp files during the batch, but only use {eak-

pick.par  andinputvp.ans files, which have been created by your use ofRkaekpick and Inputvp
functions for the data file of your choice to indicate the new starting values and prior knowledge, perhaps even
for a different number of peaks.

13.2 algorithm

This menu item lets you select which variable projection algorithm is used for the nonlinear least squares
VARPRO fit. The bol_vp (varpro) algorithm is the original Fortran implementation of Golub and Pereyra’s
algorithm by Bolstad, as built into the VARPRO method dedicated to MRS application by van det ¥E€n

The minpack (varpro) algorithm is a faster and more robust nonlinear least squares minimization algorithm
from the Minpack library of Netli3. In the theoretical case where all frequencies and damping factors would be
fixed, the entire minimization procedure would be reduced to a linear least squares algorithm. In such a case the
minpack algorithm would no longer be the optimal algorithm, and a built-in detector immediately switches to a
more accurate and robustear least squares algorithm. The default algorithm can be set usiadgtrghm
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menu item under th# ARPRO menu in thecustomize fitting parameters window (package default imin-
pack). For the current example file the MINPACK algorithm was used.nf?sol (amares) algorithm is the
new improved nonlinear least squares algorithm corresponding BMARES method (see chapters 14 and
15).

13.3 ndp

This is the total number of data points that should be included WAR®RO fitting process. You can change

it by typing a new number into d&dit Window. For the SVD-based methods (see section 10.2), it was neces-
sary to closely consider the number of data points where the FID has decayed, otherwise noise-only points
would be included in the matrix algebra fit, which would reduce its performance, both in terms of accuracy and
calculation time. For th#¥ ARPRO method, including extra points beyond the end of the FID only results in
slightly longer calculation times (linear relation between calculation time and number of data points included).
Because the nonlinear least squares minimization is a maximum likelihood (ML) estinnatioe case of white
Gaussian noise, including extra points beyond the end of the signal contributions does not impede the accuracy
of the fit, and in fact leads to better validity of the ML assumptions and the derivation of the Cramér Rao lower
bounds for the standard deviations of the estimated parameters. When you load a signal, a defaulbdgplue for

is set, and displayed in the menu item. This default value is normally taken as the minimum of the default value
set in thecustomize fitting parameters menu for theARPRO algorithm (package default is 1024, see also
section 3.2.1.4), the actual number of signal points in the data file, and the maximum number of data points al-
lowed for the method. If you change the valuerfdp, it will again be tested against those maxima. For the
example signal ofschr.dat , it could be seen in thelD plot (see Figure 55 in section 16.1) that 256 data
points may be just sufficient to include the signal contribution and exclude noise-only points, but all 1024 signal
points were included in théARPRO fit for reason explained above.

13.4 go!

After the algorithm protocol has been set according to your wishes, selegb!tileenu item to start the
VARPRO nonlinear least squares fitting and parameter estimation. The iteration progress of the algorithm can
be watched in the Matlab command window. If you Y4&RPRO on a PC, this will be displayed in a separate

DOS window. If you had loaded a batch, the whole series of files will now be processed using the same algo-
rithm and number of data points. As for the starting values and prior knowledge used throughout the batch, see
sections 11.1.1 and 13.1. The basic spectral window will display a messagan VARPRO”; with serial

index for batch processing) in the text bar in the lower right corner of the window, and after it has finished it
will display theVARPRO results both as a numerical table and a multi-spectra display, using the result spectral
window (section 5.2). See Figure 52. The table on the left displays some information about the data file, and the
VARPRO process. The display of the numerical table and spectra has been explained in section 5.2.
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Figure 52. VARPRO result window after parameter estimation on ischr.dat. All 11 resonances were fitted as indicated in
the Peakpick function, using biochemical and experimental prior knowledge (via Inputvp) to control the physical relevance
of the solution.

With this example, the power of theARPRO function (whichever algorithm selected) for parameter estima-

tion of in vivo MRS data sets, as compared to the performance &tbBe 1D methods (see section 10.7) be-
comes apparent. It is clear that M &RPRO solution is much more physically relevant than that of the
SVD_1D method in Figure 45. The PME resonance has now been fitted, despite it being broad and of low in-
tensity, and the individual phases of all fitted resonances are identical and equal to the overall zero order phase
of the spectrum, which itself was estimated by WWRPRO algorithm, thus reducing operator dependence.
Similarly, the ratios of the amplitudes (or peak areas) of the ATP multiplets now conform to our expectations. In
this particular case, there might be a small contribution of NAD to the right of&RE doublet, but only the

OoATP resonances have been fitted, and the possible NAD contribution ended up in the residual. The NAD reso-
nance could have been fitted as a peak by providing an extra resonance with starting values at the supposed po-
sition of NAD in thePeakpick function (followed by updating thimputvp files for this signal). Finally, no
spurious peaks have been fitted. The increased control over the parametric fit rend¥&RBRO method

very reliable even under poorgr vivo MRS measurement conditions. The compromise of having to supply
starting values and prior knowledge (i.e. more operator interaction) is hopefully made less obstructive by the
extensive automation features of the MRR#Hakpick, Inputvp and VARPRO functions, combined with the
possibility of setting all the default options and values yourself viaust®mize menus (section 3.2.1).

The spectra in th# ARPRO result display are phased such that the reconstructed spectrum (i.e. with the zero
order phase and the begin time as resulting fronv &RPRO analysis) is phased. The other spectra are phased
accordingly, and the phzero and tbegin sliders updated. If the VARPRO fitting was carried out with free phases
for all peaks (i.e. zero order phase constrained but individual phases free), the spectra are phased to the zero
order phase of the display from before tH&RPRO (as read from thephzero slider value in the
<name>.gra file; this could e.g. be from when you set the zero order phase as a fixed valuénjputhip

function). With respect to the zero order phase and begin time, it was mentioned in section 12.4.6 that it is theo-
retically impossible to estimate the zero order phase and/or begin time when fitting only one peak. When
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VARPRO has for some reason been allowed to do such a run, MRUI will salvage the results as best it can, and
display an info message about what happened.

If a VARPRO run crashes in single file mode, a warning message will be displayed in the special message win-
dow, and the/ARPRO function aborted. If a particular run crashes in batch mode, a message containing the
corresponding serial number of that file will be displayed in the Matlab command window, so that at the end of
an automatic batch you can check from the Matlab command window for which fiaR®RRO fit was un-
successful. You could then re-do these files in single file mode, perhaps after supplying new starting values or
prior knowledge for them.

For thebol_vp algorithm, thderr  error messages (an error message indicated by a negative final number of
iterations) have the following meaning:

ierr error description in terms of Fortran algorithm
-1 Iterations terminated because maximum number of iterations reached. Currently set at 50.
-2 Iterations terminated due to ill-conditioning (Marquardt parameter too large). Séerigds®
-4 Input error in paramete, L, NL, LPP2 or NMAX
-5 INC() matrix improperly specified, d? disagrees with PP2.
-6 A weight was negative.
-7 A "constant” column was computed more than once.
-8 Catastrophic failure - a column of matédhas become zero.
-9 INC() matrix contains elements not equalltor O.

If the VARPRO analysis would have given estimated parameters so large, or with such large standard devia-
tions (e.g. when the fitting was unsuccessful), that the numerical values could not fit into the prepared spaces in
the result files, character strings, such*as** orNaNor Inf , would be written to the result files. MRUI

detects these characters, and appropriate measures are taken. If standard deviations are so big that they do not
fit, the fit was unsuccessful, and the standard deviations are It t@nfinity) in the numerical result table

and in the<name>.vns file. As for the parameters, their estimated valuesabsays recovered (via the
<name>.gol file, see section 13.7).

VARPRO checks after the analysis whether all damping factors are smaller than zero. If this is the case (physi-
cal solution) the reconstructed model function is extrapolated to the number of data points present in the original
signal (if of course larger than the value fioip). This avoids heavy sinc wiggles throughout the displayed re-
constructed spectrum when fitting slowly damped signals with a small number of data points.

The VARPRO function can also calculate a value for the signal-to-noise ratio (SNR) of the time domain signal
in dB, calculated from the estimated amplitudes and damping factors, and the standard deviation of the noise,
via theog of (energy in signal over energy in noise). This may be used to compare signals according to time
domain fitting difficulty. The SNR values in dB are stored in ¢dmame>.vns file (see section 13.7). Be

aware that this calculation may make your ov&rAlRPRO analysis times considerably longer. You can define
whether or noWARPRO should calculate the SNR in tbastomize fitting parameters menu forcalculate

SNR (dB) under the/ARPRO menu (package defaulti®, see also section 3.2.1.4).

The VARPRO function provides facilities for absolute quantitation and calculation of pH (see also section
13.6). This may require the following actions from you after the result spectral window has been displayed, and
a list of estimated parameters with peak numbers has been displayed in the Matlab command window:

® |f the nucleus set idefault.xpt is proton [, see section 7.1.1), and no logical corresponding water file
can be found, you will be suggested to indicate an appropriate water file for the internal concentration refer-
ence. This is done via a file manager window. You select which data file contains the unsuppressed water
signal corresponding to the current metabolite signal (esmame>w.dat , see section 4.5). MRUI then
automatically runs &anczos HLSVD on it as described in section 10.8, producingth@me>.wat file
from which the unsuppressed water signal amplitude can be read. You also need to indicate which peaks in
the reconstructed spectrum (the latter are numbered, see Figure 52) correspond to the metabolites you wish
to quantify. Absolute metabolite concentrations are then calculated according to a set of default values cur-
rently implemented in the MRUI software. This static approach'HoMRS only as yet) will soon be re-
placed by a fully flexibleustomize absolute quantitation menu (see section 3.2.1.5). The current defaults
are (T, and T; corrections not yet included either; the assumed brain water concentration is*§3.4 M
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metabolite label resonance number of protons approx. ppm

water H20 H,O 2 4.7
myainositol ml -CH,O 2 3.56
total choline tCho -CH, 9 3.22
(phospho-)creatine Cr/PCr -CH;, 3 3.03
N-acetyl aspartate NA -CH; 3 2.02
lactate Lac -CH; 3/2 1.33
other type in type in
® [f the nucleus set idefault.xpt is phosphorusg( see section 7.1.1), and you have selected one or more

of the pH calculation options (either through taculate pH menu of the ARPRO function or via the
customize fitting parameters menu), you will be prompted to indicate which peaks in the reconstructed
spectrum represent the relevant metabolite resonances. See section 13.6.
If either of these two functions have been used, the results will be appendegrarttes>.vns file (see also
section 13.7). Be aware that if you are prompted to indicate peak numbers either for absolute quantitation or for
pH calculation, that none of the menus or graphical features will work. Only when you have properly finished
the user interaction in the Matlab command window will you be able to uBethéts menu, sliders, etc.

13.5 recycle results

This menu item is enabled (active) only when a single file has been loaded, but then both before and after the
VARPRO run. Its function is to create a new set of starting values for the loaded file from the results of a previ-
ousVARPRO run on that same signal. This may be useful if Yo ARPRO run has given you results of insuf-

ficient accuracy, for which you want to modify some of the prior knowledge, and re-rMARRRO analysis.
However, those previous results might have been already better than the original starting point, so taking those
previous results as new starting values will also improve on the performance. This is similar to the ‘tracking’
approach for batch processing as explained in section 13.1, but then with respect to the same data file. If you
select thaecycle results menu itembeforeyou presgyo!, MRUI will search for the<name>.gol file (see

also section 13.7), and then convert its contents into a<newe>.pkp andpeakpick.par file. It will

display a messagé&Résults recycled, ready to run VARPRO (go!)” in the message text bar in the lower right
corner, and when you next pregsl, you will start theVARPRO analysis using the results from a previous
analysis as new starting values. If you selectréogcle results menu item immediatelgfter the VARPRO

analysis has finished, i.e. in the results spectral wind&VMRPRO is re-launched with the results just obtained

as new starting values. Effectively, you simply m&eRPRO continue where it has just stopped, and there-

fore this function is only relevant if your origindARPRO fit did not fully converge, but reached the maxi-

mum number of iterations and stopped.

13.6 calculate pH

This menu item is only enabled (active) when the nucleus sietfault.xpt is phosphorusp( see section
7.1.1), but then both before and after Y ®RPRO run. It allows you to calculate intra- or extracellular pH
based on the chemical shift differences betwgean®aATP, R and PCr, or APP (extracellular marker) and
oATP. MRUI calculates the internal (if the chemical shift pisPmeasured) or external pH (if the chemical
shift of APP is measured) based on the calibration equation as presented by Btiah#rdurrently still using

a set of default constaftd his static approach will soon be replaced by a fully flexibistomize absolute
guantitation menu (see section 3.2.1.5). The current defaults are:

metabolite shiftto P shift to APP
PKa Ci1 C2 PKa Ci1 C2
PCr 6.66 3.079 5.57
aNTP 6.66 10.649 13.14 6.91 31.11 34.30

PKindly provided by Dr. Cheryl McCoy, St. George’s Hospital Medical School London (UK), Division of Biochemistry,
CRC Biomedical Magnetic Resonance Research Group.
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Should you wish to change these default values in the mean time, edit the MRUI script for pH calculation,
which lists these parameters; iS8IRUIDIR/mrui/utils/phcalc.m

If an estimated chemical shift is out of bound with respect to the calibration equation (i.e. one term in the loga-
rithmic term would become smaller than zero), a message will be displayed and the corresponding pH calcula-
tion aborted. The pH calculation usiogNTP as a chemical shift reference needs the central frequency of
oNTP; after fitting a doublet fodNTP, MRUI will ask for both peak humbers of tadlITP doublet, and use

the average frequency of the two for the pH calculation.

If you select one or morealculate pH menu itemseforeyou presgo!, or if one or more were set by default

using thecustomize fitting parameters menu, MRUI will prompt you immediately after tM@RPRO analy-

sis to indicate which peak numbers in the reconstructed spectrum correspond to the relevant metabolites; see the
end of section 13.4. MRUI then calculates the desired pH(s) after having calculated the necessary chemical
shift(s) as the difference(s) between the estimated central frequencies for the corresponding resonances, and
includes the results in thename>.vns file. If you select acalculate pH menu itemafter the VARPRO

analysis has finished, i.e. in the results spectral window, you are immediately prompted to indicate which peak
numbers in the reconstructed spectrum correspond to the relevant metabolites, after which MRUI will calculate
that pH and append the result at the end oktteme>.vns file. For the current example @fchr.dat , the

submenu itenPi-PCr was selected after thiéARPRO analysis had finished, which resulted in the following

interaction in the Matlab command window:
»

peak number for Pi: 2

peak number for PCr: 4
after which the following line was appended at the end aftte.vns  file:
pH measured using Pi and PCr : 7.092 +/- 0.001

The pH estimation seems to be so accurate because the standard deviation for the pH is calculated from the
standard deviations (Cramér Rao lower bounds) of the estimated frequencies involved. The latter are so low
because generally frequencies can be estimated very accurately using a time domain fitting method. This high
accuracy of the calculated pH value might be deceiving, because biological variability will usually lead to a
population standard deviation of around 0.1 pH unit.

13.7 Files produced

Once you are finished using tidRPRO function, the following files will have been produced or updated:

file produced contents

<name>.tsv information on number of singular values found at each update of Lanczos
iterations (only fol,anczos HLSVD)

<name>.gol simple parameter estimation output file from VARPRO method (formerly
known agyolscr.par file)

<name>.vrs parameter estimation output file with better layout and Cramér Rao standard

deviations (listed in table &wo timesCR!) with parameters (formerly
known asoutputvp.par )

<name>.vns presentation file of numerical parameter estimation results, containing output
of <name>.vrs file, but with estimated frequencies in units as displayed in
the spectral display on screen (e.g. ppm), damping factors translated to
linewidths at half height in Hz, and with Cramér Rao standard deviations
listed as one sd, i.e. paramete€Rsd
also contains an extra table with amplitude estimates and CR values scaled
back to original intensities
if carried out, this file also contains absolute metabolite concentrations, pH
estimations and/or SNR in dB

<name>.Irv VARPRO analysis report, directly taken from the list in the left half of the
result spectral window
<name>.wat auxiliary ASCII file containing estimated amplitude and linewidth of water

signal, in case absolute concentration was carried out aRdamoe>.wat
file found at the time
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<nam9>.pkp only if you used theecycle results menu
peakpick.par only if you used theecycle results menu

RunningVARPRO in batch produces extra files which list the estimated parameters for all peaks in all files of
the batch series as follows:

file produced tabulates corresponding file tabulates
<name>.amp  estimated amplitudes (in arbi- <nhame=>.ams Cramér Rao standard deviations
trary units) on estimated amplitudes
<name>.aam  absolute amplitudes (as true =~ <name>.aas Cramér Rao standard deviations
intensities in the FIDs, i.e. cor- on absolute intensities
rected for scaling)
<name>.fre estimated frequencies (in units <name>.frs Cramér Rao standard deviations
as displayed on screen, e.g. Hz on frequencies
or ppm)
<name>.lw estimated linewidths (in Hz) <name>.lws Cramér Rao standard deviations
on linewidths
<name>.pha estimated phases (in degrees) <name>.pas Cramér Rao standard deviations
on phases
<name>.ph0 estimated zero order phase (in <name>.p0Os Cramér Rao standard deviations
degrees; if estimated) on zero order phase
<name>.t0 estimated begin time (inms)  <name>.t0s Cramér Rao standard deviations
on begin time
<name>.ph estimated pH (if calculated) <name>.phs Cramér Rao standard deviations
on pHs
<name>.cnc absolute metabolite concentra- <name>.cns Cramér Rao standard deviations
tions (if calculated) on absolute concentrations
<name>.wal estimated amplitude and

linewidth for unsuppressed wa-
ter signal (single Lorentzian)

The first column contains the serial numbers of each batch-processed file, and the following columns contain the
respective parameter for all peaks. You can directly load these ASCII column files into a spreadsheet or graph-
ics program. The serial batch results can be plotted ®otgatch results (see section 16.3). The files con-

taining the Cramér Rao estimates for the standard deviations on the estimated parameters can be used in your
spreadsheet software in order to create graphs with error bars.
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14. Prior knowledge for AMARES: Inputnv

This chapter was written by:

Leentje Vanhamme

Katholieke Universiteit Leuven
Department of Electrical Engineering

ESAT / SISTA tel +32-16-3217 97
Kardinaal Mercierlaan 94 fax +32-16-3219 86
B — 3001 Leuven — Heverlee e-mail Leentje.Vanhamme@esat.kuleuven.ac.be

AMARES stands for Advanced Method for Accurate, Robust and Efficient Spectral fitting. It was developed to
be the successor MARPRO. It is the result of a 2 year study as part of the Ph.D. project of L. Vanhamme
carried out under supervision of A. van den Boogaart and S. Van HAi@ARES, like VARPRO, is based

on solving a nonlinear least squares problRMARES however minimizes the squared difference between the
data and the model function instead of a more complicated functional. It is shown in Ref. 28 that as a result,
AMARES is a more robust method thafARPRO. To actually solve the minimization problean2gb, a

version of NL2SOL, is used. Thim2gb algorithm was obtained from the PORT library of NEIIAMARES

also uses a singlet approach for imposition of prior knowledge instead of the multiplet apprdAEP&O,

which greatly extends the possible combinations of prior knowledge that can be invoked. Note that everything
that was possible Wittt ARPRO s still possible withAMARES. This will be illustrated using the current ex-
ample fileischr.dat/mat , containing arin vivo **P MRS signal from human muscle at 1.5 T. Examples of

the extended possibilities of imposing prior knowledge will also be given.

AMARES uses an entirely new prior knowledge functimputnyv. Thelnputnv function uses the basic spectral
window (see section 5.1for its general menus and functions) and a special prior knowledge window. The func-
tion-specific menu in the basic spectral window is titlggutnv and its menu items are described below. Ini-
tially, after selectingnputnv from thequantitation popup menu of the MRUI base window (see section 3.1),

the basic spectral window will be displayed empty, and after loading the file to be analyzed, its spectrum will be
displayed in it, and the menu items activated (see section 5.1). You can then start imposing the prior knowledge.

14.1 Prior knowledge and parameter relations

A lot of prior knowledge can already be implemented uSIARPRO and this has been crucial in the analysis

of MRS data in the past. However, recently more prior knowledge has become available which VARPRO is not
able to incorporate in its data fitting procedure. In this section some examples are given to illustrate the im-
proved possibilities of imposing prior knowledge usMMARES.

Suppose we have 4 peaks of which we know the phase (relative to the zero order phase). If these phases are all
different, then, usinfY ARPRO / Inputvp, we have to put each peak in a different group. It then becomes im-
possible to link the frequencies between these peaks since this can only be done between peaks belonging to the
same group. If, for instance, the frequency splittings between the peaks are known in addition to the individual
phases, this frequency prior knowledge cannot be imposédRPRO. Also, due to the fact thAtARPRO

allows only one overall linking for the dampings (or amplitudes), it is not possible to impose that e.g. the
dampings of peak 1 and 4 are equal as well as the dampings of peak 2 and 3 (without 1, 2, 3 and 4 being all
identical).Another example is formed by the six glycogen resonancég MRS, for which the relative fre-

guency splittings are known but different. This can therefore not be implemented as a regular multiplet in
VARPRO.

In AMARES this type of prior knowledge can easily be incorporated. These are only a few examples of the in-
creased possibilities &MARES. Basically, usinlAMARES, individual parameters of a peak can be linked to

an arbitrary reference peak and a peak can have different reference peaks for different parameters. An identical
treatment of all parameters is possible. Each of the parameters can be unconstrained or kept fixed. A fixed shift
or ratio with respect to any fixed or unconstrained parameter of the same type can be imposed. It is also possible
to impose avariable shift or ratio with respect to any unconstrained or fixed parameter of the same type. These
variable shifts or ratios can then be linked between different groups of peaks.

In addition,AMARES makes it possible for each peak individually to choose the lineshape to be Lorentzian or
Gaussian. You can also impose lower and upper bounds for the estimated parameters, so-called “soft con-
straints”. If you do not impose specific soft constraid¥IARES will automatically select a relevant default
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interval (like e.g. the spectral width for the frequencies). In addition, it is possible to fit complete echo signals,
which means that you can use all the information present in an echo signal instead of ignoring its left part.
All this will be explained in more detail in the following sections.

14.2 The File load menu

The only difference with the corresponding section of chapter 12 islrthatnv produces the filesn-
putnv.ans  and<name>.ipk (instead ofinputvp.ans and<name>.inp  for VARPRO) . See sec-
tion 12.2 for further details on this menu.

14.3 The Inputnv menus

14.3.1 truncate initial points, frequency selective, noise level
All these features are the same as explained in the corresponding sections 12.4.2, 12.4.3 en 12.4.5 of chapter 12.
14.3.2 zero order phase & begin time

For the general explanation on these parameters see section 12.4.6. In addisMARES, the upper and
lower bounds of the zero order phase are always set tbaB8®66.

If you choose to estimate the begin time you can enter lower and upper boubdgion using the soft con-
straint boxes of the phase of fivst peak. A text box above tiphase text box indicates this.

14.3.3 lineshape

With this menu item you can select whether the lineshape of all individual components to be fitted should be
Lorentzian or Gaussian. If you select the optiomixed you will be presented with the option to choose be-
tween alorentzian or Gaussian lineshape for each peak individually in the prior knowledge window. The
package default isorentzian.

14.3.4 echo signal
14.3.4.1 imposing prior knowledge

If your data are FIDs you do not need this feature. However, if you analyze echo signals and you want to use all
the available data, this feature is very important. Essentially, an echo is modeled as two FIDs back to back. The
left and the right part of the echo are considered to have the same amplitudes, frequencies and phases but differ-
ent dampings. The dampings of the left and right part can however be linkedAMRES as we explain
below.
When you select thecho menu item the following menu appears:

no

number of points in left half: 0

same damping prior knowledge left and right

same damping values left and right

The three last options are not activated. If you chaoge yes, you have the possibility of selecting one of the

other three features. If you click on the second menu item you will be presented with an edit box in which you
have to type the number of points in the left half of your echo signal. The top of the echo is considered to belong
to the right part of the echo. Of course the top of the echo does not need to coincide with an actual data point so
it is important that you take that into account. Take, for instance, a signal consisting of 256 data points and sup-
pose the top of the echo lies between the 50th and the 51st data point. The number of points in the left part is
then 50. If the top like in this case does not coincide with an actual data point you must leave the value of the
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begin time unconstrainedMARES will then return a negative begin time, smaller than the time step between
two samples. This negative begin time indicates that tHeld@a point is not the actual time origin but that its
position is somewhere between data point 50 and 51. It is important that you check the actddAR&ES

returns for the begin time in this case. This value should be negative and smaller than the time step between two
samples. If this is not the case your original assumption about the number of data points in the left part of the
echo is wrong and yashould start all over with a different value for the number of peaks in the left part of the
echo.

The dampings of the left and right part of the echo do not need to be the same in an echo signal. But normally
you will have the same kind of constraints on the dampings for the left and the right part. Therefore in MRUI we
presented you with the opti@ame damping prior knowledge left and right.

That means that if e.g. the dampings of peak 1 and 2 are equal in the right part of the echo you also suppose the
corresponding dampings to be equal in the left part of the echo. If you choose thesapteodamping val-

ues left and right you indicate that the dampingaluesof the left and right part of the echo are equal. Make

sure that a check mark appears to the left of the option you selected, otherwise you did not select anything.

If you choose neither of the last two options, the dampings of the left part of the echo are unconstrained and will
all be fitted independently of each other and of the dampings of the right part of the echo.

14.3.4.2 displaying and peakpicking echo signals: a work-around

Since the fitting of echo signals is a brand new feature in MRUI it is not yet possible to visualize and peakpick
echo signals directly. This will be added in a future MRUI release. But do not worry, there is a simple work-
around. Of course some extra manipulations are needed to work with a full echo signal, but this disadvantage
does not outweigh the advantages of being able to work with full echo signals...

Suppose your echo signal is saveeeso.dat . Starting from that file you have to generate a file containing

only the right part of the original echo signal. This can easily be done usingrhbate function from the FID

Maths library as explained in section 8.5. This function createstam t.dat  file, which can be displayed
normally. Next you go on with theeakpick function to provide starting values for the frequencies and the
dampings of the right part of the echo. If the dampings of the left part are left unconsthMARES takes

the dampings of the right part of the echo as starting values for them. Since the dampings of the left and right
part of the echo do not differ too much in general, this causes no problems. After you finished peakpicking you
continue with thénputnv AMARES function where you enter the prior knowledge for the signal as if it were

the real echo signacho.dat . So you have to seleges from theecho menu item, after that you have to

enter the number data points in the left part of the echo signal and you have to indicate how you want to link the
dampings of the left part of the echo to those of the right part. You can then go on imposing other kinds of prior
knowledge on the parameters. After finishing the input of the prior knowledge, you should type the following
commands in your operating system shell (make sure that you type these commands in the directory where your
data files are)

% cp echo_t.pkp echo.pkp
%cp echo_t.ipk echo.ipk
%cp echo_t.gra echo.gra

You then selecWARPRO / AMARES from the MRUI base window and load teeho.dat file using the

load file option from thdoad menu. A figure will be displayed which looks a bit strange but that does not mat-
ter. Choose thel2sol (amares) algorithm from the/ARPRO / AMARES menu. If you do not want to change

the total number of data points that should be included in the AMARES fitting process, you can sgtect the
menu item.

After having runrAMARES, MRUI displays the results both as a numerical table and a multi-spectra display,
using the result spectral window. However, no information about the dampings of the left part of the echo is
displayed. To see the estimated parameters, you have to take a look inside theafites.gol  and/or
<name>.vrs , see also section 13.7.

14.4 The prior knowledge menus

14.4.1 prior knowledge
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To apply the available prior knowledge as linear constraints between parameters you select Kmewl-
edge menu item, after which the prior knowledge will be displayed for each peak individually, starting with
peak 1.

14.4.1.1 constraints for phases

For the phase constraint of a peak, you can normally choose between six options from the popup menu:
unconstrained
impose shift
impose ratio
impose variable shift
impose variable ratio
fix value

If you asked to estimate the zero order phase and/or begin time offily Wiakie option can be used, because
otherwise you would get a mathematical problem with too many degrees of freedom. For this reason all the six
options will only be found in the popup menu when the zero order phase and the begin time are fixed to a value.
The unconstrained option indicates that the phase of the peak is a free parameter and can get any value, de-
pending on the fit procedure. In the latter case you also have the option to impose soft constraints on the phase
of the peak. This means that if you know the upper and lower bounds for the phase of the peak, you can enter
these values in the two boxes that appear on the right if you ge¢eftbm the soft constraint button. If you do

not impose soft constraints on the phase explicKMARES will automatically select the values -368nd

360, which are mathematically relevant. If you set the soft constraint radiobuties tdy default -360 and

360 will appear for the lower and upper bound respectively. You can then change these values by placing the
cursor in the edit box on the right and either selecting or backspacing over the current value, and typing your
new desired value.

Theimpose shift option allows you to impose a fixed phase shift with respect to any other peak with a phase
that is either left unconstrained or fixed to a value. If you select this option an edit box on the right will appear
where you have to enter a numerical value corresponding to the phase shift (in degrees) you want to impose.
The default value filled in is zero. You can change the relative value for the phase constraint if you want to. To
the right of this box is a pull down menu from which you have to choose the reference peak. The peaks marked
with an “X” in the popup menu cannot be used as a reference peak. It is e.g. clear that it is not possible to link a
peak to itself. Take e.g. an example with three peaks. Suppose you know the relative phase difference between
the peaks. You can choose either one as a reference peak. Suppose we take peak 1 as a reference. Then, for pea
2, we can express the relative phase shift with respect to peak 1. For peak 3 we cannot take peak 2 as a reference
(although we also know the phase shift of peak 3 with respect to peak 2), we have to take peak 1 as a reference.
Note that this does not impose any kind of restrictions on the phase shifts that can be imposed, it is just a matter
of keeping track of the imposed constraints in an easy way.

Theimpose ratio option functions in exactly the same way asithpose shift option. The only difference is

the fact that this option allows you to impose fixed ratios between phases instead of fixed shifts.

Theimpose variable shift option is a bit more complicated to explain. So take as an arbitrary example a signal
consisting of three peaks. Imposing a variable shift leads to the introduction of a new vawablean then

e.g. express the following numerical relations between the phases of the p@aks=ag+ XA, =@+ yA;;

wherex andy are numerical values supplied by the usex. i e.g. 1 ang is 2, we express that the phase dif-
ference between peak 1 and peak 2 is the same as the one between peak 2 and peak 3. Using the prior knowl-
edge window we can express this as follows. For peak 1 we choosectirestrained option. For peak 2 we

select thampose variable shift option from the pull down menu. Three boxes will appear to the right. In the

first one we enter 1 (the x value). Then we have to select a reference peak. In this example the reference peak is
peak 1. The third box indicates the ordinal numbek.dh this case we enter 1. For the third peak we also se-

lect theimpose variable shift option and we fill in 2 in the first box. As a reference peak we select again peak

1 and we enter 1 as numberfofindeed it is possible to introduce more than one variabBippose that in the

same example you have another set of three peaks with also equal relative phase differences, but different from
A;. Then you can express this using a second vardgblgielding @, @=@u+ Ay, @s=@s+ 24, . In this case you

have to enter 2 as ordinal numberofit is important that in the case you have sevAislthat you number

them with subsequent integer numbers starting with 1 (1,2,3,...), otherwise you might get undesired behavior.
Theimpose variable ratio is analogous to thienpose variable shift option, the only difference is that instead

of variable shifts you can impose variable ratios.
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Thefix value option allows you to enter a numerical value as a constraint in the edit box on the right, which it
will insert in the model function for the individual phase of the peak. By default MRUI displays 0. If you asked

to estimate the zero order phase and/or the begin time, you will only be presented with thiéxogtloe. If

you then leave the phase of each peak equal to 0 relative to the estimated zero order phase, all peaks will get the
phase thaAMARES estimates for the zero order phase. If you fixed the zero order phase and you enter a value
for the phase of a certain peak in the edit box, the total phase of the peak will be the zero order phase + the
value you entered.

When usinginputnv on PC, do not use values smaller thar?;1¢alues between -f0and 10", or values

larger than 1%. This is because exponential numbers with more than three digits in the exponential cannot be
written to a file in Microsoft Fortran.

14.4.1.2 constraints for amplitudes / peak areas

When you want to impose constraints on the amplitudes you will always be presented with the following six
options from the popup menu:

unconstrained

impose shift

impose ratio

impose variable shift

impose variable ratio

fix value

SinceAMARES treats all the parameters identically there is a large similarity between imposing prior knowl-
edge for the different parameters. Therefore, in order not to repeat the explanations we already gave for the
phases, we highlight here the special points you have to take into account when imposing constraints for ampli-
tudes.

If you select thaunconstrained option, the amplitude is a free parameter and you can gqicaaityvevalue,
depending on the fit procedure. Indeed, physically the amplitude of a peak cannot become negative, negative
amplitudes correspond to a £8phase shift. If you do not impose explicit lower and upper bounds on the am-
plitude AMARES will automatically constrain the amplitude to be greater or equal to zero. If you want you can
impose other lower and upper bounds by entering them in the edit boxes, which appear if you set the soft con-
straint radiobutton tges. This soft constraints button automatically appears when you seleantoa-

strained option. By default 0 and a large positive value will be displayed in the edit boxes as lower and upper
values. If you want to change this lower and upper bounds it is important here to note that you have to enter
these values according to thdginal intensities.MRUI takes care of passing the right values to the Fortran
programs. The same is true when you enter a fixed shift or if you fix the value of the amplitude.

When usinginputnv on PC, do not use values smaller thar?;1¢alues between -f0and 10", or values

larger than 1%. This is because exponential numbers with more than three digits in the exponential cannot be
written to a file in Microsoft Fortran.

14.4.1.3 constraints for dampings / linewidths

When you want to impose constraints on the dampings/linewidths you will always be presented with the fol-
lowing six options from the popup menu:

unconstrained

impose shift

impose ratio

impose variable shift

impose variable ratio

fix value

SinceAMARES treats all the parameters identically there is a large similarity between imposing prior knowl-
edge for the different parameters. Therefore, in order not to repeat the explanations we already did for the
phases, we highlight here the special points you have to take into account when imposing constraints for
dampings.

If you select theunconstrained option, the damping is a free parameter and you can gegbasitjve value,

depending on the fit procedure. Indeed, each peak is modeled as a decaying signal and due to the nature of the
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model function used IAMARES, this means that the value you get out of the fitting procedure must be posi-
tive. If you do not impose explicit lower and upper bounds on the dampiMySRES will automatically con-

strain the dampings to be greater than or equal to zero. If you want you can impose other lower and upper
bounds by entering them in the edit boxes, which appear if you gekefitom the soft constraint radiobutton.

This button automatically appears when you selectititenstrained option. By default 0 and a large positive

value will be displayed in the edit boxes as lower and upper values. If you want to change them it is important to
note here that you have to enter these values according to the linawibth§ he same is true when you enter

a fixed shift or if you fix the value of the damping.

When usinginputnv on PC, do not use values smaller thar?;1@alues between -f0and 10", or values

larger than 1%. This is because exponential numbers with more than three digits in the exponential cannot be
written to a file in Microsoft Fortran.

14.4.1.4 constraints for frequencies

When you want to impose constraints on the frequencies you will always be presented with the following six
options from the popup menu:

unconstrained

impose shift

impose ratio

impose variable shift

impose variable ratio

fix value

SinceAMARES treats all the parameters identically there is a large similarity between imposing prior knowl-
edge for the different parameters. Therefore, in order not to repeat the explanations we already did for the
phases, we highlight here the special points you have to take into account when imposing constraints for fre-
guencies.

If you select thainconstrained option, the frequency is a free parameter and you can get any value within the
spectral width, depending on the fit procedure. If you do not impose explicit lower and upper bounds on the
dampings AMARES will automatically constrain the frequencies to lie within the spectral width. If you want
you can impose other lower and upper bounds by entering them in the edit boxes, which appear if yes select
from the soft constraint radiobutton. This button automatically appears when you selgatdhstrained op-

tion. Values corresponding to the spectral width will be displayed in the edit boxes as lower and upper values. If
you want to change these bounds it is important to note here that you have to enter these values according to the
frequency unit as indicated by the x-axis unit displayed in the spectral pbosame is true when you enter a

fixed shift or if you fix the value of the frequencWe advise you to temporarily set the x-axis unit to Hz and
then enter the constraints in Ha.that way you will avoid making mistakes.

When usinglinputnv on PC, do not use values smaller thar’;1¢alues between -fand 10”, or values

larger than 1%. This is because exponential numbers with more than three digits in the exponential cannot be
written to a file in Microsoft Fortran.

14.4.1.5 done pushbutton

When you are finished applying the parameter constraints for all peaks, you should ptdese theshbutton,
which writes all the necessary information to ithfgutnv.ans andlink.ans (see section 12.6) files, and
closes the prior knowledge window.

To impose the prior knowledge for trsehr.dat file described in section 12.1, you have to provide the fol-
lowing information to th&AMARES prior knowledge function:

peaks parameters constraints reference peak
1,2,3,4,5 phase fix value;0

amplitude / peak area unconstrained

damping / linewidth unconstrained

frequency unconstrained
6 phase fix value;0

amplitude / peak area impose ratio;1.09 5
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damping / linewidth
frequency

phase
amplitude / peak area
damping / linewidth
frequency

phase
amplitude / peak area
damping / linewidth
frequency

phase
amplitude / peak area
damping / linewidth
frequency

phase
amplitude / peak area
damping / linewidth
frequency

phase
amplitude / peak area
damping / linewidth
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The prior knowledge window with the parameter constraints filled in for peak 10 is displayed in Figure 53.
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Figure 53. The prior knowledge window with the parameter constraints for peak 10. The amplitude/peak area and damping
/linewidth parameters are taken equal to those of peak 5. For the frequency a fixed shift of -16 Hz is imposed with respect

to peak 9.

When you would like to estimate the frequency splitting of the multiplet instead of imposing a fixed value of 16

Hz, you can do it in the following way:

peaks parameters constraints reference delta
peak
1,2,3,4,5 phase fix value;0
amplitude / peak area unconstrained
damping / linewidth unconstrained
frequency unconstrained
6 phase fix value;0
amplitude / peak area impose ratio;1.09 5
damping / linewidth impose ratio;1 5
frequency impose variable shift 5 1
7 phase fix value;0
amplitude / peak area unconstrained
damping / linewidth impose ratio;1 5
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The prior knowledge window with the parameter constraints filled in for peak 10 is displayed in Figure 54.
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Figure 54. The prior knowledge window with the parameter constraints for peak 10. The amplitude/peak area and damping
/linewidth parameters are taken equal to those of peak 5. A variable frequency shift is imposed with respect to peak 9.

14.4.2 done

Using thedone menu item, you can finisimputnv without having to go into the prior knowledge window. This
may be useful in case you only wanted to make minor changesltypthiev parameters after reloading a data
file on which you have done a complete prior knowledge session before, or if you do not wish to apply any fur-
ther prior knowledge in terms of parameter constraints.

14.5 Files produced

Once you have finished using tmputnv function, the following files will have been produced or updated:

inputnv.ans
<name>.ipk

The inputnv.ans
programinputnv

% inputnv < inputnv.ans

and its file-specific copyxname>.ipk
, such that MRUI can build the input file fAMARES (input.par
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15. AMARES parameter estimation

This chapter was written by:

Leentje Vanhamme

Katholieke Universiteit Leuven
Department of Electrical Engineering

ESAT / SISTA tel +32-16-321797
Kardinaal Mercierlaan 94 fax +32-16-3219 86
B — 3001 Leuven — Heverlee e-mail Leentje.Vanhamme@esat.kuleuven.ac.be

Once you have created a set of starting values for the nonlinear parameters (frequencies and damping fac-
tors/linewidths) in geakpick.par and/or<name>.pkp via thePeakpick function (chapter 11), and sup-

plied the necessary and optional prior knowledge settinggpitnv.ans  and/or<name>.inp file via the

Inputnv function (chapter 14), you can start the MRS fitting algori8VARES by selectingnl2sol (amares)

as algorithm in th& ARPRO/AMARES algorithm submenuAMARES is based on solving a nonlinear least
squares problem using NL2S®L AMARES reads starting values for the fitting procedure from the
<name>.pkp or peakpick.par file, and the prior knowledge from thename>.ipk  or in-

putnv.ans  via thelnputnv function. AMARES uses the same spectral window and same menu functions as
VARPRO, and can therefore be used completely analogously t¥ARFPRO function described in chapter

13. We refer to chapter 13 for an explanation on the various menu functions. When reading, keep in mind that
the<name>.ipk andinputnv.ans files of AMARES are the equivalents of tkmame>.inp andin-

putvp.ans , respectively, files fo? ARPRO.

In this chapter we only discuss the different return messagd®ARES and the slight differences in output

files.

15.1 AMARES return messages

After runningAMARES an info message is displayed. If the message number is between three and six this indi-
cates thaAMARES converged, that is, that the program, following its own internal convergence criteria, claims
to have found a local minimum. It is up to the user to decide if the answer is relevant for his/her application. On
the other hand, a negative nhumber is an indication of an error inpthiepar  file or non-convergence of
AMARES (again following its own internal convergence criteria).

In summary, the most important info messages displaye®MARES in the Matlab command window have

the following meaning:

info info description

3 X-convergence. The scaled relative difference between the current parameter vector X and a locally
optimal parameter s very likely smalll.
4 relative function-convergence. The relative difference between the current function value and its
locally optimal value is very likely small.
5 both X and relative function-convergence, the conditionrfim=3 andinfo=4 hold.
6 absolute function convergence. The current function value (half the sum of squares) is very small.
-1 prior knowledge specified imput.par file is not valid
-7 singular convergence. The Hessian near the current X appears to be singular or nearly so.
-8  false convergence. The iterates appear to be converging to a noncritical point.
-9 function evaluation limit reached without complete convergence.
-10  jteration limit reached without complete convergence.

So if theinfo value is3, 4, 5 or 6 there is normally nothing to worry about.itfo=-1 , AMARES also

displays extra information in the Matlab command window, indicating the type of error that occurred. Normally
using MRUI, this type of error should not occur since MRUI takes care of writingghepar  file. If you

get an error of this type when using MRUI, this indicates that there is a bug in the MRUI Matlab code which
generates the filmputnv.ans or in the Fortran programputnv  that generates the actuaput.par

file. Wheninfo=-7 , the Hessian becomes singular, which means that the model is overdetermined, i.e. it
contains too many parameters, at least near the current parameter estimate. It is possible that a different starting
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value would leadAMARES to convergence in a strong wagf¢é=3 , 4, 5 or 6). However it is much more

likely that your model has too many free parameters, so you have to change the prior knowledge you impose or
change the number of spectral components you are fitting. This would typically occur if you tried to fit e.g. the
zero order phase and the individual phases of all the peaks at the same time. In any case, you do not have to
worry about the latter when using MRUI, since MRUI prevents you from doing this.

For a very detailed explanation on all these parameters we refer you to the report available at
http://netlib.bell-labs.com/cm/cs/cstr/153.ps.gz

15.2 Files produced

The files produced by theMARES function are basically the same as those produced BYyAR®RO func-
tion as described in section [13.7]. Only the fd@mme>.gol, <name>.vrs have some entries in addi-
tion to those produced by tMARPRO function as we will explain below.

If no echo signal is fitted we will get the following additional entries in both files:

echo signal fitted n

number of used points of backward part 0
gval

0.0000

0.0000

The 'n’ indicates that no echo signal is fitted, of course as a consequence the number of used points in the left
(backward) part of the echo is zegwval indicates the lineshape used for each peak. There are as many entries
of gval as there are peaks, i.e. in this example we only have two peaksgwiherqualsd (0.0000 to be
precise...) the lineshape used in the model function is a Lorentz@gralif equalsl the lineshape used is a
Gaussian.

If an echo signal is fitted you will get the following entries in both files:

echo signal fitted y

number of used points of backward part 50
gval fdam f2sd bdam b2sd

0.0000 -0.1505 0.0149 -0.1505 0.0149
0.0000 -0.1505 0.0149 -0.1505 0.0149

The Y’ indicates that an echo signal is fitted aB@indicates that there were 50 data points belonging to the

left (backward) part of the echgval again indicates the lineshape used for each peak. The dampings of the
right part of the echo are found in the column indicateftbyn, f2sd denotes two times the standard devia-

tion on these values. The dampings of the left part of the echo are found in the column indidatadh,by

b2sd indicates two times the standard deviation on these values. Again there are as many rows in these col-
umns as there are peaks.<imme>.gol the values of the dampings are expressed in mspame>.vrs

the values of the dampings are expressed in kHz.
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16. The Plot facility

The MRUI software contains a few plot functions simply for visual interpretation of data and results that cannot
be otherwise displayed using one of the previously described functions. These functions can be found under the
Plot menu in the MRUI base window.

16.1 plot FID

With theplot FID function you can display the complex time signal as stored inrtame>.dat/mat file.
Normally, in all other MRUI functions (see previous chapters), you automatically get to see the FT spectrum of
it. You can save the time domain FID(s) to an ASCII file (see section 5.1.1.3), but then you would first have to
load that ASCII file into some other software program to view the FID. Only in the FID processing window can
you see the FIDs (see section 5.3), but you would not normally go into all that merely to check the time domain
data points of the FID. In that case, useplm FID menu item under thlot menu. The special plot window

will be displayed empty, and can be used as follows.

16.1.1 The File menu

Theload menu (no submenu items!) works just like liteed file function described in section 5.1.1.1.1, except

that the file manager window now lists thenat files instead of thé.dat files (see for difference section

4.1). After selecting the data file, its time domain signal will be displayed in the window; the real part of the
signal as a yellow solid line, and the imaginary part of the signal as a red dash-dot line. In Figure 55 the FID of
ischr.mat is displayed.

= FID plotting [~}
File Miscellaneous

FID
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Figure 55. The plot FID window displaying the time domain signal of ischr.mat (solid line is real part, dash-dot line is
imaginary part).

Once the FID has been plotted, you can zoom in and out and scale up and down, all using Matlab’s free area
zoom function (see section 5.1.2.1).

Theprint andquit menus work exactly as described in sections 5.1.1.2 and 5.1.1.4, respectively.
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16.1.2 The Miscellaneous menu

16.1.2.1 axis units

With this menu item you can select whether the time axis should be displayed in units of points (index) or time.
If you selectpoints, as in Figure 55, the x-axis will display the data point index running Treemdp . If you
selecttime, the data point labels will display their true value in millisecondshégin+n*step , with n run-

ning fromO to ndp-1 (see for more information on these parameters section 4.1.1). The default is to display
the x-axis by the data point index.

16.1.2.2 real/imaginary

This menu item allows you to switch on/off the display of the real or imaginary part of the time domain signal.
Selecting either theeal orimaginary submenu item toggles its settings: if displayed the submenu item will be
checked, otherwise unchecked. The plotted FID will be immediately updated. The default is to have both parts
of the complex signal displayed; the real part always as a yellow solid line and the imaginary part always as a
red dash-dot line.

16.2 batch spectra

This function plots an entire batch in one display. All spectra of the batch are plotted on top of each other as
dotted lines. The first spectrum in the batch is then overlaid as a highlighted solid line. Using the vertical slider
on the right, you can change the serial number of the signal that is displayed as a highlighted solid line. This
way you can ‘walk’ through the batch, watching for peaks decreasing or increasing in intensity, or shifting fre-
guency. This may be useful to ‘get to know’ your batch before you attempt automatic batch processing; see also
section 11.1.1. When selecting thetch spectra menu item, the plot window will be displayed empty, and can

be used as follows.

All spectra are displayed as their real part, phased according to the phasing values $oanteir<b>.gra

or default.gra . It also uses default zoom, line broadening and axis units settings read from those files. It
may therefore be useful to make sure the first spectrum of the batch is properly displayed, e.g. using the
SETUP: experimental function (see chapter 7 and section 5.1.4).

16.2.1 The File menu

Theload menu (no submenu items!) works just like thad batch function described in section 5.1.1.1.2,

again you have to change directory to the directory containing the batch first. After defining the batch, the FT
spectrum of the first signal in the batch will be displayed as a dotted line (package default is dark blue, see sec-
tion 16.2.3), and thehow batch pushbutton appears. Figure 56 displays this situation for a batdh MR

spectra collected from perfused livers

UData kindly provided by Nanna Gillis, Koen Bruynseels and Dr. Flor Vanstapel, Catholic University of Leuven (B), Bio-
medical NMR Unit.
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Figure 56. The plot window for the batch spectra function, displaying the first spectrum of the batch after having defined
the series, plus the show batch pushbutton, which launches the display of all spectra on top of each other.

When you press thghow batch pushbutton, all spectra of the batch will be displayed on top of each other, all

as dark blue dotted lines, with the first spectrum of the batch overlaid as a highlighted (package default is cyan,
see section 16.2.3) solid line. Thleow batch pushbutton then disappears and a vertical slider appears on the
right, with two text boxes at its right hand side; one at the bottom displaying the start number of the batch, and
one at the top displaying the end number of the batch. Next to the sliding part of the slider is an edit box dis-
playing the current serial number in the batch of which file the spectrum is displayed as a highlighted solid line.
Initially this will be start number of the batch. However, you can move the slider up and down to display differ-
ent spectra in the batch. When you move the slider, the edit box on the right will be automatically updated to
indicate the serial number of the highlighted spectrum. Use the arrow-ends of the slider to step through the batch
one by one. You can also edit the number in the edit box on the right to immediately highlight the spectrum you
are particularly interested in. One problem with this slider is that it is completely insensitive to resipiiog the
batch spectra window. This is a shortcoming of Matlab: it was either this quirk, or the slider had to be hori-
zontal. So make sure you install the right default size for this window using the customize windows menu (see
section 3.2.1.1) first! Figure 57 displays the window with a spectrum more or less halfway through the batch
highlighted.
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Figure 57. The plot window showing the entire batch of the perfused liver experiment. All spectra are plotted on top of

each other (as blue dotted lines), which spectrum number 15 (see slider and edit box on the right) is highlighted. Notice
how some peaks are clearly lower in the highlighted spectrum than in other spectra of the batch, whereas the peak at 15
ppm (sugar phosphates) was initially non-visible, and is steadily rising throughout the perfusion experiment.

Theprint andquit menus work exactly as described in sections 5.1.1.2 and 5.1.1.4, respectively.

16.2.2 The View menu

TheView menu can be used to zoom in and out and scale up and dowrodrhén, zoom out, scale up and
scale down functions works exactly as described in sections 5.1.2.1, 5.1.2.2, 5.1.2.4 and 5.1.2.5, respectively.

16.2.3 The Lines menu

With this menu you can change the color and the marker of the background spectra, and the color of the fore-
ground spectrum. You can change their default settings usirgjdhbatch spectra menu in thecustomize
preferences window (see also section 3.2.1.3).

16.3 batch results

It was explained in sections 10.11 and 13.7 that after automatic parameter estimation on a batch of files, sepa-
rate ASCII files would be produced, each containing all estimates for all peaks in all signal of the batch for a
certain parameter. One file for all amplitudes, one for all frequencies, etc. These parameters are stored in the
ASCII files a columns; the first column listing the batch index, and then a column for each peak included in the
fit, in the order as numbered in the spectral window or result table, listing the specific parameter for that peak as
estimated for all signals in the batch. These ASCII spreadsheet files can be easily imported into your desired
spreadsheet software, be it for applying statistics, plotting time graphs of specific parameters, etc. However, if
you want a quick glance at the course of a certain type of parameter during your experiment of which you ac-
quired the batch, you can load the ASCII spreadsheet files intmatble results function. When selecting the

batch results menu item, the plot window will be displayed empty, and can be used as follows.
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16.3.1 The File menu

Theload menu contains a submenu item for each type of parameter for which an ASCII spreadsheet file might
have been produced. Loading an ASCII spreadsheet file works just lileathéle function described in sec-

tion 5.1.1.1.1, except that the file manager window lists the spreadsheet files according to their extensions (see
also section 13.7):

parameters in ASCII file to be loaded ASCII batch result files listed

amplitudes *.amp
frequencies * fre
linewidths *lw
phases *.pha
zero order phase *.phO
begin time *t0
pH *.ph
absolute concentrations *.cnc
absolute intensities *.aam
water amp/lw *.wal

The file to be loaded should not start with a non-numerical character (otherwisadttemmand will fail, see
also section 4.1.3), and all columns should contain the same number of entries, i.e. the number of peaks must
have remained constant during the batch for unambiguous plotting of batch results.

For the current example we used YWeRPRO batch result file for the absolute intensiti@g22b.aam (i.e.

the estimated amplitudes scaled back to the original intensities in the FID, udbigRte<b>.scl files) of

the batch displayed in Figure 57 in section 16.2. After having loaded the result file, graphs will be displayed for
the estimated parameter each component, with a legend at the right of the figure. See Figure 58.
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Figure 58. The plot window displaying the estimated original intensities of the 10 fitted components for the batch of the
perfused liver experiment displayed in Figure 57. As indicated in the caption of that figure, the amplitude of PME (peak 2)
can be seen to rise after its original amplitude near 0, with a slight decrease at the eng.ampitede can be seen to
decrease after spectrum 7, followed by a sharp increase after spectrum no. 23.
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16.3.2 The Lines menu

With this menu you can change the overall appearance of the graphs. You cannot change their colors and mark-
ers using this menu, but only indicate whether the graphs should be displayed using solid lines or markers. This
is the overall settings for all lines in the plot. By default, the individual colors and markers of each line in the
plot (there are as many lines as there are peaks) are circulated from the basic Matlab set. The legend on the right
will be updated according to your changing the graph type. You can change the default settings Bsig the

batch results menu in thecustomize preferences window (see also section 3.2.1.3). The package defaults is

to display the graphs as lines only.

16.3.3 Changing the properties of individual lines

You can double-click on a line to change its propertieshle on/off, color, marker). As soon as you double-
click a line, the “Change line properties” window will appear, see
Figure59 after double-clicking the line for peak 3.

= Change line properties nn
. on

Figure 59. The Change line properties window which you can use to change the properties for the individual
lines in the Plot batch results function.

Thevisible checkbox can be checked and unchecked, to sgtsibée propertyon or off. Be careful that once

you switch thevisible property of a line t@ff, the line really does become invisible, which means that you will
have a tough time clicking it again (i.e. finding it) if you want to change the properties of the line once more.
The color property of the line can be changed by selecting a new color from the popup menu, raackére
property of the line can be changed by selecting a marker (or ‘none’) from the popup menu. Selecting a marker
will display the graph as markers only. Once you change any of the individual line properties, the display will
immediately be updateddt the legend). When you are happy with the changes, pre€3ktHmutton. After

pressing theOK button, the display will be updated again, and at that time the legend will be updated too.
Pressing theancel button will undo the changes and return to the previous display before double-clicking the
line.

16.4 contour plot

This function has not been completed yet and cannot be used. The menu item is disabled (inactive).

16.5 mesh plot

This function has not been completed yet and cannot be used. The menu item is disabled (inactive).

16.6 image

This function has not been completed yet and cannot be used. The menu item is disabled (inactive).
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Appendix B
Bug fixes in MRUI_96.3

The following bugs were fixed in MRUI version 96.3.

Contributions by : Mika Ala-Korpela
Koen Bruynseels
Miquel Cabafias

Blaise Frederick

University of Kuopio Finland
Catholic University Leuven Belgium
Universitat Autonoma Barcelona Spain
McLean Hospital Belmont USA

Nanna Gillis Catholic University Leuven Belgium
Yvonne Heidkamp University Hospital Nijmegen The Netherlands
Thomas Hoess University of Tubingen Germany
Reino Laatikainen University of Kuopio Finland
Ross Maxwell Skejby University Hospital Denmark
Dominick Mclintyre St. George's Hospital London England
Jim Murdoch Picker International Ohio USA
Richard Nolde Yale MR Center USA
Takashi Ogino Institute of Neuroscience Tokyo  Japan
Alessandro Ponti University of Milan Italy
Manoj Saranathan University of Washington USA
Jeff Stanley University of Pittsburgh USA
Leentje Vanhamme Catholic University Leuven Belgium
Paul Van Hecke Catholic University Leuven Belgium

By the way, sometimes when you get an error message in the Matlab command window, you can track down
which scripts the function went until it crashed. When you report an error, make a note of these script or func-
tion names, and also the order in which they were called. Before you report the error, you can get some more
information on the scripts that were involved, by using the Mditddp command on the name of the MRUI

script, each of which contains an informative header about its function, input and output parameters, last update,
etc. This header information can be displayed in the Matlab command window by typing:

>> help <scripthame>

where<scriptname>  is the name of the Matlab or MRUI script or function, with or withounitextension.

MRUI base window

1. In Plot batch spectra, spectra in the batch could be plotted with the wrong phase if the begin time in the
.mat data file differed from the begin time as set bytbegin slider.

2. Loading apeakpick file through theDatabase menu would crash if theancel button were used in the file
manager window.

Customization

1. Customizing the prior knowledge window no longer worked.

2. Clicking on the empty bar in customize windows would cause an error message.

3. Changing the customize settings futl calculation under theVARPRO menu had no effect in further
VARPRO runs.

4. Customize preferences seemed defect from the fifth line downwards.

Spectral windows general

1. Autoscale no longer worked.

2. Using Next after a batch caused a crash, which is normal becaud¢etenenus should have been dis-
abled after a batch of files. They now are.

3. When loading a batch series, the use ofcdrgcel button in the batch definition window could sometimes
generate an error message.

4. Saving spectra in aawscii plot file would crash.
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5. When runningSVD_1D or VARPRO on a spectrum that had not had any zoom in (i.e. displayed over entire
spectral width), an error could occur before MRUI would plot the result window with reconstructed spec-
trum etc.

6. Changing the number of points in the Fllft , edit box in lower left corner) in the result window, with the
spectral labels off, would bring back the spectral labels on the screen.

7. Displaying only one type of spectrum in the results window (e.g. only the residual) resulted in an error mes-

sage.

When switchingc-axis labels off, the x-axis unit (e.g. ppm) would still be displayed.

9. If you had thespectrum labels switched on, they would not re-appear after switchingdhelt info list off
and back on.

10.Under certain circumstances, the following error could lead to a crash:

>> ??? Error using ==> set

Invalid object handle.

Error in ==> /home/boogaart/MRUI_96.3/mrui/graphics/new_axis.m
Online 93 ==> eval(['set(',uic,'a,"checked","off")"])

11.Apart from that one in 10, other "Invalid object handle" crashes could occur for objects (text or buttons etc.
in a window) that were cleared when closing a window, and apparently not properly re-initiated by Matlab
upon opening a new window. Such objects are no longer cleared when you close a window, so that they keep
on getting overwritten, but Matlab won't complain about not knowing what to do with them.

o

Plot
1. Using thePlot batch spectra function would crash if n&name>.gra or default.gra file could be
found.

Tools

1. For non-Matlab userseconvp did not use the correct tbegin value for first order phasing of the recon-
structed and residual spectrum if the begin time had been fixed to, or estimated at, a different value from the
one in the data file. Thibegin value in the data file was used f@convp phasing. Now the tbegin
value from thegolscr.par file is used for phasing.

Simulate

1. The percentage noise slider could display a negative value in the edit box on the left, depending on the

phases of the signal components.

Some problems to do with scaling factors and intensities of simulated signals were fixed.

3. Loading a new simulation file into tf&mulate function on PC would not update the simulation parameters

and simulated signal.

Loading a new simulation file into tt&mulate function would not update the Parameters menu.

Simulate could crash if you changed the number of data points, if the new number exceeded the current

number of FT spectral points.

6. Saving a file fromSimulate would give some unwanted side effects if the entered file name would be dif-
ferent from the file name listed in teamul.par  file.

N

S

Conversion

1. When multiple windows with spectral plots would be displayed by a conversion routine (such as for GE data
files were a metabolite, water and divided signal would be displayed in three different windows, or when
displaying all conversions in a batch), tgt button of only the last displayed window would work. The
other windows would remain visible, and could only be closed using the Xwindow feature of your Desktop
software. This bug has been fixed, and guit button on any of the displayed windows will now quit all
conversion display windows at the same time.

2. Pressingcancel in the batch series definition window for batch conversion would still bring up the window
in which to define the name of the file to be saved, and the batch window would not be cleared.

3. In GE data file conversion, when saving reference corrected metabolite FID=s' fites, after point-wise

division of the water-suppressed metabolitesignal by the unsuppressed watesignal), the scale factors

in the<name>.scl file would be wrong (versions 96.1 and later), leading to ridiculously large numbers

when attempting absolute quantitation.

Conversion of GE G files failed with new system-independiedt program.

5. Batch conversion oBruker X32 (fid & acqus) files assumed serial numbers to be integrated in the full
path names at the end, e ®?/L.960118/1/fid<b> , Where<b> is the serial number in the batch. This

E
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was not very realistic, as the directory that containgitheandacqus file has the name of the serial num-
ber. So now batch conversion 8fruker X32 (fid & acqus) files assumes the path name to be:
??/L960118/<b>/fid

6. For Bruker X32 files irt.fid  format, the transmitter frequency was read in MHz and not converted to Hz
(factor 16 wrong).

7. Philips conversion failed to set the proper ppm unit for other nuclei than protons.

8. Philips conversion failed to convert old Philips data files, in wich the parameter file
nr_time_series_spectra =0 .

9. SMIS conversion crashed on a PC due to diffedat2hex and uiputfile function output in PC-
Matlab.

10.Vvarian NMR conversion failed for very long pathnames or in some cases failed altogether.

11.Conversion of old format Felix files in batch did not work.

12.MRUI mat_1d to dat_1d conversion failed on PC.

13.MRUI mat_1d to dat_1d conversion for PC contained a bug which inserted four zeroes at the start of the
imaginary data points in thdat file if the number of data points was an integer multiple of 4. This would
lead to weird phases and useless fitting results.

14.MRUI mat_1d to dat_1d and vice versa did not work properly on a DEC RISC. Work-around provided.

15.MRUI dat_1d to asc_1d on PC produced mat_1d file instead of amsc_1d file.

16.MRUI mat_1d to dat_1d on PC did not work in batch (only the first file of the batch converted).

Process

1. In the FID processing window, the result spectrum was never line broadened.

2. Some programs (such d#ide) suffered from the routine reading thecl  files not having a default
norm in case nd.scl file was found; the empty norm variable would cause empty data vectors.

3. RunningER_Filter would display the wrong names over the displayed result spectra (both for individual
files and for batches), though the produced files did have the correct names.

4. When usingeR_Filter on a signal for which th@hzero was different from 0, the resulting spectrum
<name>_x got phased twice in the result display (although the actual signal #mémee>_x file was
OK).

5. ER Filter did not fully take into consideration the phase and begin time of a signal, and the values for phase
and begin time set by the sliders in the spectral window.

6. Normal/reverse menu item did not work in FID Processing.

7. The FID processing window was not sufficiently cleared (previous result spectra remained) when loading a
new file intoCadzow EP, DC Offset correction oMultiply.

SVD 1D

1. After display of a singular values plot, teave ascii plot - spectra function would produce a singular
value plot in the ascii plot file instead of a spectrum plot, or it would crash.

2. In the result spectral display, switching tesult info list off when the singular value plot was displayed,
would cause a crash.

Peakpick

1. Trying to change the axis units Beakpick would cause an error message froew_axis.m , although
the new axis units were applied, but the menu item wouldn't be checked.

2. RunningPeakpick in batch would cause a crash after the first spectrum, a problerdelétie(pkph)

3. Thendp function inPeakpick, which allowed setting of the number of data points forMA&PRO fit,
was not always successful in that when callingMARPRO function this new number was not recognized.
For this reason thidp function has been taken out of tReakpick routine, as it is also more relevant to
change it just before runningARPRO.

4. When peakpicking in batches, you would have to pres®knhbutton in the popup message each time a file
in the series was not found. Now a message is displayed in the Matlab command window instead, to allow
smoother continuation of the batch.

Inputvp

1. When changing the constraints fainzero and/ortbegin in an existinginputvp set, the response of the
group phase constraints in the subseqlmmitvp window was not ideal, and in some cases erroneous con-
straint values could be written to the prior knowledge (e.g. always phadative tophzero, regardless of
what you had just typed).
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2. In addition to the previous bug, under comparable circumstances, the relative phase constraints could be
listed OK, i.e. with the previous constraint values in the edit boxes, but the value of 0 writterinto the
putvp.ans file.

3. Having a loaded a signal witipk peaks innputvp, you could see, after loading in the same Inputvp func-
tion a new file for which @eakpick file existed with less peaks, that the redundant extra entries in the
Group Peaks menu were still visible.

VARPRO

1. The pH menu no longer worked, gave an error message.

2. pH calculation in batches using th8 TP frequency would only work for the first spectrum.

3. VARPRO analysis did not take into account any default fitting values setsbymize fitting parameters.

4. pH calculation for APP could give unreasonahdat of range" errors because thel andc2 con-
stants could be tested in the wrong order.
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Appendix C

New features in MRUI_96.3

The following new features were added in MRUI version 96.3.

Contributions by :

Mika Ala-Korpela
Koen Bruynseels
Miquel Cabafias

University of Kuopio Finland
Catholic University Leuven Belgium
Universitat Autonoma Barcelona Spain

Blaise Frederick McLean Hospital Belmont USA
Nanna Gillis Catholic University Leuven Belgium
Yvonne Heidkamp University Hospital Nijmegen The Netherlands
Thomas Hoess University of Tubingen Germany
Reino Laatikainen University of Kuopio Finland
Ross Maxwell Skejby University Hospital Denmark
Dominick Mclintyre St. George's Hospital London England
Jim Murdoch Picker International Ohio USA
Richard Nolde Yale MR Center USA
Takashi Ogino Institute of Neuroscience Tokyo  Japan
Alessandro Ponti University of Milan Italy
Manoj Saranathan University of Washington USA
Jeff Stanley University of Pittsburgh USA
Leentje Vanhamme Catholic University Leuven Belgium
Paul Van Hecke Catholic University Leuven Belgium
Installation
1. Automatic script that prepares user environment for running MRUI (environment variablescséirdn

2.

or .profile ; creation off(HOME/matlab/work_dir with necessary files).

The MRUI installation on PC has been successfully completed, both for Windows 3.11 and Windows 95.
Instructions can be found mrui_pc.txt . The binary executable programs for the Fortran methods can

be distributed so that a Fortran and C compiler are not required for the PC. As a compromise towards run-
ning under Microsoft, HLSVD and HSVD cannot use the more robust LAPACK routines for the linear least
squares step, and we had to put the original routines back in. For the same reason, HTLS won't run under
DOS due to LAPACK problems, and (EP)LPSVD(CR) will run, but the conversion to and from the Felix
format (necessary for the LP methods) does not work as it requires the linking of Fortran code with C code,
in which we have not succeeded using Microsoft compilers.

The Matlab-versionN]RUI_96.3 ) and the non-Matlab versioMRUI_FQ of MRUI have been combined

again. There is now one single package that should serve all MRUI users, those with Matlab, those without,
those on UNIX systems and those on PCs.

MRUI base window

1.
2.

Quit MRUI andQuit Matlab have arOK/cancel interface.

Throughcustomize fitting parameters you now have the possibility to select whether the estimated am-
plitudes VD andVARPRO fit results), as they appear in the table on the result screen, are listed as scaled
amplitudes according to the FID normalization, or unscaled according to the original FID intensities. The
latter might be preferable, but often the original FID intensities are so large that it will deface the entire win-
dow. The amplitude values according to the original FID intensities can always be found in the
<name>.hns or<name>.vns file.

The Database menu now also contains a function for thgutnv file resulting from thénputnv AMARES
function.

Customize
1. Customize preferences now includes the default settings for the spectral result display. l.e. you can indi-

cate whether you would always want the individual components to be displayed, etc. You can also change
the default to which spectrum the display should be scaled, or the plotting order (bottom to top or top to
bottom). These options you can set separatelfifter HSVD, SVD_1D andVARPRO. You can also set
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whether by default the spectrum labealgdinal, reconstructed, individual components, residual) should

be displayed or not. Especially PC users may wish to disable these, as they tend to run through the table for
small screen monitors. This setting is in thistomize preferences menu at the position where previously

the plotting order was controlled.

. Customize fitting parameters has been protected for the absolute maximum number of data points, cur-

rently 16384, which can be handled by the Fortran programs. See also new feature 5 under Conversion.

Spectral windows general

1.

2.

4,

PC users have an extra print optiprint to clipboard. The window graphics contents are sent to clipboard

in the Windows Meta Format (WMF), after which you can paste them into any Windows application.

The save ascii plot andsave gnuplot functions have been merged under the labgk ascii plot. The

plot files have the same format. Should you want to make the plot file easily recognizable for your gnuplot
software, just save the ascii plot file withgau extension.

. In the result window (afte? ARPRO analysis), the peak numbers were previously only displayed if the re-

constructed spectrum was displayed. Now, if the reconstructed spectrum is not displayed, they will be dis-
played over the individual components if they are displayed, or else over the original spectrum, or if only the
residual is displayed, over the residual spectrum.

Thepeak numbers menu item moved from thdiscellaneous menu to thdResults menu.

Conversion

1.
2.

3.

Picker spectrometer data file conversion.

GE Omega data file conversion (Manoj Saranathan) and conversion for 5.x stack (time series measurements)
files.

Conversion of GE 5x files can now be performed on any machine, thanksstodtheemulation program,

written by Blaise Frederick.

The scale files*(scl ) have been greatly simplified to aid clearer absolute quantitation. This upgrade re-
quires conversion of old files when they are to be re-used in MRUI_96.3. You can do this in one go by using
the mruio2n command. Change directory to where the old files are that you want to re-use, and simply
typemruio2n in the an operating system shell,imruio2n in the Matlab command window. This lists

some information on the use of the programmuio2n all updates all files in the current directory,
mruio2n <name> all files that belong to the data file with general file name kasene>. mruio2n

help gives more detailed help. You can also callrttreio2n command from th€onversion menu un-

der the MRUI base window; it is tl@LD -> NEW menu item under th€IRUI menu item. Thenruio2n

command will updateall types of file automatically, whether binary data files, peakpick files,
SVD_1D/VARPRO result files, or scale files. It will automatically decide whether a file is up to date or
whether it needs to be converted. A detailed report is written to a file catléd2n.history in your

home directory. Thenruio2n command only works on UNIX machines (but PC users have no old version
to update from...).

All conversion routines now producmame>.dat/mat files with a maximum of 16384 complex data
points. Files with more data points would overflow the Fortran read routines, leading to aberrant results. You
can change the maximum gustomize fitting parameters (SETUP menumaxndp). However, you

should only do this after having increased the maximum array size in the corresponding Fortran routines and
recompiled.

SETUP

1.

The number of data points for the fit and for the Fourier transform spectrum have been taken out of the
SETUP menu as they are rather irrelevant here. It is still present iougtemize fitting parameters
function forSETUP, so that you can arrange a default value that suits you best.

FID Maths/Processing

1.
2.

FID truncation. The truncated FID is storeckimlmme>_t.dat/mat

FID phasing. In a similar spectral display as €gakpick, you can phase the spectrum usingpgheero
andtbegin sliders. When the spectrum is properly phased, ussatleephased FID menu item to multiply

the FID by the exponential zero order phase factor, and change its delay time to the tbegin read from the
slider. The phased FID is stored in a fileame>_f.dat/mat . This may be useful when you wish to sum

or subtract two FIDs that have different phases.

FID normalization (uses same functions as multiplication). You can normalize any FID to a given maximum
value. The normalized FID is storeddname>_n.dat/mat
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4. Frequency shifts. You can either enter a constant frequency offset by which all frequencies in the spectrum
should be shifted, or click on a peak and then enter the frequency it should have. This is all in intrinsic fre-
guencies in Hz (i.e. different from the ppm referencing &EMUP: experimental). The time domain data
points are corrected for the frequency shift as well, and stored in<méilee>_v.dat/mat . You can se-
lect whether the kHz frequency reference for ppm units should be shifted as well (defaslit ¢gan be
permanently changed viaistomize fitting parameters).

5. FID Apodization works just like line broadening, but for this processing function the FID is also multiplied,
and the apodized FID storedsmame>_a.dat/mat . You can choose between Lorentzian and Gaussian
apodization, and you can also enter negative apodization constants ('line narrowing’).

6. ER_Filter no longer takes the x-axis limits from thgra file, but displays the entire spectral width be-
fore you decide on which region to ‘cut out’. This is a more relevant approach.

7. All functions now include the production of a corresponding scale<iltarte>.scl ), for the purpose of
absolute quantitation.

8. FID division is now fully integrated in the FID processing window. The divide function divides a signal by
the complex phase factor (so the signal divide by its own magnitude) of another signal. You can use this to
divide water suppressed metabolite FIDs by the unsuppressed water FID to correct for eddy currents and
magnetic field inhomogeneities (Uwe Klose's method, also known as QUALITY) if this correction is not
automatically carried out during file storage (Siemens) or conversion in MRUI (GE, Picker). You can run
divide in a batch, either dividing a series of files by the same FID, or dividing each file in a series by a dif-
ferent file (i.e. if you have two batches of the same size, e.g. 12 metabolite FIDs and 12 water FIDs from dif-
ferent measurements).

9. FID subtraction is now fully integrated in the FID processing window. The subtract function subtracts a sig-
nal from another signal. You can run subtract in a batch, either subtracting one particular signal from a se-
ries of files, or subtracting a different file from each file in a series (i.e. if you have two batches of the same
size).

10.FID summation is now fully integrated in the FID processing window. The sum function sums a signal to
another signal. You can run sum in a batch, either summing one particular signal to a series of files, or sum-
ming a different file to each file in a series (i.e. if you have two batches of the same size). Alternatively, you
can sum all files in the loaded batch together.

Simulate

1. Simulate is protected against choosing a number of data points for the signal larger than 16384. Files with
more data points would overflow the Fortran read routines, leading to aberrant results. You can change the
maximum incustomize fitting parameters (SETUP menumaxndp). However, you should only do this
after having increased the maximum array size in the corresponding Fortran routines and recompiled.

Filter HSVD

1. TheFilter_HSVD result signal (the reconstructed time domain signal) can be saved to file as ordinary data
file, for use in later analysis if desired. Selectghee signals menu item under theesults menu.

2. The default number of data points for fiker HSVD method has been limited to the maximum number of
data points for the SVD algorithm used, already in the MRUI menu.

SVvD 1D

1. The result file<name>.hns now also contains a value for the signal-to-noise ratio (SNR) of the time do-
main signal in dB, calculated from the estimated amplitudes and damping factors, and the standard deviation
of the noise, via the 10-log of (energy in signal over energy in noise).

2. Throughcustomize fitting parameters you now have the possibility to select whether the estimated am-
plitudes EVD_1D fit results), as they appear in the table on the result screen, are listed as scaled amplitudes
according to the FID normalization, or unscaled according to the original FID intensities. The latter might be
preferable, but often the original FID intensities are so large that it will deface the entire window. The am-
plitude values according to the original FID intensities can always be found<nahee>.hns file.

3. TheSVD_1D result window also displays peak numbers, justVMR&PRO.

4. TheSVD_1D results signals (the reconstructed and residual time domain signal) can be saved to file as or-
dinary data file, for use in later analysis if desired. Selecsdhe signals menu item under thResults
menu.

5. In the pH calculation, you can now indicate wheth®iTP was fitted as a doublet, and MRUI will take the
average of the two frequencies for ttiéTP chemical shift in the pH calculation.
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6. The batch result files produced after running a batch, each containing a particular parameter for all peaks in
all signals of the batch, are now accompanied by a file of identical format, listing the Cramér Rao estimates
for the standard deviations of the estimated parameter(s). The file extensions are those of the parameter file,
with ans as third character.

Peakpick

1. When running a batch Reakpick, you could previously only use the phasing sliders and edit boxes on the
first spectrum, where you had to set everything correctly, and then when the batch started, each occurring
spectrum only allowed direct clicking on peaks for starting values (except for the zoom feature added in
MRUI_96.2). It was not possible to re-phase a spectrum e.g. halfwaygkheobatch. This would be useful
for instance when processing a (non-field-corrected) set of MRSI voxels in a batch series. You can now use
the batch functions menu item from theéMiscellaneous menu inPeakick, before you start the batch
Peakpick, where you can indicate which of the four phasing features you want to enable for each spectrum
as it comes along in the batch (the more features you enable, the slower the program will respond to your
mouse clicks, as the possibility of doing other things during a batch involves pausing the program and
checking those sliders and edit boxes continuously). Then when you start thdmltpitk, you can re-
phase each spectrum first, and then you have to click alottebutton for the real peak-picking to start on
that spectrum. This process will be repeated for all spectra in the batch.

Inputnv
1. A completely newnputnv function has been added, to supply prior knowledge foAMMARES algorithm

(see new feature 1 MARPRO). It works more or less like tHaputvp function forVARPRO, except that
the parameter relations are implemented on a peak-to-peak basis, rather than for whole groups at the same
time.

VARPRO

1. Thanks to long and hard work by Leentje Vanhamme, as part of her Ph.D. project, we are proud to present
you with a completely new VARPRO-type nonlinear least squares algorithm, which we dAMB&RES
(Advanced Method for Accurate, Robust and Efficient Spectral fitting; pronounce it to get the gist of the ac-
ronym), and which is listed in the MRWMARPRO function adNL2SOL (which is the core optimization al-
gorithm implemented). It has the following advantages over the existing algorithms, but because it involves
an entirely new prior knowledge interface, we left the existing methods in the interface for those of you who
are happy with the current programs, and who do not need the new possibilities.

2. The result filecname>.vns now also contains a value for the signal-to-noise ratio (SNR) of the time do-
main signal in dB, calculated from the estimated amplitudes and damping factors, and the standard deviation
of the noise, via the 10-log of (energy in signal over energy in noise).

3. When running a batch MARPRO, you can now set the option that after egich-th run, the results of file
no.<i> (read from thecname><i>.gol file) are used as starting values for file gbt1> (written into
the<name><i+1>.pkp file). You activate this option using the menu iteraults run i => starting val-
ues run I+1 from thebatch functions sub-menu under thdiscellaneous menu.Conversion of results to
starting values is always done using three checks:

» the number of iterations must be positive (negative number of iterations indigd&&RO error)

« the number of peaks found for fild> must be identical to the number of peaks in the starting
value file for file<i+1> , if the latter exists

 all damping factors must be negative (positive linewidths)

4. A forth test is optional, which is the number of iterations. This can be checked against a maximum set by
yourself (i.e. if more than an expectsbrr> iterations were necessary, then the solution might not be
ideal, so don't use results for starting values of next run). You activate this option using the maraxitem
no. iterations under thebatch functions menu. The number listed in this item, used for the check, can be
set (semi-permanently) using thiestomize fitting parameters menu.

5. If a pH value would be undefined due"tthemical shift out of range" in a batch, a message
would appear and wait untdK was clicked, halting the batch. Now, in batches, a message saying a similar
thing, with batch file number, appears in the Matlab command window and the batch keeps on running.

6. Throughcustomize fitting parameters you now have the possibility to select whether the estimated am-
plitudes YARPRO fit results), as they appear in the table on the result screen, are listed as scaled ampli-
tudes according to the FID normalization, or unscaled according to the original FID intensities. The latter
might be preferable, but often the original FID intensities are so large that it will deface the entire window.
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The amplitude values according to the original FID intensities can always be found<inathne>.vns

file.

. For users of theeconvp program (for GNU plots or after running VARPRO without Matlab), it can now
also incorporate your Gaussian decay into the reconstruction, plus a line broadening factor you enter as a
command line argument.

. When running a batch i"WARPRO, you can now set the option whether existiRgakpick
(<name>.pkp ) andInputvp (<name>.inp ) should be used when found or not. If you want to re-do an
analysis of an entire batch after having re-donePisakpick andInputvp on the first file only, setting a

new number of peaks, then you'll have to switch this option off. You can change the default setting in the
customize fitting parameters menu fo’VARPRO.

. The VARPRO results signals (the reconstructed and residual time domain signal) can be saved to file as
ordinary data file, for use in later analysis if desired. Selectate signals menu item under thResults

menu.

10.In the pH calculation, you can now indicate whethiTP was fitted as a doublet, and MRUI will take the

average of the two frequencies for tieéTP chemical shift in the pH calculation.

11.The batch result files produced after running a batch, each containing a particular parameter for all peaks in

all signals of the batch, are now accompanied by a file of identical format, listing the Cramér Rao estimates
for the standard deviations of the estimated parameter(s). The file extensions are those of the parameter file,
with ans as third character.
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Appendix D
MRUI and compatibility

Officially, the MRUI software is supposed to be platform-independent, which is especially true because it is
largely based on the Matlab software, which itself behaves identically on different platforms (when you buy
Matlab you have to say what kind of computer you have, and they’'ll provide you with the Matlab binaries for
that type of machine, which has a machine-specific bottom end and a more or less platform-independent front
end). Most of the differences, especially between UNIX machines and PC’s have been accounted for in the
MRUI software, be it in conditional machine tests in the MRUI scripts, a machine-dependent command data-
base in theMRUIDIR/mrui/utils/compat.m script (see section 2.1.3), or machine-dependent settings

in the Makefiles for the Fortran and C programs (sections 2.3.2 and 2.4.2).

Obviously, differences will remain, the most prominent one concerning the looks of windows and menus be-
tween UNIX Xclient software and Microsoft’'s Windows software. That one should not harm the use of MRUI
though. I would like to point out a few machine-specific quirks though, which could not be fully solved.

¢ PC users with Windows 95 should edit toenpat.m script so that the COPY command reads:
copy ly

* PC users may experience some resistance of the Matlab edit boxes to take your typed string: upon pressing
[Enter]  nothing may happen. It seems as if the pressifigraér]  must really ‘click’ with Matlab's at-
tention. So just try a few times, and you'll see that it will respond normally at one point.

« PC user may sometimes get unexplainable problems when MRUI tries to run a DOS command, e.g. when
usingexit without save in one of thecustomize functions:

» ??7? Problem running DOS command.

Error in ==> d:\mrui_96.3\mrui\base_win\opt_ext.m

On line 35 ==>

eval(["! ",ucopy,’ ',test_wd usep,' mrui.bak ',test_wd usep,'mrui.ini);
?7?7? Error using ==>!

Error while evaluating callback string.

This is caused by a file sharing violation in MS-DOS, which means that two processes try to access the same
file simultaneously, which is not allowed. In this case for example, themfilg.ini is replaced by
mrui.bak , whereas apparently MRUI is still accessmgui.ini , for example trying to read from or

write to it. However, in the MRUI scripts, by the time this DOS copy command is issuedruhimi

file has already long been closed using the Mdtillse = command, so there should be no problem. There
may be some inconsistency by Matlab's use ofdlogse  command under MS-DOS, or its interaction with

the MS-DOS operating system. This problem has been brought to the attention of The Mathworks, Inc. Their
first reaction was that Matlab’s event queue does not get flushed continuously, which means that Matlab
might carry on with the next line of code without having completely finished the previous one. Usually this
is very clever (gains lots of calculation time!), but in this case it might actually try to overwrite the file be-
fore having properly closed it. A good way to flush the event queue (i.e. make sure Matlab finished the
fclose command before issuing the D@Bpy command) is to use the Matlglawuse command. The

fact that the use of theause command did not help the situation indicates that the problem is more intri-
cate and probably at the level of Matlab’s communication with the DOS operating system. We are still
waiting for a fix, but the problem is that this bug cannot be consistently reproduced. Sometimes it happens,
other times it doesn’t. Hopefully a Matlab upgrade (when is that Matlab 5.0 coming anyway?) will do won-
ders for buggy things like these.

* PC users who have partitioned their hard disk, with the Matlab software on disk C: and their data, or maybe
also theimatlab\work_dir directory on another disk (e.g. D:), start on disk C: when Matlab is fired up.
MRUI will not run, because thelOMEvariable was set to and\matlab\work_dir\mrui.ini will
not be found on disk C: (it's on D:). Hence you must first change to disk D: before you can start up MRUI.

In Matlab, changing disk is analogous to changing directory, and you can do both in one go:
» cd d:\matlab\work_dir
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Users of Sun SPARC 20 workstations (really, that is the only type of machine on which this curiosity has
been noticed) may find that tli®ne button in thePeakpick function (see section 11.5) does not always
register correctly. If that is the case, it will continue to ask you for the next peak, and the clicidonethe

button has been taken as a frequency starting value, which is of course well outside the region of interest. In
this case you should either edit fheakpick.par file manually (and don't forget to create an identical

copy under the namename>.pkp !) or re-do thePeakpick. Users of Sun SPARC 20 workstations unfor-
tunately have to be recommended not to useda&pick until [done] menu item in th@eakpick function.

Some concern has been raised by users about the following messages:

Note: IEEE floating-point exception flags raised:
Inexact; Underflow;
See the Numerical Computation Guide, ieee_flags(3M)

Or something like that. Especially Sun users can suffer from them. Especially when running batches, the
whole Matlab command window can be filled by them, and they seem to pop up arbitrarily, without bad er-
rors in fits or whatever. In fact, they can even occur when you simply convert a data file, and tests have
proved that you can convert e.g. ASCII to binary, getting such an error, then convert the binary back to
ASCII, getting an error again, and the two ASCII files willbactlyidentical. Also, we have run SVD or
VARPRO on simulation signals, and with the occurrence of the above ‘error’, the estimated parameters were
still absolutely identical to the simulated parameter values.

There is absolutely no need to worry. For certain compiler configurations, these messages can pop up at
virtually every call to any Fortran program, whether there is any calculating in it or not. Let's see what the
Sun Manual has to say about it:

“The other two exceptions (underflow, and inexact) are seen very often, and they usually do not indicate
program error. In fact, many more floating-point operations than not cause the inexact exXception

As a matter of fact, Bart de Schutter of the Katholieke Universiteit Leuven (ESAT/SISTA) has suggested a

‘fix’, which would prevent the warning from being displayed at all. As it will only work on Sun, | have not

added the lines to the code of the MRUI programs distributed to the users. Sun users can get rid of the

warning by adding the following line at the end of each Fortran source code file:
i=ieee_flags("clear","exception","all")

You may have to declare the variableas an integer, and perhapse_flags as an external function,

and you may need to link to a specific IEEE library of your compiler.

The purpose of this message is to take away any worries or suspicion from users who encounter these mes-

sages.

Hewlett Packard users would get a Matlab ‘bus error’ (about the worst error you can possibly get) whenever
they would use th€&ile quit menu item. This works fine on all other machines, so it had something to with
how the machine-dependent Matlab binary program for Hewlett Packard machines goes about clearing mas-
sive amounts of memory at the same time. When contacting The Mathworks, Inc. about this, they indeed
admitted this bug in the Matlab binary program for HP in version Matlab version 4.2, and promised im-
provements for the next Matlab upgrade. However, what would an MRUI user on HP do if (s)he couldn’t
even quit functions? The work-around | programmed was that instead of completely clearing the window
concerned, using Matlabdelete() function, | simply made the window invisible (of coursely if

MRUI would detect it was being used on an HP, all other platformsaraffected by this joke). This

works fine too, but of course after a while your computer’s memory will get full, and you’ll have restart
MRUI at regular intervals.

DEC RISC users will get a Matlab ‘bus error’ (about the worst error you can possibly get) whenever they
use theNext menus. The fact that no other type of machine yields this reproducible bug indicates that it has
something to do with the machine-dependent Matlab binary program for DEC RISC (of course possibly in
combination with the MRUI code, but it can’t be just me because it works fine on all other systems). See the
previous HP oddity, which was of similar origins, and the reply of The Mathworks, Inc. Unfortunately, there
is no work-around for this one, so DEC RISC users will have to live witholNdgkemenus, at least until

the next Matlab upgrade.
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Appendix E
MRUI and its use of memory

This appendix explains how you can edit the software so that you can change the maximum number of peaks
and the maximum number of data points. Some users (e.g. thode wiitto data) may wish to increase both
variables at the cost of extra memory and longer calculation times. But the average user can read below how to
reduce both variables and end up with programs that require much less memory, and run much faster!

Let me start with an apology. In MRUI_95.2, | increased the maximum number of peaks for VARPRO from 20
to 100, and for H(L)SVD from 50 to 100. | had understood that my HP workstation had 32 MB of RAM mem-
ory, and since the new settings did not cause me any trouble, | decided to make the changes in the official ver-
sion. Then | started getting complaints from users with 32 (or less) MB RAM workstations about “out of mem-
ory” messages, and neither VARPRO nor (Filter )HSVD would work. It turned out | had been wrongly in-
formed, and that my HP workstation did in fact have 64 MB of RAM memory! Ron de Beer (Delft University of
Technology) provided the following calculation to show why VARPRO with 100 peaks would cause memory
problems:

“The largest array in the VARPRO code is the 2-dimensional array A, which for 2048 complex data points and
100 peaks can reach a size of around 32 MB. This is a working array, that has to contain the Jacobian matrix,
amongst others. The large size of this working array can be understood considering that 2048 * 2 * 100 * 4 * 8
is already 13 MB (2048 data points; 2 because of complex data points; 100 peaks 4 parameters per peak; 8 be-
cause double precision is real*8). We now suffer from the Fortran77 requirement that the largest possible array
be declared at initialization. Perhaps in the future with a Fortran90 version of VARPRO we can overcome this
problem using run-time memory allocation.”

| checked the declaration of array A in VARPRO, and its dimensiorgrarex*ilpp2m , wherei2nmax is

the number of data points (reals, i.e. 2*complex, i.e. 4096 for 2048 complex data pointiéppamd is
(ilm+ilinc)*icomp+2 , Whereilm is 2 andilinc is 8. 4 parameters per peak is not really implemented

in the software; there are also reservations for estimation of the zero order phase and the begin time, and for
Gaussian components. Hence the memory requirement for array A is: 2048 * 2 * 100 * 10 * 8 is exactly 32 MB.
This caused the problems.

Currently the only solution to “out of memory” crashes is to reduce the number of peaks or the number of data
points in the Fortran code -- or buy more RAM memory. For a workstation with 32 MB of RAM, you can use
2048 data points and 50 peaks without problem. If all your applications require a smaller number of resonances
and/or data points, you should set the maximum numbers in the code as small as possible, because this will
make the arrays smaller, hence reduce memory requirements and therefore significantly speed up the software!
For MRUI_96.%, | have set the defaults back to 25 for VARPRO and 50 for H(L)SVD. The maximum number

of data points remains at 2048, but you should realize that if your FIDs usually have died out before 1024, that
setting the maximum in the code to 1024 greatly reduces the size and calculation time of the software. | will
now explain how you can change the maximum number of peaks and data points in the Fortran code, and make
corresponding changes in the MRUI scripts. Realize that after making changes to the Fortran code, you will
have to recompile using the Makefiles (and distribute the executables to the target directories) for the changes to
take effect. Changes made to the MRUI scripts will take effect once MRUI has been restarted.

At the top of each Fortran file, there iparameter(....) statement. It contains constant variable settings,
such as the maximum number of peaks and the maximum number of data points. | will refer to the names of the
variables that have to be changed in theameter(....) statements (these are the only positions where

you will have to make your changes in the Fortran code. It is easiest to load the Fortran files in your favorite
editor, search for the striqgarameter (skip the occurrences in text or comments) until you findptine
rameter(....) statement between the declaration of the variables, and simply edit the numerical value of
the correct variable. See below.

Changes in the Fortran algorithms: VARPRO Fortran code
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The variable for the maximum number of peakisasnp , and for the maximum number of complex data points
it isinmax .

Files in which you must changeomp :
MRUI_9x.x/varpro/drivervp.f
MRUI_9x.x/varpro/ada.f
MRUI_9x.x/varpro/adad.f
MRUI_9x.x/varpro/fcn.f
MRUI_9x.x/varpro/inputvp.f

Files in which you must chang@max :
MRUI_9x.x/varpro/driverp.f
MRUI_9x.x/varpro/inputvp.f

Changes in the Fortran algorithms: AMARES Fortran code

The variable for the maximum number of peakisasnp , and for the maximum number of complex data points
it isinmax .

Files in which you must changeomp :
MRUI_96.3/amares/drivernv.f
MRUI_96.3/amares/update.f
MRUI_96.3/amares/jaco.f
MRUI_96.3/amares/func.f
MRUI_96.3/amares/finderror.f
MRUI_96.3/amares/linpar.f
MRUI_96.3/amares/inpcheck.f
MRUI_96.3/amares/inputnv.f

Files in which you must chang@max :
MRUI_96.3/amares/drivernv.f
MRUI_96.3/amares/update.f
MRUI_96.3/amares/jaco.f
MRUI_96.3/amares/func.f
MRUI_96.3/amares/finderror.f
MRUI_96.3/amares/linpar.f
MRUI_96.3/amares/inpcheck.f

Changes in the Fortran algorithms: H(L)SVD Fortran code

The variable for the maximum number of peakisl® , and for the maximum number of complex data points it

isid2 , which you set by settingl to twice the number of complex data points. In HLSVD, there is an extra
variable calledna which determines the maximum number of Lanczos iterations. This parameter is rather elu-
sive, but you should realize that when using HLSVD, the singular values are determined in an iterative process.
HLSVD needs a starting value for the number of iterations it has to carry out in order to find the number of sin-
gular values you asked. This variableiis . If you do not enter a value, MRUI will use an assumed default of

10 times the number of singular values (i.e. the number of components, or peaks, you're after). We have found
from experience that this is a reasonable value if you fit only signal components (when trying to include many
smaller components that are of the order of the noise, the number of iterations required will increase faster).
After HLSVD has completed itsit iterations, it checks whether the number of singular values it has found is
identical to, or larger than, the number you asked for. If this is the case it stops and calculates your parameters,
and if it is not the case, it does an extra (numberofsinvals/10) iterations, checks again, etc. Note that re-checking
costs calculation time! Each HLSVD run produces afilame>.tsv . Check this file to become familiar with

HLSVD behavior on your data. If you see only one lingriame>.tsv , saying that it has foundkx > singu-

lar values after xxx > iterations, this means that it has found all your singular values in the number of iterations
you (or MRUI) provided. Each extra line that occurs in this file means a restart of Lanczos iterations, and there-
fore some loss of calculation time due to rechecking the singular values. If you see this happen,irset

MRUI to a bigger value so that you do not get restarts and HLSVD is more effective. Of course you do not want
HLSVD to do too many iterations either, because that would also be a waste of time. If you try and find the right
compromise for your applications, your analyses will be much faster! Because with Fortran77 the maximum
array sizes have to be declared, we had to put in a maximum number of Lanczos iterations as well. Its variable is
ma The same consideration is valid here that the smaller you can keep this, the better it is. If your number of
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peaks is usually around 20, and you find that between 200 and 400 iterations always sufficemadadune
1000 to e.g. 400 (keep a safe margin if you can). Normally, if for some reason the maximum is reached during a
run, HLSVD will complete the analysis for the number of peaks it could determine so far.

Files in which you must chandsS :
MRUI_9x.x/hsvd/himain.f
MRUI_9x.x/hsvd/hlsvd.f
MRUI_9x.x/hsvd/hmain.f
MRUI_9x.x/hsvd/hsvd.f

Files in which you must changgl :
MRUI_9x.x/hsvd/himain.f
MRUI_9x.x/hsvd/hlsvd.f
MRUI_9x.x/hsvd/lanczos.f
MRUI_9x.x/hsvd/hmain.f
MRUI_9x.x/hsvd/hsvd.f

Files in which you must changea
MRUI_9x.x/hsvd/hlmain.f
MRUI_9x.x/hsvd/lanczos.f

If you make changes in the Fortran codes for maximum number of peaks and maximum number of data points,
don't forget to make the corresponding modifications in the MRUI Customize Fitting parameters (see section
3.2.1.4).

Tracing why and how HLSVD slobbered up my memory

By Miquel Cabafias, Universitat Autonoma de Barcelona.

This is a sad story with a happy end. In brief, | got MRUI 96.1 and followed all the steps to compile and install

all the files as | am used to do. Surprisingly this time, | could not get the binaries tdimeaikn( , hmain ,

etc.), neither from within MRUI nor from the command line:

> hlmain x1m.dat 1024 769 10 100

Killed

as you can see, there were not too many clues to know what was going on.

After some research, | found that this was due to the fact that | was running short of memory (too many applica-
tions eating bytes at the same time). As soon as | increased the available swap space (larger swap file) the prob-
lem was fixed. Now, MRUI_96.1 works fine, in fact, it works faster than former releases, and i would say that it
also converges in less iterations!

If you have time, read the details below. | wrote this for Aad and he asked me to post it just in case someone had
the same problems.

| downloaded MRUI_96.1 and compiled the binaries as usual. | always give the compiler the opportunity to
optimize the code, not that | have found that the optimized executables run faster, actually, | have not made any
comparison, | am just trusting the people that wrote the compilerd{Buand FSFycc ). In case | have

problems with the compiled code this is one of the first things | get rid off.

Well, this time everything ran flawlessly... if it had not been for the fact that MRUI kept crashing every time |
tried to filter the residual water peak (HLSVD). Then, | tried to run the program from the command line, and it
came out with a meaiilled ' comment:

> hlmain x1m.dat 1024 769 10 100

Killed

At this point | tried to debug [1] the code or trace it [2] during execution... All this to no success: the program
insisted on killing itself before giving a chance to the other programs to catch what was going on :-(

So, | gave up, quit Matlab and decided | would compile the programs again, this time without the optimization
option. And so | did, | recompiled the programs, and | tested them from the command line and from within
MRUI and found them to work fine. Since it was late and | had an appointment, | sent a mail to Aad mentioning
this issue and left the lab.

| should have known that it could not be that easy... This morning | checked that the MRUI was still up and run-
ning with the same file | had been working yesterday, and it worked fine. Then | tried another file, and it did
not...

It was starting to make no sense at all. | had been filtering the water peak from one file without problems, but |
could not do it with a different file! So | started again to try things: it did not work from the command line either
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if MRUI was running (if | had been smart enough this should have pointed me to what the problem was), but |
could run it when Matlab was not running.
And then | did it, | tried to run it from the command line, Matlab was running but | had not called MRUI yet
(not that | did it on purpose)...
> hlmain x1m.dat 1024 769 10 100
Id.s0.1: himain: fatal: /opt/SUNWSspro/lib/libF77.s0.2:
can't map segment: errno=11
Killed

Finally! A message!
Of course, there was only one possible interpretation: not enough memory available... something | checked with
vmstat(1M) [3] andtop . By enlarging the swap space | was able to run all files without problem (by the
way, it was in excess just for a bunch of bytes)
In conclusion, if you experience problems when running MRUI and they can not be ascribed to a bug in the
code:

- run the program from the command line with MRUI loaded (running)

- monitor the virtual memory usage in a separate window

- run the MRUI programs from the command line
If you see any shortage of memory associated with a program crash you know what to do: ask your system ad-
ministrator to increase the amount of memory, either on-board (expensive) or in the swap file (no cost).

[1] To debug the code, a symbolic table must be created at compilation time. This is accomplished by append-
ing the-g option to theCOPTSandFOPTSIines in the Makefiles.

[2] In Solaris 2.x (and | think in SUnNOS too) the commands(1)  is used to trace the execution of a pro-
gram (memory allocation, system calls and so on). | have not found an equivalent command under IRIX, and
| do not know about other O.S.

[3] vmstat(l) reports certain statistics about the system: virtual memory, processes status, CPU activity, and
others. | know it can be found under Solaris 2.x and probably other O.S. have an equivalent command.

Printing on non-postscript printers and memory

Miquel Cabafias also hands us a suggestion to do with memory optimization. It turned out that in some cases
Matlab performance (and hence MRUI) was degraded by very slow memory handling due to a (nearly) full
swap space. Miquel found that tteap directory would get full in case you print from Matlab without having

a real Postscript printer. If you do not have a Postscript printer, Matlab uses an emutatac(ipt ) so

that the essentially Postscript graphs can be printed on your non-PS printer. However, this involves some extra
information to go with the print job, and this is stored in two filesp and*.jet , in the/tmp directory.

These files usually start with an upperc@sé@he fileT*.rsp  contains thghostscript commands and the

file T*.jet contains the formatted printout. This is all done automatically through Matlab's
$MATLAB/toolbox/matlab/graphics/print.m function, but unfortunately, these two files are never
deleted once the print job has been completed. Timys, can get full very quickly if you print regularly. It

might be, that this is not the case on other workstations, or that this flaw has been fixed in later Matlab versions,
or that your system manager has set up scripts stirtimatis cleared regularly. However, if you do suffer from

poor memory performance, it might be worth having a look in ftoys directory, and make sure it is not full

of *rsp and*.jet files. You could insert a line in one of your startup files like:

# rm /tmp/*.rsp tmp/*.jet

To clear it automatically at login, if you have noticed that you do create these files.

Memory Management in Matlab

Finally, since we are on the subject of memory, you might want to read the following Matlab Technical Note:
Topics Common to All Versions of MATLAB:

0o MATLAB has three functions to improve the way in which memory
is handled: CLEAR, PACK and QUIT.
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CLEAR - removes variables from memory

PACK - saves existing variables to disk, then reloads them
contiguously

QUIT - exits MATLAB and returns all allocated memory to the
system

For more information on the above commands, please refer to the
MATLAB Reference Guide.

What Does "Out of Memory" Mean?
Typically when the "Out of Memory" message appears, it is because
MATLAB asked the operating system for a segment of memory larger
than that which is currently available. Use of the above mentioned
techniques: pre-allocation, CLEAR, PACK, SAVE, LOAD, and QUIT, help
optimize the available memory. If the "Out of Memory" message
still appears consistently:

o Increase the size of the swap file.

o Make sure that there are no external constraints on the memory
accessible to MATLAB (on UNIX systems use the LIMIT command to check).

o Add more memory to the system.

0 Reduce the size of the data you are using.
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Appendix F
Upgrading from an older MRUI version

Once you have established your specific settings in the Makefiles, save them under a backup name so that they
will not be overwritten by the general version that will appear in the next setup. During an upgrade you can then
just copy your previous Makefile back to their positions and do compilations simple by typksy If the

contents of a Makefile change you can easily establish this by typing:

# diff Makefile My_Tuned_Makefile

WhereMy_Tuned_Makefile  stands for the name of your specific Makefile. If there is nothing new in the
Makefile that | supply, you will only see the differences in settings that you have made. When | have added or
removed files or changed names in the Makefile, you will see this as well, and you can make your changes ac-
cordingly.

Making result files from previous versions conform to the new format in newer versions

There have been very minor changes in the text of a few scratch files. This may cause unexpected results when
loading old result files into the newer versions (from version 96.1 onwards) of MRUI. Users who have written
their own scripts to read these scratch files, may need to modify their scripts slightly and can obtain from me a
list of the exact changes. The scale fitesql ) have been greatly simplified to aid clearer absolute quantita-
tion. This upgrade requires conversion of old files when they are to be re-used in MRUI_96.3. You can do this
in one go by using theruio2n command. Change directory to where the old files are that you want to re-use,
and simply typemruio2n in the an operating system shelllnmmuio2n in the Matlab command window.

This lists some information on the use of the programio2n all updates all files in the current directory,
mruio2n <name> all files that belong to the data file with general file nhame kamsene>. mruio2n

help gives more detailed help. You can also callrtireio2n command from th€onversion menu under

the MRUI base window; it is th@LD -> NEW menu item under the MRUI menu item. Tineuio2n com-

mand will update all types of file automatically, whether binary data fleakpick files, SVD_1D/VARPRO

result files, or scale files. It will automatically decide whether a file is up to date or whether it needs to be con-
verted. A detailed report is written to a file calladuio2n.history in your home directory. Th@ruio2n

command only works on UNIX machines (but PC users have no old version to update from...).

Finally, when you upgrade from version MRUI_96.1 or older, do not forget to rumpthepg script in the
Matlab command window before starting the new MRUI. See sections 2.3.4 and 2.4.4.
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Appendix G
Compiling with public domain Fortran / C compilers

The following is a detailed report on how to compile the Fortran and C programs of MRUI using the public do-
main GNUg77 andgcc compilers. This is all due to the hard work put in by Irini Lekka-Banos of the Uppsala
University Hospital in Swederirini.Lekka_Banos@radiol.uu.se ). In fact, she even describes how

to install the gcc and g77 compilers on your computer.

MRUI 96.x installation usinggcc andg77 on SunOS 4.1.3

This document gives a brief description on:
a) How to instalgcc-2.7.2  andg77-0.5.18 on a Sun SARC Workstation running SunOS 4.1.3.
b) How to install MRUI_96.x usingcc andg77.

Prerequisites

You have to download from a GNU site the following files:

gcc-2.7.2.tar.gz (GNU C compiler)

g77-0.5.18.tar.gz (GNU Fortran compiler, to be merged wighbc )
You will also need to download from the same place the following tools, if they do not already exist on your
system:

gzip (gunzip utility to unpack the above)

patch (patch program to patch somg@7 files)

make

You must also have a C compilec(), Matlab and about 120 MB of free space.

Installation procedure

It is assumed thgjcc-2.7.2.tar.gz andg77-0.5.18.tar.gz reside in/usr/local and thatgcc
andg77 will be installed undetusr/local . It is also assumed that Matlab is installed udswlocal
gcc can be installed and run independentlyd requiresgcc in order to be made.

1. Unpack thegcc andg77 distributions:
# cd /usr/local
# gunzip gcc-2.7.2.tar.gz
# tar xvf gcc-2.7.2.tar
# gunzip g77-0.5.18.tar.gz
# tar xvf g77-0.5.18.tar

2. Make symbolic links for convenience and mgv& undergcc .
# In-sgcc-2.7.2 gcc
# In-sg77-0.5.18 g77
# mv -i g77/* gcc

3. Install all the necessary patches.
# patch -pl -V t -d gcc-2.7.2 < gcc-2.7.2/fIgbe/2.7.2.diff
# cdgce

4. If your system does not havef@@ command then:
# touch f2c-install-ok
# touch f77-install-ok
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5. Configure your system and set the target directory. In this caséyst/iscal . Thengcc andg77 will
be installed inusr/local/bin andlibfc2.a in /usr/local/lib . If you wish to have another

target directory you have to define it here.
# ./configure --prefix=/usr/local

6. Do the GNU Fortran patch just for the SUNOS system. In thgddé/proj.h edit the line reading
#define FFEPROJ_STRTOUL 1 ...

by replacingl with 0.

7. At this point, théNSTALL file recommends to malgec andg77 in one step just by typing:
# make bootstrap

However, it is mentioned that you may get a few error messages, like | did. So, | ran the make in stages and |
also linked thdibgcc.a library in order to resolve the main undefined that | was getting (for

more details on this refer gcc.info-8 in thegcc distribution). Instead of thmake bootstrap I
ran:

# make LANGUAGES=c

# make stagel

# make CC="stagel/xgcc -Bstagel/" CFLAGS="-g -O" LDFLAGS="-Igcc"

# make stage2

# make CC="stage2/xgcc -Bstage2/" CFLAGS="-g -O" LDFLAGS="-Igcc"

Ignore the following warnings:
"statement not reached" in insn-emit.c
"unknown escape sequence"

8. Remove the stagel compiler to free up some space and then install and veyify thiatlg77 are installed.

# rm -rf stagel

# make -k install

# gcc -v

# 977 -v
In /usr/local/bin you will find bothf77 andg77. They are exactly the same. If you need more de-
tails or information on the above procedure, please refer tiN®IEALL andgcc.info  files under the
gcc andg77 distributions. At this poingicc andg77 are installed, your system is therefore ready for the
MRUI_96.x installation.

9. You must have amrui962.tar.gz file on your system. Move it under the matlab directory and unpack
it.
# mv mrui962.tar.gz /usr/local/matlab
# cd /usr/local/matlab
# gunzip mrui962.tar.gz
# tar xvf mrui962.tar

10. The MRUI_96.x compilation and installation is fairly easy. | simply followed the instructions as described
underMRUI_96.x/info/readme.1st . | set the following variables in the Makefiles:
STD_LIB =-If2c
IEEE_LIB =-Im_p
TARG_DIRandLIB_DIR were set to the destination directories of my chajce. andf77 (g77) are al-
ready set as the default compilers in the Makefile.

| then ranmake all andmake install for all the programs, as describedrgmdme.lst . | got two
problems:

i) A set ofundefine s undera2b:
read_1d mat
write_1d mat__
read 2d mat
write_2d _mat__
To resolve these | had to edit the function namesatiab.c  from
read_1d _mat_
write_1d_mat_
read_2d_mat_
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write_2d_mat_
to:

read_1d mat__

write_1d_mat__

read_2d_mat__

write_2d_mat__

ii) | also had to edit itpsvd/lp_scr.f
external function iargc
external function getarg

to:
external iargc
external getargc.
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file load, 29, 35
load file, 36
process, 36, 69, 71, 101, 104, 105, 128, 133
processing, 146
begin time, 45, 77, 80, 81, 83, 84, 86, 110, 114,
117, 119, 121, 129
binary
data files, 25, 27
executablesSeeexecutables
Matlab files, 21, 25
bug
fix, 1
report, 1

—C—

C
code linked to Fortran, 11
compiling, 7, 11
options, 7, 11
requirements, 3
Cadzow, 70
calculation time, 48
cartridge (1/4 in.)Seemagnetic medium
chemical shift, 48, 64, 79
colors, 18, 148, 150
compatibility, 4
computer
specification, 4
conversion

compile, 7, 11
plots, 32
Cramér Rao, 49, 60, 118, 128
customize
absolute quantitation, 20
colors, 18
exit, 17
fitting parameters, 19, 26, 28, 49, 58, 62, 70, 72,
73,74, 76, 78, 80, 92, 93, 94, 99, 100, 102,
103, 110, 116, 128, 130
menu, 17
preferences, 19, 39, 40, 43, 45, 50, 51, 52, 59,
73,94, 96, 110, 148, 150
windows, 17, 34

—D—

damping factor, 48, 56, 61, 87, 98, 102, 105, 109,
110, 122, 130
DAT tape (4mm)Seemagnetic medium
database, 65
DC offset, 76
directory
create, 21
current, 20
menu, 20
select, 21
disk space
clearing, 25
required, 3
diskette (3.5 in.)Seemagnetic medium
divide, 84
DOS.SeeMS-DOS
download, 5

—E—

eddy currents, 84
e-mail, 1, 37
environment variables, 8, 13
EPLPSVD
compile, 7, 12
function, 70
ER Filter, 73
executables, 3, 7, 8, 10, 11, 14

—F—
file format

Felix, 11

Matlab, 11, 26

rdb ASCII, 26

rdb binary, 11, 26

file manager, 21, 30, 35, 36, 37, 38, 40, 53, 57, 61,
145

file menu, 34

file names, 27, 69

first order phaseSeebegin time
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Fortran
32 bit, 14
code linked to C, 11
Fortran 77
compiling, 7, 11
options, 7, 11

requirements, 3

frequency, 48, 56, 61, 79, 98, 104, 105, 110, 122,
132,133

Frequently Asked Questions, 1

ftp, 5

—G—

Gaussian
apodization, 46, 87
lineshape, 58, 87, 118
peak area, 49

GIF files, 37

GNU
g77 compiler, 3
gcc compiler, 3
gzip/gunzip, 6

GUI, 16

HLSVD
compile, 7, 12
method, 98, 108
HSVD
compile, 7, 12
method, 98
HTLS
compile, 7, 12
method, 98

inhomogeneities, 84, 109, 122

——

LAPACK
compile, 7, 12
routines, 103
LATEX documents, 37
line broadening, 46, 55, 71, 87
linewidth, 48, 87, 109, 110, 122
literature, 1
Lorentzian
apodization, 46, 55, 87
lineshape, 58, 91, 118
peak area, 49
LPSVD
compile, 7, 12
method, 98
LPSVD(CR)
compile, 7, 12
method, 98

— M—

magnetic field strength, 63
magnetic medium, 6, 10
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Makefile, 7, 11
matched filter, 86
Matlab
command window, 16, 108, 116, 128, 130, 154
CPU time, 48
directory, 10
information, 3
menu, 16
path, 9, 14
quit, 22
starting, 16
system requirements, 3
using MRUI without, 3
version, 3
memory
pack, 21
requirements, 3
swap, 3, 14
Monte Carlo batch, 60
MRUI
base window, 16
quit, 22
starting, 16
mrui.bak, 17
mrui.def, 13, 17
mrui.ini, 9, 13, 17
MRUIMAIL, 1
MS-DOS
HOME variable, 14
installation, 10
path, 14
PIF file, 14
prompt window, 14
multiply, 88

—N—

noise
level, 100, 102, 118, 130
realization, 57, 59, 60
standard deviation, 57, 59, 60
suppression, 69, 87
normalizing
converted FID, 27
process, 88
processed FID, 69
simulated FID, 61
nucleus, 63

—p—

password, 5
PCX files, 37
peak area, 48
peak height, 48
permissions, 8
phase, 56, 61, 98, 105, 121
first order.Seebegin time
term of FID, 84
zero orderSeezero order phase
print
clipboard, 38
default, 37
graphics to file, 37
remote, 37
to plotter, 37



prompt, 1 TEX documents, 37

protection.Seepermissions tool programs
compile, 8, 13
— R— transmitter frequency, 64

truncation, 77, 116
RAM. Seememory

reset, 42 —U—
restart, 22
result file, 38, 48, 49, 56, 69 UNIX
installation, 6
—S— path, 9
upgrade, 13, 14
scaling
<name>.scl file, 27, 49, 57, 58, 61, 69 —\V—
amplitudes, 27, 49
converted FID, 27 VARPRO
processed FID, 69 compile, 7, 12
simulated FID, 61
shell
escape, 14 —W—
singular value weighting vector, 116, 117
decomposition, 69, 98 work_dir, 9, 13, 20, 27, 65
plot, 38, 49, 91 workspace, 21
signal-related, 71, 93, 100 WWW home pages, 1, 37
slider
batch spectra, 147 X
moving, 18, 147 A
zero order phase, 45, 108, 129 X window, 39
sliders
colors, 18
noise level, 59 —7—

RGB values, 18

t ter fil zero filling, 46
SngErO:;?)e eres zero order phase, 45, 56, 86, 110, 114, 119, 121,
SMIS, 30 zogrzng
subtract, 83, 86
sum, 81, 86 area, 39, 145

auto scale, 41, 43
frequency axis, 39, 55, 111, 148
from file, 40

—T— out, 40, 54, 55, 111, 145, 148
time axis, 54, 145

tar-file vertical, 40, 54, 55, 111, 145, 148
download, ftp, 5

extract, 6, 10

swap.Seememory
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Colophon

This manual was edited using Microsoft Word for Windows version 6.0c, on a MESH 486DX2/66 PC
with 32 MB RAM memory, running MS-DOS 6.0 and MS-Windows 3.1. Original pages were printed
on a Brother HL-660 laser printer. All figures in this manual are captured bitmap files (Windows Meta
File format, WMF), from running MRUI96.3 on the above mentioned PC under Matlab 4.2c.1. The
shareware program Paint Shop Pro version 3.0 was used to capture the MRUI windows, reduce their
color depth (from 16 million colors to 256), and save them as Windows Meta Files (WMF), after which
they could be inserted in the Word document.
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