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PMOD Neuro Tool Introduction (PNEURO) 5

1 PMOD Neuro Tool Introduction (PNEURO)

Precise knowledge of the functional brain areas in the individual subject is crucial for the accurate
quantitative analysis of brain PET images and their meaningful interpretation. Often however,
functional regions are manually outlined in a casual manner, with subjective results as the
outcome. This fundamental flaw can be overcome with PMOD’s PNEURO tool which offers both
objective region outlining as well as pattern analysis methods via easy step-by-step procedures.
These methods are provided as three modules on separate pages of the user interface.

Automatic Brain Regions by Human Maximum Probability Atlas and other Atlases

A well established way of obtaining brain volumes of interest (VOIs) automatically is by leveraging
the most likely localization of brain areas as encoded in the maximum probability atlas N30R83
constructed by Hammers et al. [1]. The corresponding PNEURO component allows the user to
adjust the atlas to the subject brain anatomy with a spatial normalization procedure, preferably
obtained from the T,-MR image, and the resulting VOI set that can be masked by the individual

subject grey matter. Alternatively, the normalization can be directly derived from the PET image,
making this solution also applicable for PET-only studies.

Automatic Human Brain Regions by T1-MRI Parcellation

It is desirable that every brain PET study be complemented with a T,-weighted MRI which precisely

represents the subject’'s brain anatomy. The PNEURO tool includes a sophisticated component
which applies knowledge-base technology to accurately segment the cortex and the basal ganglia
from the T,-MRIs. These segments are then converted to VOIs which can be projected to the PET

images and used for regional statistics.

Parametric Mapping

If the pixel-wise modeling tool PXMOD has been licensed, PNEURO supports a Parametric
Mapping™ '** workflow after VOI outlining has been completed. The integration has several
advantages: (1) The VOIs generated by PNEURO can be used during the PXMOD model
configuration. (2) The resulting parametric maps can immediately be regionally analyzed. (3) The
parametric maps can be calculated in an image space or the atlas space.

Normal Brain PET Databases

PET studies with diseased subjects can rarely be done in a fully quantitative manner. Rather, a
static image of the PET tracer concentration is acquired after an appropriate equilibration time. In
this situation, an image analysis is based on the fact that with consistent study protocols, the
normal brain uptake exhibits a characteristic uptake pattern. The database component in the
PNEURO tool readily allows for pooling the uptake across a set of normal volunteers, and thus
establishing the normal pattern together with its variability. Once such a normal database has been
created, the anomalies of the tracer uptake in a subject’s brain can be easily localized without any
prior assumptions or operator variability and presented as a z-score map.

System Requirements

For productively working with the parcellation tool, the following workstation system requirements
should be met:

= 64-Bit operating system (Windows, Mac OS X, Linux)
= 232GBRAM
= =8 processing cores (hyper-threading is also viable)

16 GB RAM and 4 cores is at the edge of practicability.

Starting the PNEURO Tool
The PNEURO tool is started with the Neuro button from the PMOD ToolBox

PMOD Neuro Tool (PNEURO) (C) 1996-2021 pmcsf:i
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% Neuro

or by directly dragging image files onto the above button.

Organization of the PNEURO User Interface
The user interface of PNEURO consists of five pages which can be selected by tabs:

1.

DB Load page: Loading of images from a PMOD database, making them available for
processing in all modules of PNEURO. This page is not shown if the database functionality is
disabled. The images may also directly be loaded in the different modules.

Maximum Probability Atlas page: Creation of brain VOIs by adjusting the N30R83 maximum
probability atlas or other atlases to the subject anatomy.

Brain Parcellation page: Creation of brain VOIs by knowledge-based segmentation of
anatomical T,-MR images.

Mapping page: When the PXMOD Parametric Mapping Tool has been additionally licensed,
parametric mapping may be directly accessed for dynamic PET data processed in the
Maximum Probability Atlas or Brain Parcellation workflows.

Compare to Norm page: Comparison of a static PET image to a Brain Norm. Brain Norms
can be created in PNEURO from a set of images acquired with normal controls using the Edit
Norm tool from the menu.

Statistics page: The VOlIs created by the two methods above can directly be applied to the
(dynamic) PET images for calculating the regional uptake, optionally with a partial volume
correction. The resulting statistics or curves are shown on the Statistics page and from there
can be saved or submitted to the kinetic modeling tool.

The user selects the appropriate module for data processing by the corresponding tab in the user
interface of PNEURO. Each of the pages is described in a separate section of this guide.

PMOD Neuro Tool (PNEURO) (C) 1996-2021
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2.1

Brain VOI Tools: Common Features

User Interface

The layout of the pages for the Brain VOls calculation are illustrated below using the N30R83
Maximum Probability Atlas.
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The main part is used for displaying the images with some overlay information. The control area is
located to the right, and an optional part related to templates is shown to the left. The template
area is shown/hidden by the indicated green button in the upper right.

Module Selection

Parameiric Mapping  Brain Norm B
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Data processing is consistently organized by a stepwise progression towards the end result. On
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-+« Parameters
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Next processing step /

each processing stage the user has to take some action such as data loading, alignment

inspection or parameter configuration, and then start the next processing step with the red action
button located in the lower right. As soon as the result is calculated, it will be shown on a new page
representing the new processing stage. The cascade of stages is available by the selection area in

the upper right.
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¥ FUNCTIONAL
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1 BRAIN SEGMENTS
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It conveniently allows inspecting the results of prior stages without initiating any calculations. To
repeat a calculation with modified parameters, the action button in the lower right has to be

activated again on the actual and all following pages.

Fusion Image Display

PMOD Neuro Tool (PNEURO)
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The display of the images is controlled in the upper right. In many cases more than one image
contributes to the display. In these cases the tab corresponding to an image has to be first
activated, before its color table or the color thresholds can be modified. The fusion control section
is located below the image control tabs. In the configuration illustrated below the colors of both
images are mixed, whereby the weighting can be changed with the slider.

® | BRAIN SEGMENTS -4
[ © (& 2|6 @
B 2 1 q L} b
c
@ cray v P E v
0.0 $ 499298
-
0 [8] {} 28 %)
D | g v O ~
| @ ANATQMICALMR | @ BRAN SEGMENTS |
MIX \ * (RGB Color)
0.5 4 - b (@}
o e
.@.Z e Fusion balance _|

Convenience Buttons

Next to the action button in the lower right is an area with two buttons

= @

offering the following functions:

@ Hide the parameters panel to free some space in the user interface. With the
panel hidden, the icon changes to @ . When this button is activated, the panel is
shown again.

]

Reset the parameters on the page to their default values. If the button in the
taskbar to the right is activated, the defaults are reset on all pages.

Configurations

The PNEURO tool can be configured according to user preferences in a dialog window as

illustrated below.

PMOD Neuro Tool (PNEURO)
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3E Set

| Paths Display I PNEURO I

I Brain Atlas Adjustment I Brain Parcellation ' Brain Norm Deviation

Initial COLOR TABLES

Template: Hot x 4|k
PET: Cold v 4|p
MRl Gray - b

'_’! Set lower threshold to zero

|| Show template isocontour

Start on page: MAXIMUM PROBABILITY ATLAS - P -= and | | Reorient to Standard Orientation

/

* L
< Neuro » ||-t-l a E;!ﬁ:’] T o g Load Protacol

B save Protocol

The common configurations are available on the Paths and Display tabs, and in the upper part of
the PNEURO tab. Note the Reorient to Standard Orientation box. If it is checked, PNEURO tries
to orient the brain images such that they appear in the radiological Head First Supine (HFS) order
with subject left on the image right. For instance, MR images acquired in sagittal orientation will
automatically be reformatted and presented with axial slices. The correct HFS orientation of the

data after loading is important for the automatic procedures to work properly.

Further Information

This guide is focused on the brain analysis functionality. Please refer to the PMOD Base
Functionality Guide for details about general functions such as data loading, image display, and

VOI definition.

2.2  Saving Intermediate Results

Intermediate results such as transformed images and the various spatial transformations can be

saved from the dedicated saving panels.

@® | BRAIN SEGMENTS v 4|

o & 2 6w
Save images: [Sa\'ﬂd

n Database -

Save transformations

B PET 2 atlas (Deformable)  ®
B VR 2 Atias (Deformable) v

H PET 2 MR (Rigid) v

@ ANATOMICALMR | @ BRAIN SEGMENTS |

The complete set of intermediate information for a Brain VOI processing can be saved at once

using the Save all button from the lateral taskbar.

PMOD Neuro Tool (PNEURO) (C) 1996-2021
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| Confirmation x

Do you want to save the selected Maximum Probabdity Atlas results?

¥l 1 MIPET 70 un dyniarme bras

vz O] MR 30 T1-wesghted MR |> C:

¥ 3. [PNEURO1] 3D T1-weighted MR |

V4 3D T1-weighted MRI > Cropped |> Segments

¥ 5. URC1] 3D T1-weighted MRI [> Cropped [> Tissue Probabiity Maps

¥l 6 id Cortical Composite region [ |
A7 JRO] 30 T1-wekghted MR | 1o 70 min dynamic brain [Aver Volumes] > Averaged PET [> MR in PET space

LRO1] 30 T1-weighted MR >
01] 30 T1-weighted MRI [> Cropped |

ED to Armyloid Costical Composite region labels |[> MR in atlas space

ATCHED to 70 min

Prababidity Mag

mic brain [Aver Volumes] > Averaged PET |= G

W+CSF maps in PET space

;a@'&':)@x « §

¥ 01] 30 T1-weighted MR |= Cropped |> Tissue Probabdity Maps j= MORMALIZED to Amyloid Cortical Composite region labels [= G+#W+CSF maps in atlas space
¥ EURC1] 30 T1-wesghted MR | Cropped |> Segments |> MATCHED to 70 min dynamic brain [Aver Yolumes] |= Averaged PET |= MR Anatomy Segments in PET space
¥ 01] 30 T1-weighted MR | Cropped [> 5 2 | NORMALIZED to Amwloid Cortical C: asite region labets |= MR Anatomy Segments in atias space
¥ peed probabilty ORMALIZED to 70 min dynamsc brai umes] = Averaged PET [ Standard tssue probabiity maps in PET space
v § probabibity map: HORMALIZED to 30 T1-weghted MRl |> Cropped |= Standard tssue prabability maps n MR space =]
¥l 15 | 1] BPnd_SRTM |- *
¥] 16. [PNEURD1] BPnd_SRTM marmic brain L
¥] 17 [PNEURCH] BPnd_Logan |= 70 rmin dynarmic bran
¥l 18. [PNE = 70 min dynamic bran L
— ¥| 19. [PNE RTM |= 70 min dynamic brain E
i ¥l 20, [PNE JRTMO |> 70 min dynamic brain

¥| 21, [PNE TM2 |= 70 mn dynamic brain >
Save transfomm: &
7 1.PET 2
¥l 2 ATLA F-
¥l 3 MR_2_ATLAS
¥] 4 ATLAS 2 MR

. 7 MR
¥l B MR_2 PET
Save VO
¥l 1 voivol
¥] Save Protocol
=

Output Format. [§l Dicom - 3
DIRECTORY D./Pmod4 3tmp LT

Change Subject name

H save ®% Cancel —

This information may be valuable in order to further exploit the outcome in the viewing and fusion
tools.

2.3 Protocols

Each module of PNEURO allows saving the final processing configuration as a protocol.

B Load Protocol [ Save Protocol

Such a protocol includes definition of the input data as well as the parameters of the different
processing stages, including parametric mapping. The user is advised to save a protocol after
every completed data processing workflow, so that at any later time the configuration can be
retrieved, verified and modified to try variations of the processing parameters.

Note: If parametric mapping should be part of the protocol, page Parametric Mapping must be
active when saving the protocol.

Protocol Execution

Note that there are differences in the execution of protocols. When loading a Maximum
Probability protocol a dialog window offers several options.

PMOD Neuro Tool (PNEURO) (C) 1996-2021 . pmod
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2.4

Start PNEURO protocol [PNEURO-MPA-PET-MR-BPndMapping) X

Load associated in database with. ®
PET: @ Database = PNEURO1 | 11C-PiB PET | 70 min dymamic brain <1121/1667/11761/*Demo> P& X
Anatomical B"' Database * [PNEURO1 | 11C-FiB PET | 3D T1-weighted MRI <1121/1666/1 1738/ /Demo= F X
e w - ]

¥| Execute after loading

Apply PET to Anatomical transformation
Yy Use VOls contained in protocol (skip segmentation) Calculate Statistics

-1

:& Run protocol X Cancel

If Execute after loading is enabled, not only the configuration is retrieved, but the processing is
also performed, including the MR segmentation. The Apply PET to Anatomical transformation
allows using a saved transformation instead of performing the actual matching calculations. Either
the transformation saved with the protocol can be used (default), or an external transformation file
can be loaded. If the Use VOIs contained in protocol (skip segmentation) option is enabled, the
outlining is not performed, but rather the saved VOIs are retrieved. This has the advantage that
any manually adjusted VOls are recovered. Please note that manual adjustment of the
transformation is not possible when VOIs from the protocol are used. With Calculate Statistics
the VOIs will be applied to the data at the end of the protocol.

When loading a Parcellation protocol, the same options are shown. However, note that when the
Use VOIs contained in protocol option is enabled neither the segmentation nor the parcellation is
performed. Consequently, a parcellation protocol will be executed faster than a Maximum
Probability protocol.

VOlIs and Protocol Execution

In case of the step by step interactive procedure the regions for which the atlas description is set
to H will NOT be selected on the Group tab. The VOlIs definitions and settings on the Group tab
will be store into the protocol.

o If Execute after loading is enabled but the Calculate Statistics box disabled the processing
ends up on the VOIs page with the settings available at the moment of protocol saving. The
VOlIs outlining is performed as part of the protocol processing.

o |f Execute after loading and Calculate Statistics boxes are enabled the statistics results will
be returned for all VOIs, independently of the settings on the Group tab at the moment of the
protocol saving. The VOlIs outlining is performed as part of the protocol processing. This
behavior was enforced for the batch processing to return the results for all the corrected regions.

o |f Execute after loading and the Use VOIs contained in protocol (skip segmentation) option
is enabled the saved VOlIs from the protocol are retrieved. Outlining of the VOlIs is not performed
anymore. This has the advantage that any manually adjusted VOls are recovered, while
restoring the selection settings on the Group tab at the moment of protocol saving.

Run All

If the desired workflow has proven to be reproducible (i.e. equivalent VOIs can be generated with a
stable set of configuration parameters), there is no need to interactively step through the different
stages. Rather, the data can be loaded, all processing steps performed unattended, and then the
results inspected and saved. To do so please proceed as follows:

1. Make sure the parameters on the all stages are set appropriately. This can also be ensured by
loading a specific protocol file.

2. Load the PET image, and define the crop box if necessary.
3. Ifthere is an MR as well, load the image, and define the crop box.

PMOD Neuro Tool (PNEURO) (C) 1996-2021
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2.5

4. Activate the "Run All" button & from the lateral taskbar. All steps up to the VOI outlining will
be performed.

5. Inspect the relevant intermediate results such as MR segmentation, spatial normalization, rigid
matching to ensure the resulting VOIs are meaningful.

Save the VOlIs and calculate the statistics.
Save a protocol file.

Quality Control Capture

The Maximum Probability Atlas and the Parcellation workflows in PNEURO allow a quality
check preview to be configured on the VOlIs page. The functionality is easily accessible above the
mapping and PVC pane as illustrated below:

g
| Selectfunctional; AVR * | wWlQC #= *l

PVC: NONE - » |

[No Comection]

@ & | b Compare !i b Stalistics |

With the QC box enabled the configuration #= button becomes active allowing further setting for
the capture:

Quality Control E;:;m*ﬂ Qc I &= I e

v

M QC capture settings X
I JPEG| 512x512 v 4 h‘]cay:
Layout: Orthogonal (3D) ‘ ‘ P - Rowsx Cols |
Lt/ut: 10 70 ¥ (Qrthogonal (3D)
1 I Planar
4. |¥] Capture TACs

v| Capture Parametric Mapping Images (first map) — ‘

‘ Close ‘-'

The size of the capture is set under the JPEG selection. The recommended Layout is the
Orthogonal (3D) selection. The Planar selection requires further definition for the number of rows
and columns in the Rows X Cols fields.

Enable the Capture TACs and Capture Parametric Mapping Images (first map) boxes to save
QC captures for TACs and parametric maps when available.

The Gray color table is used for the JPEG capture. The appearance of the JPEG capture can be
optimized by setting appropriate percentage thresholds from the lower and upper (Lt/Ut) values of
the color table.

The preview 4| putton allows a quick inspection of the VOIs overlaid on the Select functional
image in all planes when the Orthogonal layout is used:

PMOD Neuro Tool (PNEURO) (C) 1996-2021 . pmod
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& Capture X

i - Close |

The QC capture content preview of a mapping protocol is illustrated below:
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ik QC Capture X

The top panel displays the VOls overlaid on the Display functional image, the mid panel shows
the VOIs TACs and the bottom panel displays the VOIs overlaid on the first parametric map in the
list.
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The QC capture settings are stored in the protocol file when the box is enabled. This is relevant for
the batch processing: it allows the user to quickly inspect the outcome of the matching procedures,
in the selected result space, at the end of the batch processing run.

The JPEG images stored in the database are easily accessible using the View capture facility
available in the DB Load page on the bottom of the Series selection section, as illustrated below:

i.SeneslSl ® |
| Subject Mame |SI=JLI\ date [T|r|e [ Study description | Serles description [‘V ]
MRI-Raclo Dynamic  2010.12 13 15:22-06 C-11-Racdlopride PET PVC_INPUT_MR_mpa_MRI-Raclo Max Probability Batch { MRI-Raclo*Dyn 2019
MRI-Raclo Dy i 2011.01.21 07:04:42 Brain MR Anatomical_INPUT_MR_mpa_MRI-Raclo Max Probability Batch ( MRI-Ra 2019
MRI-Raclo ic 20101213 15:22.06 C-11-Raclopride PET PET_INPUT_MR_mpa_MRI-Raclo Max Probability Batch { MRI-Raclo*Dyn 2018
MRI-Ra ¥ Ic 20101213 15:22:06 C-11-Raclopride PET Dyn &0 min 2013
MRI-Raclo Dynamic  2011.01.21 07:04:42 Brain MR 3D MPRAGE-fike [1.2mm] 2013
(! | | |’|
& Add B addan == Egit €} Delete | 3 SetProject o gzl v m 4 P
¥l \iew JPEG capture !

R Select for read JPEG IMAGE I View TIFF caphure

DATABASE )ﬁm * ResetQuery £ ReweshQuery o @

Subject Name |* o - @
Component '1; W * | P o
Current Serles Last Use & = G

JPEG IMAGE [4] @

[ Compenent n _:;'J:]EC:'-.'J_F.‘ ]Suo_e:l d [Tar:EsJE'_-:r w Modify ime LastUse File size € ]EII‘.I’ date

D00-datal0A  MRIFDG'S@ic  WRIFDG-Static PET_NPUT_PET_. 2070-07-12092  2018-07-120 33421 F 19530407

D/00-0ata/0: MR-FDG-Static PET_INPUT_MR_. 2 91 2019-07-12 0 00 1952 04 07

D400 ¢ MR-Racio-Dyn.. PET_NPUT_MR_. 2 19-07-12 0., 33879 1983 1204

D00 MRI-PIB-Dyna.. PET_INPUT_MR_. 2019-07-12 091 2019-07-120_. 37519 194306 12

4] » L

o Selectall X € Delstz=  BE@ Export  Repame w  Load from File System

& Retrave Cancal
2.6 Batch Mode

The PNEURO Batch Mode menu has two entries:

1. Maximum Probability Atlas and Brain Parcellation (Brain VOIs): this option starts a utility
for running a set of pre-configured processing tasks which have been saved as .pbrainProt
protocol files.

2. Compare to Norm: offers a batch facility which is useful when several studies need to be
compared to a brain norm.

2.6.1 Batch Mode Maximum Probability Atlas & Brain Parcellation (Brain

VOIs)

Assumptions and Recommendations

PMOD includes a powerful database for the storage and organization of all kinds of relevant data.
It is highly recommended that the data for Brain VOls batch processing is organized in such a
database. This will allow the user to take advantage of association between data elements (e.g.
identification of PET/MR paired series) which can only be efficiently provided by a database.
Furthermore, the output produced during batch processing can directly be inserted at the
appropriate database level, which is more difficult when working with directory structures.

Association of MR and PET Series

PMOD Neuro Tool (PNEURO) (C) 1996-2021
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The PMOD database alows the user to define a relationship between images, and other
components, called "association”. For the analysis of hybrid data such as PET and MRI it is
convenient to associate the two image series, because thereafter it is sufficient to select only one
of the images in a workflow that will utilise both.

Association of image pairs can be performed on the DB Load page of PNEURO as illustrated
below.

DBload | ® Maximum Probability Atfas | Brain Parcellation | Parametric Mapping | Brain Norm Deviation

P Demo * 4 MIDBs @ New (SO | ® ClearFiler £ RefreshQuery & @&
i |
Subject Name PH* Birth Date: = - &
Subject ID * Mosdification =l =
Subjects [6] &) i oF
Subyect Name Subyect ID * Modficabon Date S [iate of Bith
PHIN Ovn. GPFPX bakis & MR W 15810101
PHINZ C A thous blood & b M
PEINA
T Add 10~ Selected for loading” 1 % Create now Su B A Project | Group » %
Series [3] (8
Erlti1 2000 1 Beai a1
PHING 2006 0201 MR Anatormy L]
PRINT 2006.03.01 130226  CPFPX Bolus Dynamic PET 2012-07-27 11:38:0. g
\ v
B add 43 Add il € Dolet 1} Assign to Project | Group - 14 #
Salerted for loadk ation | -_———
o 183
Slice ® Volume O A1 a8
iy Dicom v| DICOM QR
A Ay
B . Sl mport o G AUTODETECT

Select a subject in the Subjects list. In its Series list select the two image series to be associated.
Finally open the Set Project option menu and activate the Associate Images entry to establish the
mutual relation between the image series. This operation has to be repeated for all subjects to be
processed. It is a one-time action which however can be taken advantage of in multiple analysis
procedures.

The image(s) associated with a given series can be reviewed using the List Associations button:

Set series TAGGNG

Ok Cancel

i — —

—_—
& Agd B Add Al I £ @) Delel AR Assignio Project | Group " > 1 - L]

Batch Process Overview

The basic concept of the batch mode is the sequential processing of saved protocol files. Such
protocols can be created by loading the data sets (PET and/or MR), defining crop boxes and crop
the images, adjusting the processing parameters on the different pages, and saving a protocol file.
An alternative is to prepare a master protocol file which can be applied for generating individual
protocol files for a whole set of (associated) input data. This procedure is described below.

Starting the Batch Brain VOIs Procedure
Use the menu entry Batch Mode/Maximum Probability Atlas & Brain Parcellation (Brain VOIs)

PMOD Neuro Tool (PNEURO) (C) 1996-2021 pmoci
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- R O e
= Load kmage Data P Components Administration [16] |
3  Edit Norm
MP Atlas ’
Batch Mode * Maximum Probability Atlas & Brain Parcellation (Brain VOIs)
ﬂ Acceptance Test Brain Norm Dewiation
= Seftings »
@ ki % with Operations i Export
il Quit
R R =T

or the button B from the lateral task bar to start the batch operation.

First, a dialog window appears for selecting existing PNEURO protocol(s) (.pbrainProt) from a
database. Select the appropriate protocols and activate Set selected. Use Set from File System

to load protocols from outside the database.

i Select for read BRAIN ANALYSIS

® ResetQuery & RefreshQuery @ @

X

hlciame [ | girth Date: (et [
SubjectID * | :
i Modified: = > P | »
Component name ™ = i
: .
[] Gurrent Series LastUse: = ~ G | w
[ BRAIN ANALYSIS [11] @ |
f Component name | Subject name | Subjectid ] Series descr l‘v Modify time |Last Use lFiIe size | Sex
| | MRI-PIB Parceliation MRI-PIB*Dynamic | MRI-PIB-Dyna... Dyn 70 min 2017-12-20 11:0... 2019-07-12 1. 21517538 F
| |MRI-PIB Max Probability MRI-FIB'Dynamic  MRI-PIB-Dyna.. Dyn 70 min 2017-12-18 17:5... 2019-07-12 1. 15991339 L=
MRI-Raclo Parcellation MRI-Rado*Dynamic MRI-Raco-Dyn... Dyn 60 min 2017-12-18 17.4... 2019-07-12 0... 23765299 F
| |MRI-Raclo Max Probabi... MRIFRadg*Dynamic MRI-Rade-Dyn... Dyn 60 min 2017-12-19 17:1... 2019-07-12 0... 17372241 E
PET-FDG Max Probabil... MRI-FDG*Static MRI-FDG-Static  Static 20 min 20171219 16:4... 2019-07-12 0... 2280504 F
| |MRI-FDG Parcellation  MRI-FDG*Static MRI-FDG-Static  Static 20 min 2017-12-1916:3... 2019-07-12 0. 6897743 F
|_HR1—FDG Max Probabili.. MRI-FDG*Static MRI-FDG-Static  Static 20 min 2017-12-18 16:1... 2019-07-12 0... 4479309 F
4] I |
v Selectall X € Delete @HE Export Fepame G Set from File System

Note that the method for the VOI generation is defined from the protocol and can't be changed,

only its parameters

The Batch Brain VOIs Interface:

The interface of the Batch Brain VOlIs is illustrated below:

PMOD Neuro Tool (PNEURO) (C) 1996-2021
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3 PMELRC Batch Mode X

5 <1121MBET 3841 Demo> Maxmmum Frobabibty Allas

il Allzs | Hammers-N3ORE3 bl 8BS
{ Demo=
PNEURD-MPA-PET-MR { PNEURO! 3039 Demo> NPT Crop Average 1 - iz
PMHELF A haselne-PET-MR ( 11 3038 Demo> Anstomical | Crop |v| Ao Mone PET & MR
WorkFlowS5_Initial_Meurn2_8 [DHR: D02 4214 206/4 206_PMOD_TestingManual™WorkFlow5] v Subjects
Split white matter (L/R/Cerebellum)
Denoising strengthc  Mone -
3 Probabdity Maps ~ *
| mm =
Segmentation Blas e
-
Affine regularn ns v
Prabahility Maps Transformation - 3
Narmalzation Use normahizaton caiculated
as part of the MR segmentabion
[2 probabiity maps method, SPMB]
PET already maiched to MR
£ Setfilefs) 4 Add filefs) * Remove s | Hsae @ Load - - * # PET-MR malching required
" Sikull Strippine
FUN: @ Database » PNEURO! | 11C-Fi PET | 70 min dynamic bran <11211687/1761%1 + | » = % | '@ Maiching i ey
Masking FET |
Anatomical; @ Database ¥ PNEUROCI | 11C-Pi8 PET | 3D T1-weighted MRI <1121/1668M 17390 =X MR I
Load associgted in database wihy '@ Matching sampling 3.0 | mm =
White matter VOis
¥| PET |»] Anatomical ] Segments ) PVC (] Parametnic maps [ 5] | Protocof
Results: Al & Selected . - i & Mapping
¥l vOIs [¥] Statistics Transformations [#] TACs [3] LAl P i l[ll' ’ #b+ Set Mapping (current oniy)
Ve
Save to! Input image data folders ® Onefolder > Prefic Batch
Result space: Atlas '™ Subject MR ® PET
Output Feemat [l Database & 4 b DATABASE > Pmod x L 1 Set Defaults
1 ecte Clane protocols
Aggregate Statistics Seo s d ¥

£ Run ¥] Close after Start @ End [_of_] ¥ Close

The window has four areas, which are described below.

Protocols List

The list of the protocols which will be processed is displayed in the upper left. Additional protocols
can be added with the Add file(s) button, and selected entries removed from the list by Remove.
When an entry is selected in the protocols list, its data definition is updated in the FUN and
Anatomical text field, and its processing parameters are shown to the right.

Parameter Settings

The parameters of the protocol (or an entire set of selected protocols) can be edited in the area to
the right and then updated with Set to selected protocols. This mechanism makes it easy to
establish a common processing algorithm.

Note: The Deep nuclei parcellation and Subjects definitions are active only when a brain
parcellation protocol is selected on the protocols list.

Cloning Protocols

Once a protocol with suitable processing parameters has been defined, it can be cloned for
application with additional data sets. This is achieved by selecting the template protocol in the list
and activating Clone protocols the lower right area. A dialog window opens for definition of the
input data.
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Confirmation x

Do you want to create and save PNEURO protocols based on the selected one 7

Select input series. @ FLUN (PET) Anatomical (MR)  { Complementary series have to be associated in the Database. )

107 PET

T1YCA08 PET from GAAIN org <205/209/0

‘} Set files 1 Add files * Remove a Hsawe @ Load -

v Yos X No

Depending on the type of analysis, the corresponding radio button FUN (PET) or Anatomical (MR)
has to be configured. For workflows with both MR and PET images, the image series have to be
associated beforehand as described above.

Please select the appropriate image files with Set files, and append additional ones with Add files.
Remove deletes a selected entries from the list, whereas Remove all clears the whole list. An
input data list can be saved for later use with the Save button, and retrieved with Load.

Once the data list is complete, activate Yes to generate a new protocol list containing a protocol for
each of the input data sets. The protocols are saved in the database and associated with the
corresponding images.

Note: If cropping is used in cloning, it is recommended using the automatic placement of the crop
box by enabling the Crop and Auto boxes in the parameter settings area.

Results and Output Configuration

The granularity of the results saved during the batch processing can be configured in the Results
section. With All enabled, all possible results are stored at the end of processing. With Selected
enabled, the following components can be enabled for saving:

= PET (in final space): PET image in the space where the VOlIs are generated.

= Anatomical (in final space): The anatomical image (MR or FDG) in the space where the VOls
are generated.

= Segments: The result of the tissue segmentation into grey matter, white matter, CSF.
= PVC: The image results of the partial volume correction configured in the VOIs page.

= Parametric maps: The parametric maps results obtained from the mapping procedure. Please
note that only the protocols saved at the end of the mapping procedure will generate
parametric maps.

= VOIs: Contour VOlIs in the selected result space.

= Statistics: VOIs applied to the target image series (PET, if available, otherwise the anatomical
image).

= Transformations: The transformations calculated based on the protocol specific workflow .
= TACs: The TACs statistics in the selected result space.

= Protocol: The protocol after the processing is (re)saved in the specified loaction. This is
relevant for the situation when the list of protocols was created using the cloning facility. Such
protocol includes definition of the input data as well as the parameters of the different
processing stages, including the parametric mapping settings when available.

= QC: The quality control capture is generated.

The output destination is set with the Save to configuration. A meaningful Prefix for the saved
data components is recommended. The destination configuration is only relevant when saving to
the file system. In that case, the results can be distributed to the Input image data folders, or
concentrated in One folder, which needs to be specified together with the output image format.
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2.6.2

” [¥] PET [¥] Anatomical [¢¥] Segments [_| PVC [v¥] Parametric maps [4] | [¢] Protocol
Results: (U All ® Selected - T o
¥ VOIs |¥] Statistics ¥ Transformations (#] TACs [4] wiQc

Save to: ® Input image data folders ) One folder > Prefix Baicri

Results are saved in folders and formats of input images (same Database)

[#] Aggregate Statistics & In case of multiple parametric mapping Statistics files only one type should be selected for aggregation

Note: The time activity curves generated during parametric mapping protocols may also be saved
by enabling the TACs check box.

The Aggregate Statistics option is relevant when the batch is setup to run protocols for the same
group and condition. If the option is enabled, the results of all data sets are concentrated into a
single aggregation table, which can immediately be used for statistical analysis.

Note: In case of multiple parametric mapping statistics, only one type of statistics should be
selected for aggregation at the end of the processing.

Run the Batch
The batch processing is started with the Run button.

[¥] Aggregate Statistics

¥| Close after @ [Start () End

To run processing without the batch window open (recommended) configure Close after Start.
While processing is performed, PNEURO will remain blocked and run through the processing
steps for each protocol. The Aggregate Statistics option is convenient for assembly of the
resulting VOI statistics output into an aggregate file for subsequent statistical analysis. In case of
multiple parametric mapping statistics files only one type should be selected for the direct
aggregation form batch.

After batch processing has completed, a summary is shown in a Report window detailing the
saved results as well as potential errors. The report can saved using the Save button, and added t
the clipboard using the Copy to Clipboard button.

Babch mode finished

_INPUT_MR_§ | Gt A PET | DYN 80 MIN =330/3741PMNELRC= ( MRI-RACLOY 115-11-03 TR Meur g
Subjects_1_MRI-Raclo*Dynamic | C-11-Radopride PET | Dyn 60 min <330Q37414Newro> | MR-Raco*Dynamic ) 2015-11-03 _S G2 Meur ¥
RC_MRI-PIE'DYNAMIC | C-11-PIB-PET | DYN 70 MIN <23337 2015-11-03 VO <278/3885" Neuro=] saved
namic | C-11-PIB-PET | Dyn 70 min 203337517 Meurg= c ) 2015-91-03 _STATS <2TE3096" Meuro=] saved
B save W Load B Copy to Clipboard ¥ Ciose

Batch Mode Brain Norm Deviation

The PNEURO tool offers the Compare to Norm batch facility which is useful when several studies
need to be analyzed. The batch mode allows performing the spatial normalization - which is the
time-consuming processing step of the whole analysis - for a list of studies and save the
normalized images for a later, interactive comparison analysis. It is also possible to perform the
comparison analysis at the same time and save its results, but this unsupervised mode is not
recommended due to the potential failure of spatial normalization.

PMOD Neuro Tool (PNEURO) (C) 1996-2021
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Note: The creation of the Brain Norm database is requested for running the batch. This have to be
prepared beforehand as explain in the Brain Norm Creation” "**section.

Batch mode is started using the corresponding entry in the Batch Mode menu:

= Load Image Data » '
2  EditNorm
MP Atlas L

- | Batch Mode 'I Maximum Probability Atlas & Brain Parcellation (Brain VOIs)

Acceptance Test Brain Norm Deviation

Settings »

-2
@ License

52".81 Load Protocol

and displays the following dialog window.

& DB Norm Batch Mode b4
1. Select Norm 2. 3etinputs) 3 Mormalization Parameters
] Direct 1oadi, [l Normalize inputis)

¥

nooth samples 80 80 8 [mim]
¥| Save Normalization Results Images)

4. Comparizon Parameters

-
= o File
€ DATABASE [l StatisUcs 4
b [Statistics - jdbcderby DH/00-data/DATABASE S/Statistics (Local]]
¥] sulis Images]
i o |
B 24 1 1 . 3
M Comparison will be done for NORMALIZED input fite(s)
0 Set files 1} Add files ¥ Remove
5. Save Images As
Oulpil Earim . iy TABAS 9 4
Output Format [§l Database a 4P Rlgylt  DaTaBase SESSSIRESSES - 4

Beh 6 Run | [¥] Close sfter O Start ® End et ] X Ciose

There are numbered sections in the dialog which must be configured appropriately:

1. Select Norm The Brain Norm against which the data should be compared can be

configured on this section using the &= button. The images related to the
selected Brain Norm are available for inspection on the bottom. The list
selection allows switching between the different series such as the
normalization TEMPLATE, the normalization and result MASK, as well as
the NORM image.

2. Set Input(s) In this section the studies to be normalized are defined. Please first select
the data format (in the example: Database) and then add the files to the list
to be processed using the Set files button. Note the button Input Format
Settings which allows configuring optional pre-processing steps, such as A-
P mirroring, smoothing, time-averaging, etc. Direct loading disables these
options.
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3. Normalization

The Normalize Input(s) check defines whether the input images need to be

Parameters spatially normalized (this is not necessary if previously normalized images
are selected), and the check Save Normalization Results whether the
resulting images are saved.

4. Comparison|This section allows the user to perform the comparison analysis in

Parameters unsupervised mode, which is not recommended without saving of the

normalization results and user validation of those results. All the comparison
results can be saved for post-batch reviewing.

5. Save Images As

If the saving of result images has been configured, the format defined in this
section will be applied. First select the data format (the Database is
recommended), then configure additional parameters for that format.

After the configuration is complete, the 6. Run button can be activated to initiate batch processing.

2.7 Atlas Selection

The atlas to be used for the VOI creation can selected in the Select Atlas panel.

| Brain Atlas '

l Hammers-N30R&3-1MM

Brain Atlas Regions

[NONE]
| Hammers-N30R83
1 AAL-Merged

AAL-VOIs
¥ Hammers-N30R83-1MM

- Amyloid Cortical Composite
Centiloid

J Cynomolgus (CIMA-UN)
I Rhesus Macaque (INIA19)
Pig (CH.Malbert)

———

a

If the panel is not visible, please activate the toggle button

FUNCTIONAL

in the upper right. Note that Human, Primates and Pig VOI templates in the sub-directory

resources/templates/voitemplates are listed.

2.8 Tree Organization of Atlas VOIs

The brain VOIs are structurally organized in a tree on the Group tab of the VOI editing page. The

selection of a VOI subset is supported by a dedicated user interface illustrated below.
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IE‘ WOl Group

IE‘ WOI Group

[¥] » Cerebral_cortex

[¥] » Subcortical_regions
[¥] b Paosterior_fossa

] » Ventricles

L] » White_matter

open tree branches

ix@am&?

¥] = Cerebral_cortex
¢ [¥] ® Left_hemisphere
% [v] w Frontal_lobe
il FL_mid_fr_G
[v] [l FL_precen_G
[l Bl FL_stral_G
[v] [l FL_OFC_ADG
M FL_inf fr G
vl FL_sup_fr_G
[v] M FL_OFC_MOG
¥l FL_OFC_LOG
i B FL_OFC_POG
[l Ml Subgen_antCing
[v] W subcall_area
(vl l Presubgen_antCing
& [¥] ¥ Temporal_lobe
[+] [l Hippocampus
b M Amygdala
[l W Ant_TL_med
[ I Ant TL_inf_lat
M  G_paraH_amb
[l G_sup_temp_post
(vl W G_tem_midin
¥l G_tus
(] [l Post_TL
¥l G_sup_temp_ant
¢ ] ¥ Parietal_lobe toggle
]Il PL_postce_G
vl [l PL_sup_pa_G expand
[l M PL_rest

I

ex@ams

% [¥] * Occipital_| tree .}
Ll lat. o
v X @ = v X ® H =
Inplane: OX OY OZ ®ALL Inplane: OX OY O Z @ ALL | N
‘ € Remove H Name H E ‘ €) Remove “ MName I T
Inverse l Owverlap Inverse Owverlap
Intersection s8¢ Union Intersection s Union

[ List l Group |-Template |
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WOI Group

flat

Presubgen_antCing_|
Presubgen_antCing_r

z =
B z _mi -
E=Z FL_precan_G_| 2
FEl: F.recenGr  View
IF'6 z FL_stai_G_I
6 Z FLsmaiGr
=} Z FL_OFC_AOG_|
o Z FL_OFC_ADG_r
= @ Z FLinffr G
= 10 Z FL_nf fr G_r
Z FLsupfrGl
g Z FlL_sup_fr_G_r
= 7 FL_OFC_MOG_|
g Z FL_OFC_MOG_r
W 15 2 FL_OFC_LOG_| M
| 16 Z FL_OFC_LOG r
F 17 Z FL_OFC_POG_|
= 18 Z FL_OFC_POGr
=748 Z Subgen_aniCing_|
20 2z Subgen_antCing_r

Z Subcall_area |

Z Subcall_area_r

7z

z

7

z

z

z

z

z

z

7

z

Hippocampus_r
Hippocampus_|
F 27 Amygdala_r
= 28 Amygdala_|
= 29 Ant_TL_med_r
= 30 Ant_TL_med_|
= 31 Ant_TL_inf_lat_r
| 32 Ant_TL_inf_lat_|
= 33 G_paraH_amb.r
™ 34 Z G_paraH_amb_| :
7 -~ e otomn nock o >
Inplane: OX OY O Z @ ALL v
€ Remove MName T
Inverse . Owverlap
Intersection 85% Union

|\ List I Group I Template

- @ B

g
o

x

The branches on the top level are the Cerebral cortex, divided into left (L) and right (R)
hemispheres, Subcortical regions, Posterior fossa, Ventricles and the White matter, as
illustrated in the left panel above. The full tree can be toggled open/closed easily by using the
button indicated in the middle panel above. The tree view can be flattened to a simple list using the
button at the top, as indicated in the right panel above. The statistics will only be calculated for the

selected VOIs.

Tree Manipulations

Branches in the tree can be opened/closed with the little arrows left to the branch names.

[¥] * Cerebral_cortex
¢ v - LeM
o~ [v] ¥™ontal_lobe
¢ [v] ® Temporal_lobe
v] ll Hippocampus

¥ T amygdala
wl ant Tl mad

Tree Selections

[¥] ¥ Cerebral_cortex
¢ [¥] * Left_hemisphere
¢ [v] = Frontal_lobe
v [l FL_mid_fr G
[v] W FL_precen_G
FL_strai_G
Wl E nEe Anc

[¥]

Checked VOls in the tree structure are overlaid on the image and used in statistics calculation.
Simply uncheck any VOI to exclude it. In the example below the FL_mid_fr_G VOI has been de-

selected.
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DB Load @ Maximum Probability Atlas Brain Parcefiation Mapping Compare to Norm

&
iz}
| %
&
vei@|
ols
If the selection of a branch is removed, all VOlIs belonging to it will be de-selected.
| DB Load @ Maximum Probability Atlas | Brain Parcellation Mapping Compare to Norm | Statls
o .,
[ B =~ bk ~ #=
g
® = B VOI Group
¥| = Cerebral_corex = 9°
¢ ¥ ¥ Left_hemisphere
¢ [1'= Frontal_lobi 1]
B FL_mid_fr_G
/ . ©
oo

The task of selecting parts in the tree is supported by shortcuts in the area below the VOlI list:

v X ® E &
v Set the selection check of all VOIs
X Remove the selection check of all VOls.
= Save the current selection set to a file.
[ Load a selection set from a file.
VOI Union

The currently selected VOIs can be combined into a larger structure by the Union button. In the
example below the selection was first reset by X, and then the Frontal_lobe entry in the
Left_hemisphere of the Cerebral cortex branch was checked.
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2.9

L

| - VI Group

[¥] = Cerebral_cortex
¢ ] * Left_hemisphers
¢ [v] = Frontal_lobe

¥ [l FL_mid fr_G
] [l FL_precen_cG |=
¥ I FL_strai_G
v| [l FL_OFC_A0G
¥| FL_inf fr_G
v/l FL_sup_ir G =
v] [l FL_oFc_moG
¥l FL_OFC_LOG
¥l [ FL_OFC_POG
i#| B Subgen_antCing
v| [l Subcall_area

D ]l Presubgen_antCing
¢ [ * Temporal_lobe

Confirmation

Enter name [Union

v Yes X No

5O

& & |

g
o]

2 x

I 4
M
0.0

<]

Do you want to create the Unlon of the selected VOIs?

T T T = &7 G sup_temp_ant’ T

¢ [ = Parietal_lobe
1l PL_postce_G
|l PL_sup_ps G
fﬂ _ | [ PL_rest

’ v X ® H =
Inplane: O X OY OZ @ ALL o
‘ € Remove Name g

5 | Inverse Overlap

| Intersection 255 Union

[ List ! Group | Template [

Note that in PNEURO the original VOls are removed during the Union process. This is necessary
for partial volume correction to function correctly. However, the VOlIs can easily be recovered by

stepping to the prior page and activating the Outline button again.

Recommendations for Brain VOI Calculations

Input Data

Whenever possible, a brain PET study should be complemented by an anatomical T,-weighted MR
study with isotropic high resolution in the order of 1 mm covering the entire brain. This will allow the

accurate adjustment of the brain structures to the subject anatomy and conveniently support any

interactive fine adjustments.

Evaluation Space for PET Statistics

The calculation of the PET VOI statistics can be performed in any of the available image spaces,
i.e. depending on the available input data: the MNI template space, the MR space and the original
PET space. If the user would like to avoid any interpolation of the original PET values, the original
PET space should be used. In this case, the user is strongly encouraged to reconstruct the PET
images with a pixel size of about 1 mm. Otherwise, the brain VOlIs will be truncated and become

coarse.
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The resolution effect on the VOlIs is illustrated below. The left image shows the brain contours with
the resolution of an MR image (0.8mm in-plane), the right with the resolution of a PET image
(2.4mm). Note that the correspondence of the slices is only approximate.

Species Selection

Global species selection in PNEURO is governed by the Atlas selection . The species is relevant

for cropping settings (see below).

| BrainAtlas |
Amyloid Cortical Composite X J

| I3 [NONE]

Brain Atlas Regions

[ AAL-Merged
I AAL-VQis

I Hammers-N30R83

I3 Hammers-N30R83-1MM

[ Centiloid

[< Cynomolgus (CIMA-UN)
[ Rhesus Macaque (INIA19)
[ Pig (CH Malbert)

¥ Amyloid Cortical Composite

From 1

Average: = @ | ¥ S HUMAN
1 &) PRIMATE

To X |12

"| PIG

v Crop: [ ITovol [] Auto . PT

BT

1700 4 ¢ 2200 4 » 1600 4 »

Image Cropping

The algorithms for brain segmentation in the PNEURO modules work best if the images do not
contain a large amount of information from outside the brain. Therefore, after loading the MR and

PET images, PNEURO offers an automatic cropping facility as illustrated below.
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define crop-box
expansion

Affine regularization

Bias regularization:

Cleanup:

™ MB MRI

1 (T Other
v| Crop: [] Tovol [¥] Auto - /2’
execute
Denoising strength: Low
crop
Segmentation: 3 Probability Maps ;.
Sampling 6.0 | mm =]

Light - 50 *
Light -

European brains -

To enable the auto cropping option, please check the Crop and the Auto boxes. Consequently,
blue rectangles are overlaid on the images indicating the extent of the cropping box. Based on the
species and modality settings, the program automatically performs a deformable matching to the
corresponding template to identify the optimal size and placement of the cropping box. The
dimension and location of the cropping box are updated automatically at the end of the
calculations. In some cases it can be useful to enlarge the default box used for automatic cropping
in either x/y/z dimensions. For example, expansion in y can be used to include the nose in the

cropped image, which can be beneficially in PET to MR matching. The . icon to the right of the

Auto checkbox opens the expansion dialog:

Confirmation X
Do you want to set auto crop border size ?

) Relative (10% of brain size)
& Absolute: X border [mm] Y border [mmj Z border [mm]

20.0 30.0 20.0

v Yes || X No

Toggling the Auto checkbox on/off will update the crop with expansion settings taken into account.

Automatic cropping (with expansion) is particularly helpful during batch processing.

In case the automatic procedure fails, the cropping box size and placement can be adjusted

manually. Only the Crop checkbox need to be checked, as illustrated in the capture below. To

move the center of the box simply click into the image. To change the box size in x/y/z directions,
use the corresponding selections below the MR and Species selection, or the indicated button:
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2.10

] Crop: [ |1 Tovol [ ] Auto . & MR \ 'E:

|1?0.0 a/r 2200 4/» 1800 4 ,l

Denoising strength: Low x

Segmentation: 3 Probability Maps i

Sampling 6.0 [ mm ¥ ]
Bias regularization. Light * G0 »
Cleanup: Light o
Affine regularization: European brains i

The To VOI check box requires the crop box to be defined and saved beforehand (e.g. using the
View module) and associated with the image in the database.

Once the cropping box is properly placed, cropping can be started interactively using the Crop
button B. Note that the process is irreversible and the series must be reloaded in the event of
mis-positioning. If cropping is not performed interactively a confirmation message will appear when
progressing to the next stage. After performing a cropping operation, the function is blocked. In
order to apply a different crop box the data has to be loaded again.

Partial-Volume Correction (PVC)

PET images are inherently affected by the partial-volume effect. This means that the measured
tracer activity concentration is not accurate due to the relatively low image resolution and the
limited tissue sampling. The low spatial resolution of the PET system causes a blurring of the
image, so that high activities (from a hot lesion) are spread to the surrounding as illustrated below.
This effect is called spill-out. The same effect also causes a spill-in of background activity into the
volume of interest.
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As a consequence, hot lesions tend to appear less aggressive (reduced maximum) but bigger
(spreading) than they are in reality.

Spill-in and spill-out depend on the geometry of the objects, the activity distribution of the tracer,
and on the resolution of the scanner which may vary across the imaging field-of-view. Therefore,
practical correction approaches have to assume certain conditions and can only be approximate.
For a nice overview of the topic please refer to the publication of Soret et al. [1].

Partial-volume correction in PNEURO is accessed on the VOIs page of either the Maximum
Probability Atlas or Brain Parcellation workflows:
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VOIS
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MiX * (RGB Caolor)

VOI TAC type: AVERAGE -

Quality Contral Capture: [v] QG #=  #&

Displayed functional: Average

PVC: Mo correction

¥ No correction

[J Rousset VOl-based GTM
PET Scanner HR [ LMA modified GTM
[2 Region-based Voxelwise

| .
[ © & | » Compare H . 3“15 Muller-Gartner Method

'Iu Brain Spill-Out

IIJ Fast VOI-based GTM

The selection and configuration of the methods available is described in more detail in the

Workflow sections of this document.

Complementary VOIs

After the PVC correction is performed a list of complementary VOIs appears on the Group list

under the Complementar branch.
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2.10.1
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The Complementar VOIs are representing the regions that were masked out during the
intersection of the Atlas structures with the grey/white matter segmentation. These VOlIs were
created since the very beginning and were generated in order to meet the conditions of the GTM
correction method: the area is divided into homogenous regions covering as much as possible.
Empty spaces between the corrected VOIs would cause inaccurate correction.

The availability of these VOIs on the list after running the PVC is aimed to increased the
transparency such that they can be saved and used for the exact reproduction via the Protocol210.

When a PVC method is used, both the original and the corrected statistics are calculated. Note
that due to the high number of VOIs the PVC calculation may take several minutes and consumes
a significant amount of RAM.

Note:The PVC is always calculated for all the created VOlIs but statistics results are returned only
for the VOlIs that are selected on the Group tab.

Rousset VOI-based GTM Method

This correction is based on the assumption that the imaging volume can be separated into tissue
volumes (VOIs) with homogeneous uptake. If the resolution of the PET scanner is known, the
mutual signal contaminations across the VOlIs can be calculated and corrected for. This method is
known as the GTM (Geometric Transfer Matrix) method and was introduced by Rousset et al.

The relation of the measured average PET values in the VOIs (affected by the partial-volume
effect) to the true PET values is given by the matrix equation

&y =[GTM ]xC

m E:‘H.SH}'&'{.I“ “frue

with the following notations:

C Vector of the true average activity concentration in the different VOIs

of interest. The vector length n equals the number of object VOls.

true
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2.10.2

2.10.3

2.10.4

Actually measured average activity concentration in the different
VOls. Each VOI is assumed to have a homogeneous concentration.

measured

GTM Geometric Transfer Matrix which describes the spill-over among all
the VOIs. The matrix is square with nxn weighting elements w;

which express the fraction of true activity spilled over from VOI, into
VOI..
]

In practice, w,; is calculated as follows: A binary map is created with
1 in all pixels of VOI, and O elsewhere. The map is convolved with

the imaging Point-Spread Function (PSF), and in the resulting
spillover map the weighted average of all VOI, pixels calculated.

The GTM equation above represents a system of linear equations. Once the weights have been
calculated, the system can be solved for the true average concentration values C.__ in all VOlIs by

matrix inversion.

true

Recommendations

According to Rousset et al. [2], the accuracy of the GTM method depends primarily on the proper
identification of the tissues which have different functional properties. If this is the case, the GTM
algorithm is capable of accurately correcting the regional concentration within small structures
such as the human basal ganglia. Furthermore, the propagation of statistical noise during partial-
volume correction was found to be easily predictable and suitable for the application in dynamic
PET.

LMA modified GTM Method

The LMA (Local Means Analysis) GTM method [4] uses the homogeneous regions localized by the
segmentation and calculates the average uptake in the inner of the structures. The percentage of
pixels per segment considered for averaging is a parameter of the method. With 100% pixels
included, the LMA GTM method equals the standard GTM method.

Region-based Voxelwise Method

The RBV correction introduced by Thomas et al [7] extends the GTM method and performs a
voxel-wise correction of the entire image.

In a first step the standard GTMD32 correction is performed, resulting in a synthetic image Corw
which consist of the VOIs filled with the corrected average values.

In a second step a corrected image is calculated, which is not any more homogeneous within the
VOlIs, and which shows an image of the entire brain, not just the GM pixels. The calculation uses
the formula

&
CPI’C'—RB’]' = C.‘lfms.rn'éd {%1

“GIM
whereby the measured PET image C,,._...q iS multiplied by a correction term calculated from the
GTM corrected image and the point-spread function.

Note that the pixelwise correction may be problematic for dynamic data with low signal/noise ratio.

Muller-Gartner Method (Grey Matter Spill-out and White Matter
Spill-in)

This method introduced by Muller-Gartner et al. [5] is based on the assumption that white matter
(WM) uptake is homogeneous, whereas the uptake in grey matter (GM) is variable in each pixel.
All brain pixels are classified as white matter or grey matter and sorted into respective segments.
Based on these segments and the assumed PET resolution the spill-out from WM to GM can be
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estimated and subtracted. Similarly, the spill-out from GM to the surroundings can be estimated

and compensated for. The result is a grey matter image with corrected activity values in all pixels.

The following correction formula is applied:

(‘1

Corrects WM spill-in

PVC-GM —

A

r N

“measured == Cn'.-_\_f X (I%'14 ® PS}:’)
GM ® PSF

H_/

Corrects GM spill-out

with the following notations:

CF‘VC-GM

Corrected activity concentration. This is the result of the PVC correction in
each GM pixel.

measured

Actually measured activity concentration in a GM pixel which may be
distorted due to spill-out and spill-in.

CWM

Activity concentration in WM which is assumed to be homogeneous and
just blurred by the PSF.

WM, GM

WM (GM) segment image which represents the WM (GM) probability of
each pixel in the image as a value between 0 and 1. These images are
assumed to represent the true anatomy with ideal resolution.

PSF

Point-spread function of the imaging system which is assumed to be
constant across the image and represented by a three-dimensional
Gaussian function.

WM&PSF

Mathematical convolution of the WM segment image with the PSF. The
result represents the image of the ideal WM segment when detected with
a real imaging system characterized by the PSF function.

The expected WM image is obtained by scaling WM®PSF by the WM
concentration C,,,. It is subtracted from the measured image to

compensate for spill-in from WM to GM.

GM®PSF

Mathematical convolution of the GM segment image with the PSF.
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2.10.5

A division of the WM-corrected image by GM®PSF represents a
deconvolution operation and corrects for the spill-out effect from GM. The
operation of division may introduce over-corrections at the GM boundary.
Therefore, the result image is masked at a certain threshold of the
convolved GM image

Schematic of the Correction Workflow

The following illustration provides a graphical overview of the different processing steps as well as
the resulting intermediate images.

Divide by
smooth GM

Subtract WM-PET

Registration

v

PET

GM-PET

I WM estimate

-

PVC-PET

Threshold
—

GM Smooth GM Mask
White-Matter Estimate and Masking

Three variants are available for the white matter uptake, which is used to scale the smoothed WM
mask: Default is the regression approach of Giovacchini et al. [6]. It collects the PET uptake of all
pixels with a WM probability higher than the specified value (e.g. 0.95), and performs a linear
regression to estimate the WM value at the probability of 1. A first alternative is calculating the
average value of all WM pixels. A second alternative is a fixed value manually entered by the user.

The PVC algorithm is only appropriate for GM pixels. All other pixels in the corrected image should
therefore not be evaluated and should be masked. Therefore, a GM threshold should be specified.
It is applied to the convolved GM segment (GM®PSF) in order to mask background and WM. Note
that if the threshold is small, outlier values might appear along the mask boundaries as over-
correction artifacts.

Brain Spill-out (Muller-Gartner)

A simplified Muller-Gartner approach can be applied if the segmentation doesn't provide a good
separation between GM and WM. In this case the correction is reduced to a spill-out only
correction. A brain segment is created by summing the GM and WM probability masks. The brain
segment is then convolved with the PSF, and the PET image divided by the result as described by
the equation below.

C _ Cmmsured

* PVC —Brain ~ z
" Brain® PSF

PMOD Neuro Tool (PNEURO) (C) 1996-2021 pmod



Brain VOI Tools: Common Features 36

2.10.6 Fast VOI-based GTM method

This is actually the LMA modified GTM method which contains some speed-up improvement for
the smoothing. The speed performance might be observe when the selected atlas contain a low
number of regions.

2.11 3D Rendering of Brain VOIs

Once a set of brain VOIs has been calculated it can be visualized in the 3D tool (option) as full
surface by activating the ‘@ button in the lateral taskbar.

There are two types of renderings to choose from when using the Start 3D rendering of VOIs
option available on the VOlIs Tool tab:

Confirmation X

Do you want to 3D render the Segmentation Results?

) Segment Rendering @ VOI Rendering

(Single 3D object) (Individual 3D objects)

‘. v Yes ‘ | * No

In the Segments Rendering (Single 3D object) variant the VOlIs are rendered in 3D as a single
3D surface object.

o [T

* Scene

T Note
', Surface Light
,:'\ﬁ Markers

(# Planes

§ ™ 350 _PKINZ_[DASB_PET] DASB_SERT_MR_Anatom:
@ SR OT (ITK) 13 4187155 <
@ 361_Brain_segments_[Hammers-N30R83-1MM nii.gz]

In the VOI Rendering (Individual 3D object) variant the VOIs themselves are rendered as
individual surfaces. Note that the rendering takes longer in this case.
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Please refer to the PMOD 3D Rendering Tool Users Guide for information about the operation of
this tool.

o= YRS i
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3.1

Atlas Methodology

The PNEURO tool includes four human brain atlases for the generation of standard brain VOls, the
N30R83 maximum probability atlas with 1mm and 2mm resolution, the single-subject AAL atlas, an
Amyloid Cortical Composite atlas and an atlas for use with the Centiloid method for amyloid PET
analysis. Dedicated variants can be derived from the atlases, and user-generated atlases can be
added if they conform to PMOD's requirements (maps in template space, correctly inserted into the
PMOD installation directory - dedicated functionality to facilitate this process is included in PBAS).
Atlases are also provided for Cynomolgus and Rhesus monkeys, and pig.

Structure of VOI Atlases in PMOD

A VOlI atlas in PMOD consists of the following components:

1. Atlas image: Image which encodes the atlas VOlIs in a stereotactic space as numeric labels.
2. Label list: Text file mapping the label values to the VOI names shown in the user interface.
3. Manifest: Text file that defines the properties of the atlas.
4

Normalization files for calculation of the transformation between the subject anatomy and atlas
anatomy (not needed for MNI atlases).

The atlas information has to be organized in a sub-directory of resources/templates/voitemplates
exactly as illustrated below for the AAL-Merged atlas.

} templates A [ Name
aprien [_' AAL-Merged.manifest
clinicaltoolbox | AAL-Merged.nii
ICEM | AAL-Merged.bet
tpmaps
usertemplates
voitemplates 4
AAL-Merged
AML-VOIs

The atlas name (e.g. AAL-Merged) has to be used as the sub-directory name, the atlas image
name (AAL-Merged.nii), the label list name (AAL-Merged.txt), and the manifest name (AAL-
Merged.manifest). If the atlas is not a human atlas in the MNI space, it needs to include an
additional normalization folder for the templates as described below.

By conforming to this structure it is possible for users to prepare their own VOI atlases. In
PNEURO, all atlases can be used for the Maximum Probability Atlas approach, whereas the
Brain Parcellation approach only supports human atlases in the MNI space.

Atlas Image

The atlas image must be prepared as a NifTl file and encode the atlas VOIs as numeric labels.
Each pixel has a value of 0 if it is a background pixel, or otherwise an integer number. We
recommend using the HFS anatomical orientation (head first, supine = radiological convention) for
human data.

Label List File

The label list text file has the minimal form:
namel outlined namel label valuel
name?2 outlined name2 label valueZ

where each VOI is represented by a line.

The list can be extended with additional information for the VOI presentation as illustrated below
for the AAL-Merged.txt. The first column starts with the name followed by a bracket construction
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which encodes a tree structure. For instance, Precentral belongs to the Frontal_lobe which is
located in the left Left or right Right_hemisphere of the Cerebral_cortex. The second column
indicates the name of a generated contour VOI. The third column contains the label value in the
atlas file. Each pixel in AAL-Merged.nii with value 1 will belongs to the Precentral_| VOI, pixels
with value 2 to Precentral_r, etc. The third column specifies the RGB color values for showing the
VOlI, and the last column the text to be shown as a tooltip.

Precentral[Frontal_lobe[Left_hemisphers[Cerebral_cortex]]] Pracentral 1 1 (10e,@,255) Pracentral gyrus left (PRE) ~
Pracentral|[Frontal_lobe[Right_hemisphare[Carebral_cortex]]] Precentral_r 2 (106,8,255) Pracentral gyrus right (PRE)
Rolandic_Oper|Frontal_lobe[Left_hemisphere[Cerebral_cortex]]] Rolandic_Oper_1 3 (93,188,255)  Rolandic operculum left (RO)

Rolandic_Oper|Frontal lobe[Right_hemisphere[Cerebral_cortex]]] Rolandic_Oper_r 4 (93,188,255)  Rolandic operculum right {RO)
Supp_Motor_Area[Frontal_lobe|Left_hemisphere[Cerebral_cortex]]] Supp_Motor_Area 1 5 (8,114,255} Supplementary motor area left (SMA)
Supp_Motor_Area[Frontal_lobe[Right_hemisphere[Cerebral_cortex]]] Supp_Motor_Area_r B {9,114, 355) Supplementary motor area right (SMA)
Olfactory[Frontal_lova|Left_hemisphera[Cerebral_cortex]]] Olfactory_1 7 (100,100,255) Olfactory cortex laft (OC)
0lfactory[Frontal_lobe[Right_hemisphera[Cerabral_cortex]]] 0lfactory_r E (10@,18@,255) Olfactory cortex right (OC)
Frontal_Sup[Frontal_lobe|[Left_hemisphere[Cersbral_cortex]]] Frontal_Sup_1 11 (8,8,255) Superior frontal gyrus left (F1, F10, F1M)
Frontal_Sup[Frontal_lobe[Right_hemisphere[Cerebral cortex]]]  Frontal Sup r 12 (8,8,255) Superior frontal gyrus right (F1, F10, F1M)

Frontal Mid[Frontal lobe[Left_hemisphere[Cerebral_cortex]]] Frontal Mid 1 13 (28,167,255} Middle frontal gyrus left (F2 F20, FMD)

Frontal Mid[Frontal_lobe[Right_nemisphere[Cerebral_cortex]]] Frontal Mid_r 14 (28,167,255) Middle frontal gyrus right (F2 F20, FMO)
Frontal_Inf[Frontal _lobe|left_hemisphere[(erebral _cortex]]] Frontal _Inf 1 15 (28,247,255} Inferior frental gyrus left (F30P, F3T, F30)
Frontal_Inf[Frontal_lobe[Right_hemisphere[Cersbral cortex]]]  Frontal _Infr 16 (28,247,255)  Inferior frontal gyrus right (F30P, F3T, F30)
Rectus[Frontal_lobe[left_hemisphere[Cerebral_cortex]]] Rectus_1 17 (16@,255,255) Gyrus rectus left (GR)
Rectus[Frontal_lobe[Right_hemisphere[Cerebral_cortex]]] Rectus_r 18 (16@,255,255) Gyrus rectus right (GR)

Insula[Insula_and_cingulate gyri[Left_hemisphere[Cerebral_cortex]]] Insula_1 19 (143,175,255)  Insula left (IN)

Insula[Insula_and_cingulate gyri[Right_hemisphere[Cerebral_cortex]]] Imsula_r 28 (143,175,255) Insula right (IN)
Cingulum_Ant[Insula_and_cingulate_gyri[Left_hemisphere[Cerebral _cortex]]] Cingulim_fnt 1 21 (178,162,199} Cingulate gyrus anterior part left (ACIN)
Cingulum_Ant][Insula_and_cingulate_gyri[Right_hemisphere[Cerebral_cortex]]] Cingulim_Ant_r 22 (178,162,198} Cingulate gyrus anterior part right (ACIN}
Cingulum_Mid[Tnsula_and_cingulate_gyri[Left_hemisphere|Cersbral_cortex]]] Cingulum Mid 1 23 (143,175,255}  Cingulate gyrus mid part left (MCIN)
Cingulum_Mid[Tnsula_and_cingulate gyri[Right_hemisphere[Cerebral_cortex]]] Cingulum Mid r 24 (143,175,255) Cingulate gyrus mid part right (MCIN)
Cingulum_Past[Insula_snd_cingulate gyri[Left_hemisphere[Cerebral_cortex]]] Cingulum_Past 1 25 95,73,122) Gyrus elagull pesterior part left {PCIN)
'ng%m)---.lugw--—-«--Jw-,ru-- o L LR Ly isibatietyn E teeide Loty P L L i o, L0001 L™ 5 L, St o5 T 1 20 et Gyr b st g Tamlakt (PLEHLA _— > F

Note: For all rows, all columns need to be filled. Spaces in the Name field are not allowed.

The corresponding atlas VOI structure is illustrated below.

| IE‘ Templates

[¥] = Cerebral_cortex
¢ [¥] ¥ Left_hemisphere ovr
& [¥] = Frontal_lobe
[v] B Precentral
[¥] B Rolandic_Oper
] [l Supp_Motor_area
[v] Ml Oifactory
[v] Wl Frontal_Sup | Jiae
[v] M Frontai_Mid
[¥] | Frontal_Inf 33|
[¥] Rectus
[¥] [} Paracentral_Lobule M
9 [¥] ¥ Insula_and_cingulate_gyri
[¥] B insula
§ Cingulum_Ant
[¥] B Cingulum_Mid
[v] M cinguium_Post
¢ [¥] = Temporal_lobe
[v] @l Hippo_Parahippo
[¥] ¥ Amygdala
[¥] Fusiform
[¥]  Heschl
vl [ Temporal
¢ [¥] ¥ Occipital_lobe
[] B Calcarine
a1

;JX@ o

Iv]
=

®

> 6

¥

i!><_| Aias | Mask | Maps |
[
& - AALMerged -

@@ Changefolder & @ €3

There are additional options to be added to the columns for use in PNEURO:

e E: Excluded from masking by the grey matter threshold.

e O: Indicates that the VOI is not brain matter.

e H: Indicates that the VOI should initially be hidden, i.e. not selected on the Group panel.

e L, R: Indicates that the VOI belongs to the left (L) or right (R) hemisphere. This information is
used in sulci deformation.

PMOD Neuro Tool (PNEURO) (C) 1996-2021 .pmod



Atlas Methodology 40

e C: Indicates that the VOI belongs to the cerebellum. This information is also used in sulci
deformation.

Example as shown in Excel:

S_nigra[Central_structures|[L]] S_nigra_| 74 (127,127,1 Substantia E
S_nigra[Central_structures[R]] S_nigra_r 75 (127,127,1 Substantia E
Insula[lnsula_and_cingulate_gyri[L]] Insula_| 20 (143,175,2 Insula left L
Insula[lnsula_and_cingulate_gyri[R]] Insula_r 21 (143,175,2 Insula righ' R
Cerebellum[Posterior_fossa[R]] Cerebellum_r 17 (250,239,5 Cerebellun C
Cerebellum[Posterior_fossa[L]] Cerebellum_| 18 (250,239,5 Cerebellun C
Brainstem[Posterior_fossa] Brainstem 19 (151,72,6) Brainstem C E
FrontalHorn[Ventricles[R]] FrontalHorn_r 45 (219,238,2 LateralverE O H
FrontalHorn[Ventricles[L]] FrontalHorn_| 46 (219,238,2 LateralverE O H
TemporaHorn[Ventricles[R]] TemporaHorn_r 47 (183,221,2 LateralverE O H
TemporaHorn[Ventricles[L]] TemporaHorn_| 48 (183,221,2 LateralverE O H
ThirdVentricl[Ventricles] ThirdVentricl 49 (146,205,2 ThirdventE O H
Manifest File

The following entries are supported in the manifest text file describing the atlas:

SPECIES =
HUMAN

SPACE = MNI

The supported species include HUMAN, PRIMATE, PIG, RAT, MOUSE

Only the MNI (Montreal Neurological Institute) space for humans is supported. If
this line is present, a common set of template files with 2x2x2mm resolution is

used.
APPLICATION o lina i : . .
— NO_PNEURO If this line is present, the atlas is not listed in PNEURO.
TYPE = The range specified for the data will be scaled to a probability value in the range
PROBABILIST [0.1]
IC, RANGE 0 ’
/ 100

Spatial Normalization Methods

Atlases can only be applied to images if they have the same resolution and show the anatomy with
the same geometry. Therefore, images originating from real experiments first need a normalization
step for the atlas to be applied. This is done by calculating a normalization transform between the
subject image and a "template" image representing the standard anatomy imaged with a certain
modality, and using it for warping the VOlIs to the subject anatomy.

Name of Methodology and template

method in

PMOD

Template- Implementation of the spatial normalization in SPM5. It requires a template
based image in the atlas space which has a similar pattern as the image to normalize.

normalization [The usual reference images are the PET, T1 and T2 SPM5 templates. The
appropriate template has to be selected by the user.

3 Probability |Implementation of the unified segmentation normalization in SPM8. It requires
maps tissue probability maps of grey matter, white matter and CSF in the atlas space,
normalization [which is organized in a dynamic file called tpm.nii. This normalization is mostly
applicable to T,-weighted MR images.

6 Probability [Implementation of the unified segmentation normalization in SPM12. It uses

maps three additional probability maps (bone, tissue and air), which are organized in a
normalization |dynamic file tpm_6.nii. This normalization is mostly applicable to T,-weighted
MR images.
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Template Files for Template-based Normalization

For atlases of the human brain anatomy which are defined in the 2x2x2mm MNI space and which
have the entry SPACE = MNI defined in the manifest file, a common set of template files for the
Template-based normalization is available in the resources/templates/normalization folder.

“ v 4 « templates > normalization > v U | Searchnor.. P
java b Name
properties i
I v resources I palz
colortables tom
devices BB AV45-AD_brain.nii
dicomdictionary =2 AVAS-Controls_brain.nii
extlibs = clinical-toolbox
geometric_models BB CT.nii
: & CTCUnii
icons
BB EPLnii
I
palz B FDG-AD.nii
nEliahen =B FDG-Controls.nii
protocols3d 3B PET nii
sounds =~ PMOD_ADNI_FDG_AV45_2017
v templates = README
ICEM BB SPECT.nii
v normalization BB 11.nii
Fiaek B8 T1_brain.nii
BB T2 .nii
palz
BB T2_brain.nii
tpm LA < >

For atlases in other spaces than MNI corresponding normalization templates have to be included in
a normalization sub-folder. As an example, for the Cynomolgus (CIMA_UN) atlas illustrated below
FDOPA, DTBZ and an MRI template are available.

voitemplates * [ Name
AAL-Merged mask
AAL-VOIs I

_"-,J Cynomolgus (CIMA-UN)-Dopa.manifest
Amyloid Cortical Composite | | Cynomolgus (CIMA-UN)-Dopa.nii.gz
Centiloid _';,J Cynomolgus (CIMA-UN)-DTBZ. manifest

Cynomolgus (CIMA-UN) | Cynomolgus (CIMA-UN)-DTBZ.nii.gz
,;,' Cynomolgus (CIMA-UN)-MR.manifest
| | Cynomalgus (CIMA-UN)-MR.nii.gz

normalization
Hammers-N30R83

In the example above a manifest file with species definition is available for each normalization
template.

Normalization works best if the information is restricted to the relevant image part. Therefore,
normalization should contain a mask sub-folder with a mask file mask.nii containing 1 for all
relevant pixels and O for all others.

Resource Files for Probability Normalization Methods

Again, for a human atlas defined in the MNI space the tissue probability maps are already available
in the templates/normalization/tpm directory.
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/ templates Name

ICEM

=/ clinical-toolbox

hd normalization B cstnii
/ Lo = grey.nii
paiz | README
| tpm = tpm.nii
usertemplates =] tpm_6.nii
voitemplates = tpm_6_2mm.nii
2| tpm_ct.nii
tests
= white.nii

Start

To use the methodology for other than MNI atlases, a normalization/tpm sub-directory has to be
added to the atlas directory with the corresponding tissue probability maps.

3.2 N30R83 Maximum Probability Atlas

The methodology of the N30R83 maximum probability atlas used in PNEURO is described in detail
in the publication by Hammers et al. [3]. The number of subjects in this paper was limited to 20
healthy subjects and 49 brain structures. The population and the number of covered structures
was extended in a follow-up study by Gousias et al. [4] to include a total of 30 subjects and 83
brain structures, yielding the current N30R83 atlas. Population: 15 mal, 15 female, median age 31
years (range: 20-54), 25 of the 30 subjects strongly right handed.

Brief summary of the methodology used to construct the N30R83 atlas:

A T,-weighted anatomical MR image was acquired for every subject.

For each MR image, the brain structures were manually outlined in consensus by two
neuroanatomically trained operators.

Each of the 83 brain structures was assigned a unique integer which was used as a label for all
pixels belonging to a structure.

The results of the outlining and the labeling were 30 individual label atlases in the native
spaces of the subject MRIs.

For each MRI, the stereotactic normalization to the MNI T1-MRI template was calculated and
applied to the individual atlases for transforming them into the MNI space. Nearest-neighbor
interpolation was a used to maintain unique label information.

These normalizations resulted in 30 atlases representing the individual anatomies in the MNI
space.

For each pixel in the MNI brain mask the label statistics across the 30 individual atlases was
calculated. The most frequent label was selected for creating the maximum probability atlas. If
several labels had the same maximal frequency, the selection among them was random.

This statistical analysis resulted in the N30R83 atlas in the MNI space which contains for every
pixel a unique label number, corresponding to one of the 83 brain structures.

The illustration below shows a smoothed 3D surface rendering the 83 brain structures of the
N30R83 atlas. It is clearly notable that the contours are not restricted to the gray matter pixels.
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3.2.1

The deep nuclei N30R83 structures are illustrated below.

Note that there are two variants of the atlas available, with 2mm and 1mm sampling. For data with
resolution below 2mm it is recommended using the 1mm variant to take advantage of the
smoother anatomical definition.

N30RS83 Brain Structures

The following 83 brain structures are covered the N30R83 atlas. The even label numbers denote
left structures, the uneven numbers right structures.

Temporal Lobe

Naw=
o AN

9;10
11; 12
13; 14
15; 16
30; 31
82; 83

Hippocampus

Amygdala

Anterior temporal lobe, medial part
anterior temporal lobe, lateral part
Parahippocampal and ambient gyri
Superior temporal gyrus, posterior part
Middle and inferior temporal gyrus
Fusiform gyrus

Posterior temporal lobe

Superior temporal gyrus, anterior part

Posterior Fossa

17;18
19

Cerebellum
Brainstem

Insula and Cingulate Gyri

20; 21
24; 25
26; 27

Insula
Cingulate gyrus (gyrus cinguli), anterior part

Cingulate gyurs (gyrus cinguli), posterior part

Frontal Lobe
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28; 29 Middle frontal gyrus

50; 51 Precentral gyrus

52; 53 Straight gyrus

54; 55 Anterior orbital gyrus

56; 57 Inferior frontal gyrus

58; 59 superior frontal gyrus

68; 69 Medial orbital gyrus

70; 71 Lateral orbital gyrus

72;73 Posterior orbital gyrus

76; 77 Subgenual anterior cingulate gyrus
78; 79 Subcallosal area

80; 81 Pre-subgenual anterior cingulate gyrus

Occipital Lobe

64; 65 Lingual gyrus
66; 67 Cuneus
22; 23 Lateral remainder of occipital lobe

Parietal Lobe

60; 61 Postcentral gyrus
62; 63 Superior parietal gyrus
32; 33 Inferiolateral remainder of parietal lobe

Central Structures

34; 35 Caudate nucleus

36; 37 Nucleus accumbens

38; 39 Putamen

40; 41 Thalamus

42; 43 Pallidum

44 Corpus callosum

74;75 Substantia nigra

Ventricles

45; 46 Lateral ventricle (excluding temporal horn)
47; 48 Lateral ventricle, temporal horn
49 Third ventricle

The example below illustrates the structures adjusted to a brain MRI. Only every third image slice
is shown.
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Intersection with Gray Matter Probability Map

The definition of the cortical brain structures in N30R83 is not limited to the gray matter. In order to
trim the VOIs to brain pixels with a high likelihood of belonging to gray matter, the VOIs can be
intersected with a gray matter probability mask thresholded at a certain probability level. It has
been noted that this masking tends to excessively reduce the area of the central structures.
Therefore, PNEURO offers the option to exclude the central structures from the intersection
process. As the ventricular regions have no relation to the gray matter, they are always
disregarded by the intersection.

3.3 AALSingle-Subject Atlas
]
The AAL-VOIs atlas is the automatic anatomical labeling result [5] of the spatially normalized,
single subject, high resolution T, MRI data set provided by the Montreal Neurological Institute
(MNI)[6]. It includes 120 structure definitions. By merging some small structures an AAL-Merged
atlas was created. Both AAL-VOIs and AAL-Merged can be used alternatively to the N30R83
atlas. There is a slight asymmetry in the AAL VOlIs which corresponds to the natural asymmetry of
normal brains and which is also part of the MNI template.
In general, it should be noted that from a theoretical point of view a maximum probability atlas is
preferable, because it accounts for the normal variation of the human brain anatomy.

3.3.1 AAL-VOIs Atlas
The following 120 brain structures are included in the AAL-VOlIs atlas. The first column indicates
the label number, the second the name and abbreviation). For paired structures the first and
second numbers refer to the left and right part, respectively.
Temporal Lobe
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4101; 4102 Hippocampus (HIP)
4111; 4112 Parahippocampus (PHIP)
4201; 4202 Amygdala (AMYG)
5401; 5402 Fusiform gyrus (FUSI)
8101; 8102 Heschl gyrus (HES)
8111;8112 Superior temporal gyrus (T1)
8121; 8122 Temporal pole: superior temporal gyrus (T1P)
8201; 8202 Middle temporal gyrus (T2)
8211; 8212 Temporal pole: middle temporal gyrus (T2P)
8301: 8302 Inferior temporal gyrus (T3)

Posterior Fossa

9001; 9002
9011; 9012
9021; 9022
9031; 9032
9041; 9042
9051; 9052
9061; 9062
9071; 9072
9081; 9082
9100
9110
9120
9130
9140
9150
9160
9170

Cerebellum crus 1
Cerebellum crus 2
Cerebellum 3

Cerebellum 4 5

Cerebellum 6

Cerebellum 7

Cerebellum 8

Cerebellum 9

Cerebellum 10

Vermis 12

Vermis 3

Vermis 4 5

Vermis 6

Vermis 7

Vermis 8

Vermis 9

Vermis 10

Cerebellar white matter (added by PNEURO)
Medulla (added by PNEURO)
Midbrain (added by PNEURO)
Pons (added by PNEURO)

Insula and Cingulate Gyri

3001; 3002 Insula (IN)

4001; 4002 Cingulate gyrus, anterior part (ACIN)
4011; 4012 Cingulate gyrus, mid part (MCIN)
4021; 4022 Cingulate gyurs, posterior part (PCIN)

Frontal Lobe

2001; 2002
2101; 2102
2111; 2112
2201; 2202
2211; 2212
2301; 2302
2311; 2312
2321; 2322
2331; 2332
2401; 2402
2501; 2502
2601; 2602
2611; 2612
2701; 2702
6401; 6402

Precentral gyrus (PRE)

Superior frontal gyrus, dorsolateral (F1)
Superior frontal gyrus, orbital (F10)
Middle frontal gyrus (F2)

Middle frontal gyrus, orbital (F20)
Inferior frontal gyrus, opercular (F30P)
Inferior frontal gyrus, triangular (F3T)
Inferior frontal gyrus, orbital (F30)
Rolandic operculum (RO)
Supplementary motor area (SMA)
Olfactory cortex (OC)

Superior frontal gyrus, medial (F1M)
Superior frontal gyrus, medial orbital (F1MO)
Gyrus rectus (GR)

Paracentral lobule (PCL)

Occipital Lobe
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3.3.2

4001; 4002
5011; 5012
5021; 5022
5101; 5102
5201; 5202
5301; 5302

Calcarine fissure and surrounding cortex (V1)
Cuneus (Q)

Lingual gyrus (LING)

Superior occipital lobe (O1)

Middle occipital lobe (02)

Inferior occipital lobe (O3)

Parietal Lobe

6001; 6002
6101; 6102
6202; 6203
6211; 6212
6221; 6222
6301; 6302

Postcentral gyrus (POST)
Superior parietal gyrus (P1)
Inferior parietal gyrus (P2)
Supramarginal gyrus (SMG)
Angular gyrus (AG)
Precuneus (PQ)

Central Structures

7001; 7002
7011; 7012
7021; 7022
7101; 7102

Caudate nucleus (CAU)
Putamen (PUT)
Pallidum (PAL)

Thalamus (THA)

AAL-Merged Atlas

The following 71 brain structures are covered the AAL-Merged atlas. For paired structures the first

and second numbers refer to the left and right part, respectively.

Temporal Lobe

65; 66
29; 30
27,28
39; 40
61; 62

Amygdala (AMYG)

Fusiform gyrus (FUSI)
Heschl gyrus (HES)

Temporal, superior, mid, inferior, poles (T1, T1A, T2, T2A, T3)

Hippocampus and parahippocampus (HIP, PHIP

Posterior Fossa

67
68; 69
70; 71

Vermis

Cerebellum crus

Cerebellum

Cerebellar white matter (added by PNEURO)
Medulla (added by PNEURO)

Midbrain (added by PNEURO)

Pons (added by PNEURO)

Insula and Cingulate Gyri

19; 20
21;22
23; 24
25; 26

Insula (IN)

Cingulate gyrus, anterior part (ACIN)
Cingulate gyrus, mid part (MCIN)
Cingulate gyurs, posterior part (PCIN)

Frontal Lobe

SNgw=
T RN

Precentral gyrus (PRE)

Rolandic operculum (RO)
Supplementary motor area (SMA)
Olfactory cortex (OC)

Superior frontal gyrus (F1, F10, F1M)

PMOD Neuro Tool (PNEURO)

(C) 1996-2021

pmod



Atlas Methodology 48
13; 14 Middle frontal gyrus (F2, F20, FMO)
15; 16 Inferior frontal gyrus (F3OP, F3T, F30)
17; 8 Gyrus rectus (GR)
51; 52 Paracentral lobule (PCL)

3.4

Occipital Lobe

31; 32 Calcarine fissure and surrounding cortex (V1)
33; 34 Cuneus (Q)

35; 36 Lingual gyrus (LING)

37; 38 Lateral remainder of occipital lobe (O1, 02, O3)

Parietal Lobe

41; 42 Postcentral gyrus (POST)

45; 46 Supramarginal gyrus (SMG)

47; 48 Angular gyrus (AG)

49; 50 Precuneus (PQ)

63; 64 Parietal, superior and inferior (P1, P2)

Central Structures

53; 54 Caudate nucleus (CAU)
55; 56 Putamen (PUT)

57; 58 Pallidum (PAL)

59; 60 Thalamus (THAL)

In comparison to the the original AAL atlas the following subregions were pooled:

= Vermis: Vermis_1_2, Vermis_3, Vermis_4 5, Vermis_6, Vermis_7, Vermis_8, Vermis_9,
Vermis_10.

= Cerebellum crus: Cerebellum_Crus1, Cerebellum_Crus2.

= Cerebellum: Cerebellum_3, Cerebellum_4 5, Cerebellum_6, Cerebellum_7b, Cerebellum_8,
Cerebellum_9, Cerebellum_10.

= Frontal Mid: Frontal_Mid, Frontal_Mid_Orb, Frontal_Med_Orb.

= Frontal Sup: Frontal_Sup, Frontal_Sup_Orb, Frontal_Sup_Medial.
= Frontal Inf: Frontal_Inf_Oper, Frontal_Inf_Tri, Frontal_Inf_Orb.

= Hippocampus and parahippocampus.

= QOccipital: Occipital_Sup, Occipital_Mid, Occipital_Inf.

= Parietal: Parietal_Sup, Parietal_Inf.

= Temporal: Temporal Sup, Temporal Pole Sup, Temporal Mid, Temporal_Pole_Mid,
Temporal_Inf.

Amyloid Cortical Composite Atlas

In the last years the analysis of the amyloid deposition in the brain using composite cortical VOI
became common. There have been slight variations regarding which brain regions are included in
amyloid cortical composites. The most common amyloid cortical composite includes frontal,
temporal, and parietal cortices, including cingulate regions as well as precuneus [1-8]. These
amyloid cortical composite regions have been published and validated using various amyloid PET
radioligands such as and not limited to [11C]PIB, [18F]Florbetapir (Amyvid, Eli Lilly), [18F]
flutemetamol (Vizamyl, GE Healthcare) and [18F]florbetaben (NeuraCeq, Piramal Pharma).

Various reference regions have been used to calculate standardized uptake value ratio (SUVr)
such as whole cerebellum, cerebellar grey matter, pons, brainstem and white matter. In addition,
an amyloid cortical composite combined with a composite reference region (e.g., whole
cerebellum, brainstem/pons and white matter) has been shown to improve the longitudinal
measures of amyloid [3, 9].
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Thus, we provide our users the most common pre-defined amyloid cortical composite template
including various reference regions used for calculating SUVT.

VOI Atlas

The VOI atlas Amyloid Cortical Composite can be selected in the list of included VOI atlases.
The corresponding files can be found in the resources/templates/voitemplates/Amyloid Cortical
Composite directory.

The capture below illustrates the VOls structures overlaid on the gray matter probability map in
MNI space.

There are 5 brain structures included in the Amyloid Cortical Composite atlas. In comparison to the
the original Hammers N30R83 atlas the Cortical Composite and the Cerebellum listed structures
were created pooling the specified regions. The even label numbers denote left structures, the
uneven numbers right structures in the Hammers N30R83 atlas. The Midbrain, Medulla Oblongata
and the Pons were manually segmented from the original Hammers N30R83 Brainstem structure.
The segmentation was performed in such manner to avoid contour overlapping in the new
structures.

1. Cortical Composite [1-9]

28; 29 Middle frontal gyrus

52; 53 Straight gyrus

58; 59 Superior frontal gyrus

68; 69 Medial orbital gyrus

70; 71 Lateral orbital gyrus

72;73 Posterior orbital gyrus

76; 77 Subgenual anterior cingulate gyrus

78;79 Subcallosal area

11;12 Superior temporal gyrus posterior part

13; 14 Middle and inferior temporal gyrus

82; 83 Superior temporal gyrus, anterior part

62; 63 Superior parietal gyrus

32; 33 Inferiolateral remainder of parietal lobe

24; 25 Cingulate gyrus (gyrus cinguli), anterior part
26; 27 Cingulate gyurs (gyrus cinguli), posterior part
2. Cerebellum

17; 18 Cerebellum

3. Midbrain *

19 Structure of the Brainstem
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3.5

4. Medulla Oblongata *

19 Structure of the Brainstem
5. Pons *

19 Structure of the Brainstem
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Centiloid Atlas

“Centiloid” was introduced as a “standard” method for the quantification of the amyloid load by
Klunk et al. [1]. It uses a lumped SUVr value obtained with PiB PET as the standard, and describes
a scaling method to transform the outcome using other amyloid PET tracers into a comparable
measure.

The lumped SUVr is defined by a cortical target region CTX and a reference region in the MNI
space. CTX is a data-driven cortex VOI which includes the typical brain regions with high amyloid
load in Alzheimer's Disease including the frontal, temporal and parietal cortices, precuneus, the
anterior striatum and insular cortex. While different reference regions were tested, use of whole
cerebellum WC is the final recommendation.

The Centiloid atlas in PMOD only includes the CTX and WC VOQls, as illustrated below on top of
the ICBM152T1 template. Note that the locations are correct, although they don't follow the
anatomical boundaries. This behavior is due to the PET data-driven process for their derivation,
and has been confirmed by the authors.
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Cynomolgus Monkey Atlas

For the analysis of cynomolgus monkey (Macaca Fascialis) brain data the Cynomolgus_CIMA-UN
VOlI atlas [1] is available. We would like to thank Elena Prieto and Maria Collantes from the Centro
de Investigacion Medica Aplicada (CIMA), Universidad de Navarra, for providing the data and
helping with the integrations.

Spatial Normalization
A T,-weighted MRI normalization template created from 15 healthy animals is available as

Cynomolgus_CIMA-UN-MRI. Two PET templates in the same space are also provided:
Cynomolgus_CIMA-UN-Dopa and Cynomolgus_CIMA-UN-DTBZ. These images are located in
the resources/templates/voitemplates/Cynomolgus (CIMA-UN)/ normalization folder.

VOI Atlas

The VOlIs were hand drawn in the striatum (VOI size 400 mm3) and occipital lobe (VOI size 310
mm?3) on axial MRI slices based on anatomical borders.
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3.7

3.8

Reference

[1] Collantes M, Prieto E, Penuelas |, Blesa J, Juri C, Marti-Climent JM, Quincoces G, Arbizu J,
Riverol M, Zubieta JL, Rodriguez-Oroz MC, Luquin MR, Richter JA, Obeso JA. New MRI, 18F-
DOPA and 11C-(+)-alpha-dihydrotetrabenazine templates for Macaca fascicularis neuroimaging:
advantages to improve PET quantification. Neuroimage. 2009;47(2):533-9. DOI

Rhesus Macaque (INIA19)

The INIA19 atlas has been developed for the rhesus macaque by Rohlfing et al. [1] and made
available to the scientific community (http:/nitrc.org/projects/inia19/). It includes 1014 VOI

definitions, an MR template for template-based normalization and three tissue probability maps for
normalization using the unified segmentation approach.

The atlas was created from high-resolution, T1-weighted MR images of 19 rhesus macaque
(Macaca mulatta) animals. Combined with the comprehensive cortical and sub-cortical label map,
the INIA19 is equally suitable for studies requiring both spatial normalization and atlas label
propagation.

Reference

1. Rohlfing T, Kroenke CD, Sullivan EV, Dubach MF, Bowden DM, Grant KA, Pfefferbaum A: The
INIA19 Template and NeuroMaps Atlas for Primate Brain Image Parcellation and Spatial
Normalization. Frontiers in neuroinformatics 2012, 6:27. DOI

Domestic Pig / Minipig Brain Atlas (CH.Malbert)

Overview

The Pig (CH.Malbert) atlas is based on brain scans of 5 6-month-old female domestic pigs (Sus
scrofa domesticus). An ex vivo T2-weighted MRI was used by Saikali et al. [1] to construct the
atlas, and a T1 MRI is provided for image coregistration. Subsequently, the same group
constructed a 99mTc-HMPAO SPECT template [2] and FDG PET template [3] in the same image
space. Additionally, an FDG PET template for Yucatan miniature pigs was developed in the same
image space as the domestic pig atlas [4]. The atlas was initially constructed at high resolution
(100 x 150 x 100 um) in one hemisphere, and then mirrored to create the full brain atlas. The VOI
atlas contains 173 cortical and subcortical regions (reduced from 178 in the original high resolution
atlas). The atlas is distributed with PMOD by courtesy of Dr. Charles-Henri Malbert, director of
research at the Unité Ani-Scan, Département de Nutrition Humaine, INRA, France.

Spatial Normalization

Four normalization templates are available in the Fuse It tool. They can be selected on the
Reference page using the Template button when Pig is selected as Species:
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= Pig (CH.Malbert)-FDG: This is an FDG PET template derived from static scans in 4 month old
domestic pigs, shown below.

= Pig 2y (CH.Malbert)-FDG: This is an FDG PET template derived from dynamic scans in 2
year old minipigs, shown below. Correspondence to the domestic pig template and MRI is high.

= Pig (CH.Malbert)-SPECT: This is a 9mTc-HMPAO SPECT template derived from scans in 4
month old domestic pigs.

= Pig (CH.Malbert)-T1: This is a T1-weighted MRI PET template in the same image space as
the PET templates. The VOI atlas was derived from this image.

The image files corresponding to these templates can be found in the
resources/templates/voitemplates/Pig (CH.Malbert)/normalization folder. Additionally, mask files
corresponding to each template, and tissue probability maps are available.

Selection and generation of appropriate masks is critical to successful spatial normalization with
these templates. The mask corresponding to the template selected should be identified in the
Normalization Settings dialog. The PBAS functionality (e.g. via the View tool) can be used to
generate a mask for the input image. Accurate exclusion of activity outside the brain, and the
olfactory bulbs, is necessary. This user-defined mask should also be identified in the
Normalization Settings dialog.
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VOI Atlas

The VOI atlas Pig (CH.Malbert) can be selected in the list of included VOI atlases. The
corresponding map files in Nifti format can be found in the resources/templates/voitemplates/Pig
(CH.Malbert) directory. The brain VOIs are structurally organized in a tree on the Group tab of the
VOI editing page. The selection of a VOI subset is supported by a dedicated user interface™? .
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4.1

Brain VOIs Based on Maximum Probability Atlas

The functionality of this module was initially developed for use with the N30R83 maximum
probability atlas of brain structures [3,4], which was officially licensed from Imperial College
London, UK. Meanwhile, however, additional atlases can also be used in the same manner.

Given brain PET and/or MR images, it allows the user to calculate objective brain structure outlines
in a guided step-by-step fashion. These definitions can then be applied to PET images for the
calculation of regional statistics or Time-Activity Curves (TAC), either of which may optionally be
corrected for partial-volume effect.

Maximum Probability Atlas Implementation in PNEURO

In PNEURO the use of the N30R83 atlas (and the other atlases with PET and MR normalization
templates) is supported in four situations, namely studies with PET and T,-MR, studies with a

functional and an "anatomical" PET, PET-only studies, and MR-only studies. The corresponding
workflows are outlined in the following.

Analysis of Study with PET and T1-weighted MRI
This is the most accurate workflow. The other workflows are essentially adapted subsets.
1. Loading of the PET image series which may be static or dynamic.

2. Dynamic PET case: Averaging of the PET series in a specified acquisition range. The
averaged PET image is used in the following for all steps except for the statistics calculation.

3. Loading of the T,-weighted MR image series.

4. Calculation of the individual gray matter probability map by segmentation of the MR image.
This only possible if the atlas definition includes tissue probability maps.

5. Splitting of the brain into the left and right hemispheres as well as cerebellum. This step is
relevant for separating the white matter parts correspondingly.

6. Rigid matching of the PET image to the MR image and interactive visual assessment of the
alignment by the user.

7. Spatial normalization of the MR image to the MNI T, template and interactive visual
assessment of the alignment by the user.

8. Transformation of the label atlas to the MR space and display of the result as an overlay on the
MR image.

9. Intersection of the cortical structures with the gray matter probability map at a user-defined
probability level.

10. Calculation of the outline contours of the masked structures. They are presented in a VOI
editor together with the MR images, so that the user can adjust them interactively and save the
final VOI set.

11. Application of the VOIs to the matched PET series for calculating statistics. This results in
TACs in the case of a dynamic PET series, and simple statistics otherwise. Optionally, a
partial-volume correction can be applied during the statistics calculation.

12. Dynamic PET case: The resulting TACs can directly be transferred to the kinetic modeling tool.
Alternatively, pixel-wise models can be applied for parametric mapping.

Note that instead of defining the VOlIs in the MR space as described above, they may be defined in
the atlas or the PET space, and the statistics calculated after transforming the PET series into the
selected space.

Analysis of Study with Functional and Anatomical PET
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If no T,-weighted MRI is available, but an additional PET with more anatomical information (e.g.

FDG), the role of the MRI for the normalization can be taken over by the "anatomical" PET (called
"FDG PET" in the following).

1.
2.

10.

Loading of the PET image series which may be static or dynamic.

Dynamic PET case: Averaging of the PET series in a specified acquisition range. The
averaged PET image is used in the following for all steps except for the statistics calculation.

Loading of the FDG PET image series.

Rigid matching of the two PET images, and interactive visual assessment of the alignment by
the user.

Spatial normalization of the FDG PET image to the MNI PET template and interactive visual
assessment of the alignment by the user. Optionally, a user-defined normalization template
may be used instead of the standard MNI PET template.

The label atlas is transformed to the subject space and shown as an overlay on the PET
image.

The cortical structures in the transformed label atlas can be intersected with a standard gray
matter probability map (if available for the atlas) which has been transformed to the subject
space. The user can define the probability level used for masking, and whether the non-cortical
structures are masked or not.

The structures resulting from transforming and masking are outlined and shown in a VOI
editor, so that the user can adjust them interactively and save the final VOI set.

The VOls are applied to the PET series for calculating statistics. This results in TACs for a
dynamic PET series, and simple statistics otherwise. Optionally, a partial-volume correction
can be applied during the statistics calculation.

Dynamic PET case: The resulting TACs can directly be transferred to the kinetic modeling tool,
or alternatively pixel-wise models applied for parametric mapping.

As an alternative to the workflow described above which performs the calculations in the
individual's anatomy on the original PET images, the PET images can be transformed to the atlas
space and all calculations performed in analogy.

Analysis of PET-only Study
If an anatomical image series is lacking the processing sequence reduces to the following steps:

1.
2.

Loading of the PET image series which may be static or dynamic.

Dynamic PET case: Averaging of the PET series in a specified acquisition range. The
averaged PET image is used in the following for all steps except for the final statistics
calculation.

Spatial normalization of the PET image to the atlas PET template. The user has to visually
check that the transformed PET image is in reasonable spatial alignment with the template. If
this is the case, the normalization transform establishes a bidirectional mapping between the
space of the subject and the template. Optionally, a user-defined normalization template may
be used instead of the standard atlas PET template.

The label atlas is transformed to the subject space and shown as an overlay on the PET
image.

The cortical structures in the transformed label atlas can be intersected with a standard gray
matter probability map (if available for the atlas) which has been transformed to the subject
space. The user can define the probability level used for masking, and whether the central
structures are masked or not.

The structures resulting from transforming and masking are outlined and shown in a VOI
editor, so that the user can adjust them interactively and save the final VOI set.

The VOls are applied to the PET series for calculating statistics. This results in TACs for a
dynamic PET series, and simple statistics otherwise. Optionally, a partial-volume correction
can be applied during the statistics calculation.
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4.2

8.

Dynamic PET case: The resulting TACs can directly be transferred to the kinetic modeling tool,
or alternatively pixel-wise models applied for parametric mapping.

As an alternative to the workflow described above which performs the calculations in the
individual's anatomy on the original PET images, the PET images can be transformed to the atlas

space and all calculations performed in analogy.

Analysis of MR-only Study
In this case the workflow reduces to the following steps:

1. Loading of the T,-weighted MR image series.

2. Calculation of gray matter probability maps by segmentation of the MR image.

3. Spatial normalization of the MR image to the atlas T, template and interactive visual
assessment of the alignment by the user.

4. Transformation of the label atlas to the MR space and display of the result as an overlay on the
MR image.

5. Intersection of the cortical structures with the gray matter probability map at a user-defined
probability level.

6. Calculation of the outline contours of the masked structures. They are presented in a VOI
editor together with the MR images, so that the user can adjust them interactively and save the
final VOI set.

7. Application of the VOlIs for calculating statistics. In the absence of PET the statistics are

reduced to the calculation of the VOI volume.

Documentation of the Workflows

The implementation of the workflows described above in PNEURO is very similar. Therefore, only
the first workflow with PET and a T,-weighted MRI will be described in full detail, while the others

are restricted to the essential parts. Please refer to the first workflow description® if any
questions arise.

Workflow for Studies with PET and MRI

The workflow will run through the following pages of the Maximum Probability Atlas module:
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- | i :f o’
B BERE B FUNCTIONAL
: | [0 ANATOMICAL MR
H 6 1 4 | {J | LI TISSUE SEGMENTS
@i [ e - = [ MATCHED PET
& cos w| 4|y | & NORMALIZED
_ | [ BRAIN SEGMENTS
0.0 $ 2829 |oyos
_ - " . - L
38 [%] : Q 100 [%] Q
Da|~ @ | -

LQ FUNCTIONAL '_\ & FUNCTIONAL AVG |
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4.2.1 PET Image Loading and Time Averaging

Stepwise processing is started by selecting the Maximum Probability Atlas tab.
DB Load Brain Parcellation Brain Norm Deviation

N a2 [ H R ) - o I b MR

The Load FUNCTIONAL button for loading the PET images is located in the right control area. As
usual it is an option button which needs to be set to the appropriate data format with the indicated
arrow. For loading images which are not saved in a PMOD database i is recommended to use the
Autodetect format. Note that the PET series may be static or dynamic.

In the case of a dynamic PET series, a new series is generated by averaging a range of frames
and assigned to the FUNCTIONAL AVG tab. The averaging range can be defined by the From
and To number fields, or dragging the range indicators in the Average bar. After any modification
of the range, the average is recalculated and the display updated.

The original and the averaged images are shown in a fusion rendering which can be controlled in
the area below the controls of the individual images.

The aim of the averaging is to generate an image with as detailed anatomy as possible for the rigid
matching with the MR image.

PET Image Cropping

If the PET field-of-view is larger than the brain, the data set should be reduced in order to save
RAM and optimize processing. This can be achieved by enabling the Crop box and defining a crop
box which appears as yellow rectangles in the image overlay.

Wicrop [1Tovol Wauo. [l %2 PT 7

Note: The cropping elements are only shown when the option area is expanded by the colored
arrow indicated above.

There is an automatic cropping function available. It is based on the matching of brain templates to
the images. To this end the species and the modality have to be set properly by the configuration
buttons illustrated below.
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As soon as the Auto option is checked, the process is started. It results in the placement of the
yellow cropping box, which can be inspected by the user.

Non-specific tracer uptake outside the brain itself can still be of use in rigid matching to the MRI,
particularly the nose area. The box-shaped icon to the right of the Auto checkbox opens a dialog
for definition of the auto crop border size. Two options are supported: the Relative selection sets
the border size at a fix value of 10% of the brain size while the Absolute method allows precise
mm extension in x/y/z:

[v] Crop: [] ToVOl [v] Auto . a4 PT H

Confirmation 04

Do you want to set auto crop border size 7

® Relative (10% of brain size)

) Absolute: X border [mm] Y border [mm] Z border [mm]

A v Yes H X No

Alternatively, the crop box can be set manually as follows. Make sure the Auto box is disabled.
Place the yellow crop box by clicking at the brain center. The brain should be fully enclosed. If this
is not the case, the edge size in [mm] can be adjusted for each direction by selecting the size in
the corresponding list. An alternative is entering the edge sizes using the button indicated below.

;.véop: ClTovol (Ao I %2 PT |l 'E:
00 4 B

1700 4 » 2200 4 |»

F 4
] Denoising| Confirmation >
[_] Motion cor] Do you want to set crop box size ?
X size [mm] Y size [mm] Z size [mm] ! MR
170.0 220.0 160.0
® © N |
’\‘ v Yes X No |
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The To VOI check box requires the crop box to be defined and saved beforehand (e.g. using the
View module) and associated with the image in the database.

The actual cropping has to be started explicitly with the ! button. Otherwise, a confirmation will
be shown when proceeding to the next analysis step. Note that cropping cannot be repeated.

Image Denoising

If the functional image is very noisy the data set should be denoised in order to improve the results
of further steps such as segmentation, matching or quantification. This can be achieved by
enabling the Denoising box and defining the level of denoising, Low, Medium or Strong, for the
non-local means Fast NLM algorithm:

[v] Denoising: FastNLM ¥ Low | * ‘
[] Motion correction:
| @ Medium
Anatomical: () Mone () PET -! | Strong

Note that Denoising cannot be repeated.

Motion Correction

The dynamic PET acquisition may be affected by motion. The data has to be inspected in order to
identify where the motion occurs. This can be easily achieved by stepping through the frames
using the slider or by playing a cine across time on the FUNCTIONAL tab. In order to apply the
correction the Motion correction box has to be activated and the reference image created based
on the available options:

& Motion Correction Controls X
| Matching Parameters
REFERENCE
From X 5 =1
V]
To X (15 =
To frame average 13
¥ To frame average
CORRECTION: | To selected frame
L G = T To previous frame
vl
To 13 - | Tofollowing frame
I Dual reference strategy
I Ok Cancel

T
[v| Motion correction: | MS. PET | -
" Anatomical: ) Mone ) PET @ MR

The example above illustrates how the reference image is created using the To frame averaged
selection. With this approach, a reference image is created by averaging the frames between
From and To in the REFERENCE section. In this example a range from 5 to 15 is applied, omitting
the noisy short frames at the beginning.

The CORRECTION section specifies the frames which will be matched to the frame average which
serves as the reference. Assuming that there was negligible motion in the initial frames, a range
from 5 to 33 is specified.

Please refer to the PMOD Image Fusion Guide for additional information about the other options.

Note: The Matching Parameters are tailored to the selected Species but can be further adjusted
if needed. The motion correction cannot be repeated.

PMOD Neuro Tool (PNEURO) (C) 1996-2021 pmod


https://en.wikipedia.org/wiki/Non-local_means

Brain VOIs Based on Maximum Probability Atlas

62

The outcome of the motion correction can be inspected on FUNCTIONAL page by activating the
Validate motion correction button. A dialog window opens displaying the Translation and

Rotation parameters for each time frame in each of the x, y and z direction as illustrated below:

#E& Motion Correction Parameters

Translations

mim

0.84 -
0.6 -
0.36 -

a1z

012+

f\‘a

Rotations

/\-A

| Ok

minutes

Ho~s WxEHDO o MyEDO @ Mz

minutes

Ho~e poxB oL > - Foy B DL v @] Moz

Cancel

X

To continue loading the MR images please make sure the MR radio button is selected and activate

the MR action button in the lower right.

4.2.2 MR Image Loading and Segmentation

The ANATOMICAL MR page allows loading the T,-weighted brain MR image of the same subject

using the Load T1 MR button. The MR image has to appear in the HFS orientation as illustrated
below. If there are two matched MR images with different contrasts (e.g. T, and T,) both can be

loaded and used for a multi-spectral segmentation using the 6 Probability Maps (SPM12)

method.
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DBLoad | © Maximum Probability Atlas Brain Parcellation Brain Norm Deviation
Hran Adas A

=

MR Image Cropping

The MR image will be the basis for determining the stereotactic normalization. Experience has
shown that problems may occur if the MR field-of-view is much larger than the template as occurs
for instance with sagittal MR acquisitions. Therefore, please use the Crop facility as described
before for reducing the MR data set to the relevant portion with skull and brain, but without the

neck.

MR Image Segmentation

The MR image will be segmented into gray matter (GM), white matter (WM) and cerebrospinal fluid
(CSF). The algorithm uses the following parameters:

Denoising
strength

Denoising of the MR image may improve the segmentation of gray matter, white
matter and CSF. If a Denoising strength other than None is selected, a non-
local means denoising algorithm is applied which preserves structure
boundaries unless the strength is too high.

Segmentation

Two SPM-type segmentation variants are supported, the 3 Probability Maps
(SPM8) and the 6 Probability Maps (SPM12) variant. Note that the
normalization transform which is obtained as part of the segmentation can be
applied for the spatial normalization of the subject brain anatomy in later
stages.

regularization

Sampling Density of pixels considered in the calculation. It can be specified in pixel or
mm units.
Bias Serves for compensating modulations of the image intensity across the field-of-

view. Depending on the degree of the modulation, a corresponding setting can
be selected from the list. The parameter to the right indicates the FWHM [mm]
to be applied. The larger the FWHM, the smoother the variation is assumed.

Cleanup

Procedure for rectifying the segmentation along the boundaries.

Affine
regularization

Two different initializations of the affine registration are supported, European
brains and East Asian brains, as well as No regularization. The setting

should correspond to the nature of the subject under study.
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4.2.3

It is recommended to use the default settings and only experiment with other parameter values if
the segmentation fails. The default settings can be recovered by the & button.

The actual segmentation is started with the Segment T1 MR action button. Note that the denoising
and segmentation process may take several minutes.

PET to MR Matching

The result of the segmentation is shown as a fusion of the tissue segment map with the MR image
on the TISSUE SEGMENTS page. Note that the TISSUE SEGMENTS image tab contains a label
image with gray matter, white matter and CSF represented by the label values 1, 2 and 3,
respectively.

Bram Aflas

ain Norm Deviation

(G =]
i
1
-

Hammars-MI0REZ -

* =
=

Check the displayed fusion image to see whether
ihe tissue sagments shown In color correspond
properly 1o the anatomy in the MR

Nurnber of VOls B2
@ Atlas Info

Segmentation Touch-up

The label map is calculated from the probability maps of GM, WM and CSF. The relative extent of
the tissue categories can be modified on the Segmentation Touch-up panel using two different
methods. Any modification is immediately reflected in the display.

& Mot default touch-up parameters

:'?.latching I Segmentation Touch-up l

Background 0.2

[probability level]

PMOD Neuro Tool (PNEURO)

Strategy. ™ Welght Overlay
Grey White
1.56 4 =L} 1 ¢ X 044
—
Grey | White CSE
0.8 14 - 1 X 1.2
—

If the probability value in all of the GM, WM, and CSF maps is below the Background level, a
pixel is classified as background and assigned the background label value of 0.

With the Weight strategy the boundary between GM and WM can be shifted. The following
procedure is applied in all non-background pixels: The GM and WM probabilities are multiplied by
the factor in the Grey/White field, and the CSF probability by the value in the CSF field. If the
scaled probability of CSF is higher than the scaled GM and WM probabilities, the pixel is assigned
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4.2.4

the CSF label value of 3. Otherwise, a similar comparison is done between GM and WM: The GM
probability is multiplied by the factor in the Grey field, and the WM probability by the value in the
White field. If the scaled GM probability is higher than the scaled WM probability, the pixel is
assigned the GM label value of 1, otherwise the WM label value of 2.

The Overlay strategy simply uses two thresholds for the GM and the WM probability map, with
white matter having higher priority.

Please use the fusion slider to evaluate the segmentation quality. In case the result is not
satisfactory, return to the previous page, modify the segmentation parameters, then activate
Segment T1 MR again.

PET to MR Matching

The next step consists of rigidly matching the averaged PET image to the MR image, with the
options

" Matching | Segmentation Touch-up

_) PET already matched to MR
® PET-MR matching required
|1 Skull Stripping
PETE [
LIMR [
Matching sampling [3.0 [ mm +*]

@ Load fransformation

If the data is already matched, the calculation can be skipped by activating the PET already
matched to MR radio button. If the matching has been performed before and the transformation
saved, it can be loaded and applied with the Load transformation button.

Otherwise, PNEURO will apply a rigid matching procedure based on the Normalized Mutual
Information criterion with Matching sampling as the main parameter. Optionally, if the result is not
satisfactory, the PET and/or the MR image may be smoothed.

Please activate the Match PET to MR action button to start matching.
MR-based Normalization

The result of matching is shown on the MATCHED PET page. Please verify that matching was
successful by evaluating the alignment in different parts of the brain. Particularly helpful to do so is
to interactively drag the fusion balance left/right, and to enable contour outlines.
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If the match is not satisfactory, there are two options to rectify the situation:

NWaie (v H & 9o |a b Norelize

1. Return to the previous page, change the sampling and smoothing parameters and try the
automatic matching again, or

2. Activate the Adjust matching button and shift/rotate the PET image interactively by dragging
the handles in the image or entering offsets/angles on the Move/Rotate tabs. Finally the
transformation needs to by applied with the # button.

Normalization
The next step is to spatially normalize the subject images. There are three options as illustrated
below.

Probability Maps Transformation T 1]

¥ Probability Maps Transformation
| Template Based Normalization

Use normalization calculated
as part of the MR segmentation.
[3 probability maps method, SPM8]

User Defined Transformation

Probability Maps
Transformation

Uses the normalization resulting from the GM/WM/CSF MR segmentation
procedure.

Template Based
Normalization

Performs an SPM5-type normalization between the subject MR and the T1
atlas template image with the usual options

™ hd b

¥l Smooth 8.0 80 80 |[ mm * ]

Sampling | 1

User Defined
Transformation

For loading and applying a normalization transformation which has

previously been calculated for the MR image and saved.

Please activate the Normalize action button to proceed.
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4.2.5

Brain Segments Calculation

The stereotactic normalization result is shown on the NORMALIZED page. Please verify that the
normalization procedure was successful by evaluating the alignment in different parts of the brain.
Particularly helpful are the iso-contour lines. The thresholds on the TEMPLATE and the
NORMALIZED should be adjusted so that the lines follow the same structures. The final brain
structure outlines will only be adequate if the normalization succeeded.

DB Load @ Maximum Probability Atlas Brain Parcellation " Brain Horm Dewiation

Bramn Atias

Hammers-M30RA3

Brain A=z Ragions

Please inspect the normalization

quality to the left

\

NWew p RN | ) |- e \ €3 Segment Brain

After successful normalization the mapping between the different image spaces is established:
= the normalization maps the MR to the atlas space;
= the rigid transform maps the PET to MRI space;

= the rigid transform combined with the normalization results in a transform which maps the PET
to the atlas space.

As all the transformations can be inverted, the atlas space can also be mapped to PET and the MR
image space. Consequently, the brain structures which are defined in the atlas space can be
mapped to the PET and MR subject space and shown in the overlay.

Atlas Selection

The Maximum Probability Atlas module is aimed at leveraging the brain structures defined in the
N30R83 atlas. However, the same workflow can also be applied to other atlases, even to atlases
defined for other species. For the selection of the atlas please activate the blue show/hide button
left to NORMALIZED.

@‘E\QP«IAL:ZED s R

As a consequence, a window appears to the left of the page which allows selecting the atlas from a
list. To hide the atlas selection window please activate the show/hide button again.
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For each of the selections, the ATLAS (defining the structures), the TEMPLATE (pattern for the
spatial normalization) and the MASK of the atlas can be inspected.

Please activate the Segment Brain action button to start the mapping of the brain structures of the
selected atlas.

4.2.6 Outlining of Brain Structures

The result of the brain structure transformation is shown on the BRAIN SEGMENTS page. The
image on the BRAIN SEGMENTS tab is the transformed atlas with integer labels as the pixel
values. It is fused with the MR image.
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Result Space

There are three different options to evaluate the PET image, which can be configured using the
Result space radio button. The information visualized on the page is updated as soon as the
configuration is changed. The image display shows the MR image transformed to the selected
result space together with the brain structures.
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The Result space options are:

1. Atlas: With this setting the PET image is transformed to the atlas space and the original atlas
structures can be applied to it.

2. Subject, MR: With this setting the PET image and the atlas structures are transformed to the
MR space.

Intersection of the Atlas Structures with Gray Matter

The original atlas structures are typically not restricted to gray matter. Users can take advantage of
the gray matter probability calculated during MR segmentation to restrict the structures to pixels
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with a high probability of belonging to gray matter. This masking is controlled by the elements in
the Mask atlas area.

There is a choice between two types of probability information:

e Segments means that the binary information in the segment label image® is applied.

Mask atlas: ® Segments () Probability

Defined on TISSUE SEGMENTS
L

LlGMm masking of non-cortical regions

[] White matter atlas VOIs
[ Split white matter (L/R/Cerebellum) *

Here, no thresholding is necessary to obtain a GM mask because the binarization was
performed at the time of the segment calculation.

e Probability means that a simple threshold is applied to a GM probability map to create a GM
mask.

Mask atlas: () Segments '® Probability

J Standard @ Individual

Mask by GM 0.5 4 (L} b

-

| CSF
|| GM masking of non-cortical regions
|| White matter atlas VOls

] Split white matter (L/R/Cerebellum) -

In this case, a Standard probability map can be used which represents a population average,
or the Individual GM probability map resulting from the actual MR segmentation. This latter
should be the preferred choice unless the segmentation fails.

The GM threshold slider of Probability masking allows a lower probability threshold to be defined.
This threshold is applied to the GM probability map in order to create a mask. The higher the
threshold value, the thinner the cortical structures become. With the CSF box enabled, the CSF
threshold slider allows the GM mask to be further trimmed based on voxels with a high probability
of being CSF: the higher the threshold the thicker the cortical structures become.

The illustration below shows individual masking at three increasing GM probability thresholds while
the CSF box is disabled. The Standard mask will result in broader structures at the same
probability threshold.
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The illustration below shows individual masking at three decreasing CSF probability thresholds and
a constant GM probability threshold of 0.5. The Standard mask results in narrower structures as
CSF probability threshold decreases.

Note that the central structures are not affected by masking in the example above, because the
box GM masking non-cortical regions is not enabled. If the option is enabled, the central
structures will also be limited based on the grey matter tissue probability mask, as illustrated
below. However, because of the low probability levels in that area, the reduction may become too
severe. Therefore, masking subcortical regions is disabled by default.

Intersected VOIs and Partial Volume Correction (PVC)

VOl-based PVC correction methods only work properly when all the activity contained in the brain
is included in VOIs. Therefore PNEURO automatically creates the full set of complementary VOls,
i.e. GM, WM and CSF fractions of all atlas VOls, in the memory buffer, regardless of WM masking
settings. This full set of VOIs will be used for the PVC calculation, but will not be visible in the user
interface and in the result statistics.

White Matter Atlas VOI

The White matter atlas VOI box, when enabled, allows dividing the white matter region according
to the VOls in the selected atlas.

Mask atlas: | Segments '® Probability

O Standard ® Individual

Mask by GM 0.5 4 . Y
| CSF 0.5 1 ) Ty

[_] BM masking of non-cortical regions

[v] White matter atlas VOIs

|| Split white matter (L/R/Cerebellum) *
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Result on Brain Segments page:

" H * b v &

# 8
v

= &= VOI Group
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Note: The white matter voxels which do not have any definition in the atlas will be classified as
general white matter.

Split Brain
Mask atlas: Segments '® Probability

Standard '® Individual
Mask by GM 0.5 1 . b
¥| CSF 05 1 L »

GM masking of nan-cortical regions

¥| White matter atlas VOlIs

I ¥| Split white matter (L/R/Cerebellurm) * l

The Split white matter (L/R/ Cerebellum) option is only relevant for the separation of the white
matter into left hemispheric, right hemispheric, and cerebellar parts. If the procedure is not enabled
or fails, then a global white matter region is created.

Note: The brain split division uses a template in the MNI space. This template consists of three
labels corresponding to the left hemisphere, the right hemisphere and the cerebellar part. In the
brain split process the brain mask is eroded with an initial erosion size and the separation into
individual segments is verified. The result must consist in at least 3 separate segments. If it is not
the case the erosion size is incremented with the erosion step. The algorithm verifies each
separate region to which label in the template belongs. The front propagation is used to divide the
whole brain mask only when all the three region seeds are found to be geodesic.

Inspect the Left/Right Split Outcome

The % Inspect left/right split button opens a dialog window for inspecting the result of the brain
splitting procedure.

B Split white matter validation
€ ® (& (&
0] 1 q »
@ oy v v Ee v
00 L bsso
L
0 [%] "-_] X [
Dlale sl =08 -
@ Source A @ Source B
MIX > (RGB Color)
1 . b @
(]
Initial erosion size [mm] 2.0
Eroseon step [mm]|0.5
Discard white matter sphitting result
HH s PR R 1.0 - 3 Recalculate split Cancel
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4.2.7

There are 7 resulting segments, with are shown in the Source B tab. They correspond to left white
matter, left gray matter , right white matter, right gray matter, cerebellar gray matter (including
pons), cerebellar white matter and CSF. If the procedure doesn't come up with a reasonable
splitting into right and left parts, there are two options to proceed. The Initial erosion size [mm]
and Erosion step[mm] parameters can be modified and the procedure restarted using
Recalculate split, or splitting can be switched off by the Discard white matter splitting result
flag. In the latter case please confirm with the Discard split button to close the window.

Structure Outlining

Once the result space and gray matter masking have been specified, the brain structures are fully
defined and can be outlined to create contour VOIs. This process is started with the Outline action
button.

Brain VOI Editing and Statistics Calculation

The result of structure outlining is shown on the VOIS page.

D8 Load |_e Maximiam Probability Atlas ] Brain Parcellation | Parametric Mapping | Brain Norm Deviation t :_. Selected Statistics
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The image display shows a fusion of the MR image with the averaged PET image in the selected
Result space. Please use the fusion slider to change the weight between the image contributions,
and use the individual image control tabs for the changing the individual image displays. The
example below shows the contour VOlIs with 50% mixing (on the left) and MR only (to the right).
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VOI Editing and Selection

At this time the contour VOlIs can be interactively adjusted using the VOI features of PMOD, which
are described in the PMOD Base Functionality Guide. Note that the List tab should be selected for

the adjustment, and that depending on the configuration®7 only a reduced set of VOI tools may be
available.

Please note that for the step by step interactive procedure the regions for which the atlas
description is set to H will NOT be selected on the Group tab.

A subset of the VOlIs can easily be selected on the Group tab as described above22.

Quality Control

If the QC box is enabled, a screen capture of the VOlIs overlayed on the selected functional image
will be saved, based on the capture settings as illustrated below:

Displayed functional: Average % v| QC E *

. QC capture settings X
JPEG| 1024x1024 <+ 4 ] capture:
Layout: Orthogonal (3D) = P - Rows x Cols
Lt/ Ut 15.0 75.0 [%]
Close

This setting is saved in the protocol and is relevant for batch processing: it allows the user to

quickly inspect the outcome of the matching procedures, in the selected result space, at the end of
the batch processing.
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& ANATOMICAL MR @ FUNCTIONAL
MEX * (RGB Color)

05 4 . b =)

YOI TAG type: AVERAGE - \ v U\;\f'te
Displayed functional Average % v|QC #= &

No Parametnic Mapping - ]

PVC: No comection - [

Close ¥ @ b Compare b Statistics

Partial-Volume Correction (PVC)

The PNEURO tool supports GTM-based partial-volume correction®2° (PVC) of the PET signal.
Note that the corrections are sensitive to the signal-to-noise ratio and might produce large artifacts
for noisy dynamic data.

PVC: LMA modified GTM v 4|r

Voxels to be kept 15 =1 [%] | ¥ Background VYOI
PET Scanner. WB - + g
® & |k Compare I b PVC & Statistics I

When PVC correction is enabled the right most action button label becomes PVC & Statistics.
The PVC selection has five choices:

= No correction: No partial-volume correction is applied (default).

= Rousset VOI based GTM: The original Rousset GTM correction'? 32 method is applied.

= LMA modified GTM: A variant33 of the Rousset correction method is applied, whereby only a
percentage of the pixels in the inner of the VOI is used to calculate the VOI average. This
percentage can be set using the Voxels to be kept parameter.

PVC: LMA modified GTM L N

Voxels to be kept 15 —1 [%] v| Background VOI

= Region-based voxelwise: Extension of the GTM33 method by Thomas et al which performs
a voxel-wise correction of the entire image.

PVC: Region-based Voxelwise = 4P
Corrected frames 1 12 @] Ong " v|BG

PET Scannerr WB - Orig ¥
NaN
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* Muller-Gartner Method: The original Muller-Gartner?® correction which calculates the
corrected activity in the GM pixels by compensating spill-out from the gray matter and spill-in
from the white matter.

PVC: Muller-Gartner Method v 4 »

Regression WM value |: 0.95 | GM threshold 0.5

PET Scanner: WB [0 Entered WM value }

_ ¥ Regression WM vaiue

@ @ | b Compare ‘ [1 Average WM value ‘
The WM value used for the correction can be specified in 3 ways: as a fix Entered WM value
to be entered, as a value determined by linear Regression WM value at WM probability of 1
using the values of all WM pixels, and as the Average WM value in the WM segment above
the specified probability threshold.

= Brain Spill-Out: A variant of the Muller-Gartner335 correction which compensates only for the
spill-out of activity from the brain (WM and GM) to the CSF.

PVC: Brain Spill-Out d L
Brain threshold 0.5

The Brain threshold is used to mask the pixels with brain probability above the specified
value.

= Fast VOIl-based GTM: represents actually the LMA modified GTM method which contains
some speed-up improvement for the smoothing. The speed performance might be observe
when the selected atlas contain a low number of regions.

For the purpose of VOI-based PVC methods, the VOIs complementary to the gray/white matter
masked VOls are taken into account. These VOls are listed on the Group tab under the
Complementar branch once the PVC calculation has been completed.The availability of these
VOls on the list after running the PVC is aimed to increased the transparency such that they can
be saved and used for the exact reproduction via the Protocol51°.

If a PVC method is used, both the original and the corrected statistics are calculated. Note that due
to the high number of VOIs the PVC calculation may take several minutes and consumes a
significant amount of RAM.

PVC-corrected Images

Note that the PVC-corrected images are available for inspection after the PVC&Statistics
calculation. When returning to the VOIS page, the inspection button to the right of the PVC method
indicated below has become active. It opens the corrected images in a dialog window where they
can be interactively inspected and saved.
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Statistics Calculation

Once the VOIs have been outlined and carefully checked by the user, it is recommended to first
save them, then proceed with calculation of statistics using the Statistics action button.

When PVC correction is enabled the right most action button label becomes PVC & Statistics.
The PVC is always calculated on all created VOlIs but the statistics values are returned only for the
VOls selected on the Group tab.

The result (for the selected VOIs only) is shown on the separate Result Statistics”'*° page of the
PNEURO tool, from where it can be further evaluated.

Parametric Mapping
If the PET images are dynamic and the PXMOD option is included in the license, parametric
mapping using pixel-wise models can be directly applied within PNEURO, as described in a
separate section” "’

When a parametric mapping model is selected the right most action button label becomes
Mapping.

Normal Database Comparison

As PNEURO is able to provide the PET images normalized to the atlas space, there is a direct link
with the Brain Norm Functionality”"®. The Compare workflow button copies the PET images as
they appear on the VOIs page to the Brain Norm Deviation page where they can be compared
against the normal uptake pattern for a given tracer, as defined in a normal database (to be
defined by the user, see Brain Norm Functionality)® 2> Conveniently, if the two spaces match,
there is no need to perform a normalization.
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4.3

4.3.1

4.3.2

Workflow for Functional and Anatomical PET

In some situations a subject who has undergone a functional PET, but not an MRI, might also have
had a more "anatomical PET" (e.g. FDG). In this case, the "anatomical PET" can be used for
stereotactic normalization, and the resulting transformation applied to the functional PET.
Essentially, the "anatomical PET" will take the role of the MRI in the PET-MRI workflow described
above. In the following workflow the "anatomical PET" series will be called "FDG PET".

Functional PET Image Loading and Time Averaging

Please use the Load FUNCTIONAL button to load the functional PET series. Note that this series
may be static or dynamic.

OBLoad | @ Maximusm Probability Alas | Brain Parcellation | Parametric Mapping  Birain Noms Daviation

\\ Arscricat. O Noms: @ PET

(B BTN A 1 - ly Y » PET

In the case of a dynamic PET series, define the averaging range for creation of a new series,
FUNCTIONAL AVG, which will be used for matching with the FDG PET. Enable the Denoising
box if the data are very noisy in order to improve the further steps (e.g. matching and
quantification). Inspect the dynamic series for subject motion, and if desired correct for it by
enabling the Motion correction setting. Apply cropping if desired, select the PET radio button to
indicate the PET-PET workflow to the program, and proceed using the PET action button.

Anatomical PET Image Loading and PET-PET Matching

The ANATOMICAL PET page allows the brain PET image with better anatomical correspondence
(e.g. FDG PET) to be loaded using the Load PET button.
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DBLoad || @ Maximum Probability Atlas | Brain Parcellation | Parametric Mapping | Brain Norm Deviation
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Please apply a crop box if appropriate.

The next step consists of rigidly matching the averaged PET image to the ANATOMICAL PET
image. If the data is already matched, the calculation can be skipped by activating the PET
already matched to PET radio button. If the matching has been performed before and the
transformation saved, it can be loaded and applied using the Load transformation button.

Otherwise, PNEURO will apply a rigid matching procedure based on the Normalized Mutual
Information criterion with Matching sampling as the main parameter. Optionally, if the result is not
satisfactory, the PET images may be smoothed.

Please activate the Match PET to PET action button to start matching.

4.3.3 PET-based Normalization

The result of the PET-PET matching is shown on the MATCHED PET page and should be
validated using the available fusion functionality.
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Bran Adas

Hammers-MI0RE3 ¥

Stereotactic Normalization

The configuration of the Template BrainNormalization is crucial. PET is the default selection and
refers to the PET template provided with SPM5 (Statistical Parametric Mapping). It was
constructed by Friston et al. at the Wellcome Department of Cognitive Neurology (University
College London, UK) using Oxygen-15 water PET images of 12 normal subjects scanned in resting
condition with eyes closed. In order to get a reasonable stereotactic normalization, the averaged
PET image should have sufficient resemblance with the perfusion-weighted pattern of the PET
(SPM5) template. Often, such a pattern can be obtained by averaging the early phase of PET
tracer uptake, and FDG uptake usually resembles perfusion (in the absence of substantial
pathology such as tumours).

The amyloid tracers, e.g. AV45, have different pattern distribution as compared to the SPM5
Oxygen-15 water PET template. When such images data are analyzed the PET based
normalization will not work. Therefore, we created group specific (Controls and AD) AV45 PET
templates using ADNI data. The description of the template methodology is available for direct
download. The same methodology was used to create group specific FDG PET templates using
FDG images available via ADNI repository database.

The additional templates are available for selection in the predefined PET template list:

Template Based Normalization w 3

PET (SPM5) \h- la|»

¥ PET (SPM5)
I AV45 AD (age 73, skull stripped)
- AV45 Controls (age 72, skull stripped])

¥|Smooth 80 |B0 80 |]

Sampling [§ 2 FDG AD (age 76)
| FDG Controls (age 76)

= & P Normalize

| User Defined

If the normalization has been performed before and the transformation saved, it can be used
selecting the User Defined Transformation entry instead of the Template Based Normalization
option.
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4.3.4

Template Based Normalization v 13 ‘

¥I Template Based Normalization
PET (SPM&)

User Defined Transformation

Finally load the transformation with the 1= button.

User Defined Templates

If the normalization results are not satisfactory, the user is advised to create their own PET
template representing the uptake pattern of the specific tracer in the atlas space. Such a template
can be constructed from the images of normal volunteers using the Brain Norm Creation " facility
of the PNEURO tool. Once such a template is available, select the User Defined entry in the
Template Brain Normalization list and configure the template with the load button as illustrated
below.

Template Based Normalization v »
User Defined v 4
& v i
¥| Smooth 8.0 8.0 8.0 [ mm * ]
Sampling [

The other relevant normalization parameter is the Smooth option which will smooth the input
image with a Gaussian filter of the specified FWHM. Smoothing should usually be applied,
because the template images are normally averaged across a population and therefore smoother
than the image from an individual subject. An alternative to specifying the smoothing is to define
directly the Sampling increment. The normalization is started using the Normalize action button.

Brain Segments Calculation

The stereotactic normalization result is shown on the NORMALIZED page. Please verify that the
normalization procedure was successful.

DE Load @ Maximum Probability Atlas Brain Parcellation Parametric Mapping Brain Horm Dewiation
Birain Atias
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quality to the left

Murmbes of VOis 83

M Avas info
NMahs (v N & G0 e [s \ #5 Segment Brain

To start the mapping of the brain structures of the selected atlas please activate the Segment
Brain action button.
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4.3.5 Outlining of Brain Structures

The result of the brain structure transformation is shown on the BRAIN SEGMENTS page. It
shows the transformed atlas together with the anatomical PET.
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Result Space

There are three options for evaluating the PET image. These can be configured using the Result
space radio buttons. The information shown on the page is updated as soon as the configuration
is changed. It shows the PET image in the selected result space together with the brain structures.

The Result space options are:

1. Atlas: With this setting the PET image is transformed to the MNI space and the original
structures of the N30OR83 atlas can be applied to it.
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2. Subject, Anatomical PET: With this setting the atlas structures are transformed to the
anatomical PET space.

3. Subject, PET: With this setting the atlas structures are transformed to the (original) functional
PET space.

L |
Note that due to the relatively large size of typical PET voxels, the structure outlines are likely
to appear pixelated. To avoid this effect the PET image should be reconstructed with small
pixel sizes.

Intersection of Atlas Structures with Gray Matter

For atlases with population tissue probability maps users can take advantage of restricting the
structures to pixels with a high probability of belonging to gray matter.

Mask by GM 0.5 4 () B
WM 0.5 1 L} L
| CSF Ly

The Mask by GM slider allows the lower threshold to be applied to the GM probability map for
creating the mask to be defined. The higher the probability threshold, the thinner the cortical
structures become. The illustration below shows masking in the PET space at three increasing GM
probability thresholds (CSF box disabled and WM slider set to 1).
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4.3.6

Note that the central structures were not affected by masking in the example above, because the
box GM masking of non-cortical regions was not enabled. If this option is enabled, the central
structures also shrink. However, because of the low probability levels in that area, the reduction
may become too severe. Therefore, masking of non-cortical regions is disabled by default.

The white matter tissue probability map also can be thresholded at a certain theshold in order to
generate a white matter VOI (or VOls, if White matter atlas VOIs was activated).

With the CSF box enabled, the CSF threshold slider allows further trimming of the GM mask: the
higher the threshold the broader the cortical structures become.The illustration below shows
masking in the PET space at three decreasing CSF probability thresholds while the GM probability
threshold is set to 0.5 and WM probability is set to the value of 1.

For the atlases with population tissue probability maps the white matter tissue probability map can
be used to allow the intersection of the population white matter region with the selected atlas. This
can be easily achieved enabling the White matter atlas VOI box.

Structure Outlining

Once the result space and gray matter masking have been specified, the brain structures are fully
defined and can be outlined to create contour volumes-of-interest. This process is started with the
Outline action button.

Brain VOI Editing and Statistics Calculation

The result of structure outlining is shown together with the averaged functional PET on the VOIS
page.
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If the functional PET was dynamic, statistics can be calculated on either the original dynamic data
(transformed to the selected image space) or the averaged image used for matching to the
ANATOMICAL PET (e.g. FDG). The user can switch between the dynamic and averaged images
using the Select functional menu, highlighted in the screenshot above. After editing the VOIs and
configuring the optional partial volume correction PVC, please proceed with the Statistics action
button. The result is shown on the Result Statistics)'*® page.

4.4 Workflow for PET-only Studies

The workflow described in this section applies in the case of brain PET studies for which no
anatomical image series is available.

Note: If an MRI is available it is recommended to use the MR-based workflow which takes
advantage of the better anatomical information in the MRI.

4.4.1 PETImage Loading and Time Averaging

Please use the Load FUNCTIONAL button to load the functional PET series. The series may be
static or dynamic.
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In the case of a dynamic PET series the user should define the averaging range that will be used
to create a new series, FUNCTIONAL AVG, which will be used for spatial normalization. Often, the
early frames are perfusion-related and thus an average of these frames is better suited for
normalization with the water PET template than later frames with a more specific uptake pattern.

The original and the averaged images are shown in a fusion rendering which can be controlled in
the area below the controls of the individual images.

If the PET field-of-view is larger than the brain the data set should be reduced in order to save
RAM and optimize processing. This can be achieved by enabling the Crop and the Auto boxes. It
results in the placement of the yellow cropping box, which can be inspected by the user.
Alternatively, the crop box can be set manually when the Auto box is disabled. Place the yellow
crop box by clicking at the brain center. The brain should be fully enclosed. If this is not the case,
the edge size in [mm] can be adjusted for each direction by selecting the size in the corresponding
list.

Enable the Denoising box if the data are very noisy, in order to improve later steps such as
matching and quantification. Inspect the dynamic series to identify motion, and optionally correct
for it using the Motion correction setting.

To continue please select the None radio button (no anatomical reference available) and proceed
using the Normalization action button.

4.4.2 PET-based Normalization

The normalization is configured on the NORMALIZATION page which shows the averaged PET
image.
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The configuration of the Template Based Normalization is crucial. PET (SPMS5) is the default
selection and refers to the perfusion-weighted PET template provided with SPM5. Please refer to
the section above78% for more information about the PET template and User Defined templates.

The spatial normalization is started with the Normalize action button.

Brain Segments Calculation

The stereotactic normalization result is shown on the NORMALIZED page.
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Please verify that the normalization procedure was successful by evaluating the alignment in
different parts of the brain. Activation of the iso-contour lines can be particularly helpful. The
thresholds on the TEMPLATE and the NORMALIZED panel should be adjusted so that the lines
follow similar structures (e.g. approximating the outer contour of the cerebral cortex). The final
brain structure outlines will only be adequate if the normalization was successful.
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To start the mapping of the atlas brain structures to the subject space please activate the
Segment Brain action button.

4.4.4 Outlining of Brain Structures

The result of the brain structure transformation is shown on the BRAIN SEGMENTS page.
DB Load Brain Brain Norm Deviation
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For the atlases with population tissue probability maps the white matter tissue probability map can
be used to allow the intersection of the population white matter region with the selected atlas. This
can be easily achieved by enabling the White matter atlas VOIs box.

Please define the result space, the gray and white matter masking, optionally CSF masking, and
start the VOI outlining process using the Outline action button.

The GM, WM and CSF masking process is identical to the one described in the Workflow for
Functional and Anatomical PET[83.

4.4.5 Brain VOI Editing and Statistics Calculation

The result of structure outlining is shown on the VOIS page as an overlay on the averaged PET
image in the selected Result space.
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After editing the VOIs and configuring the optional partial volume correction PVC, please proceed
with the Statistics action button. The result is shown on the Result Statistics" '**page.

4.5 Workflow for MR-only Studies

The workflow described in this section applies in the case of T, brain MR studies for which the user
wants to calculate structural brain VOls.

4.5.1 MR Loading Configuration

In order to configure PNEURO for the MR-only workflow please select the T1 radio button on the
FUNCTIONAL page.
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Then, proceed with the MR action button.

4.5.2 MR Image Loading and Segmentation
The MR page allows the T,-weighted brain MR series to be loaded using the Load MR button.
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Please define an appropriate cropping window, configure the denoising and segmentation
parameters described abovel’®? | and proceed using the Proceed to normalization action button.

4.5.3 MR-based Normalization

The result of the segmentation is shown as a fusion of the tissue segments with the MR image on
the TISSUE SEGMENTS page.

e
mo
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Please configure the normalization in the lower right as explained above® and proceed with the
Normalization action button.

4.5.4 Brain Segments Calculation

The stereotactic normalization result is shown on the NORMALIZED page.
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The normalized MR image is shown together with the MR template image for verification
purposes.

If the normalization was successful, start mapping of the brain structures to the MR space using
the Segment Brain action button.

PMOD Neuro Tool (PNEURO) (C) 1996-2021 pmmﬁ



Brain VOIs Based on Maximum Probability Atlas 93

4.5.5 Outlining of Brain Structures

The result of the brain structure transformation is shown on the BRAIN SEGMENTS page.
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Please configure the result space and and the masking options as described abovel ¢, and start
the VOI generation with the Outline action button.

Optionally, if enabled, the White matter atlas VOIs box allows the white matter segment to be
intersected with the selected atlas. Please note that the white matter voxels which do not have any
definition in the atlas will be classified as general white matter.

4.5.6 Brain VOI Editing and Statistics Calculation

The result of structure outlining is shown on the VOIS page.
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If necessary, the VOIs can be adjusted, and should then be saved. Then activate Statistics to
proceed. The volume of the VOIs will be calculated and shown on the Result Statistics pagel? "
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5.1

5.1.1

Brain VOIs Based on T1-MRI Database

The functionality of this module is based on methodology developed by Renaud Maroy and
licensed from the Commissariat a 'Energie Atomique (CEA), Orsay, France. Given an anatomical
T,-MR brain series, it allows the user to calculate objective brain structure outlines in a guided

step-by-step fashion. These definitions can then be applied to PET images of the same subject for
calculating regional statistics or Time-Activity Curves (TAC), which may optionally be corrected for
the partial-volume effect.

A particular strength of this module is its ability to precisely segment the deep nuclei (caudate,
putamen, ventral striatum, globus pallidus, thalamus). This is a difficult task because of the
complex structure shapes as well as the low contrast and high noise of the MR in this image area.
The sophisticated methodology applied allows detection of the structure boundaries with high
accuracy, so that the result may even be used for morphometric analyses.

Methodology

Brain Parcellation

The brain parcellation methodology is based on a database of 26 normal T,-MR brain scans (all

non-smokers; female: 3, left-handed:1, age: 34+£12, min 19, max 39). The images were manually
segmented by neuroanatomically trained operators as described in Dououd et al. [1]. The
parcellation of an individual T,-MR brain scan consists of the following processing steps:

1. Reduction of the noise in the MR image by a non-local means algorithm.
2. Segmentation of the gray matter (GM), white matter (WM) and the cerebrospinal fluid (CSF).

3. Splitting of the left and right hemispheres. This step requires three anatomical points: the
anterior commissure (AC), the posterior commissure (PC) and an inter-hemispheric point
(IHP). Both hemispheres are processed separately in the following.

4. Definition of a fourth anatomical point located between the caudates, allowing calculation of the
average thickness of the frontal horn of the left and right ventricles. The ventricles are known
to increase in volume with age and as a consequence of a number of neurological conditions
and diseases.

5. Selection of the N most comparable brain hemispheres in the knowledge base using the frontal
horn thickness and an inter-caudate point (IC) specified by the user. The optimal number of
hemispheres to include is in the order of 8.

6. Each of the selected knowledge base hemispheres is elastically matched to the subject
hemisphere using a hierarchical approach. It starts with a global affine transformation and then
adjusts each structure separately with a free form deformation algorithm. The result is a set of
N structure definitions in the geometry of the subject hemisphere.

7. A maximum probability atlas is derived from the N structure definitions as well as the GM and
WM segments, resulting in 16 structures: Structures with separate left/right parts are gray
matter, caudate, putamen, thalamus, globus pallidus; structures without laterality are
cerebellum and liquor.

8. The gray matter structure is further parcellated into cortical regions by means of an atlas.

Reference

1. Douaud G, Gaura V, Ribeiro MJ, Lethimonnier F, Maroy R, Verny C, Krystkowiak P, Damier P,
Bachoud-Levi AC, Hantraye P et al: Distribution of grey matter atrophy in Huntington's disease
subjects: a combined ROI-based and voxel-based morphometric study. Neuroimage 2006,
32(4):1562-1575. DOI
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5.1.2

5.2

Brain Structures

Currently, segments and outline definitions of the following structures are obtained:

Structures with separate left/right parts: gray matter, caudate, putamen, thalamus, globus
pallidus

Structures without laterality: cerebellum, liquor
Cortical structures: intersection of the grey matter segment at p>0.3 with the selected atlas™*.

Brain Parcellation Implementation in PNEURO
]

Brain parcellation in PNEURO supports two situations:

PET and MR: The subject had a brain PET study as well as a corresponding T,-weighted
anatomical MR study. In this case the MR-derived brain VOIs are applied for calculating
statistics of brain PET uptake.

MR only: The subject had an anatomical T,-weighted MR study covering the entire brain. In

this case the MR-derived brain VOIs are the main outcome of the analysis and might be
applied for morphometric or other purposes.

The corresponding PNEURO workflows are outlined in the following.

Analysis of Study with PET and T1-weighted MRI

1.
2.

10.

Loading of the PET image series. The series may be static or dynamic.

Dynamic case only: Averaging of the PET series in a specified range of the acquisition. The
averaged PET image is used for all following steps except for the calculation of statistics.

Loading of the T,-weighted MR image series.

Denoising of the MR images.

Segmentation of gray matter (GM), white matter (WM) and the cerebrospinal fluid (CSF) and
splitting of the brain into the left and right hemispheres as well as cerebellum. This requires 4
anatomical landmarks which are automatically placed, but can be corrected if needed.

Interactive adjustment of the boundaries between the segments and definition of the number of
hemispheres in the knowledge base to compare with. Parcellation of the brain structures based
on the hemispheres which are most similar to the subject's hemispheres.

Rigid matching of the PET image to the MR image.

Presentation of the brain contours in a VOI editor together with the MR images, so that the
user can adjust them interactively and save the final VOI set.

Application of the VOIs to the matched PET series for calculating statistics. This results in
TACs for a dynamic PET series, and simple statistics otherwise. Optionally, a geometric
partial-volume correction can be applied during the statistics calculation.

Dynamic case only: The resulting TACs can directly be transferred to the kinetic modeling tool
or saved.

There is an alternative with respect to the recommended workflow above. Instead of defining the
VOIs in the MR space, they may be transformed to the PET space, and the statistics calculated
using the PET series in the original space.

Analysis of MR-only Study
If the PET information is lacking, the processing sequence reduces to the following workflow steps:

1.
2.

Loading of the T,-weighted MR image series.

Denoising of the MR images.
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3. Segmentation of gray matter (GM), white matter (WM) and the cerebrospinal fluid (CSF) and
splitting of the hemispheres. This requires 4 anatomical landmarks which are automatically
placed, but can be corrected if needed.

4. Interactive adjustment of the boundaries between the segments and definition of the number of
hemispheres in the knowledge base to compare with. Parcellation of the brain structures based
on the hemispheres which are most similar to the subject's hemispheres.

5. Presentation of the brain contours in a VOI editor together with the MR images, so that the
user can adjust them interactively and save the final VOI set

6. Optional: application of the VOlIs to the MR series, mainly for calculation of the VOI volumes.

Documentation of the Workflows

The implementation of the two workflows described above in PNEURO is very similar. Therefore,
only the first workflow with PET and a T,-weighted MRI will be described in full detail, while the

MR-only workflow is restricted to the essential parts.

5.3 Workflow for Studies with PET and MR

The workflow will run through the following 6 pages of the Brain Parcellation module:
2
¥ FUNCTIONAL
- £ ANATOMICAL T1 MR
| TISSUE SEGMENTS
| BRAIN SEGMENTS
1 MATCHED PET
1 VOIS

FUNCTIONAL » 4

5.3.1 PET Image Loading and Time Averaging

The easiest way to start stepwise processing is to select the Brain Parcellation tab.
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5.3.2

5.3.3

PET image loading, the averaging of a dynamic series, the cropping, the denoising and the motion
corection are working exactly as described 79 for the Maximum Probability Atlas workflow.

Continue to loading of the MR images with the MR action button in the lower right.

MR Image Loading and Segmentation

The ANATOMICAL T1 MR page allows loading the T,-weighted brain MR image of the same
subject using the Load T1 MR button. The image should be T,-weighted, cover the entire brain
and have a pixel size of about 1mm. After loading, the image should appear in radiological HFS
orientation.

DBload | @ Maximum Probability Atias Brain Parcellation

I:EI.-.-..'.'_| ) =la»
I* © 5 8 & @
& B 4 3
&F oray v rae. -
1 L& %
-
-~ 8 - G =
& ANATOMICAL T1 )
™ -
] ( L A
i
-
Load TI MR @ * ES
oad GMWIWCSF rmag: " -
%
L] \
vl crop o [l MR j =

NMAim W & ) i~ a & & » Segment MR

MR Image Cropping

The MR image is the basis for the parcellation. Experience has shown that problems may occur if
the MR field-of-view is much larger than the brain as occurs for instance with sagittal MR
acquisitions. Therefore, please use the Crop facility for reducing the MR data set to the relevant
portion with skull and brain, but without the neck in the same way as the PET image is cropped.

MR Image Segmentation

The MR image needs to be segmented into gray matter (GM), white matter (WM) and
cerebrospinal fluid (CSF). The options of the algorithm are described abovel’62. The actual
segmentation is started with the Segment MR action button. Note that the denoising and
segmentation process may take several minutes.

Landmark Definition and Parcellation

The result of the segmentation is shown as a fusion of the tissue segment map with the MR image
on the TISSUE SEGMENTS page. Note that the TISSUE SEGMENTS image tab contains a label
image with gray matter, white matter and CSF represented by the label values 1, 2 and 3,
respectively. The segmentation can be trimmed using the controls in the Segmentation Touch-up
panel as described abovel’®.
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2fren] (D

& Parcellation

Landmark Definition

The parcellation procedure requires four anatomical landmarks:

= an inter-caudate point (IC) for separating the ventricles,

= the anterior commissure (AC),

= the posterior commissure (PC)

= an inter-hemispheric point (IHP) for defining the plane which divides the hemispheres.

A visual help for this task can be opened with the ? button to the left of the Indexes button. It
appears with the IC landmark on front as illustrated below.
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BE Definition of Landmarks Characterizing Brain Anatomy be

Four anatomical landmarks need 1o be defined properly
1. Inter caudate {IC)
2 Anterior commissure (AC)
3. Posterior commissure (PC)
4. Inter hemisphere (IH)
Please adjust the location, if the program places them incorrectly

Inter caudate | Anterior commissure Posterior commissure Inter hemisphere

Close

The location of the other three landmarks is illustrated below.

Anterior Commissure Posterior Commissure

—, T,

Estimates of the landmark locations are obtained as part of the segmentation. They can be

inspected by activating the LE‘ button, which also opens the markers panel. There
theTraingulate list allows easily selecting any of the 4 landmarks, which is shown as a marker in
the triangulated image. If the location is not accurate within a few millimeters, please adjust the
position by dragging the marker. You may need to shift the fusion slider to the left in order to see
the markers on top of only the MR.
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NHAEz PR R ho | = a & & & Parcellation

To avoid marker placement when clicking into the images for triangulation, hold down the
SHIFT+CTRL keys. Note the indication of the landmark which needs to be placed (IC, AC, PC, IH)
as part of the cursor symbol.

Brain Indexes

Based on the segmentation five indexes are calculated which will be further employed for the
selection of the most similar hemispheres from the knowledge base:

Bi-caudate index: ratio of caudate distance and brain width.

Intercaudate distance: minimal distance between the caudate heads in the axial plane.
Brain width: size of the brain in the left-right direction.

Left horn thickness (LHT): mean thickness of left horn in coronal section.

Right horn thickness (RHT): mean thickness of right horn in coronal section

The horn thicknesses are shown in the user interface, and complete information can be opened
with the button indicated below.

Mean LHT, RHT: 3.0, 3.2 [mm]
Message / X

Bicaudate index: 0.14
Intercaudate distance: 16.8 [mm]
Brain width: 120.0 [mm] F
EJ Mean Left Horn thickness: 3.0  [mm]
Mean Right Horn thickness: 3.2 [mm]

X Close

Split Validation

The Validate left/rightsplit button opens a dialog window for inspecting the result of the brain
splitting procedure.
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B Split white matter validation X

Dlale &= 0 &~

@ Source A @ Source B

MIX > (RGB Color)

Initial erosson size [mm] 2.0
Erosson step [mm] 0.5

Discard white matter spliting result

HH s PR R 1.0 - 3 Recalculate split Cancel

There are 7 resulting segments, which are shown in the Source B tab. They correspond to the left
white matter, left gray matter, right white matter, right gray matter, cerebellar gray matter(including
pons), cerebellar white matter and CSF. If the procedure doesn't come up with at reasonable
splitting into right and left parts, there are two options to proceed. The Initial erosion size [mm]
and Erosion step [mm] parameters can be modified and the procedure restarted using
Recalculate split, or splitting can be switched off by the Discard white matter splitting result
flag. In the latter case please confirm with the Discard split button to close the window.

Note: A successful brain splitting is mandatory for the brain parcellation approach. If it fails and
adjustment of parameter settings cannot fix the problem, parcellation will not proceed any further.

Parcellation

Deep nuclei parcellation calculates the brain structure shapes based on the knowledge base and
the segmented MR image. Each hemisphere is processed individually. The user may select the
Number of subjects (<=26) which are taken into account during parcellation. A higher number
tends to provide more accurate results, but 8 has been found to be the optimal compromise
between speed and accuracy.

Cortex parcellation uses the grey matter segment and a transformed atlas to derive cortical VOls.
The VOI Atlas to be used can be selected in the list. Note that the atlas will be intersected with the
GM segment for creating the cortical VOls.

Calculation is started with the Parcellation button. Its duration highly depends on the system
performance (RAM, processors) and the selected number of subjects, and can range from minutes
to hours.
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534

5.3.5

Parcellation Result and Matching with PET
The BRAIN SEGMENTS page shows the parcellation result as an overlay onto the MR image.

Brain Norm Devlation

Please inspect the funstional
brain segmants to the left

T Il
\\ B Load ansiormation

WMo [ - 3 @ @ b Match PET 1 MR

The BRAIN SEGMENTS image represents a label atlas of the brain structures identified by the
segmentation algorithm. Please check the alignment of the segments with the subject image using
the fusion slider. In the case of a mismatch, try changing the GM segment definition on the
(previous) TISSUE SEGMENTS page and/or the number of subjects included and repeat
parcellation. Alternatively, the structure definitions can be adjusted manually after the outlining
step.

PET to MR Matching

The next step consists of rigidly matching the averaged PET image to the MR image. The
matching options are in the lower right and described abovel? .

Please activate the Match PET to MR action button to start matching.

Outlining of Brain Structures

The result of matching is shown on the MATCHED PET page. Please verify that matching was
successful by evaluating the alignment in different parts of the brain. Particularly helpful to do so is
to interactively drag the fusion balance left/right, and to enable contour outlines.

PMOD Neuro Tool (PNEURO) (C) 1996-2021
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If the match is not satisfactory, there are two options to rectify the situation:

1. Return to the previous page, change the sampling and smoothing parameters and try the
automatic matching again, or

2. Activate the Adjust matching button and shift/rotate the PET image interactively by dragging
the handles in the image or entering offsets/angles on the Move/Rotate tabs.

Result Space

The next step consists of outlining the brain segments in the Result space which defines, where
the PET statistics are calculated:

Atlas The PET image is transformed to the Atlas space and the statistics are calculated
with interpolated PET values.

The Preserve total amount corrects for volume changes during the spatial
normalization step. Image intensities are scaled by the amount of contraction that
has occurred during spatial normalization, so that the total amount of gray matter
remains the same as in the original image. This option should be used when the
normalized MR image is used for voxel-based morphometry (VBM).

Result space; & Aflas ) Input

| Preserve total amount

MR The PET image is transformed to the MR space and statistics are calculated with
interpolated PET values.

PET The brain structures are mapped to the PET space and statistics are calculated with
the original PET values.

Outlining of the brain structures in the Result space is started with the Outline button.
5.3.6 Brain VOI Editing and Statistics Calculation

The VOIS page shows a fusion of the MR image and the average PET in the chosen result space,
as well as the outlined brain structures.
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On this page, the same procedures and options are available as described previously®™:
= manual adjustments of the VOls,

= calculation of the PET statistics with and without partial-volume correction,

= parametric mapping of the dynamic PET,

= comparison of the uptake pattern with a brain norm.

Statistics Calculation

Once the VOIs have been outlined and carefully checked by the user, it is recommended to first
save them, then proceed with calculation of statistics using the Statistics action button.

Workflow for MR-only Studies

MR Image Loading and Denoising

To start parcellation of a brain MR series, select the Brain Parcellation tab of PNEURO and
activate the MR button in the lower right of the FUNCTIONAL page to move to the ANATOMICAL
T1 MR page. The image should be T,-weighted, cover the entire brain and have a pixel size of

about 1mm. After loading, the image should appear in radiological HFS orientation.
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MR Image Cropping

The MR image is the basis for the parcellation. Experience has shown that problems may occur if
the MR field-of-view is much larger than the brain as occurs for instance with sagittal MR
acquisitions. Therefore, please use the Crop facility to limit the MR data set to the relevant portion
with skull and brain.

MR Image Segmentation

The MR image needs to be segmented into gray matter (GM), white matter (WM) and
cerebrospinal fluid (CSF). The settings that influence the algorithm are described abovel62. The
actual segmentation is started with the Segment MR action button. Note that the denoising and
segmentation process may take several minutes.

Landmark Definition and MR Segmentation

The result of the segmentation is shown as a fusion of the tissue segment map with the MR image
on the TISSUE SEGMENTS page. Note that the TISSUE SEGMENTS image tab contains a label
image with gray matter, white matter and CSF represented by the label values 1, 2 and 3,
respectively. The segmentation can be trimmed using the controls in the Segmentation Touch-up
panel as described abovel’®.
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Landmark Definition

The parcellation procedure requires four anatomical landmarks:

= an inter-caudate point (IC) for separating the ventricles,

= the anterior commissure (AC),

= the posterior commissure (PC)

= an inter-hemispheric point (IHP) for defining the plane which divides the hemispheres.

A visual help for this task can be opened with the ? button to the left of the Indexes button. It
appears with the IC landmark on front as illustrated below.
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BE Definition of Landmarks Characterizing Brain Anatomy be

Four anatomical landmarks need 1o be defined properly
1. Inter caudate {IC)
2 Anterior commissure (AC)
3. Posterior commissure (PC)
4. Inter hemisphere (IH)
Please adjust the location, if the program places them incorrectly

Inter caudate | Anterior commissure Posterior commissure Inter hemisphere

Close

The location of the other three landmarks is illustrated below.

Anterior Commissure Posterior Commissure

—, T,

Estimates of the landmark locations are obtained as part of the segmentation. They can be

inspected by activating the LE‘ button, which also opens the markers panel. There
theTraingulate list allows easily selecting any of the 4 landmarks, which is shown as a marker in
the triangulated image. If the location is not accurate within a few millimeters, please adjust the
position by dragging the marker. You may need to shift the fusion slider to the left in order to see
the markers on top of only the MR.
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To avoid marker placement when clicking into the images for triangulation, hold down the
SHIFT+CTRL keys. Note the indication of the landmark which needs to be placed (IC, AC, PC, IH)
as part of the cursor symbol.

Brain Indexes

Based on the segmentation five indexes are calculated which will be further employed for the
selection of the most similar hemispheres from the knowledge base:

Bi-caudate index: ratio of caudate distance and brain width.

Intercaudate distance: minimal distance between the caudate heads in the axial plane.
Brain width: size of the brain in the left-right direction.

Left horn thickness (LHT): mean thickness of left horn in coronal section.

Right horn thickness (RHT): mean thickness of right horn in coronal section

The horn thicknesses are shown in the user interface, and complete information can be opened
with the button indicated below.

Mean LHT, RHT: 3.0, 3.2 [mm]
Message / X

Bicaudate index: 0.14
Intercaudate distance: 16.8 [mm]
Brain width: 120.0 [mm] F
EJ Mean Left Horn thickness: 3.0  [mm]
Mean Right Horn thickness: 3.2 [mm]

X Close

Split Validation

The Validate left/rightsplit button opens a dialog window for inspecting the result of the brain
splitting procedure.
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B Split white matter validation X
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Erosson step [mm] 0.5

Discard white matter spliting result

HH s PR R 1.0 - 3 Recalculate split Cancel

There are 7 resulting segments, which are shown in the Source B tab. They correspond to the left
white matter, left gray matter, right white matter, right gray matter, cerebellar gray matter(including
pons), cerebellar white matter and CSF. If the procedure doesn't come up with at reasonable
splitting into right and left parts, there are two options to proceed. The Initial erosion size [mm]
and Erosion step [mm] parameters can be modified and the procedure restarted using
Recalculate split, or splitting can be switched off by the Discard white matter splitting result
flag. In the latter case please confirm with the Discard split button to close the window.

Note: A successful brain splitting is mandatory for the brain parcellation approach. If it fails and
adjustment of parameter settings cannot fix the problem, parcellation will not proceed any further.

Parcellation

Deep nuclei parcellation calculates the brain structure shapes based on the knowledge base and
the segmented MR image. Each hemisphere is processed individually. The user may select the
Number of subjects (<=26) which are taken into account during parcellation. A higher number
tends to provide more accurate results, but 8 has been found to be the optimal compromise
between speed and accuracy.

Cortex parcellation uses the grey matter segment and a transformed atlas to derive cortical VOls.
The VOI Atlas to be used can be selected in the list. Note that the atlas will be intersected with the
GM segment for creating the cortical VOls.

Calculation is started with the Parcellation button. Its duration highly depends on the system
performance (RAM, processors) and the selected number of subjects, and can range from minutes
to hours.
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5.4.3 Parcellation Result and Outlining of Brain Structures

The BRAIN SEGMENTS page shows the parcellation result as an overlay to the MR image.
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The BRAIN SEGMENTS image represents a label atlas of the brain structures identified by the
segmentation algorithm. Please check the alignment of the structure information with the subject
image with the fusion slider. In the case of a mismatch, try changing the GM segment definition on
the (previous) TISSUE SEGMENTS page and/or the number of subjects included, and repeat

parcellation. Alternatively, the structure definitions can be adjusted manually after the outlining
step.

The next step consists of outlining the brain segments in the desired Result space :

Atlas The MR image is transformed into the Atlas space and statistics are calculated with
interpolated MR values.

The Preserve total amount option corrects for volume changes during the spatial
normalization step. Image intensities are scaled by the amount of contraction that
has occurred during spatial normalization, so that the total amount of gray matter
remains the same as in the original image. This option should be used when the
normalized MR image is used for voxel-based morphometry (VBM).

Result space; '@ Atlas ) Input

| Presarve total amount

Subject The statistics are calculated with original MR values.

Outlining of the brain structures is started with the Outline button.
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5.4.4 Brain VOI Editing and Statistics Calculation

The VOIS page shows the MR image as well as the outlined brain structures.
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VOI Editing and Selection

At this time the contour VOlIs can be adjusted interactively using the VOI features, as described in
the PMOD Base Functionality Guide and in the Introduction?2. Note that the List tab should be
selected while making adjustments, and that depending on the configuration®7 only a reduced set
of VOI tools is available.

Statistics Calculation

Once the VOIs have been outlined and carefully checked by the user, it is recommended to first
save them, then proceed with calculation of statistics using the Statistics action button. The result
(for the selected VOIs only) is shown on the separate Statistics”'*® page of the PNEURO tool, from
where it can be further evaluated.
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6 Parametric Mapping

If the pixel-wise modeling tool PXMOD has been licensed, PNEURO includes a parametric
Parametric Mapping page. An advantage of this integration is that the VOIs generated by
PNEURO can be used during the PXMOD model configuration, and that the resulting parametric
maps can immediately be regionally analyzed using those same VOlIs. A further advantage is the
choice of image space in which parametric maps should be calculated. For example, Atlas space
may be useful when image algebra between subjects will be performed later, or Input (original
PET) space may be preferred in order to work with the original pixel TACs.

When a dynamic PET image is available, parametric mapping is started after the PNEURO VOI
outlining step as illustrated below. The model to be applied is selected from a subset of the
PXMOD models in the green area (which initially shows NONE). Please refer to the PXMOD Users
Guide for a description of the procedure and the models.

Note: If a PVC method is enabled which generates corrected dynamic images, parametric
mapping will be applied to the PVC corrected images.

LB BE B LI N B ] [ - a - s = Fit 0 9 b Compare L ]

Atewres | g O T ml S B e B LaoPromeol [ sawErowcal | Dor

As a consequence of model selection, the Statistics action button is replaced by a Mapping
button. When continuing with Mapping, a model-dependent configuration utility is show. The
example below illustrates the case of mapping the binding potential with the BPnd (6 Calc
methods) model.
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It requires two tissue time-activity curves for a preprocessing step, one representing a receptor-
rich region, and one a receptor-less reference region. There are three options to specify them:
FILE, VOI and TAC(DB). VOI is the obvious choice, as the PNEURO-generated VOIs can be
employed. Either a VOI can be selected from the list, or the Merge VOls option can be enabled in
order to create a VOI from a subset of the existing VOls.

There are two ways to define a VOI subset: (1) by the specification of a list of VOIs or a pattern
such as Cer* (select all VOIs with a heading "Cer" in the name) in the text field, or (2) by selecting
the merge button =22 indicated above. With the latter, predefined (Left Grey Matter, Right Grey
Matter, Grey Matter, Cerebellum) VOI lists can be generated. Selected shows a dialog window
within which any VOI combination can be defined.

The Mask by options allow the user to restrict the mapping procedure to within the VOlIs or the
brain tissue segments. This may substantially reduce the time needed for map calculation, and
allows non-specific tracer uptake outside the brain to be ignored.

Use of the Mask by: Segments option allows the user to leverage the tissue segments calculated
earlier in the workflow to create a well-defined brain mask. The resulting mask can be inspected
using the View mask button. For example, the combination of Gray Matter, White Matter above
produces:
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Note: Mapping is performed in the selected result space and can take much longer in a highly-
resolved MR space than in the PET space.

After confirming with Yes the program enters the Parametric Mapping page which hosts the
PXMOD functionality. In the example below mapping started at the Model Preprocessing page,
because there is no blood data involved. Note that the VOI definitions are already configured
according to the TAC1/TAC2 definition provided by the user in the previous dialog window.

DELosd | © Maximum Probability Atlas | Brain Parcellation | Parametric Mapping . | Brain Norm Deviation
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The remaining processing steps are described in the PXMOD documentation. Basically, the action
buttons in the lower right have to be activated consecutively. After parametric mapping has
completed, the results are shown on the Parametric Maps page.

smad
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The VOIs action button opens the VOI page with the resulting parameteric maps and the VOIs
loaded.
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The Statistics action button calculates the regional average of all VOls in all parametric maps and
shows the resulting table in the main Statistics page. Note also the last column which lists the VOI
volumes for convenience.
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As an alternative, the currently selected parametric map can be sent to the Brain Norm Deviation
functionality with the Compare action button. This is valuable, if a normal database has been
established against which the result can be compared. Note that in this case the selected result
space of PNEURO has to be compliant with the space of the normal database.

Note: If parametric mapping should be part of the protocol, the Parametric Mapping page must
be active when saving the protocol.
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(C) 1996-2021

.pmod



Statistics Results

119

Statistics Results

The statistics output from the PNEURO VOI modules is shown on the dedicated Result Statistics
page. It shows

= time-activity curves in the case of a dynamic PET series,
= average regional uptake in the case of static PET series,
= volume in the case of an MRI series.

Note:

¢ In PNEURO, when new VOls are created, the VOI voxel classification mode is forced to binary
100% (in preparation for partial-volume correction, in which overlaps are not permitted).

o The Statistics results are returned only for the VOlIs selected on the Group tab .

e When a PVC method is used, both the original and the corrected statistics are calculated. Note
that due to the high number of VOlIs the PVC calculation may take several minutes and
consumes a significant amount of RAM.

7.1  Statistics of Dynamic PET Data
|
The example below illustrates the result of the Maximum Probability Atlas workflow for a dynamic
11C-PiB PET followed by the calculation of regional TACs.

DB Load | @ Maximum ity Atiaz | Brain jom | Parametric Mapping | Brain Norm Dewlation
" ; R Bore @
350000 Ho~»a #F
Bo~= ¥
Horas
HBoo~>a
Ho =a
Bo-a
Hora.
n oL *a
Hoo~>a
Bo o~ -
Ho » =
Ho »a
Ho -oe
Bo~-o
Hovao
Ho~a
Ho ~a
Bo-a
Howra
[~ ER A
Ho »aw
B ==
o
Ho»ra /
Ho »e -
¥ o S [» ] Deselect AR Select Al - v
-|'-:.'-. 1 H«—E—m« Hm a) Otver | @10 1 C Relatve to M ) - B i
Time average definition ¢ sock W sessics B Tacs G cowr | Kinese Modeiing
The Back arrow in the lower part is a convenience button for switching back to the PNEURO
workflow which generated the statistics.
Selection of Curve Subsets
The PNEURO tools create a large number of VOIs. Sometimes, only a subset may be relevant for
further processing. In this case the VOlIs of interest are preferably selected on the VOIs page7
before calculating the actual statistics.
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An alternative is to select the relevant curves in the list to the right. There are some convenience
buttons supporting this selection: Deselect All switches all curves off. Select All switches all
curves on. Inverse inverts the current selection. Note the arrow button which allows the user to
quickly select dedicated subsets.

¥ Select All
T Uneven (1,3, .)

N\, | O Even(2 4,.)
Deselact All Select All = I |

For instance, if the optional partial-volume correction is enabled for the statistics calculation there
will be pairs of curves for all VOIs: one curve representing the original data, and one curve ending
with _C representing the partial volume corrected data.

Transfer of TACs to the PKIN Tool

The Kinetic Modeling button allows dynamic tissue TACs to be directly transferred to the PKIN
tool for modeling. It opens the following dialog window.

B Trarsfer of TACs to the PKIM Kinetic Modeling Toal
101
30000 0

Z5000.0
20000.0:
b By -

e [¥Tss
E
¥ 8, 3-\-_! _ He o [¥7ss
150000, 'u% o SR
SUE - E I o S g W= #ns
SLIE - 1000005 ] He s s
Y o a
UE - o TISS
== e =0 [¥ss
suE = 208
UE -
50000, : 1 A :
100 200 w0 40 [ s00 E0.0
z mimEEs

I $end TACs to PHIN [Current workspace] ] l Send TACs to PKIN [New workspace] I Cancel

The TACs to be transferred can be selected by checking the box in the left column. The right side
lists the currently selected TACs. Send TACs to PKIN [Curent workspace] transfers the selection
to the active workspace in PKIN. If the Append TAC data is enabled, the TACs will be added as
additional tissue regions, otherwise the existing tissue data is overwritten. Send TACs to PKIN
[New workspace] first creates a new workspace in PKIN before actually transferring the selection.

Saving the Statistics

The save TACs button allows saving all curves in a simple tab-delimited text file as illustrated
below. Such a file can easily be imported into other programs for processing and visualization.
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Save as Statistics allows storing the information in a format suitable for statistical analysis.

Average in Frame Range

For dynamic data there is an easy way to calculate the average regional uptake in the regions in a
certain frame range: with the TACs radio button selected define the range to be averaged. As soon
as the Aver radio button is switched on the uptake statistics is calculated and listed, replacing the

curves display.
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new TAC to be defined.
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As soon as the YES button is pressed the new TAC is calculated and appended at the bottom of
the currently available TACs list.
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Transfer of Statistics to R

The Go to R button transfers the average and volume statistics of the selected TACs to the R
server, generating one R variable in the R workspace.

7.2

Statistics of Static Data

If the VOIs are applied to static data, the Results Statistics page only shows a table of the main
outcome parameter. In the case of a static PET the list shows the tracer average uptake in kBg/cc
(AVERAGED) and the VOI volume in ccm.
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When a PVC method is applied, two additional columns are available in the list after the tracer
average uptake: the tracer average PVC corrected value and the percentage difference between
the non corrected and the corrected value:
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Please use the regular statistics button &k on the VOIs page to get the full statistics output.

SUV Statistics

If the statistics are calculated for activity concentration images, the uptake results can be
converted to different types of SUV images, assuming that the related activity information and
subject weight/height is available in the image header. If the information is not available in the
image header, but is available via lab records etc., it can be entered after activating the SUV
button.
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SUVR Statistics

The so-called SUVR statistic is the uptake divided by a reference region uptake. It can easily be
obtained by switching to the Relative to radio button and selecting the reference region from the
VOl list. Note that the ratio is also calculated for all the other statistical measures.

Transfer of Statistics to R

The Go to R button transfers the average and volume statistics to the R server, generating one R
variable in the R workspace.
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8.1

8.1.1

Brain Norm Deviation Functionality

The Brain Norm Deviation module of PNEURO supports the creation of normal brain PET
databases from a consistent set of normal volunteer images and its application for analyzing the
images of test subjects.

The process of constructing the normal pattern - named Normal Brain Database or short Brain
Norm - in principle consists of the following steps:

= The acquisition of images from a set of normal volunteers (controls). Preferably the same
acquisition and image reconstruction protocols should be used as in the test subject studies.

= The stereotactic normalization of the control images, so that the anatomy of the normalized
images is comparable across the controls.

= The scaling of the pixel values in the normalized images relative to an internal reference. The
resulting normalized values allow pooling of the data.

= The analysis of the values across the control collective in each pixel of the stereotactic
anatomy. Hereby the normal values and their deviation across the set of normal controls is
established in each pixel.

With a database-assisted analysis, the brain PET uptake pattern of a subject can be compared to
the normal pattern. To this end, the subject images are normalized and scaled in the same way as
the control images, and the resulting pixel values compared with the established normal values.
This process results in a map showing the differences between the subject images and the normal
pattern, expressed as a z-score value. The z-score map can be investigated in a multitude of ways
including fusion with the subject images and 3D rendering (separate option).

Note: The same type of analysis is also possible with SPECT images, and with MR images using
the option for voxel-based morphometry (VBM)

Brain Norm Creation

The creation of a Brain Norm requires the availability of a number of control images. These images
must be saved beforehand in a PMOD database, where they are in DICOM format and include
information such as the age or sex of the controls, and the anatomical image orientation. New
controls subjects can always be added to an existing Brain Norm for improving the statistical power
of the analysis.

Brain Norm Editor

The tool for Brain Norm creation and maintenance can be started using the Edit Norm entry in the
Neuro menu.

Load Image Data »
Edit Norm
MP Atlas ]

Batch Mode 3
Acceptance Test
Settings »

License

ﬁ@)?i  Fe

Quit

& N-I.II‘G)J h d F
L&

A dialog window appears which supports the creation of a new Brain Norm in a step-by-step
manner. These steps are explained in the following sections.
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The image viewer to the right of the dialog window allows displaying the different data sets involved
in the Brain Norm calculation:

Norm Show the result of the database calculation. The MEAN, the STDV and the
Pooled STDV image are available here. Note the selection below the image to
switch the images.

1 PET *Template .| » | « | » | ][]

M 1 PET *Template FDG Template MEAM - ERAIN NORM

0 2 PET*Template FOG Template STOY - BRAIN NORM

[0 3 PET *Template FOG Template STOY POOL - BRAIN NORM

Template Show the template for stereotactic normalization.

Mask Show the normalization mask.

Sample Show the original images of the currently selected control sample.

Normalized Show the images of the currently selected control sample after spatial
normalization.

Pooling Mask |Show the mask used for the averaging of the standard deviations.

Result Mask |Mask outside which the database comparison is cleared.

Scale In Show the mask used for finding the reference value for scaling.

The principle in the Brain Norm editor is to work from top to bottom following the numbered user
interface elements.

8.1.2

Activate the Create New Norm button. In the dialog that appears, select the PMOD database in

which the Brain

PMOD Neuro Tool (PNEURO)
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| Attach to Patient (Series)

enter a name into the Enter name field, and activate the Create new Brain Norm entry button to
create an empty Brain Norm definition. Note the norm Description text field which allows

explanatory comments to be added to the definition.

8.1.3 2. Control Samples Addition

The button Add samples brings up a database selection dialog window. In this window bring one

or more image sets of normal control subjects into the Selected for loading area and confirm with

the Set series button. The samples are then listed in the 2. Samples section.

| 2. Samples [10]

{&  Bubject Mame | Study date Study description Series description nz Ll nd nx ny |
HO01 FDG static as 1 1 128 128
Hoo2 FDG static a5 1 1 128 129
HO03 a5 1 1 128 1249
HO04 a5 1 1 128 129
HO05 35 1 1 128 128
HOO8 as 1 i 128 128
Hoo7 35 1 1 128 129
HO0E 35 1 1 128 129
HO09 35 1 1 128 128
HO10 static 35 1 128 129
‘] 3
4 Addsamples > Remove « X Method selected for samples NORMALIZATION: Template Based Normalization | Total samples: 10, Normalized: 0 ) [
8.1.4 3. Normalization Definition and Sample Normalization
The stereotactic normalization to be used for the database is defined on the 3. Spatial

Normalization tab.
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3. Spatial Normalization 4. Norm Calculation 5. Variance Pooling 6. Norm Comparison 7. Result Masking

Template: PET = 4| b Default HFS PET Template (in MNI space) X
Mask
[] samples aiready normatized | 4 | [ Brain auto cropping Species defaults:  Sed HUMAN = v
Template Based Normalization ¥ 4|k ¥ Smoothing 8.0 20 a0 [mm =] Sampling rate [
Presemne Total Amount Frequency cutofl 25 Regularization [1.0

The main choice is selection of the spatial normalization procedure.

Template-based Normalization — 4\» [¥] Smoothing |B.0 8.0

[l Preserve‘ri 3 Brain Normalization (previous)
| ™ Template-based Normalization

= - S _ —— :
E, Hormalize Selected | 3 Probability Maps Normalization {SPMO08
T - | I3 6 Probability Maps Normalization (SPM12)

and a corresponding template image.

Template: PET “=al~] ¢ | > Default HFS
Mask 1 I3 User defined

® PET
[[] samples already normalizg [ SPECT

{4 T4
Template-based Normalizatiy | o

0 G+W+F

I3 1.5 mm 6 Comp

Normalization Methods

The normalization procedures are summarized below. The parameter presets are species
dependent and can be set using the Species defaults selection. If the image field-of-view is

significantly larger than the brain, Brain auto cropping ‘i v s opons T o014 be enabled,

and the proper modality (PT, MR) set. If the data are not available in the HFS orientation, the

button left of Brain auto cropping ‘1! e should be enabled to automatically
perform the reorientation.

Normalization methods:

Brain SPM99-type normalization with parameters

Normalization ¥ Smoothing |80 |80 B0 |[mm]

(previous) No.of Basis Functions: 787 =

Because the normalization template is typically a relatively smooth image,
some smoothing of the target image is needed to make it more similar to the
template. To this end a Gaussian smoothing filter may be defined by its full
width at half maximum in all directions (x,y,z). No. of Basis Functions from
the cosine transformation in each direction.

Suitable template images are the PET and SPECT templates in the MNI
space, or a proprietary User defined template image.

Template-based |SPM5-type normalization with the same template images as above.
Normalization [# Smoothing B0 80 [BO [ mm =1 | Samplingrate [ ]
Frequency cutoff 25 Regularization 1.0

Based on the Gaussian smoothing as above, the Sampling rate is
determined. Alternatively, Gaussian smoothing can be disabled and a
dedicated Sampling rate specified. The specified Frequency cutoff (default =
25) is used for calculating the number of basis functions. Higher cutoff values
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result in fewer basis functions. Regularization controls the smoothness of the
deformation field. The higher regularization, the smoother the deformation.

3 Probability Normalization applicable to 3D T1-weighted MR images ( parameters¢* )
Maps Denoising strength:  Low - Sampling rate 3.0 [ mm +]
Normalization Bias regularization: Light * B0 %  Affine regularization: European brains ¥

It uses the normalization resulting from the SPMB8-type unified MR

segmentation and requires the G + W + F template, which is automatically
selected.

6 Probability Normalization applicable to 3D T1-weighted MR images with ( parameters762 )

Denoising strength:  Low hd Sampling rate 3.0 [ mm %]
aps
Normalization Bias regularization: Light * G0 =  Affine regularizaion: European brains  *

It uses the normalization resulting from the SPM12-type unified MR

segmentation and requires the 1.5 mm 6 Comp template, which is
automatically selected.

With User defined templates please use the @ button to select the template image, which must
be available in the database. For new tracers, the user may first have to generate a suitable
template outside PNEURO and import it into the database.

A mask is required to cut off signal from outside the brain during the normalization. It is specified
using the Mask selection. While the standard templates already have associated mask files for use
during normalization, User defined templates require specification of a dedicated Mask series in
the database.

The Preserve Total Amount option enables volume modulation during image reslicing as used for
VBM applications (Voxel Based Morphometry). Rather than preserving the concentration in the
image, the total amount is preserved.

Normalization of the Control Images

After the normalization method has been fully specified, the samples in the list can be selected and
their normalization started with the Normalize Selected button.

p W :
Template: PET v « | Confirmation s ﬁ

Mask: F

Serie{s) selected for NORMALIZATION:

(| Samples already normalized

1) HO01 2001.03.22 10:38:45
Template-based Normalization 2) HO02 2001.03.23 10:43-21

3) HOO3 2001.03.23 10:43:22

| Preserve Total Amount | Full data n

= ~ NORMALIZE
Iﬁ Normalize 3 Selected studies I | = !
— —

The normalization is performed in the background, and finally confirmed by a message. The
normalized images are saved in the database as new series of the controls, labeled with
NORMALIZED in the series description. Although smoothing is applied during the process of
normalization, the NORMALIZED images are not smoothed. Sample images which have been
normalized are marked in the Samples list with the &> symbol.

[ 2 samples |
| Patient .| Study date | Time
[@> Hoo1  2001.03.23 10:38:45
r@ HooZ 2001.03.23 10:43:21
&> Hoo3 2001.03.23 10:43:22
HO04 2001.03.23 10:43:22
HO05 2003.03.30 11:43:22

When creating a Brain Norm it is important to ensure that only correctly normalized samples
without truncated areas are included. Although a certain inaccuracy of the mapping from the
subject anatomy to the stereotactic template cannot be avoided, samples showing gross deviations
should be excluded from the analysis.
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A fusion display supporting the quality control of spatial normalization is integrated in the Edit
Norm tool. When the Preview box is checked and the Validate Normalized tab is selected, the
image display shows a fusion of the template with the normalized sample image.

Norm Validate Normalized

# Q™ k0O

S
0 [%] == 100 [%]

p|a|~ =~ [O]|®| -~

| @ Template | @ Normalized
MIX * (RGB Color)

05 ] - b =3

(;.j)| (iA B (m A+B &

The tabs allow switching between the Template and Normalized images, for example to adjust
the color tables or to define the iso-contour level. The relative contribution of the two components
to the fusion image is governed by the fusion balance slider.

The easiest way to quickly check all normalized samples in the database is to switch to the
orthogonal view of the Validate Normalized tab, select the first entry in the 2. Samples list, and
with the ARROW DOWN keyboard key browse through the list entries. Each time a new sample is
selected the view gets updated.

For a detailed analysis the fusion display can be blown up using the large view button indicated
above.
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K e

#0: 20

MIX ¥ | (RGB Color)

051 |4 - P X @

Ok | Cancel

Already Normalized Control Images

A special case is the use of control images which have already been normalized externally and
saved in the database, for instance during the Maximum Probability workflow of PNEURO. Note
that such images have to be calculated in the space of the atlas which is used in the Brain Norm
Deviation workflow.

The flag Samples already normalized allows indicating this situation. As a consequence,
normalization of the control data is not necessary, and therefore the button Normalize Selected
study changes to Copy Selected study as illustrated below. Note that the normalization definition
is still required to normalize test subject images for comparison with the Brain Norm.

¥ | Samples already normalized
3 Probability Maps Normalization (SPM08) LANE BN

Segmented (G+W+CSF) +* 4 || Preserve Total Amount
Mk Copy Selected study || /4 Restore calculation parameters

8.1.5 4. Calculation of Normal Pattern

The database properties are defined on the 4. Norm Calculation tab.

3. Spatial Normalization 4. Horm Calculation 5. Variance Pooling 6. > Norm Comparison 7. Result Masking

MNorm Type: Mean & SDV - Gaussian Smoocthing [mm]
¥| Scale Values to:  Aver \? ¥ i Mask v 4P
—» Mask User defined = » PE| M Aver AAL Template 9001-9082 | Cerebellum Mask, AAL Template 9001-9082 <130 AlzheimerDB= &= X

Aver in percentile range

.I'.IE"QQ and Save normalized sampies to multiframe study
m Norm Calculation /%, Restore calculation parameters W & save norm | B Saveas
A Gaussian smoothing filter is available for smoothing the normalized control images before the

database calculations. However, as the pooling of controls also has a smoothing effect, the filter
should be set moderately.
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In order to perform a pooled analysis it is required that the control images have comparable pixel
values. In most cases the image values must therefore be scaled. This is achieved by dividing the
pixel values by the average value in a stable reference tissue. Several user interface elements in
the Scale Values to line allow flexible scaling strategies. The first selection lets define how the
reference value is calculated within a spatial domain defined by the second selection. The
calculation choices are:

Aver Average value in the reference pixels.

Max Maximal value in the reference pixels.

Aver above % of [Average of those pixels which are above the entered percentage of the
Max maximum.

Aver in A pixel value histogram is calculated, and the average value in the specified
percentile range [percentile range calculated. The setting in the example above only considers
grey matter pixels which are in the 40% to 90% percentile range. This may
represent an approach for excluding diseased hypometabolic (low values) and
activated (highest values) pixels.

The View Percentile Mask provides a visualization of the pixels which are
used for calculating the reference value. As soon as it is activated, the
currently selected sample is analyzed and the pixels shown which qualify for
the criterion.

The spatial domain choices are:

VOI A volume-of-interest which can be selected in the database.
Mask A binary mask file which can be selected in the database.
Normalized No restriction, all data pixels are used.

Sample

Finally, the database needs to be calculated with the Norm Calculation button. The following
processing steps are performed:

1. For each normalized control sample the reference value is calculated, and all pixels values are
divided by it. The resulting normalized values typically range from 0 to somewhat above 1.

2. The scaled images are smoothed with the Gaussian filter.
3. For each pixel the distribution of the scaled values is calculated in all control samples.

As a result, the average value (representing the expected normal value) and the standard deviation
(a measure of uncertainty) are known per pixel. These results are saved in the database as new
image series of the normalization template study and marked in the description as MEAN and
STDV.

If the Merge and Save normalized samples to multiframe study is enabled, all normalized
control images are arranged in a dynamic series and saved in the database when the Norm
calculation completes. This allows for a simple export of the data for other purposes.

Age Regression

If the image pattern is dependent on the age of the controls, the Norm Type can switched to
Linear Regression. Note that it is required that the age of the subject is available in the data. This
can be inspected as illustrated below. If it is not encoded as age in the data, the age is calculated
as the difference between birthdate and scan date.
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Norm Validate Hormalized

i Saries descr. " Modify ime !_La:-t',-sc | User [o'\r-:ﬂ 1 |-'Pr-:'_-ett Diagnosis
N 2018-05-1915:5.. 2016-05-26 1. User Alzheimer =
2015-11-03 14:1... 2015-11-03 1... Usert Alzheimer -

K a8

1 B4l 1mpon Description DG example Brain Database, Gray Matter Reference with 70-90 Percentile 8mm Smoothing of

i

Info & Edit ] l&

Patient / Study Info

L TR B

Patient name : HO01
Patient ID: HOD1
Study 1D Himalaya Baselin
Age Weight, Size  Position: 32[Y],, /

Patient comments ; \
Image comments :
Study description :
Series description :

Size (x v,z framas); 128, 128 35, 1
Voxel spacing (x, v, 2): 2.3438, 2.3438, 4.25 [mm]

Bounding box <X=, <Y=, <Z=: <1172, 298 828> =-208.828 1.172=, =-2125 146.625> [mm]
L : g 10 |« a
Origin : -0.0, -0.0, -0.0 [mm]
Units {value, time}. kBgice, seconds @ HO01 Himalaya Baselin] -
] - o I'm | =
Memory representation. [SHORT] Convertto FLOAT Corrections € # e
T Manufacturer | Model / Version PMOD Technologies | PMOD /2.7 B 18 1 4 L} 3
o
File name /DB 1D :imerDB/dataH001/20010323/07900960 | HOO1 | | =45M22122AlzheimerDB=
"Edit | Imaga History .
Sl L : &P Gray - r A3 @ v
Origins [mm] 0.0 v 9.306895
& Original Center Defined B e ?
12 [% = 100 (%
y zZ 4 SelOrigins it : :
Pixel Size [mm] D&~ =)~ |O)&] -
X 234375 Y 2.34375 £ |425 4 Set Pixel Size F
_' Norm ) Template ' Mask
Value Units i Sample _' Normalized
kBaice =4k 4 SetUniis L' Pooling Mask ) ResultMask ' Scalein

The result of a norm calculation with age regression is a linear regression at each pixel. It can be
inspected by selecting Norm in the preview window and is presented as a dynamic series with the
y-intercept as the first frame an the slope as the second frame. When applying an age-regression
norm, the normal pattern at the subject age will be calculated and compared with the subject
image.
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[ Norm | Validate Normalized |

b

=

€

"

+*

] & 1.0 a ‘. a
@ FDG Normals Lin Regression... * »

(O [& [%] :
| 40 1 « =L} b
C R 1 Wi
& oy - P @ v

529702 $ 2133057
O 100 [%]
o] - [+ - [o]& -

. rﬁ;— ) Template () Mask

) Sample ) Normalized
) Pooling Mask (. ResultMask (0 Scaleln

8.1.6 5. Variance Definition for z-Score Calculation

When a normalized subject image is compared against the Brain Norm, a z-score value is
calculated in each image pixel. This operation requires the standard deviation of the normalized
values across the controls data sets. If the number of control samples is low, the statistical power
may not be sufficient for calculating reliable standard deviations in each individual pixel. In this
case Variance Pooling on the 5. Variance Pooling tab should be enabled.

[ 3. Spatial Normalization | 4.MNorm Calculation !' 5. Variance Pooling | 6.> Norm Comparison | 7.Result Masking |

v| Varance Pooling in° Normalized Sample + 4

— * Vol
1 Mask

™ Normalized Sample

With this setting the user needs to define a spatial domain, within which the pixel standard
deviations are averaged to derive a pooled standard deviation which will be used for all pixels. A
VOI, a Mask, or the whole Normalized sample can be employed for variance pooling.

Note: After changing the Variance Pooling method the database has to be recalculated with the
Norm Calculation button.
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8.1.7

8.1.8

8.1.9

8.2

6. Comparison Settings

The subject images which are to be compared against the Brain Norm are also first normalized.
The smoothing filter during this normalization may differ from the filter applied to the control image
normalization and can be specified with the Normalization Gaussian Smoothing values.

Due to the pooling of many samples and some optional filtering, the database is inherently
smoothed. Therefore, some smoothing of the normalized subject images is most likely required to
reduce disturbing edge artifacts. This smoothing can be specified with Z-Score Gaussian
Smoothing values.

3. Spatial Normalization 4. Borm Calculation 5. Variance Pooling 6. > Norm Comparnison 7. Result Masking

Image o norm comparison. (v Normalization Gaussian Smoothing: 30 20 30 [mm] v Z-Scora Gaussian Smeothing. 10 10 10 [miri]

¥ Statisfics in VOI N30R&3-p0 3 ( FDG Example BrainNorm ) 2012-10-14 <81/4741533rPmodPriv L1

The Statistics in VOI facility allows to specify a VOI set for calculating regional statistics in the
resulting z-score map. These VOIs have to be prepared in the normal space, and can be selected
using the & button. Hint: An easy way to generate a comprehensive VOI set is to save an outline
resultD™ from one of the VOI outlining modules in PNEURO, after selecting Atlas as the result
space.

7. Result Mask Specification

A Result Mask may be defined outside which the calculation results are cleared. This definition is
available on the 7. Result Masking tab, and a VOI or a Mask can be employed. The masks for
the standard MNI templates are directly listed, proprietary masks can be selected via User
defined.

!' 3. Spatial Normalization : 4, Norm Calculation _'g._\l’;riancepooling , 6. > Norm Comparison 7. Result Masking |

¥| Norm & Result in. Mask += 4

L—  peT ¥ 4 | b |Default HFS Brain Mask (in MNI space)
1 User defined
¥ PET
1 SPECT
LT

" » calculation parameters
T2 |

d G+W+F

1 1.5 mm 6 Comp

8. Brain Norm Saving

The last step after the Brain Norm has been calculated and the comparison parameters have been
set is saving with the Save Norm button. Save as serves for saving variants of the Brain Norm
with different comparison strategies under different names.

Note: New samples can incrementally be added. In this case, and if one of the definitions has
been modified, it is required to recalculate and save the Brain Norm.

Sharing Databases

Establishing a Brain Norm requires a substantial effort. Therefore, a brain database represents a
valuable asset which should be sharable with others. The Edit Norm tool supports the easy
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export/import of databases. Note that only the compiled information is exported, not the original

control data sets, so it can only be modified by the owner of the control image data.

Exporting a Brain Norm
1. Open Edit Norm.

2. Activate the button 1. Create New Norm + [Delete|Export|Rename] existing.

3. A dialog window opens for selecting the Brain Norm to be exported.

Usert Dema

n,

o ¥
v cnn?'ﬁnrm + [ Detete | Expor | Renarugetiirg| ., s

2. Sampies [10]

o Subject Narme
& Hoot

B

™ +

W Hooo
=

4 rddsamples X Femove ¥ X Mathod sewcto \
3. Spatial Mormalization 4. Norm Caloulation B.W

Template. PET * 4| P Defslt HFSPET

A

racters n
ave
-
™ /
‘ s.//
o Seectall X | ) [Dekete M Etpent Repame
N

B Create new Brain Horm entry Gancel
Bk Copy Selecied = savenom g saveas

¥] Sampies siready normalized

4. Inthe DATABASE list select the database containing the Brain Norm to be exported, and then

select the appropriate entry in the list of PBRAINDB NORM.

5. Activate the Export button. A new dialog window appears indicating the exported information.
When the Save button is activated, another window opens for defining the export directory.
After confirming the directory path with Select a new subdirectory is created wherein the

definition files are saved as illustrated below.
FDG Example BrainNorm # Name

J| FDG Example BrainNorm.pbrainNorm
MASKO
MEANO
SDVO
VNMASKO
Close the dialog window with Cancel.

Importing a Brain Norm

A database import requires the whole contents of the directory created during the Brain Norm

export.
1. Open Edit Norm.

2. In the SELECT DATABASE list select the database into which to import the Brain Norm

definition.

tarapase (SRR Dames - t B | Databiase/ * pbranbiorm | ® Clear Fiber & Retresh Quer

3. Activate the Import button. In the appearing file selection dialog navigate to the directory

containing the exported files, and select the definition file (e.g. FDG Controls.pbrainNorm).

4. When Set file(s) is activated the relevant files are loaded and stored together with the

processing definition in the database.
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Immediately after importing the Brain Norm it can be used for analysis.

=

1.Norms [U}:  SELECT DATABASE N / DataBase! * porariorm

BE Select exponted norm

2 Samples [7]

T & GF Lookn DJOZ-PMOD-Tests-ResultsPNEURDIZ0_11_20/Demal

F ame Demo_pbrainfNorm

Falders [1] Fhes [1]

Dema pbeainbianm .

Template:

Mask

* pbranhorm B.7 k8, Modficaton: Now 20, 2020 © Deleis
/ G Setfile(s) X Cancel biing 003412418

¥ Close

8.3 Compare to Norm Patient Data Analysis

The workflow for comparing the brain PET images of a test subject with the established normal
uptake pattern will run through the following 5 pages of the Compare to Norm module:

®  INPUT E dl

j/— — 1 7] B INPUT

! : |5 CROPPED

I NORMALIZED
0 7-SCORE

@ voIs

To start a subject brain PET analysis select the Compare to Norm tab.

Brain Norm Selection

The Brain Norm against which the data should be compared can be configured on the Select
Norm panel to the left of the Compare to Norm page. If the panel is hidden, it can be shown with

the @ button in the upper right,

INPUT ». b

which will become @.

[ selectNorm | f_
e Hx

‘ FDG Example Brai...
= e S
FDG Example BrainNorm <45/52/52/*/FDG_BrainDB>

Use the arrow indicated above to show the list of Brain Norms available in the current database
and select the appropriate one. If the Brain Norm is stored in a different database, the current
database can be changed using the &= button.
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The images related to the selected Brain Norm are available for inspection. The list selection
allows switching between the different series such as the normalization TEMPLATE, the
normalization and result MASK, as well as the NORM images (MEAN, STDV). The Norm Info
button pops up a dialog window summarizing the database parameters.

[ select Norm

FDG Example Brai... ¥ | &3 X

NORM - MEAN o L

¥ NORM - MEAN
1 NORM - STDV
1 TEMPLATE

I MASK

J RESULT MASK

0 [%] L= 100 [%]

%]~ 2] - [o][=] -

Samples: 12
, :
| @ Narm Infa |

Note: The last used database will be loaded whenever starting PNEURO. In order to avoid this
lengthy operation while the Compare to Norm functionality is not used, the selection can be set to
[NONE].
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8.3.1 PETImage Loading

DBLoad | @ Maximum Probability Atlas | Brain Parcellation | Parametric Mapping | Brain Norm Dewiation

Demo <JHBERMI0NESTD.. * & | X

NORM - MEAN o L] +* [ R* 4 L
0]
[ i LA B - B
L] ; {
€ — )
- |}
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« == 5l
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G e s @b+ %
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oo m e (OF -
amples: 10
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¥l Grop saejmm; W
il data 1o 4 » 1900 4 » 1500 4 »
NWaE [N & A0 e a@®e b Crop

The Load Images button for loading the brain PET images is located in the right control area. It is
an option button which needs to be set to the appropriate data format. For loading images which
are not saved in a PMOD database it is recommended to use the Autodetect format.

After loading, the images should appear with the same orientation as the template images. If this is
not the case, please use the reformatting facilities in the PMOD viewing tool to correct the
orientation.

Frame Averaging

In the case of loading a dynamic PET series, a new series is automatically generated by averaging
a range of frames and assigning it to the INPUT AVG tab. The averaging range can be defined by
the From and To number fields, or by dragging the range indicators in the Aver bar. It should
correspond to the range used for creating the Brain Norm. After any modification of the range, the
average is recalculated and the display updated. The original and the averaged images are shown
in a fusion rendering which can be controlled in the area below the controls of the individual
images. To see only the averaged images, move the fusion slider entirely to the right.

PET Image Cropping

If the PET field-of-view is substantially larger than the brain, the data set should be reduced in
order to improve the processing reliability. In this case, enable the Crop check and place the
yellow crop box so that the brain is fully enclosed. The box center location can be changed by
clicking into the image. The edge size in [mm] can be adjusted for each direction by selecting a
size in the corresponding list. The Start data cropping of Input Image button initiates cropping,
whereby the original data are replaced. If cropping is not initiated manually, a request will be shown
when proceeding to the next step.

Note: The cropping operation is only allowed once. When returning to this page it will be
deactivated.

To continue activate the Crop action button in the lower right.
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8.3.2 Template-based Normalization

The cropped and time-averaged image is shown on the CROPPED page.
DE Load @ Maximum Probability Atlas Brain Parcellation Parametric Mapping *

0 ¢
L. E ]
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(D) Morm inf
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Assuming that the appropriate Brain Norm has been selected, the only task on this page consists
of configuring the spatial normalization in the lower right. These parameters are already set based
on the Brain Norm definition parameters. The proposed values can be overwritten if needed, for
instance if a normalization procedure fails.

The Normalize button starts the stereotactic normalization. In case the normalization has been
calculated and saved before, it can be retrieved with the Apply Transformation button and will be
automatically applied to the subject images.

8.3.3 Quality Control of Normalization

The result of the normalization is shown on the NORMALIZED page as a fusion of the normalized
subject image with the template image.
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Maxchusters (0=Al}  * 0

NMaE r RN R A . o &a £h Compare

The purpose of this page is to verify that the anatomical agreement in both images is sufficient. To
this end it is recommended moving the fusion slider left/right, enable the iso-contours, and clicking
at different brain locations.

The area in the lower right serves for configuring and starting the z-score calculation. The initial
configuration is derived from the Brain Norm, but it can be modified according to the current image
quality. If the size of the control group is small, the Use pooled variance box should be checked
to use a single averaged standard deviation value for all pixels. Otherwise, the individual pixel-wise
standard deviation determined will used. A Gaussian Smoothing filter should be applied to the
normalized images before comparing them with the Brain Norm, because the reference was
obtained by smoothing and pooling. It will be a matter of some optimizations to determine the filter
parameters which bring both data sets to about the same resolution.

A z-score map will be calculated for each pixel of the result mask. This z-score map can be
restricted to values in a certain range by the Z-Score selection.

Z-Score: 2| = threshold 0

Max clusters (0=All} z=threshold
Z=threshold
ﬁ__ Compart @ |7| > threshold

1 |z| = threshold
1 Mo threshold

With z< threshold, only pixels with z-scores below the entered threshold value will be retained,
whereas the value in the other pixels is set to zero. The typical setting is |z|>threshold to retain
pixels which deviate from the normal value by 2 standard deviations. With No threshold the z-
score value in all pixels is retained.

The filtered results may be restricted with respect to connected cluster size. There are two ways to
specify this filter.

Max clusters (0=All) e

| ¥ Max clusters (0=AI
&% compar(
| @ Min size (1=All) [pix]

With Max clusters the result can be restricted to the number of largest clusters specified. No
filtering is applied for the value of 0. With Min size only clusters with the minimal number of pixels
specified will be shown.

Calculation is started with the Compare button.
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8.3.4 Z-Score Analysis

The result of the z-score calculation is shown on the Z-SCORE page as a fusion of the
NORMALIZED subject image with the Z-SCORE image map.
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The z-score defines the deviation of a sample with respect to the mean of a distribution. It is
defined by the formula

z = (x-m)/c

where x is the sample value, m the sample mean, and ¢ the standard deviation of the distribution.
Therefore z describes the deviation from the mean in number of standard deviations and is
positive, when the sample is above the mean, and negative when below.

Z-Score Thresholds

Per default the Z-SCORE image is shown with a dedicated color table as illustrated below. It will
show all pixels with values below the lower threshold in blue, and pixels above the upper threshold
in red.

foTalalal |
Mps |1 Jd =L F—— »

r@ Z-SCORE “ler»@a ~
20 € 20

[ @ NORMALIZED | @ Z-SCORE |
o4 2-SCORE W <tUb v
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Gl | ¥ OM Z-SCORE
| @ Win NORMALIZED
0 Win Z-SCORE
PLVRVE (SN S B | I ”ERGE
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To allow a clear view of the z-score clusters on the normalized subject images the default fusion
mode is set to OVL B with filter <Lt Ut>. This means that only Z-SCORE pixels with values
below/above the lower/upper thresholds are shown. These thresholds are updated by any change
in the Z-Score Range settings.

Z-Score Range:

|zi > threshold "' 2.0
Max clusters (0=All) | T z<threshold
| I z > threshold
© & O vois ‘-* |z > threshald
| 1 [zl <threshold
[J Mo threshold

The threshold can be entered numerically, whereas the filtering criterion can be selected from a
list. In this way z-score pixels below a threshold, above a threshold, or with an absolute value
beyond the threshold can be shown.

The setting No threshold removes any data filtering. In this case the fusion mode should be
switched to MIX in order to actually see the full z-score map. This setting should also be selected
for saving the unfiltered z-score map.

| @ NORMALIZED | @ Z-SCORE |

MIX ~h. -~ (RGBColon)
1.0 4 —— FMX X
, I Ovi NORMALIZED
Ld ® "1 0 ow z-score
Win NORMALIZED
[ Win Z-SCORE
Y Zimmi = 7.4 — MERGE

Saving Results

The Z-SCORE panel has a dedicated tab for saving the currently shown z-score map for use in
another context. Configure the appropriate image format, and then select the Save button for
saving.

@ @  z-score v 4

WAL T -

*

Save

& natabase -

® NORMALIZED ® 7-SCORE
M ¥ (RGB Color,

10 |4 Dy x @

The program always calculates the sum of all z-score values within in the result mask. This
information is displayed together with the age of the subject. It can be saved to the database or a
text file using the saving button indicated below.

Z-5Sum within Mask:
88620.8323
Age: 440 [years]

Z-Score Range:

No threshold -
I.Iaxc?rs (O=All) -0
® & U Vois
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When the button is activated, a dialog window pops up showing two minimized report
pages, one with the current image display as illustrated below, the other containing a summary of
the Brain Norm parameters.

| compare to Norm Statisti

TN

W Print preview

000000
_a}dbibqa}ﬂb1a

ni s

Annotations

T | vl Overlay
Zoom Pages

C¥ Save As 1188 ¢ 1684 pixels a || ¥ Cancel |

|z} = threshold * 20
Max clusters (D=All) * 0

10 | = o BECAN " | O vois

Select the page of interest in the Pages section. It can be annotated, printed, and saved as a
JPEGI/TIFF file or as a DICOM secondary capture object.

VOI Statistics of z-score Values

The z-score maps can be used for VOI statistics calculation. To do so, please activate the VOlIs
action button in the lower right.

3D Rendering (Option)

If the 3D option has been purchased and installed the button “® is available in the lateral taskbar
and can be used to rapidly transfer the NORMALIZED subject images and the Z-SCORE map to
the 3D tool. Rendering is immediately initiated and a result shown such as the example below.
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SR VR % Remove 4 Remove All @

Scens Planes Imfir Cut

[H+] Left LR BRI

Zoam 211 4 L

Backoround Colar . B

View Coorginales

Simplified Manipulation

Views Rotation

Here the truncated z-score maps were calculated with |z|>2. Therefore, the red objects enclose all
areas with a z-score above 2, while the blue objects enclose the areas with z-score below -2. The
scene can interactively be rotated and zoomed. Additionally, more information can be added, for
example the brain shape, and/or planes of the normalized images.

8.3.5 VOI Analysis

The VOIS page shows the filtered Z-SCORE map fused with the NORMALIZED subject images
together with the VOI editor.

DB Load | @ Maximum Probability Atlas Brain Parcellation | Parametric Mapping | Brain Norm Devlation ’ —= tandard statistics

T = 3 - -é. - 4
x
M- - g VOis g £ ]
+ ';’_. ,'-_é'e B & 4 3
50 z e
I
|k Hy b wpulv @ e
53 z
54 Y B
» | I
|k .
| - b4
k] _ L] AL [ZE -
L= L " - -
= :
o ¥ £ 4 ¥ " L
65 z
8 ; &
I o u [n] e
A -
T Diaka Modificaton
e m
- B v v Qoe| + *
® iside | 0] O
Cortour Madfication
= 1
- “sum of z-score per VOk.age asmiion pane 42
« 5, B T
- \
@
Template N\
WMaEE RN & 1o - o - + 0 A\ b Cale Staristics [Total}

If a VOI set has been defined in the Brain Norm, it is directly available for adjustments and
statistics evaluation. The alignment of the VOlIs with the brain structures can be verified using the
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NORMALIZED images. If needed, individual VOIs can be scaled, reshaped, or cleared and

completely be redefined from scratch.

There are two ways of calculating statistics. The standard statistics button applies the VOls to the
images in the selected tab and shows the results in a dialog window. In the example illustrated

below the mean, stdv, max, etc. of the NORMALIZED subject images will be calculated in kBg/cc.

‘ompare toNorm | Stafisfics
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-
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@ NORMALIZED
Ovi Z-SCORE w <iU
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With the Calc Statistics (Total) action button the VOls are applied to the filtered z-score map and
only the sum of z-scores per VOI is calculated. The result is shown on the dedicated Statistics

page of the PNEURO tool.

DB Load @ Maximum Probability Atlas Brain Parcellation
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8.3.6 Application Notes
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The results of database comparisons will crucially depend on the parameters used for database

creation.

=  When calculating the reference value for scaling the pixel values, diseased tissue should
always be avoided. Therefore it might be helpful to have databases available with differing
reference calculation, for example one using a gray matter mask, and another using a

cerebellum mask.

= Resolution mismatches between the database template and the processed subject image and
inaccuracies in spatial normalization will result in edge artifacts in the z-score maps. This effect

PMOD Neuro Tool (PNEURO)
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can be reduced by sufficient image smoothing. Again, it might be helpful to have databases
available with different smoothing, to be applied depending on the size of the effect one is
looking for.

8.3.7 Example Database

Included in the distributed Pmod database is an example FDG Example BrainNorm database.
FDG images for testing the Brain DB functionality are available under the PALZ1 and PFUS1
example subjects. Shown below is the PFUS1 FDG example. The extended blue area clearly
marks the location of the tumor, while red areas indicate activations. Peripheral differences can be
attributed to inaccuracies in stereotactic normalization.

DBLoad | @ Maximum yAtas | Brain Parcell
Sefect Horm T @ - 4
FDG Example BrainMor... ¥ | & | X © & | @ &
NORM . MEAH - ] Pl | 1 4 1 3
o
z i rAE -
- ¢
© - :—3
= )
- :
+*
® 1o L
1 - -
(s | - ® &
4« = Z
] 1 I ]
@ oy - LA B
¢ (Y Z)mm] = 2-Score value
L

(R I I N W - a = | C ¥ois

DISCLAIMER: The example database is only intended for testing the functionality of the Compare
to Norm tool, and is in no way a validated FDG Brain Norm.
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10 PMOD Copyright Notice

Copyright © 1996-2021 PMOD Technologies LLC.
All rights reserved.

The PMOD software contains proprietary information of PMOD Technologies LLC; it is provided
under a license agreement containing restrictions on use and disclosure and is also protected by
copyright law. Reverse engineering of the software is prohibited.

Due to continued product development the program may change and no longer exactly correspond
to this document. The information and intellectual property contained herein is confidential between
PMOD Technologies LLC and the client and remains the exclusive property of PMOD
Technologies LLC. If you find any problems in the document, please report them to us in writing.
PMOD Technologies LLC does not warrant that this document is error-free.

No part of this publication may be reproduced, stored in a retrieval system, or transmitted in any
form or by any means, electronic, mechanical, photocopying, recording or otherwise without the
prior written permission of PMOD Technologies LLC.

PMOD Technologies LLC
Sumatrastrasse 25

8006 Zirich
m 0 Switzerland
+41 (44) 350 46 00

support@pmod.com
http://www.pmod.com
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