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OVERVIEW OF IMMUNOFLUORESCENCE ASSAY FOR BIOPSIES

SOP340507:

Tumor Frozen Needle
Biopsy Specimen
Collection and Handling

Collect and freeze
tumor needle biopsies
for use in biomarker
assays

SOP340550:
Tumor Frozen Needle
Biopsy Preparation for

NBF fix and paraffin
embed tumor needle
biopsies and positive
control sample

fharmacf(;dynamic e Section biopsies for
mmunofluorescence .
IFA

Assays Utilizing Murine use.ln )
Testis and/or Jejunum * Stain slides by H&E
Control for standard histology

analysis

e Load biopsy and control slides into Bond-RX Processing Module
%}3 S1 IFA Staini e  Multiplex Bond-RX automated staining of slides with yH2AX-FITC
Y ith é:tenin Segmer:?a:}g;lg antibody, pNBS1-DIG antibody with Anti-DIG-AF647and B-Catenin-AF546
with - .

tibod

for Tumor Biopsy Slides an 1 © y ] )

e Stain slides with DAPI and mount cover slips

1 Image within 72 h

SOP340544:

Whole Slide Image Capture of
Tumor Biopsy Slides from
YH2AX, pNBS1 IFA with -
Catenin Segmentation

e Capture images of YH2AX, pNBS1, B-Catenin-stained biopsy and control
slides using Aperio ScanScope FL

|

SOP340545:

Image Extraction and Analysis
of Tumor Biopsy Slides from
YH2AX, pNBS1 IFA with -
Catenin Segmentation

e Quantitate captured images of YH2AX, pNBS1, B-Catenin-stained biopsy and
control slides using Definiens Tissue Studio analysis software.
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1.0 PURPOSE
To standardize immunohistochemical methods to detect and quantify histone H2AX phosphorylated at
serine 139 (YH2AX) and NBS1 phosphorylated at serine 343 (pNBS1) using -Catenin tumor
segmentation for pharmacodynamic (PD) evaluation of DNA damage repair status for formalin-fixed
paraffin-embedded (FFPE) tissue biopsy sections. The goal of the SOP and associated training is to
ensure consistency of biomarker measurements between operators and clinical sites.
2.0 SCOPE
This procedure applies to all personnel involved in the use of the YH2AX, pNBS1 IFA with f-Catenin
Segmentation for Tumor Biopsy Slides from patients participating in clinical trials. This SOP outlines the
recommended procedure for image extraction and analysis from whole slide image capture of stained,
paraffin-embedded tumor biopsy sections.
3.0 ABBREVIATIONS
Ab = Antibody
DAPI = 4',6-Diamidino-2-Phenylindole
DCTD = Division of Cancer Treatment and Diagnosis
FFPE = Formalin-fixed paraffin-embedded tissue
YH2AX = Histone H2AX Phosphorylated at Serine 139
H&E = Hematoxylin and Eosin
IFA = Immunofluorescence Assay
LHTP = Laboratory of Human Toxicology & Pharmacology
NCTVL = National Clinical Target Validation Laboratory
PADIS = Pharmacodynamic Assay Development and Implementation Section
pNBS1 = NBS1 phosphorylated at serine 343
QC = Quality Control
ROI = Region of Interest
SOP = Standard Operating Procedure
SVS = Scientific Visualization Studio
4.0 INTRODUCTION

The yYH2AX, pNBS1 IFA with B-Catenin segmentation is an immunohistochemistry-based staining assay
developed to quantify YH2AX and pNBS|1 using -Catenin staining. Staining with B-Catenin provides
tumor area masking and is used, together with pathologist annotation, to define the areas in which YH2AX
and pNBS1 are quantitated.
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5.0 ROLES AND RESPONSIBILITIES

Laboratory Director/Supervisor ~ The Laboratory Director/Supervisor directs laboratory operations,

supervises technical personnel and reporting of findings, and is
responsible for the proper performance of all laboratory procedures.
The Laboratory Director/Supervisor oversees the personnel who follow
the SOPs within the laboratory and is responsible for ensuring the
personnel are certified and have sufficient experience to handle clinical
samples.

Certified Assay Operator A Certified Assay Operator may be a Laboratory Technician/

5.1

5.2

5.3

54

Technologist, Research Associate, or Laboratory Scientist who has
been certified through DCTD training on this SOP. The Certified
Assay Operator works under the guidance of the Laboratory
Director/Supervisor. This person performs laboratory procedures and
examinations in accordance with the current SOP(s), as well as any
other procedures conducted by a laboratory, including maintaining
equipment and records and performing quality assurance activities
related to performance.

It is the responsibility of the Laboratory Director/Supervisor to ensure that all personnel have
documented training and qualification on this SOP prior to the actual handling and processing of
samples from clinical trial patients. The Laboratory Director/Supervisor is responsible for
ensuring the Certified Assay Operator running the SOP has sufficient experience to handle and
analyze clinical samples.

The Certified Assay Operator for this SOP should be well versed and comfortable with light
microscopy techniques, slide scanning techniques, as well as have familiarity with the Definiens
Tissue Studio Software for image analysis.

The Certified Assay Operator responsible for conducting the assay is to follow this SOP with
associated addendum and complete the required tasks and associated documentation. The Batch
Record (Appendix 1) must be completed in real-time for each experimental run, with each page
dated and initialed.

All responsible personnel are to check the DCTD Biomarkers website
(https://dctd.cancer.gov/ResearchResources/ResearchResources-biomarkers.htm) to verify that
the most recent version of this SOP is being used.
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6.0 MATERIALS AND EQUIPMENT REQUIRED

6.1
6.2
6.3
6.4
6.5
6.6
6.7

Aperio eSlide Manager software

Aperio ImageScope software

Definiens Architect DDR BUILD; Tissue Studio Analysis software

Microsoft Excel 2010 or higher software

Whole slide images of stained clinical sample and control slides imaged according to SOP340544

SOP340545 Excel Master Template

PC
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7.0 OPERATING PROCEDURES

7.1 The Batch Record (Appendix 1) for image analysis should be completed to document image
extraction and analysis for a single patient’s data.

7.1.1

7.1.2

7:1.3

Record the Facility/Laboratory Name, Assay Operator performing the image extraction
and quantitation and the date(s) of analysis in the Batch Record (Appendix 1, Section 1).

Record the Patient ID, CTEP/Protocol number and Slide numbers in the Batch Record
(Appendix 1, Section 1).

Comments on extraction and analysis of individual slides or images can be made in the
comments section of the Batch Record (Appendix 1, Section 2).

7.2 Annotate and extract slide images located on the Aperio eSlide Manager database

Note: See Appendix 2 for calibrator/control and clinical slide section orientation.

7.2.1

Aperio eSlide Manager

Retrieve each clinical slide within the clinical eSlide Manager database and open
individual images using Aperio ImageScope, following these steps (also depicted below):
Login into Aperio eSlide Manager (A), and click Continue button (B). Click Cases
(folder) icon (C) and select the project of interest by clicking on the file folder next to the
project number (D). Click on the brain icon next to the patient of interest (E), and open
the digital slide by clicking on the slide image (F). The slide image should have opened
in ImageScope (example shown in G).

Use’ Logn

Aperio eSlide Manager

Research Use Only Not for use in diagnostic procedures.

Click Continue Button
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7.3

For each patient, create a Header Folder on the Definiens Drive.

Clinical data within NCTVL at FNLCR must be stored in the CLINICAL folder: Definiens Image
Upload > PADIS > CLINICAL > specific Trial folder-> BetaCat gH2AX pNBS1 Triplex IFA.
The suggested naming convention for this Header Folder is: CTEP# patient ID#. For example:
Definiens Image Upload Y: PADIS\...\ 9483 1010080. Under the Header Folder, 6 subfolders
should be created: one patient workplace, two Calibrator marker workplaces, and three folders for

the images. For details on how to create each subfolder see the sections below, and note the
figure after section 7.3.3 as an example of subfolder structure.
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7.3.1

T:3:2

7:3:3

Create one patient workplace subfolder, where the Definiens analysis data will be stored.
This folder should be named CTEP# Patient ID Workplace (for example: 9483 1010080
Workplace). The workplace subfolder is created in Definiens Architect XD. The
operator is prompted in Definiens Architect to name a folder and to designate the location
the folder should be placed. Assign the Workplace folder to the appropriate header
folder.

Create two subfolders for the calibrators. These should be named CTEP# Patient ID#
Calibrator Marker (gH2AX or pNBS1) Workplace (for example: 9483 1010080
Calibrator gH2AX Workplace). It is critical to specify which calibrator marker is being
analyzed in the subfolder title. For the calibrator slides only, separate folders are
generated for each marker. The operator is prompted in Definiens Architect to name a
folder and to designate the location the folder should be placed. Assign the Workplace
folder to the appropriate header folder.

Create three subfolders for extracted images: 1) patient images (e.g. 9483 1010080
Images), 2) calibrator gH2AX images (e.g. 9483 1010080 Cal gH2AX images), and 3)
calibrator pNBS1 images (e.g. 9483 1010080 Cal pNBS1 images). The image extraction
subfolders should be made when the header folder is made. When the same calibrators
are used for slides from multiple patients on the same staining run, the calibrator images
can be stored in just one patient folder to save memory space. If the images are not
stored in the patient header folder, their location should be noted in the Excel Spreadsheet
on the Definiens Data sheet under the data.

> ThisPC > Definiens Image Upload (\\fr-s-dtp-378apr) (V:) > PADIS > CLINICAL » 9483 > BetaCat gH2AX pNBS1 Triplex IFA > 9483_1010080

Name

9483_1010080 Cal gH2AX Images 9/18/2018
9483_1010080 Cal gH2AX Workplace 9/18/2018
9483_1010080 Cal pNBS1 Images 9/18/2018
9483_1010080 Cal pNBS1 Workplace 9/18/2018 7:44 AM  File folder
9483_1010080 Images 9/18/2018
9483_1010080 Workplace 9/18/2018

v Date modified Type Size
44 AM File folder
44 AM File folder
44 AM File folder
44 AM File folder

44 AM File folder

7.4 General requirements for the extraction of images

7.4.1

> leidos

Leidos Biomedical Research, Inc.

For clinical tissue sections on all clinical slides analyzed, capture regions of interest
(ROI) representing images covering the entire analyzable area, using the nearest adjacent
pathologist-annotated H&E slide image as a guide (see figure below as an example of an
annotated H&E slide). It is not necessary to extract images from all possible ROIs. For
most clinical biopsies 8-10 optimal ROIs spanning across the length of the analyzable
areas of the tissue is recommended. For lower tumor content biopsies and those with
sparse tumor areas throughout the biopsy, it may be necessary to extract additional fields
in order to achieve the requirement of 3000 cells analyzed per two slides required to
report data for an individual tissue. The maximum number of images to be acquired per
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7.4.3

> leidos
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tissue per slide is 15. Overlap in ROI selection should be avoided. Verify that the
regions of interest are in clear focus on the stained slides. Annotate and extract images
from the Aperio scan representing only the analyzable area for the clinical tissue
sections; avoid edges, necrotic areas, large gaps in the tissue, normal tissue areas or areas
where the tissue has folded onto itself.

PATHOLOGIST ANNOTATED H&E SLIDE

Tissues visualized in Aperio ImageScope software are given “false” color assignments:
vyH2AX signal is assigned green (Alexa Fluor 488), pNBSI signal is assigned red (Alexa
Fluor 647), p-Catenin signal is assigned yellow (Alexa Fluor 546) and DAPI signal is
assigned blue, as depicted below.

’ u Image

“ » [ 18006af
o Il oaex

[® B Alexa Fluor 488
[® | AlexaFiuor 555
[® I Awexa Fluor 647

e

-Catenin has been shown to permit delineation of tumor tissue from surrounding tissues.
All tumor areas extracted for analysis from the pathologist-annotated area should be
confirmed to be positive for B-Catenin. The intensity profile of the B-Catenin signal can
be adjusted to optimize visualization.

To adjust the p-Catenin signal, follow these steps (also depicted below): Click the
Image tab, select “Fusion Adjustment” from the drop-down menu, and the “Image Fusion
Adjustment” dialog box will appear (A). On the dialog box turn off all colors but yellow
(B-Catenin signal) by clicking each eye-icon next to the colored box. Click on the sun
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icon to open the adjustments for brightness, contrast, and gamma (B). Change the
parameters by using the slider bar until the desired intensity is achieved, and then click on
the eye button at the top to turn all the colors back on. The intensity of the measured
biomarkers YH2AX and pNBS1 should not be adjusted.
Ad|ust parameters
A . '8 A5 B by using slider bar
R Aperio ImageScop 22015 - [Barcode DCTD - Non-Veten: ﬂ 3
,f"ﬁ"i, Image  View Teools Window Help . .H 1537R.all Condrast Adjustment @l %
of of | 4 @ FusionAdjustments  CtrleA BN o |
Rotate Image CtrleE HE rmc B e R r-_j:_-
Information... |® | AlexaFloorsss
‘.- Resolution... B Abexe Fluor 647 e i sl lll_n._'l
- Fuze Images Q il ‘_{f
' False Color Ge—ln' & . r_l}.‘l
:G%‘S’?Jr' Qualiy... Qu-Q Click on Sun Icon to open Auste Conrast
Keep Open CtreK adjustment bars, Th Nl .ILII
— Go To—
Turn Colors off by
FIEKng oy feom: P ey
\:H‘,‘:zmﬁ Keep yellow on.
‘ e
[® | Alexarworsss
Bl Aeafores7
PR

7.4.4  For control slides, a minimum of six non-overlapping fields are required for pNBS1 and
vH2AX calibrator tissues. Avoid regions on the edge of the tissue and regions of
necrosis (as indicated by rounded up DAPI stained nuclei). For calibrator material only
(NOT FOR CLINICAL SLIDES), ROI selection is guided by where the marker is
present in the calibrator tissue. For Calibrator slides only: The intensity of the
measured biomarkers YH2AX and pNBS1 can be adjusted for better visualization.
Extractions of the negative and positive control tissues are not necessary as they are
qualitative controls.

7.5 Image Annotation

Prior to image extraction, select and annotate the image fields to be extracted.

7.5.1 The rectangle tool is used to draw boxes over the target areas. The size of the rectangle
can be automated by selecting: Tools > Options > Annotations (as shown below). In the
height tab type 1000, and in the width tab type 1000. Check the box that indicates pixels.
This is equivalent to approximately 3.10 x 10° um?. The dimensions of the annotated
regions should be kept fixed and should not overlap.

ETHCRAL q"bl h'{'-'.-'_ "
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Options X

SMTP Server I ReportImage | Color Manage | Pathology News ]
General | Navigation Annotations |Tradung | Performance | HTTP Proxy |

Default Annotation Colors

H EENR |

Layer 1 Layer 2 Layer 3 Layer 4 Layer 5 —

Fixed Sized Regions
Width (1000, (@) Pixels
Height [1000] (O Microns S
Length |1000 Hold down Control key to

create fixed sized regions

Annotation Settings

[[] Automatically Save Annotation Changes

7.5.2 Holding down the control button on the keyboard prior to clicking the rectangle tool
(shown below) will automatically create a 1000 x 1000 box, which will allow for faster

field selection.

HBpo Mivagt ¢ C1wJO NE

7.5.3  Place the box over the ROI and let go of the control button. The box will stay on the
location that it was placed. Repeat this process to create several ROIs, as shown below.
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7.5.4 Annotated ROIs are named in the Aperio Annotation - Detail View display. Within
Annotation - Detail View in the “Layer Region” section, type the desired name in the
“Text” box for every ROI (see figure A below). Make sure to save the annotations by
clicking the save button on the top left of the Annotations - Detailed View display. This
will save the annotations with the names. The annotated text will then appear on the
Aperio image overlay, as shown below (see figure B).

7.5.4.1 Each ROI is named in Aperio for the patient as follows:
Project# (5 digits) Patient# (4 digits) space tissue ID (4 digits) space Slide
space Slide# (3 digits) space timepoint (4 digits) space Image 1D (2 digits)
(e.g. 07977 0039 500a Slide 007 C1D1 03).

7.5.4.2 Annotation names for calibrators are as follows:

Date (yy/mm/dd) (6 digits) space Lot# (8 digits) space Slide space* Slide# (2
digits; *exception: no space after the word “slide” if slide# is 3 digits, for
example Slide103) space Marker (5 digits) space Cal# space Image# (2 digits)
(e.g. 180831 14014320 Slide 03 gH2AX Cal2 04). Note that the Aperio Image
ID can be used instead of the date; however, if the Aperio Image ID is only 5
digits, 2 spaces instead of one are required after the ID.

The 3 levels of Calibrators will be named as Call, Cal2, and Cal3, which will
indicate the following;:

Call = Cal Low
Cal2 = Cal Mid
Cal3 = Cal High

- AIONAE gt
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Title:

Save button

Annotations - Detaled Vaew Put Name of Annotation in Text Box

o) 5] 5]
Layers [;D # | X || |Laverattrivates | + | = | @) @8] 1| Layer Regions | 4 | = | X |[@) |

Annotation ¥ |Destapton _|Reg on | Length fum) | A fum2) Dezogivn
Report Image 1 ¥ 160831 14014322 Skde 01 HAX
| 2 75 150831 14004322 Shde 01 gH2AX
| 3 083 14014322 Shde 01 GH2AX
1 N 180831 14014322 Shde 01 GHAX
B 5 831 14014322 Side 01 GH2®
i 3 831 14014222 Side 01 GH2RX C.
D 7 31 14014322 Side 01 GH2RX C
0 8 831 14014322 Side 01 GH2N
| 5 V60831 14014322 Side 01 GH2A
| i) TE0831 14014322 Shde 01 HIRX

n R 213075 180831 14014322 Shde 01 gH2AX
€ 2 1 14014322 Shde 01 gH2
31 14014322 Siide 01 GH2W
1 14014322 Side 01 H28X Ca0
31 14014322 Siide 01 H2WX CaO 05
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7.6 Extraction of Annotated Images

7.6.1

+ Apenio ImageScope v12.2.2.5015 - [Barcode: NCTVLPOX-DOR3-gH2AX calibrator; DDR3-gH2AX calibrat
ﬂ File Edit Image View Tools Window Help

Hold down the control button on the keyboard and click the extract image tool button, as
depicted below (A). An extraction box will appear (shown as a white square in B). Still
holding down the control button, drag the extraction box until it completely overlaps with
the annotation box (shown as a blue square in B). Let go of the control button and the
extraction box will stay in place.

Extract Tool Button

H2AX;CTNNB1;;;; Shde ID: 8010 File: \\FR-S-DTP-3)

' HeSPrO 002 -B FgQB HAS Hamé imwOONE M-0

Zoom

7.6.2

7.6.3

7.6.4

> leidos
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Annotation box

Extraction box - drag
ntil completely over the
annotation box.

An “Extract Image Region” dialog box will appear. In the dialog box set the width and
height of the extracted image as 1000, as shown below (A).

Each annotated ROI is extracted as an SVS file (JPEG2000 file) and saved to the
Definiens drive.

Select “Output File” in the dialog box and give the image to be extracted a name
matching the annotation name as shown below (B). Save the image to the appropriate
Header folder on the Definiens drive (see section 7.3).

Press “Extract” in the dialog box (C). Once the region is extracted, press “Close” to exit
the dialog box. Repeat the process for all the annotated ROIs to be extracted for the same
sample.
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Click Output File to put images in correct folder and to name the extracted image.

(7

Ay
&

> \CLINICAL \9483'BetaCat gH2AX pNBS 1 Triplex IFA\9483_1010080\9483_1010080 Cal gH2

Descripton: Width & Helght shoukd be 1000 X 1000

Output/Compression
Left: 8.429# (431.09M8) ovs: ® o
Top: 30 Thumbnad: [ e =
width: [1000 |=#1000 | {100 |% Label: [ el el el
| X 4 -
o : , #2: O PEG2000 Quality: 30 |3
ight: : (M
Height: (1000 | =% [1000 | T{100]% Macro ®6: OPEG  TieSze:[220 |
Extract ICCProfle: © Embed  Apply  Ignore cws: OPEG  3x16 to 3x8: []
Close
B
B Owpin Hhe Select Correct Folder to store extracted images. =
“ v 4 « PADIS » CLINICAL » 9483 » at gH2AX pNBST Triphex IFA » 9483 1070080 v &  Search 3433 1070080 »
Organize v New folder E. @
Thigt ™ Name - Date modified Type Size
> E0 9483 1010080 Cal gH2AX Images 18/09/2018 1203 File folder
Il O
B oo
: : Double click on Folder to open.
= it
B v
s Wir
- ete
2 G Save after in correct folder and the
: : Name the extracted image extractjon name is entered.
- NS (should be the same as the
& Netw, name on the annotation).

Save as type  Apero Fused Image (".f) v

~ Hide Folders [N
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C

V:\PADIS \CLINICAL \9433\BetaCat gH2AX pNBS 1 Triplex IFA\9433_1010080\9433_1010080 Cal gH

— |

Output/Compression
Left: 30910 8.42G8 (431.09M8) St R
VS:
Top: |10696 fako 200 Thumbnail:
TIF: Ozw ONone  (KDU 6.4)
width: [1000 | =>[1000 | r{100]% Label: [
»2: O PEG2000 Quality:[30 |3
Height: (1000 | = [1000 100 |% Macro:
| 1= | o] acro: 4 ®6: OPEG  Tiesize:[240 |
Extract ICC Profile: = Embed Apply () Ignore cws: O PEG  3x16 to 3x8: []
Click / After extraction is complete - click close.
Extrac /
Close

7.6.5 When you have finished extracting all the images acquired for that tissue, zoom out to
view the entire tissue and use the Snipping Tool on your PC to copy and save a snapshot
of the annotated image. Do this for each timepoint. An example snapshot of the ROIs
for two passes of C1D1 is shown below.

7.6.6  After completing and saving image extractions, close the ImageScope software and log
out of the Aperio clinical image database.
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7.7 Image Analysis

7.7.1  Open Definiens Architect DDR Build. Go to Definiens Image upload (within NCTVL at
FNLCR this is located at: \PADIS\CLINICAL\DEFINIENS ARCHITECT DDR BUILD)
and open XD27 Architect Leidos folder. Double click on DIA Client. There will be a
pop-up box to Run the file, as shown below.

N Appicatio
Home tars
x Y m s Op = Se a
__ v
Delete R m P ties
nvert selection
() This PC Defirsens image Uplcad (\\fr-s-dtp-378apr) (V PADIS CLINICAL Definiens Architect DDR BUILD XD27_Architect_Leidos
male mceadied ixge 28
* ati110.d8 Open File - Secunty Warning X
@ AvdeTraiRepon
BCGCEBTI0%0.aN We can't verify who created this file. Are you sure you want to run this file?
BDLan
- Name hitect DOR BUILD\XD27_Architect_Leidos\DIAChegh exe
cacerts.pem dl
DatalO.dl Type Application
DBase.dll From:  V:\PADIS\CLINICAL\Definiens Architect D) IWLO\XD...
DCeris.dn
B DIAChent
» @ DiaControfSennce
. DlAEngineService Thes file s in a location outside your local network. Files from locations
P B DitJobScheduler a you don't recognize can harm your PC. Only run this file # you trust
g the location. What 5 the nzk
o % DIASRnClhent

7.7.2  Go to the Configure tab and click on “Add assays” (as shown below, A), and another
window will open (B). Select DDR2 assay and click “Add” (C). Close the Add Actions
window.

Definiens Architect XD

r
losiShton  SoveSekton Software for Tissue Phenomics and Tissue Datafication
Leidos
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C
B
) X
v] Find:

Filter: [Assays

Add Assays...

Add Actions

7:7.3

Found

Description

Please select an action and press the Add button in order to add the action
to the Analysis Builder

If the assay was correctly added, the Analysis Builder: Leidos Phase II 1.0.0 -box will
appear toward the bottom left hand corner of the screen, as shown below.

@ Fie View Tooks Bpot Help

Loxd Corfgre An Fevew

28 0

Mew Soton  Load Solsion  Sawe Schsion

3 DOR2 Assay o) Name
0c Soures ~

e Source Apero Widdield (1552 - 0 4622um/px) ™,

—— Fe=z], ¥ -

Use Traning Set O

— N | .

Definiens Architect XD

Software for Tissue Phenomics and Tissue Datafication
Leidos
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7.7.4  Click on the “Load” tab, and select “Import Folders”, as shown below.

Click on Load Tab

@ Fle View Tools Expot Help

Load

0y

Impont Fleds)

Select Import Folders

Review

Impont Folders  Open Workspace  Trareng Data

Name State Scale Type

7.7.5  Under Select Image Data Location, browse and select the specific patient slide folder
containing the SVS images to be analyzed from the Definiens drive (must be Definiens
drive and NOT a local drive or the program will not analyze the data or generate a report)
and then press “Next”. A screen shot of the import image dialog box is provided below.
NOTE: Each calibrator slide must be analyzed separately from patient specimens and
each patient must be analyzed individually in a customized manner due to morphological
differences. Therefore, load only images from one patient or from one calibrator.

Select Image Data Locaion

[V \PADIS\CLINICAL\S453\BetelCat gH2AX pNBS 1 Trples IFA | Avwan

Cancel Help

7.7.6  Under Select Scanner Type choose “Aperio Scan Scope FL-with resolution” from the
drop-down menu and press Next, as shown below.
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Import Folders X
Select Scanner Type
Apern ScanScope FL - weth ressiton bl 22) v
[ cBack [ Net> || Cwed | [ Hep |
7.7.7  Under Workspace Name type the workspace analysis folder name (as shown below).
There should be separate workspaces for clinical slides and for calibrator slides. For
clinical tissues, the workspace should be named CTEP# Patient ID# Workspace (e.g.,
7977 1010012 Workspace). For calibrator tissues, the workspace should be named
CTEP# patient ID space Calibrator space Marker name Workplace (e.g., 7977 1010012
Calibrator gH2AX Workplace). Under Select Workspace Storage Location, browse and
select the same header folder on Definiens network location where the SVS images are
stored, then press Finish.
Import Folders
Create New Workspace
Workspace Name
[9483_0073 Workplacel
Select Workspace Storage Location:
|V:\PADIS\USERS\DMK\new DDR3 build\9483_0073 v Browse...
Add To Cument Workspace
< Back Cancel Help
7.7.8  All image files in the Definiens folder should be downloaded into the Definiens
Workspace.
TONAE e ™
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7.7.9  Define a Training Set from the loaded image list in the Workspace.

The training set will be used to teach the Definiens software to segment and threshold all
images. A maximum of 12 images can be selected for the training set. To select multiple
images, hold the control key on the keyboard and, using the mouse, click on the images
from the image list that are to be included in the training set. Make sure to include
images from all timepoints. Right click on the list of images, and a dialog box will
appear (as shown below in A). Select “Define Training Set”, and another dialog box will
appear asking for the Training Data Set name (B). Enter the name of the training set and
click “OK”. This will load the Training Image Set. Using the maximum number of
images (12) for training is important to get the best results for tissue segmentation and
marker thresholding.

Fle Viw Took Tper g
Lowd T A —
SO 'Syatilis Nuiiges: T Software for Tissue Phenomics'and Tissue Datafication
Leidos
Right click on image list
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B Tomar Sty S203 00T Shte MO0 08 Comtedt -~
Tmee 3o T3 Shde 26 O e ) o
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Name the Training Set and then press “OK”

Training Data Set Name

[ 1sining Data Set 1

Indicates the number of images selected
for the training set — should be 12

7.7.10 When the images have loaded, click on the Configure tab as shown below.
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7.7.11 Set the Image Source settings, as shown below in A. Select the File Source as Aperio
Widefield (16 bit - 0.4622um/pxl). Enter the correct resolution pm/pixel if different than
0.4622. Check box next to “Use Training Set”.
7.7.11.1 The Pane Layout can be set between 1- 4. However, if you select to view more
than one pane, adjusting the zoom will result in only one image being zoomed.
If you wish to view more than one pane, you can do this by clicking Image
View Control above the image view (as shown below, B) and selecting a multi
map view.
A
o YOUIcH
File Source | Aperio Widefield (16 bit - 0.4622um/pxi) v |
- 04622 U
um/pixel . 0 6
Use Training Set V]
Pane Layout I_J
1 4
Shift Image [ Change Map
B
Practice DORI nem bk dork - Architect - [Nem Preject - Paek] Image View Control

- — e = P LEEEFREEET E

Q 1

A ' ‘.,? oS

S

7.7.12 Adjust the image layer mixing to assign colors to markers.

Go to View, and select “Image Layer Mixing” as shown below (A). Edit Image Layer
Mixing pop-up box will appear (as shown below, B). Select “none” from the Equalizing
drop-down menu. Assign correct colors to each marker: Layer 1 (pNBS1) —red; Layer 2
(B-Cat) — red and green; Layer 3 (gH2AX) — green; and Layer 4 (DAPI) — blue. To
select the color, click on the color box, and a circle will appear when the color is selected.
Click “OK” to accept changes.
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7.7.13 Set the Marker Assignment and Screenshot Equalization settings.

7.7.13.1 Assign Layer 4 to Nucleus and adjust the Nucleus Equalizer Low and High, as
depicted below. The intensity range should be 0-65535. If the nuclear signal

appears weak, a shorter range may be needed.

Nucleus [ Laya 4 - ]
Nucleus Equalizer Low 0 0 | J 65535
Nucleus Equalizer High (65371 0 | J 65535

7.7.13.2 Assign Layer 2 to Tumor Marker and adjust the Tumor Equalizer Low and
High to best visualize the f-Catenin signal, as depicted below. If the tumor
signal appears weak, a shorter range may be needed.
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Tumor Marker ’ Layer 2 -
Tumor Equalizer Low 0 0 I J 65535
Tumor Equalizer High 33374 - | J 65535

7.7.13.3 Assign Layer 1 to pNbs1, as depicted below. Adjust equalizer to the full
intensity range (low=0; high=65535).

pNBS1 Marker [Layer 1 vl
pNBS1 Equalizer Low 0 0 U 65535
pNBS1 Equalizer High (65535 " -

7.7.13.4 Assign Layer 3 to gH2AX, as depicted below. Adjust equalizer to full
intensity range (low=0; high=65535).

gH2AX Marker |Layer 3 v
gH2AX Equalizer Low 0 0 U 65535
aH2AX Equalizer High 65535 0 J 65535

7.7.14 Set thresholds at ROI Selection

7.7.14.1 Select “Tumor” from Tumor selection drop down menu, as depicted below.
The images will change to the B-Catenin images automatically. Adjust the
Auto-threshold Sensitivity -slider until the B-Catenin signal is masked. This
will take some time for the first selection, but additional adjustments are faster.
It is not necessary to click Run, as the mask will automatically update when
you adjust the auto-threshold sensitivity. The larger the number the more
sensitive the thresholding.
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ROI Selection
Tumor Selection Tumor v
Autothreshold Sensttivity [0.0499 07 U 0.7
Manual Threshold Overmide
Test Tumor segmentation ‘ Run
7.7.14.2 Examples of under-thresholded, over-thresholded and correctly thresholded
image masks for B-Catenin are shown below.
Raw B-catenin Under-threshold Over-threshold Correct threshold

7.7.14.3 Evaluation of calibrator tissue and clinical tissues that do not require f-Catenin
segmentation

Calibrator slides should be analyzed separately from clinical slides. The
calibrator tissues within the biomarker control slides have little f-Catenin
positivity and do not require tissue segmentation. For segmentation of
calibrator tissue, the user can select Whole Field from the drop-down in the
ROI Selection (see below) or raise the auto-threshold sensitivity until the
whole tissue is masked.
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ROI Selection
Tumor Selection Whole Field v
Test Tumor segmentation Run
7.7.15 Nuclear Segmentation tab
Nuclear segmentation is automated so there are no adjustments to be made. You can
click on Run to view the nuclear segmentation, but it is not necessary.
7.7.16 Analysis Tab: pNBS1
Adjust the pNbs1 threshold, as shown below. Values can be typed in or the slider can be
used. The pNbs1 image will open when you adjust the threshold.
Analysis
‘ Scroll lmage l |mages ]
The marker mask can be toggled on and off by clicking the show/hide classification of
objects icon, as shown below.
E Toggle marker mask on/off with this icon
ATIOMAL " .
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Examples of under-thresholded, over-thresholded and correctly thresholded image masks for
pNBSI1 are shown below.

Raw pNbs1 Under-threshold Over-threshold Correct threshold

7.7.17 Analysis Tab: yH2AX

Adjust the yH2AX threshold, as shown below. Values can be typed in or the slider can
be used. You do not need to check the “Apply foci size” for these markers. The larger
the value the less sensitive the thresholding.

The marker mask can be toggled on and off by clicking the show/hide classification of
objects icon, as shown below.

E Toggle marker mask on/off with this icon
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Examples of under-thresholded, over-thresholded and correctly thresholded image
masks for yH2AX are shown below.
Raw yH2AX Under-threshold Over-threshold Correct threshold

7.7.18 Save Solution
Go to the Configure tab and click “Save Solution”. Save solution to the folder containing

the current workspace.

B File View Tools Export Help
Load Cenfigure Run Review
=7 | ' = r l

New Solution Load Solution Save Solution

7.8

Data analysis
7.8.1  Assign Job Scheduler. Go to File>Configure Analysis. Within NCTVL at FNLCR,
select http://fr-s-dtp-378apr:8184/ from the drop-down and click OK, as shown below

Select Job Scheduler

General

Job Scheduler
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7.8.2  Go to Run tab and click on “Analyze all Images”. When the status of the last file changes
from “Processing” to “Processed” the quantitation is complete.
B Fe Vow Tooh Epont Hep
Processed
7.9 View Data Analysis and Image Screenshots

’Ieidos I §|||'

The Definiens images are located in the header folder in the Workplace subfolder. In the
Workplace subfolder open the results folder (as shown below), and there open the Excel
“Project Statistics” file. Nuclear counts are located in Column D, %NAP pNbs1 in

column F and %NAP gH2AX in column H.

7.9.1

In the Results folder open Export View folder to view images.

ExportView

ProjectStatistics

20180919-102716-577.dax
0 parameters

@ ProjectStatistics

Open Excel ProjectStatistics file to get Definiens
analysis data for the images
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7.9.2  To view the image screenshots, open ExportView (see above), select View tab as shown
below, and select to view icons as “Extra Large”.

Click on View Tab

/ / Select Large lcon

Review Image

7.9.3 For QC purposes, all the analysis parameters are saved in the results folder named
“parameters”.

7.9.4 Note: As discussed in more detail in Section 8.2.2, all screenshots must be inspected,
including comparison of masked areas to gray-scale images, to determine that
thresholding and segmentation were correctly applied. If it is apparent that the marker
mask is detecting inappropriate signal (i.e. collagen, autofluorescence, tissue folds,
debris or other factors that interfere with nuclear detection) individual fields can be
removed from analysis. However, no more than 20% of the images can be removed from
an analysis. If more than 20% of the images have an issue, the training set may not have
been representative of all the images and the analysis will have to be rerun.
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8.0 QUALITY CONTROL, DATA ANALYSIS AND REPORTING
Biomarker Specific Control Slide QC and Data Analysis

8.1

8.2

8.1.1

8.1.4

Variability in sample processing and staining is monitored by employing biomarker
specific control slides. At least one YH2AX and one pNBS1 biomarker control slide are
included in each staining run and should be evaluated to confirm that acceptable levels of
the Call (Cal Low), Cal2 (Cal Mid) and Cal3 (Cal High) for both biomarkers fall into the
range acceptable as determined for each lot of calibrator slides. A slide layout for each
biomarker specific control slide is shown in Appendix 2.

8.1.1.1 Additional controls included on the control slides are evaluated qualitatively.
The current YH2AX and pNBSI1 control slides include a section of murine testis
and jejunum.

8.1.1.2  The jejunum should be very low or negative for both YH2AX or pNBS1. If
minimal staining for YH2AX is observed, it should be limited to the crypt cells.

8.1.1.3 The mouse testis should be negative for pNBSI in the nuclei throughout. Some
non-nuclear staining may be observed in the center of a small subset of tubules.
The spermatogonia, spermatocytes, and spermatids should be intensely stained
for yH2AX.

Open the Clinical Specimen Analysis Excel Template for the calibrators. The template is
located on the Definiens drive at: \PADIS\Solutions\SOP340545

gHAX pNBS1 BCat New Build Master Template. The template will be used to analyze
the clinical and calibrator data.

In the Excel spreadsheet generated by Definiens in the Calibrator Workplace subfolder
open in the results folder > open the Excel “Project Statistics” file. Nuclear counts are
located in Column D, %NAP pNbs1 in column F and %NAP gH2AX in column H. Copy
the spreadsheet and paste into the appropriate Cal “Marker” raw sheet in the Master
Template.

The acceptable levels for the calibrator slides will be determined by lot. At least one of
each Call, Cal2 and Cal3 on each of the two calibrator slides should pass QC to proceed
to the clinical analysis.

In some cases, there may be an isolated calibrator slide failure that is slide specific. If all
controls pass on the remaining slides, and the failure to achieve acceptable %NAP on the
control slide is thought to be a slide failure and not an assay failure, the Laboratory
Director/Supervisor may allow exceptions to QC. In this event, an additional control
slide should be run with all the same critical reagents within 7 days to confirm that the
failure was isolated to that individual slide.

Clinical Slide QC and Data Analysis

8.2.1

> leidos

Leidos Biomedical Research, Inc.

As described in SOP340550, murine testes and jejunum tissues are fixed and processed in
parallel with the clinical biopsies. The testes and jejunum controls on these slides serve
as controls for both proper tissue fixation and staining of YH2AX and pNBS1 and are
assessed qualitatively as described above in Section 8.1.1. If these criteria do not pass for
staining of YH2AX and pNBS1, the clinical slide should not be evaluated, and the
potential source of the error should be evaluated.
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8.2.2 QC of Screenshots
Images for Quality Control evaluation of screenshots of clinical tissue ROI can be viewed
in the Export View folder in the Results folder. Images should be displayed as extra
large icons. See images below.
__Eu_e SIides.Q—'iSE_; ;1_00?3 SIidIEET_[l-1_ ) _';u_e Slides.ﬁdﬂa_; ;DEEE;ET_D}_- Tissue Slides.483_1010073 Slide 17 C101 Tissue Slides.9483_1010073 Slide 17 C101

06_3-pMNB51_2-Orig 06_3-pMES1_3-posRegions 06_4-gH2AX_1-poshuc 06_4-gH2AX_2-Orig

Tissue Slides.9483_1010073 Slide 17 C1D1 Tissue Slides.9483_1010073 Slide 17 C101
06_4-gHZAX_3-posRegions 07_1-tissue_1-Orig

Tissue Slides.9483_1010073 Slide 17 C1D1 Tissue Slides.9483_1010073 Slide 17 C1D1 Tissue Slides.9483_1010073 Slide 17 C1D1
07_2-nuc_2-5eg 07_3-pNB51_1-pasNuc 07_3-pNB51_2-0rig

Tissue Slides,9483_1010073 Slide 17 C1D1 Tissue Slides.9483_1010073 Slide 17 C1D1
07_4-gH2AX_1-poshuc 07_4-gHZAX_2-Orig 07_4-gH2AX_3-posRegions 08_1-tissue_1-Orig

elected 1.18 MB

8.2.3
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- Bl AL

Tissue Slides.9483_1010073 Slide 17 C101 Tissue Slides.9483_1010073 Slide 17 C101
07_1-tissue_2-Seq 07_2-nuc_1-Orig

gr

Tissue Slides.9483_1010073 Slide 17 C1D1
07_3-pMNB51_3-posRegions

Lo

== /1 -
Tissue Slides.9483_1010073 Slide 17 C1D1 Tissue Slides.9483_1010073 Slide 17 C1D1

Visually inspect every screenshot and compare masked areas to gray-scale images to
determine that thresholding and segmentation were correctly applied for each image. The
following criteria should be met: 1) the B-Catenin segmentation should accurately reflect
that only B-Catenin positively stained tumor tissue is included in the analysis, and 2) the
marker threshold should accurately capture marker positive cells. If tissue segmentation
is not correct due to the marker threshold being too high or low, , or if more than 20% of
the images would need to be removed from the final analysis the training set may not
have been representative of all the images and the analysis may need to be run again. For
the second training set select images with suboptimal thresholding. If it is apparent that
the marker mask is detecting signal other than tumor cell specific expression (i.e.,

A S «




DCTD Standard Operation Procedures (SOP)

Title:

Image Extraction and Analysis of Tumor Biopsy Slides from YH2AX, pNBS1
IFA with B-Catenin Segmentation

Page 36 of 46

Doc. #: SOP340545 Revision: A Effective Date: 4/19/2019

8.24

8.2.5

8.2.6
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collagen, autofluorescence, tissue folds, any features that interfere with nuclear detection)
those fields should be noted for removal from analysis.

Note Shortcut: If after reviewing the screenshots it is determined a new training set or
different thresholds are needed and the Definiens Architect is still open, the Workspace
can be reset. Click on the Run tab. Select “Reset workspace”, select existing training set
or create new training set. Go back to the configure tab and work down through the
script again.

In order to report data for each individual clinical biopsy pass, the sum of cells from two
non-adjacent slides must be >3000 cells. Although data can be reported from more than
two slides, it is required that each tissue reaches this cell number across two non-adjacent
slides in order to ensure that data is reported from tissues of adequate quality.

How to use the SOP340545 yH2AX pNBS1 BCat New Build Master template

Open SOP340545 yH2AX pNBS1 pCat New Build Master template and save it as
SOP340545 gH2AX pNBS1 BCat New Build Analysis CTEP# Patient#, i.e.
“SOP340545 gH2AX pNBS1_ BCat New Build Analysis 7977 1010056 in the header
folder.

Copy data from the Definiens Architect DDR Build for the Specimens. This is located in
the header folder > CTEP Workplace folder > results folder > Project Statistics Excel file.

Paste the copied Definiens Architect DDR data into the Excel Template on the
"Definiens Data" Sheet.

On the "Definiens Data" sheet, images that need to be removed from the final analysis
due to tissue, staining or other problems, should be highlighted (bright yellow). All
images should be reviewed before running the template macro. Images are located in
Header folder > CTEP Workplace folder > results folder > ExportView folder. If more
than a few images are removed, a comment should be made right below the pasted data
why the images were removed from the analysis. This page is not part of the macro
analysis but serves as a means verify and to audit data. (Suggestion: when multiple
images must be removed, paste a screen shot of an example image.)

Copy the data from the Definiens Data Sheet including the column headers and paste it
into "Raw Data 1" sheet. Don't copy the comments made on the Definiens Data sheet.

In "Raw Data 1" sheet remove all highlighted rows and make sure the images were
named correctly before using the Macro. Most macro failures are due to image naming
errors.

Copy the data from the Definiens Architect DDR Build Data Analysis for each calibrator
(gH2AX & pNBS1). These are located in the header folder > Marker Workplace folder >
results folder > Project Statistics Excel file.

Paste the appropriate data into the Excel template sheets “Cal gH2AX raw” or “Cal
pNBS1 raw”. Make sure the images were correctly named.

Go to the Developer tab and select the Macro “DDR3 _NEWBuild”. When the macro has
completed, it will go to the “Lookup” sheet.
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10.

11.

12.

13.

14.

15.
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Go to the “Cal Analysis & Summary” sheet and type the required information into the
“Enter Information” boxes for each Marker Calibrator. In the appropriate boxes put the
calibrators’ limits, exposure time, and threshold information (the adjacent table will
indicate if the calibrator slides passed QC for each calibrator level). At the top of the
page, in the yellow box, put the date the slides were imaged.

Check all pages for errors. For example, the “Lookup” sheet has totals. Compare the
totals to the number of raw data images analyzed. Make sure that on the “Template
Analysis” and “Cal Analysis & Summary” sheets the data is present in all cells that
should have it contain data.

Check the “DDR3 Summary” sheet to make sure that the requirement of 3000 cells for 2
slides per pass is met. The table “2 Slide Max Nuclei Value/Pass” should say “Pass” for
each biopsy pass. If there is a “fail” for a biopsy pass, the data from the pass cannot be
used in the final data report. Make a comment on the “Definiens Data” sheet why the
data will be removed and highlight the data selected for removal. Copy the Definiens
data and paste it into the “Raw Data 1 sheet. Remove all highlighted data. Run the
macro and review the data.

On the “Data Report™ sheet, type in the name of the operator and the date of the report.
Indicate if the calibrator slides passed QC (Pass or Fail). Review the data report of
accuracy and completeness. If needed, make comments in the Additional information
section.

The Data Report must be finalized. The supervisor needs to sign the data report, which
indicates that the supervisor reviewed the report and found it to be complete and accurate.

Image Naming Requirements for Specimens (NOT CALIBRATORS):

e Project# (5 digits) Patient#(4 digits) space tissue 1D (4 digits) space Slide space
Slide# (3 digits space timepoint* (4 digits) space Image ID (2 digits)

For example, if the project is 7977, patient is 39, timepoint is pre, slide is 5,
image is 8, and the specimen ID is 500a, the image should be named:
07977 0039 500a Slide 005 C1D0 08

e *Timepoints must be indicated with 4 characters. For example:

Pre-dose/Screening of the first cycle = C1D0
2 hr post dose of the first cycle = D1H2

4 hr post dose of the first cycle = D1H4

Day 1 post dose of the first cycle = C1D1
Day 8 post dose of the first cycle = C1DS§

O O O O O
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16. Image Naming Requirements for Calibrator tissue (2 choices):

A. Aperio Image ID (5-6 digits) double space (if 5 digit Aperio image ID is used) Lot#
(8 digits) space Slide (slide) Slide# (2 digits) space Marker (5 digits) space Image #
(2 digits). Call = Cal Low

Cal2 = Cal Mid

Cal3 = Cal High

spaces NN NN NN
example: 55553 14014320 Slide 03 gH2AX Cal2 04

B. Date of Staining (6 digits — yy/mm/dd) space Lot# (8 digits) space Slide space
Slide# (2 digits) space Marker (5 digits) space Cal# space Image # (2 digits)

spaces NE NN N2
example: 180831 14014320 Slide 03 gH2AX Cal2 04

17. Other information:

A. Complete name by Definiens: Tissue Slides.180831 14014320 Slide 03 pNBS1 Cal3
01

B. If the slide number for the calibrator is 3 digits instead of 2 digits, do not put a space
after the word Slide (for example, slide number 105 becomes Slide105).

C. Definiens DDR3 New Build Analysis program will add the words "Tissue Slide."
before the name that was given to the extracted image. (Tissue Slide. MUST
appear in front of the name for the Macro to work correctly.)

8.2.7 In the Batch Record enter the name and location of the header folder (Appendix 1,

Section 1). All associated files should be located under the header folder CTEP number,
and patient ID. The related calibrator files can be copied and placed in the header folder.

8.2.8 Document ANY and ALL deviations from this SOP in the Batch Record (Appendix 1,

Section 2.)

8.2.9 Complete, review and finalize the Batch Record (Appendix 1) and obtain required

signatures (Appendix 1, Section 3).

8.2.10 The Data Report in the Excel Master Template should be completed by the operator
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including entering the operator’s name, date of the report, indicate if the calibrator slides
passed/failed QC. The report should be reviewed by the operator for accuracy and
completeness. The supervisor needs to sign and date at the bottom of the Data Report
(Appendix 3, Appendix 4). The supervisor indicates by signing the report that it the data
report has been reviewed and was found to be accurate.
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APPENDIX 1: BATCH RECORD
A. Image Extraction and Analysis
Facility/Lab Name: Date:
Assay Operator:
CTEP #: Patient ID:
Slide #’s: Calibrator
Lot #s:
Name of Header Folder:
Location of Header
Folder:
YH2AX pNBS1 yYH2AX pNBS1
(Calibrator) (Calibrator) (Patient) (Patient)
Thresholds:
B. Comments:
C. Laboratory Director/Supervisor Review of Batch Record
Laboratory Director/Supervisor: (PRINT)
(SIGN)
BATCH RECORD: INITIALS DATE:
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APPENDIX 2: CALIBRATOR/CONTROL SLIDES AND CLINICAL SLIDES

A. Calibrator/Control Slides

1. Biomarker specific control slides are required for each clinical Bond-RX run. The layouts of the
biomarker specific control slides used for this SOP are shown below.

Calthrator! :
Control Slide A B C D O

Sections & Tissue — Biomarker Control slide

Cal-Low (A) Xenograft (Vehicle-treated)
Cal-Mid (B) Xenograft (Treatment A)
Cal-High (C) Xenograft (Treatment B)
_ Mouse testes
Tissue Control (E) Mouse jejunum
2. Controls included on the control slides are evaluated qualitatively.

a) The jejunum should be very low or negative for yYH2AX and pNBS1.

b) The mouse testis should be negative for pNBS1 in the nuclei throughout. Some non-
nuclear staining may be observed in the center of a small subset of tubules. The
spermatogonia, spermatocytes, and spermatids should be intensely stained for yH2AX.
An image of the testis control showing intense staining for yH2AX is shown below.
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3. YH2AX & pNBSI1 Calibrator Section Criteria
a) Calibrator sections are generated from NBF-fixed, paraffin-embedded mouse xenograft

tumor quadrants derived from vehicle and drug treated animals representing
three different levels of biomarker expression (Calibrators [Cal]: (1) Low, (2) Mid, and
(3) High). The calibrators serve as a visual reference standard for drug-effect on target.

b) The specifications for acceptable biomarker levels in the calibrators are determined by
control slide lot.

Calibrators Summary

Thsue Sides IMOOH2 1142018 S S0 gH2AK

Thsue Slides IMoch2 11242013 Shce B5 phast

Tiszue Slides IMOO42 11142018 Side 50 gH2AX

Tzue Slides IMoch2 11142013 Side 85 phasl

nage Date: | 11/29/2018)

o 02 03 04 o ™ or o) 03 10
1 3 2 2 2 2 2
2 1 15 0.1 2 2 33923558
3 14.07568 | 13.080a1 | 14.8457 |14.21045 | 1243007 | 3.3908417

oL 02 03 4 (] o3 (24 w 9 10
i 0.39394 | 0.119633) 0.043762| o0.0% 09 1
2 4 S 5 6 7 2
3 16.36455 | 2206638 | 2626723 | 2290323 | 31.74066 | 25573417

01 02 03 04 el L o7 w© 03 10
1 1233 1231 1196 1207 1143 1203
2 1200 1383 1268 nmw 1043 1373
3 1433 1383 1as8 1336 1404 12333

o1 02 03 03 0] o or w 03 10
1 1153 1067 1133 1037 1033 177
2 1073 3 () 1133 337 83 113
3 pLCH 1081 1096 1073 1120 1084
yH2AX
[ 0 PanTet NS Lrvty Tow » rmche
Low 2.166667| 0.408248|  Fal < 1.0 7238
1A 1.743309| 1269336  Fal  lwomsvign|  NA 7465
Hgh 12,847206| 2.341372|  Pass 2 100 3511
pNOSL
P ° PfTad WAS L Toral # Macwi
Low 04£23727] 0423313  Pass < 10 6732
i 4.833333] 172401 Mt |tow> aeeh NA 6209
Hgh 24.15625] 5.109636)  Pass > 100 6545
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Clinical Slides

Clinical samples for this assay will be frozen needle biopsies collected according to SOP340507,
embedded and sectioned according to SOP340550, and stained for YH2AX, pNBSI, and B-Cat
according to SOP340543. A representative clinical slide layout is shown below. In some cases,
there maybe two passes embedded for each time point (see this layout in SOP340550).

Testis/Jejunumi
Clinical Slide O O

First P B H
Time-Point ... 4 Second

Layout

Time-Point

Two or three slides are pre-stained with H&E and are used to evaluate the tissue quality prior to
YH2AX, pNBS1, and B-Cat staining.

Typically, slides submitted for IFA staining represent every third or, in smaller slides sets, every
second section from the range of slides determined to be optimal based on visual inspection and
H&E evaluation.

Backup slides are available for use if the first slide set does not meet QC criteria for biomarker
staining and analysis.
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APPENDIX 3: CLINICAL SAMPLE DATA REPORT
DCTD (SOP340545 )Clinical Sample Data Report
| pH2AX and pNBS1 PD Analysis (DDR3)
Aszzay Dperston Date:
Patient |D: HUALUE! Protocol £ EVALUE!
SpEomen
D | | | | | Timepoints:
yH28X HNAP phHBS1 MNAD

Timispeint

gicenurzer | Passl | Pass2 | Passl | Pass2 | Pass1 | Pass2 | Pas=1 | Paes=2 | Pas=1l | Paes=2 | Pas=1 | Pass2

AVG
5D
Total # Mude
vH2AK & pMNBS1AVG % NAP/Biopsy
1.0
1.32
[=5
-.-_|: &
112
Bioa psy Pzss /Timepaint
yH2AN mplESL
[ L)
-y - !
lekdos Page 1of2 ﬁ @ |
q_-.-' h-:.-l__
| a ATIOMAL ! =]
leidos AR 5
INSTITUTE

Leidos Biomedical Research, Inc.
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DCTD (SOP340545 )Clinical Sample Data Report
AVGE 2 MAP for yH2AX & pNEBSL
Lo Timepoints
oan o -
oEo 4 yHZAX
e HNAP
BVG
phESL
HNAP
- 0 yHEAK
LR HNAP
30 4 SDpNBSL
L NP
o Tl 8
a4 o R R Nucie o 0 3]
Time po int
AVGyHZAR S HAP  mAVG pHESL < HAP
Dumedity Combrods:
Pass or Fad
Additional Informaton:
Director/Supervisor®: Date:
“EEw oy rdcre Taaany e b b seee cweres 50T v e
Facility Reporting:
= leidos Page 20f 2 ‘;ﬁ ,ﬁ |' ey
. q"." h-:_..-_
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DCTD (SOP340545 )Clinical Sample Data Report
7H2AX and pNBS1 PD Analysis (DDR3)
Assy O perator:|lesse Smith Cate: 9/1/2018
Patient ID: 9483 0052 Protocol & 9483
S0 N
IDs: 500a 501a | | Timepoints: CiD1 | C1D6
yH2 AX %MNAP pMBS1 %NAP
Tmepoint C1D1 C1D6 C1D1 C1D6
Shde Number | Pass]l | Pass2 | Passl | Pass2 | Passl | Pass2 | Passl | Pass2 | Passl | Pass2 | Passl | Pas2
| EE S01a 500z 501a
19 001 0.01 3.26 5.81
23 0.00 0.01 4.33 4 64
27 0.02 0.01 5.14 5.30
AVG 0.01 0.01 4,24 5.25
D 0.0111 0.0014 0.9409 0.5856
rotal # Nucsl| 35022 31579 35022 31579
YHZAX & pNBS1 AVG % NAP/Biopsy
7.00
.00 -
‘ c£2f00
EDD 4
| 4.1[12?
2 4.00 ‘
=
® 5.00 |
200 4
1.00 ‘
| 00135 0.0000.0000 00095 0.0000.0000 0,0000.0000 0.0000.0000
0.00 ik
SO0 5013
cipl C101 C1D6 C1D6
Biopsy Pass fTimepoint
HZAX mNESL
-—
soenid Pagelof2
P h-:_..-_
= ATTORAL & (=) 3
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DCTD (SOP340545 )Clinical Sample Data Report
AVG % NAP for yH2AX & pNB51
7,00 Timepgints
C1D1 C1D6
&.00 =i AVG
S5 ¥H2AX
i ®nap | 0.01 | 0.01
4.p4 AV
o 400 pMBSL
a %nar | 424 | 5.5
300 - S e
FEMAF 0011 0.001
i =D pNEBSL
- WNAP 0.941 D586
e Total 7
i Nusciei 35022 | 31579 0
01 0L GO0 000
C1D1 Cl10e
Tirmepoint
SuG PH2ZAK %HAP  mAVG pHESL HHLP
Quality Control: {mid gH24% failed)
Po=s or Fail
Additional Informaticn:
**calibrator tissue quality problem for the mid calbrator not a gain/run failre
Director/Supervisor *: j_'ﬁlﬂﬁf Date: S

-_—
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