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Chapter 1: Introduction

The Affymetrix® Genotyping Console™ software (GTC) provides an easy way to create genotype calls for
collections of CEL files. Genotyping Console generates Copy Number, Loss of Heterozygosity (LOH), Copy
Number Segments data, and copy number variation data depending on the array type (see Table 1.1).

Table 1.1 Genotyping Console analyses for different array types

Affymetrix® Array Type Genotype Copy Number/LOH Copy Number Copy Number
Calls Data Segments Data Variation Analysis

Human Mapping 100K Arrays:

Mapping50K_Xba240 yes yes yes no
Mapping50K_Hind240 yes yes yes no

Human Mapping 500K Arrays:

Mapping 250K_Nsp yes yes yes no
Mapping 250K_Sty yes yes yes no
Genome-Wide Human SNP yes no no no
Array 5.0
Genome-Wide Human SNP yes yes yes yes
Array 6.0
Axiom™ Genome-Wide Human yes no no no
Array

Genotyping Console displays metrics and annotation information in standard tabular form, to evaluate the data
quality for a given array. Scatter plots, line graphs and heat map viewer give you the power to quickly identify
features of interest in your data set. Numerous data and visualization export features make it easy to share
results with other applications and users.

The GTC Browser enables you to survey your Copy Number and Loss of Heterozygosity data.

Genotyping Console is not a secondary analysis package. However, it does create CHP files and tab-delimited
text files required for secondary analysis packages available from companies in the Affymetrix GeneChip®
Compatible Program.

The following sections in this chapter include:

=  About This Manual (page 2)

=  Technical Support (page 3)
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About This Manual

This manual presents information about Genotyping Console in the following chapters and appendices:

Chapter

Chapter 2: Working with Genotyping Console

(page 5)
Chapter 3: User Profiles (page 27)

Chapter 4: Library & Annotation Files

(page 31)

Chapter 5: Workspaces & Data Sets (page 42)

Chapter 6: Quality Control for Genotyping
Analysis (page 67)

Chapter 7: Genotyping Analysis (page 83)

Chapter 8: Table & Graph Features (page 146)

Chapter 9: Copy Number & LOH Analysis for
100/500K Arrays (page 153)

Chapter 10: Copy Number & LOH Analysis for
SNP 6.0 Arrays (page 189)

Chapter 11: Common Functions for Copy
Number/LOH Analyses (page 227)

Chapter 12: Copy Number Variation Analysis
(page 260)

Chapter 13: Heat Map Viewer (page 269)

Appendix

Appendix A: Algorithms (page 292)

Appendix B: Forward Strand Translation(page
295)

Affymetrix® Genotyping Console User Manual

Explains How to...

Install and configure Genotyping Console including setting up user
profiles and installing/downloading library and annotation files

Create, select, and delete user profiles

Set up the library path and download library and annotation files

Create a workspace to analyze array data and import, add, and
organize data sets

QC your array data and review results

Perform genotyping and review results using the BRLMM, BRLMM-P,
BRLMM-P+, Birdseed, Birdseed v2, or Axiom GT1 algorithm

Work with tables and graphs in Genotyping Console

Perform copy number and LOH analysis for 100K/500K data

Perform copy number and LOH analysis for SNP 6.0 data

Perform functions that are common to copy number/LOH analysis for
100K/500K and SNP 6.0 data

Perform copy number variation analysis

View copy number and copy number variation data in the heat map

Description

A list of the algorithms offered in Genotyping Console software with
links to reference material for further reading

Additional data analysis options that are available in Genotyping
Console



Appendix C: Advanced Workflows (page 295)

Appendix D: Annotation Definitions

(page 304)

Appendix E: Gender Calling in Genotyping
Console (page 304)

Appendix F: Contrast QC for SNP 6.0 Intensity
Data (page 312)

Appendix G: Best Practices SNP 6.0 Analysis
Workflow (page 314)

Appendix H: Best Practices Axiom Analysis
Workflow (page 316)

Appendix |: Copy Number Variation Analysis
(page 318)

Appendix J: Hard Disk Requirements (page
319)

Appendix K: Troubleshooting (page 320)

Technical Support

Additional data analysis options that are available in Genotyping
Console

Available probe set annotations

Explains the processes used to make gender calls for different array
types

Describes the derivation and use of the metric “Contrast QC” for use in
quality control for SNP 6.0 data.

Summarizes the recommend workflow for using the Genome-Wide
Human SNP Array 6.0 in association studies.

Summarizes the recommend workflow for using the Axiom™ Genome-
Wide Human Array in association studies.

Information about the Copy Number Variation analysis algorithm —
Canary

Example hard disk requirements for 450 CEL files from different types
of arrays and analyses.

Common questions encountered in Genotyping Console

Affymetrix provides technical support to all licensed users via phone or E-mail. To contact Affymetrix Technical

Support:

AFFYMETRIX, INC.
3420 Central Expressway

Santa Clara, CA 95051 USA

Tel: 1-888-362-2447 (1-888-DNA-CHIP)

Fax: 1-408-731-5441
sales@affymetrix.com
support@affymetrix.com

AFFYMETRIX UK Ltd.,
Voyager, Mercury Park,

Wycombe Lane, Wooburn Green,
Affymetrix® Genotyping Console User Manual



High Wycombe HP10 OHH

United Kingdom

UK and Others Tel: +44 (0) 1628 552550

France Tel: 0800919505
Germany Tel: 01803001334
Fax: +44 (0) 1628 552585
saleseurope@affymetrix.com
supporteurope@affymetrix.com

AFFYMETRIX JAPAN K.K.
Mita NN Bldg. 16F

4-1-23 Shiba Minato-ku,
Tokyo 108-0014 Japan

Tel. 03-5730-8200

Fax: 03-5730-8201
salesjapan@affymetrix.com

supportjapan@affymetrix.com
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Chapter 2: Working with Genotyping Console

Genotyping Console is a stand-alone application. It can be installed on computers that have GeneChip®
Operating System (GCOS) software, Affymetrix GeneChip® Command Console™ (AGCC) software, or either.

= | Note: If you are using GCOS files, Affymetrix recommends that you transfer data out of GCOS using
the Data Transfer Tool (available at Affymetrix.com) and use the Flat File option in order to retain
sample attributes.

Table 2.1 and Table 2.2 show the operating systems that Genotyping Console has been verified on and the
recommended minimum requirements. The larger data file size associated with Genome-Wide Human SNP 5.0
and 6.0 Arrays should be taken into account when calculating the necessary available disk space requirement.

Table 2.1 Verified 32-bit operating systems & recommended requirements for GTC software

32-bit Operating System Speed Memory  Available Disk  Web Browser
(RAM) Space*

Microsoft Windows Vista® operating 3 GHz Intel Pentium 4 GB 100 GB Internet Explorer
system with Service Pack 1 (Business) Processor or higher 6.0 & above
Microsoft Windows® XP operating 3 GHz Intel Pentium 4 GB 100 GB Internet Explorer
system with Service Pack 3 Processor 6.0 & above
Microsoft Windows® Server 2003 R2 3 GHz Intel Pentium 4 GB 100 GB Internet Explorer
Standard Edition with Service Pack 2 Processor 6.0 & above

Table 2.2 Verified 64 -bit operating systems & recommended requirements for GTC Software

64-bit Operating System Speed Memory @ Available Disk | Web Browser
(RAM) Space*

Microsoft Windows® XP operating 3 GHz Intel Pentium 16 GB 100 GB HD + Internet Explorer

system with Service Pack 2.0 dual Core Processor data storage 6.0 & above

Microsoft Windows® 2003 Server 3 GHz Intel Pentium 16 GB 100 GB HD + Internet Explorer
dual Core Processor data storage 6.0 & above

The following sections in this chapter include:

= Installation Instructions (page 6)

= Updates & General Information (page 6)

= Notes for Users of Earlier Versions of Genotyping Console (page 7)
= Starting Genotyping Console (page 7)

= Parts of the Console (page 10)

Affymetrix® Genotyping Console User Manual



= File Types & Data Organization in GTC (page 12)

To use Genotyping Console, you must:

1. Install the GTC software (page 6).
2. Create a user profile (page 27 ).
3. Download or copy the necessary library and annotation files (page 31).

4. Set up a workspace and data set(s) (page 43).

Installation Instructions

1. Download the software from Affymetrix.com: http://www.affymetrix.com/products/software/index.affx, follow
the Genotyping Console link. You will need to download the 32-bit or 64-bit installer, depending on your
computer operating system. If you download the 32-bit installer for a 64 bit Windows operating system, it
won’t work and vice versa.

2. Unzip the downloaded software package. This includes the installation program and release notes.

3. Review the release notes and installation instructions before proceeding with the installation.

4. Double-click GenotypingConsoleSetup.exe or GenotypingConsoleSetup32.exe to install the software (the exe
file names are different, depending on whether it is a 32-bit or 64-bit installer).

5. Follow the directions provided by the installer.

= Note: The setup process installs the required Microsoft components, which includes the .NET 3.5
framework and Java components and Visual C++ runtime libraries.

Updates & General Information

New information about Genotyping Console will be made available to customers through the Update Button on
the main tool bar in Genotyping Console. There are 3 different options: Updates Available, No New Updates, or
Updates (Offline).

When updated information is available, click on the green Updates Available button on the main tool bar and a
web browser will be launched indicating what new information is available.

@ Updates &evailable
d

When there are no new updates available, the following button will be displayed on the main tool bar. Clicking on
the button will launch a web browser showing the current informational messages.

@ Mo Mew Updates

If the computer is offline, Genotyping Console will be unable to determine if there are any updates available and
the Updates button will indicate the offline status.
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A} lpdates (OFFline)
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Notes for Users of Earlier Versions of Genotyping Console

GTC 4.0 and earlier versions of GTC cannot be run on the same computer. The GTC 4.0 library and annotation
files are not compatible with earlier versions of GTC. You can use GTC 4.0 and an earlier version of GTC on two
different computers; however, you will need to separately maintain two sets of library and annotation files on the
appropriate computer. To do this:

1. Create a new GTC 4.0 library folder on your computer.

2. Download or copy the new GTC 4.0 library and annotation files to this folder. See Obtaining Library &
Annotation Files (page 34) for more information.

3. Set the library path for GTC to the new library folder. See Setting the Library Path (page 31).

=| Note: GTC 4.0 workspaces cannot be opened in earlier versions of GTC. Workspaces created in
earlier versions of GTC can be opened in GTC 4.0, but then cannot be used in earlier versions of GTC.

=| Note: Custom analysis configurations for GTC 3.x will be updated to work with GTC 4.0. Once they
have been updated they will not work with older versions of GTC.

Starting Genotyping Console

1. Double-click the Genotyping Console shortcut g on the desktop. Alternately, from the Windows Start Menu,
select Programs > Affymetrix > Genotyping Console.
The Genotyping Console opens with the User Profile window displayed.

2. Select or create a User Profile (see Create/Select a User Profile).

a. Click OK in the prompt (Figure 2.1).

Fa

Genotyping Console

L3
‘:EI’) The library pathis not specified, You must select a library path ko use the software,

Ik ] I Cancel

Figure 2.1 Prompt to set the library path

b. Click OK and select or create a library folder.
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‘Bruwse For Folder E]W

Select a path where the GeneChip library files are stored

@' Deskkop
[+ iD My Dacuments A
&3] j My Cormputer ‘E‘
=] ‘.-_4 My Metwork Places

2 Recycle Bin
| | Sfalcon
# | 6-4-08-heat-map-test-drive

".jl e e |

% e

I+

[ Make Mew Faolder Ik

Figure 2.2 Select or create a library folder

GTC 4 automatically assigns a temp folder for you. You can change the location of the temp folder in the Options

dialog box (click the Options button E_fl ).
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Options

Directories | ZIP | Genatyping Annotations

Specify the directory where the library and annotation files are stored.

MHaote: you muzt cloze the workspace to modify the libran path.

Specify the directory where the temporary files are stored.

Free space available: 4.82 GE

2k, l [ Cancel

Figure 2.3 Options dialog box

The Affymetrix Power Tools software uses the temporary files folder during calculations. The temporary files
folder must reside on a local hard drive, not a network drive. Users must have write access to the temporary files

folder. See Appendix J (page 319) for information on local hard drive space requirements.
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Parts of the Console

B Affymetrix Genotyping Console

IMenu bar File  Edt ‘Workspace ‘Window  Tools  Help

G &3 8 0 %07 0 a8 o B v = A ks 1 ) Updtes (offine)

o B Wwiorkspace PwWorkspace 1]
E"E [Data Sets

Elg Diata Set_1

- Axom GW Ay

a Sample Attibutes

] Intensity Data

Genotype Results

% 20090910_154108
'|__|'"'| Copy Mumber/LOH Resultz
Copy Mumber Variation Resultz
Reports

-k Data Set_2

-k DataSet_3

----- [ SNP Lists

Tool bar

Display area

Data tree

Status Messages
9/28/2003 7:13:42 AM : Initializing page setup

9/28/2009 7:13:42 &M : Initializing exporters ;

9/28/2009 7:13:42 AM : Initizlizing anlaysis requirements Status window

9/28/2009 7:12:46 AM : Genotyping Conzole initialized =

& i | =

Status bar

Library path: <:\Program Files\AFfymetrixiLib — — User Profile: usert .:

Path to library files Selected user profile

Figure 2.4 Genotyping Console with workspace

| Note: See the GTC Browser User Manual for information about viewing the Copy Number, Loss of
Heterozygosity, and Copy Number Segment data in graphical format.

The GTC components are described in more detail below.

Menu Bar and Tool Bar

The menu bar and toolbar provide quick access to the GTC functions.

Display area
Some of the data generated by GTC can be viewed in tables and graphs in the display area, including:

- Intensity file QC data and graphs
- Genotyping Data tables
- Copy Number/Loss of Heterozygosity QC data
= Heat Map for Copy Number and Copy Number Variation data
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=l Note: The Copy Number, Loss of Heterozygosity, and Copy Number Segment data generated by GTC
is displayed in the GTC Browser. See the Affymetrix GTC Browser User Manual for more information.

Tree

Genotyping Console displays workspace information in the form of a tree. The items within the Data Sets section
of the tree are ordered by the typical user workflow (see figure below). Data sets start as collapsed nodes in the
data tree. Double-click a data set to expand the node and show the tree items. By double-clicking on the tree
items, the first item in the right-click menu will automatically open. For example, if you double-click the All Intensity
group, the Intensity QC Table will open, showing information.

" ace [Haphd ap]
=I-{E DataSets
=L & HapMap
Famamme Weide s &
g Sample Attributes
+-3] Intensity Data
= E_-'! Genatype Resulkz
Eh 20070522_174834
=" Copy Mumber/LOH Results
[y 20080527-batch
= % Copy Mumber Y ariation B esultz
20080605_093456
20080605_122211
| Reports
= SHP Lists
=] Haphiap SMP_List

Figure 2.5 GTC data tree

Status Window

The Status window displays all status and algorithm progress information.

Statuz Messages

B/B/2008 5:12:30 AM ;- Imbializing page setup

B/BS2008 5:12:30 A : Initializing exporters

B/BS2008 :12:30 AM - Genotuping Conzale intialized

B/B/2008 9:22:32 AM : Filtering the SHP:

B/B/2008 3:23:37 AM - 307253 SHPs: found, 907253 added to Haphap SMP_List

£

Figure 2.6 Status window

To disable this view, go to the Window menu and select Hide Status Messages Window.
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window | Help

Close all Windows
Layauk 3

Hide Status Messages Window

Figure 2.7 Enabling/disabling the Status window display

Status Bar

The Status bar at the bottom of the GTC window displays information on the path to library files and the user
profile.

[ Affymetrix Genotyping Console
File Edit ‘Workspace  Window  Tools  Help

T deEham@gle o i i (3} o New Updates

Status Messages QII
4142009 3:48:14 PM : Initializing array type mappings

41442009 34314 PM : Initizlizing help

4/14/2009 34314 PM : Initializing page setup .
4/14/2009 2:48:14 PM : Initializing exporters =5

4/14/2009 2:48:14 PM : Genaotyping Congale initialized it
e— ET| L] ] .—"""'-—-._‘—-'ﬂ_
Wram FilestaFFymetrixiGenotypingConsaleiLib —> ( M
__-—-—""'-—,.-
Likrary path Current user profile

Figure 2.8 Status bar shows the library path and current user profile

File Types & Data Organization in GTC

To fully use the capabilities of GTC, you need to understand the file types and data organization used in GTC.
GTC uses data files, QC files, and support files.
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= Note: QC files (.gqc) are no longer available for AGCC CEL files QC'd in GTC 4.0. The QC information
is stored in the CEL file.

Data & QC Files

Some data files are generated by other Affymetrix software and used by GTC:

- Sample files (.arr/.xml)
- Intensity data files (.cel)

GTC generates other data files during the analysis of the intensity data files:

- Genotype Data files (.chp)

- Copy Number Data files (.cnchp)

- LOH Data files (.lohchp)

- Copy Number/LOH Data files (.cnchp) for SNP 6.0 analysis

- Copy Number Segment Data (.cn_segments)

- Copy Number Segment Summary (.cn_segments_summary)

- Custom Regions Report (.custom_regions)

- Custom Regions Summary Report (.custom_regions_summary)
- Copy Number Variation Data files (.cnvchp) for SNP 6.0 analysis

GTC generates QC information to help you evaluate your data:

- Intensity QC information for assessing suitability for batch genotyping and/or Copy Number/LOH analysis
- QC data for Copy Number/LOH analysis
- Report files for viewing data and record keeping

You access the data in these files through the GTC data tree.

Support files

The support files are necessary to use all of the features of GTC.

= Library file sets, with files for genotyping, copy number/LOH/CN Segment and copy number variation
analysis.

» Reference Model files for SNP 6.0 single sample Copy Number/LOH analysis
» SNP lists (both provided by Affymetrix and generated by user)

=  Browser Annotation files

Affymetrix® Genotyping Console User Manual
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Data Organization in Genotyping Console

The data used in GTC is organized by:

=  Workspace
= Data sets
=  SNP lists

User Profiles allow you to keep your information about algorithm parameters, table and graph viewing options,
and other application settings.

Workspaces
A workspace contains data sets, data files, and SNP lists available to you during a session of the software.

U YWorkspace [Mew _workspace]
=-L§ Data Sets

+-LE test
R 0 ] Clinical
-8 Tumor

=[] SNP Lists
| Mew List

Figure 2.9 Workspace with data sets and SNP list

A workspace should contain only related data (for example, belonging to one primary investigator or one research
study). Please be aware that once you open a workspace in GTC 4.0, you will no longer be able to use it in earlier
versions of GTC.

= | Note: Only one user can have the same workspace open at one time. If other users need access to the
same data files, they can either make a personal copy of aworkspace file that is not in use, or create a
new Workspace and add the same data files to the new workspace. Simultaneous genotyping of the
same set of CEL files within two workspaces is not recommended.

The workspace file stores the locations of the data files, not a copy of the data files themselves. Select
Workspace > Properties > Show Information > Show Locations (or press Control + 1) to view all files
associated with a workspace and their complete file paths. Alternately, right-click a data set in the directory tree
and select Show File Locations on the shortcut menu (Figure 2.10).
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A Affymetrix Genotyping Console

File  Edit ‘Waorkspace  Window  Toaols  Help

N E AN B R e RN N )

: Q Creake Daka Set. ..
I Add Data. ..

Fename Daka Sek. ..

Remove Daka Set

i) Show File Locations. .
Al
X

Figure 2.10 Workspace shortcut menu
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Data Set: Data Set_1 3]

DataSet Files
___I!!tens_ity Data Files [Data Set_1)

C:AProgram FileshAffpmetizAGTC DatahMA12874_AxiomGWwASHUSNPT_20030504 CEPH_TO1_E04 «1.CEL
C:A\Program FilesWAffpmetizAGTC D atahMNADSISE_AxiomGwWASHUSHPT_20030504 CEPH_T01_F0O3_+1.CEL
C:A\Program FileshAffpmetizAGTC DatahMAT0835_AxiomGwASHUSHPT_20030504_CEPH_TO_GO04_+1.CEL
C:AProgram FileshAfpmetizAGTC DatahbAT0838_AxiomGywASHUSNPT_20030504_CEPH_TOM_E11_+1.CEL
C:AProgram FileshAfprmetizAGTC DatahtA10854_AxiomGywASHUSNPT_20030804_CEPH_TOM_C10_+1.CEL
C:A\Program FileshAfpmetizAGTC DatahMATT832_AxiomGwASHUSHPT_20030804_CEPH_TO_DO3 +1.CEL
C:M\Program FileshAffprmetrizhGTC DatahtA11839_AxiomGWASHUSHPT_20030804_CEPH_TOM_A03 +1.CEL
C:A\Program FileshAffpretizhGTC DatahbA11 340_AxiomGwWASHUSHPT_20030804 CEPH_TO1_EOE +1.CEL
C:A\Program FileshAffpretizhGTC DatahtA12005_AxomGEwWASHUSHPT_20030804_CEPH_TO1_A10 +1.CEL
C:M\Program FileshAfpretiztGTC DatahtA12155_AxiomGwASHUSNPT_20090713 CEPH_TO1_D10_»250.CEL
C:A\Program FileshAffprmetrizhGTC DatahMAT12751_AwiomGwASHUSHPT_20030804_CEPH_TOM_HOE_+1.CEL
C:h\Program FileshAfprmetiztGTC DatahtA12865_AxiomGwWASHUSNPT_20030804_CEPH_TOM_E10_+1.CEL

_I_Efnutj_lpe Results Files [Data Set_1/20090910_154108]

C:A\Program FileshAffymetrixAGTC Databh 200303101541 085MA12874_AxiomGwASHUSHPT_20030804_CEPH_TON_ED4_w1.AziomGT1.chp
C:A\Program FileshAffpmetizAGTC Databh20030310_1541085MADEIE5_AxiomGWwASHUSMPT 20030804 CEPH_TO1_FO3_w1.AxiomGT1.chp
C:A\Program FilessAffpmetizAGTC Databh20030310_1541085MA10835_AxiomGWwASHUSMPT_ 20030804 CEPH_TO1_GO04 +1.AxiomGT1.chp
C:A\Program FilesWAffpmetizAGTC Databh20030310_1541085MA10838_AxiomGwASHUSHPT 20030804 _CEFH_TO_E11_w1.AziomGT1.chp
C:A\Program FileshAffymetrizAGTC Databh20030310_1541085MA10854_AxiomGwASHUSHPT_20030804_CEPH_TON_C10_w1.AziomGT1.chp
C:A\Program FilesWAffpmetizAGTC Databh20030310_1541085MA11832_AxiomGWwASHUSHPT_20030804_CEPH_TO1_D03_+1.AxiomGT1.chp
C:A\Program FilesWAffpmetrizAGTC Databh20030310_1541085MA11833_AxiomGwASHUSHPT_20030804_CEPH_TON_AD3_w1.AziomGT1.chp
C:A\Program FileshAffprmetizAGTC Databh20030510_1541085MA11840_AxiomGwASHUSHPT_20090804_CEPH_TOM_EDE_w1.AxiomGT1.chp
C:A\Program FileshAffpretixAGTC Databh20030310_1541085MA12005_AxiomGwASHUSHPT_20090804_CEPH_TO1_A10_w1.AziomGT1.chp
C:AProgram FileshAffprmetrizAGTC Databh 200303101541 085MA12155_AxiomGWwASHUSHPT_20090713_CEPH_TON_D10_»250.4x0mGT1.chp
C:A\Program FileshAffpretiziGTC Databh20090310_1541 02WMAT1 2751 _AxiomGWASHUSHPT_20090204 CEPH_TO1_HOE_+1.AxiomGT1.chp
C:A\Program FileshAffpretrizvGTC Databh 200309101541 088M A1 2865 _AxiomGiwASHUSHPT_20090804_CEPH_TOM_E10_w1.A%iomGT1.chp

# Files: 24

Figure 2.11 Locations of data set files

Data Sets

Each workspace can have multiple data sets. A data set manages a group of ARR/XML, CEL, CHP, CNCHP
(and/or LOHCHP), cn_segments files, and CNVCHP files from a single type of array or array set (e.g. Human
Mapping 100K or 500K Arrays, Genome-Wide SNP Array 5.0, Genome-Wide SNP Array 6.0, or Axiom™
Genome-Wide Human Arrays).
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=
GFanomelagesie &
g Sample Attributes
+- 3 Intenzity Data
= E_-i enatype Results
Eh 20070522_174838
=" Copy Mumber/LOH Results
[ 20080527-batch
= % Copy Mumnber Wariation Fesults
20080605_093456
20080605_122211

| Reparts

Figure 2.12 Data set

A data set manages:

= Sample attributes: ARR or XML files

= Intensity data: CEL and GQC files grouped during QC into:
- Al
- InBounds

- Out of Bounds

= | Note: GQC files are not available for AGCC CEL files QC'd in GTC 4.0. The QC information is stored in
the CEL file.

=  Custom CEL groups assembled by you

=] Note: You can create custom lists of intensity and genotyping data files for analysis. See Custom
Groups of Intensity QC Files (page 76).

= Genotype Results: CHP files. These are grouped into:
- Batch genotype results, either from direct analysis or import
- Custom CHP groups assembled by you
=  Copy Number/LOH Results: Analysis files for:
- Copy Number
- LOH
- Copy Number Segments and Copy Number Custom Regions
= Copy Number Variation Results: CNVCHP files. These are grouped into:

- Batch Copy Number Variation results, either from direct analysis or import

Affymetrix® Genotyping Console User Manual
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= Reports
- Concordance reports

Within a data set, information can be displayed in tables and graphs for viewing and exporting:

=  Sample attribute information
= QC metrics

= Signature SNP genotypes

= CHP and SNP summary data
=  SNP cluster graphs

=  Copy Number/LOH QC information, copy number segment and custom region data (not for Genome-Wide
Human SNP Array 5.0 or Axiom™ Genome-Wide Human Array)

= Copy Number Variation results data

= | Note: Copy Number/LOH data can be displayed in the GTC Browser. See the GTC Browser manual for
more information.

= | Note: Copy Number and Copy Number Variation data for SNP 6.0 is also displayed in the Heat Map
Viewer together with copy number data. In order to view Copy Number Variation data in the Heat Map
Viewer, you must have copy number data that originates from same CEL files. See Chapter 13: Heat Map
Viewer on page 269 for more information.

SNP Lists

SNP lists allow you to manage markers of interest. You can generate SNP lists or import custom SNP lists.

Basic Workflows in Genotyping Console

You can use GTC 4.0 with the following types of arrays:

= Human Mapping 100K arrays:
- Mapping50K_Xba240 arrays
- Mapping50K_Hind240 arrays
= Human Mapping 500K arrays:
- Mapping 250K_Nsp arrays
- Mapping250K_Sty arrays
=  Genome-Wide Human SNP Array 5.0

=  Genome-Wide Human SNP Array 6.0
Affymetrix® Genotyping Console User Manual
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=  Axiom™ Genome-Wide Human Array

Table 2.3 shows the types of analyses available and the algorithms used to perform the analyses for the different

array types. Not every type of analysis is available for every array type.

Table 2.3 Analyses available in Genotyping Console 4.0

Genotyping Copy Number/LOH CNV Analysis
Array Types Algorithm
Human Mapping 100K Array | BRLMM CN4 N/A
Human Mapping 500K Array
Genome-Wide SNP Array BRLMM-P N/A N/A
5.0
Genome-Wide SNP Array Birdseed V1 CN5 Canary
6.0 Birdseed V2 BRLMM-P+
Axiom Genome-Wide Axiom GT1 N/A N/A

Human Array

You need to have library files installed on your computer to perform these analyses for the different array types.
The initial setup needs to be run whenever you want to add data (see page 20).

Figure 2.13 shows an overview of the GTC workflows. Different work flows are used for:

= Genotyping Analysis Workflow (page 21)

= Copy Number/LOH Workflow for 100K/500K (page 22)

= Copy Number/LOH Workflow for SNP 6 (page 22)

= Copy Number Variation Analysis (page 23)
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Register samples with Genotype Command Console
Create sample file (ARR) & supply required sample information

Initital setup steps for all array

types performed outside GTC Scan arrays
Human Mapping100K/500K Array

Genome-Wide Human SNP 5.0/6.0 Array
Axiom Genome-Wide Human Array

Steps performed within GTC Create or select a user profile

Load data
Create a workspace and data set(s)
Add sample (ARR) & intensity data (CEL) to the data set

Perform intensity QC

Genotyping Console analysis options

Human Mapping | | Genome-Wide Human Genome-Wide Human SNP 6.0 Array Axiom Genome-Wide
100K/500K Array SNP 5.0 Array Human Array
Genotyping Genotyping Copy Number & Copy Number Genotyping
¢ J LOH Analysis Variation Analysis
Copy Number & #
LOH Analysis Copy Number

Segment Analysis

'

Copy Number
Segment Analysis

Figure 2.13 Overview of GTC workflows for different array types

Initial Setup

Perform these initial steps for all analyses:

1. Create a workspace and data set for the data (see Create a New Workspace & Add Data, page 43).
2. Import intensity data (CEL) (and Sample/Array Data) into the data set (see Add Data, page 48).

3. Perform intensity QC to determine basic data quality (see Quality Control for Genotyping Analysis page 67).
Affymetrix® Genotyping Console User Manual
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The intensity quality control check:

Can be performed on a selected set of CEL files or all CEL files. QC can also be automatically performed
upon import of CEL files to the data set.

Automatically groups CEL files into All, In Bounds, and Out of Bounds groups based on the QC
threshold(s). Additional custom groupings of CEL files can also be made. The resulting QC Call Rates
and other metrics are displayed in tables and graphs, and can be exported. Removing poor quality CEL
files from the set can improve the quality of the genotypes of the remaining CEL files.

=| Note: GTC looks for existing QC information in the CEL file first, then a QC file (.gqgc). If available, GTC
uses this QC information and does not execute the QC algorithm. If the information is not available,
GTC performs intensity QC and stores the information in the CEL file if it is an AGCC CEL file or in the
gqc file, if it is a GCOS CEL file. However, it is requried to perform intensity QC again for SNP 6.0
arrays with QC information generated in GTC 2.0 due to a QC algorithm update since GTC 2.1.

After performing the initial steps, you can proceed with the different analyses.

Genotyping Analysis Workflow

Genotyping analysis provides SNP calls for the following array types:

= Human Mapping 100K Arrays: Mapping50K_Xba240 and Mapping50K_Hind240 arrays

= Human Mapping 500K Arrays: Mapping 250K_Nsp and Mapping250K_Sty arrays

=  Genome-Wide Human SNP Array 5.0

=  Genome-Wide Human SNP Array 6.0

=  Axiom™ Genome-Wide Human Array

To perform genotyping analysis:

1. Select a group or set of intensity data files (CEL) in a data set.

2. Perform genotyping analysis on the group of files.

3. Review the initial genotyping analysis QC data in the CHP Summary Results table Call Rate and other
metrics that are displayed in tables and graphs.

4. View the SNP results in the SNP Summary Results table that provides the following information and other
metrics:

SNP Call Rate
Hardy-Weinberg p-value
Minor Allele Frequency

SNP Call (AA, AB, BB)

SNP Lists can be generated by filtering on any of these values.
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=] Note: You need a SNP list to view genotype result data.

5. The SNP Cluster graphs can also be displayed based on a SNP List and group of CHP files. Genotypes can

be exported in tab-delimited text format for all SNPs or a sub-set based on a SNP List. See Genotyping

Analysis (page 83) for more information.

Copy Number/LOH Workflow for 100K/500K Arrays

To perform a CN/LOH analysis for 100K/500K arrays, you must have both the CEL intensity data files and the
genotyping CHP files for the arrays you wish to analyze.

To perform a CN/LOH Analysis for 100K/500K arrays:

1.

2.

5.

Need CEL and genotyping CHP files for the arrays.

Perform Copy Number and/or LOH analysis in GTC, producing:

- Copy Number Data Files

- LOH Data Files

See Copy Number & LOH Analysis for Human Mapping 100K/500K Arrays (page 153).
Run the Segment Reporting Tool on the CN files to generate:

- Segment Data Files

- Segment Summary file

- Custom Region Data files

- Custom Region Summary File

See Using the Segment Reporting Tool & Custom Regions (page 227).
Review data in the GTC Browser, using:

- Whole Genome View

- Chromosome View

- Segment Report table

Export data for further analysis.

Copy Number/LOH Workflow for SNP 6.0 Arrays

To perform Copy Number/LOH analysis on SNP 6 data:

1.

2.

3.

Need intensity files (CEL) for the arrays.

Perform Copy Number and/or LOH analysis in GTC to generate Copy Number/LOH data files. See Copy
Number & LOH Analysis for Genome-Wide Human SNP 6.0 Arrays (page 189).

Run the Segment Reporting Tool on the CNCHP files to generate:
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- Segment Data files

- Segment Summary file

- Custom Region Data files

- Custom Region Summary file

See Using the Segment Reporting Tool & Custom Regions (page 227).
4. Review the data in the GTC Browser:

- Whole Genome view

- Chromosome view

- Segment Report table
5. View the log2ratio values in the Heat Map Viewer

6. Export the data for further analysis.

Copy Number Variation Analysis

Copy Number Variation (CNV) analysis is for the Genome-Wide Human SNP Array 6.0 only. For CNV analysis,
the Canary algorithm makes CN state calls (0, 1, 2, 3, 4) for regions with known copy number variants (CNV) or
copy number polymorphisms (CNP). The region within known copy number variants can contain one or more
CN/SNP probe sets.

To perform CNV analysis:
1. Start with intensity data (CEL).

2. Perform the Copy Number Variation analysis. See Copy Number Variation Analysis (page 260).

3. View the results in the Heat Map viewer with copy number results. See Heat Map Viewer (page 269).

Working with Commands in Genotyping Console

Commands in Genotyping Console can be accessed from:

= Main menus

=  Toolbar shortcuts

Right-clicks on tree items

= Right clicks on table rows

= Right-clicks on graphs or from the graph toolbar

The tree items serve dual functions, organizing the data and results as well as guiding you through the workflow.
The file menus are context sensitive, which means that some commands will be hidden until you've selected the

items in the tree or table to which the command applies.
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Figure 2.14 Data tree, shortcut menu

13 Affymetrix Genotyping Console

File  Edit | Workspace | Window  Tools  Help

ljé & |Q Drata Sets » mg Create Data Set..,
...... u Whork s ﬁ Sample Attributes 3 3 &dd Data. .. Chrl+A
El % gt‘zs #|  Intensity Data b | i) Show File Locations. ..
- E
-k Da E Genatype Results * | #s| Rename DataSet...
...... B SNPLL Reports ' ¥ | Remove Data Set
'|__|'"'| Copy Murnber/LOH Resulks

% Copy Mumber Wariation Resulks
| SMP Lists

Properties

Figure 2.15 Selecting operations from the Workspace menu

Window Layout Options

Genotyping Console windows can be arranged either as tabbed windows or multiple windows. To select a layout
option, choose Tabbed Windows or Multiple Windows from the Window/Layout menu.
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Figure 2.16 Window layout options

In the tabbed window layout, each open table or graph fills the entire available space and switching between
active windows can be accomplished by clicking the tabs at the top of the window. The active window is
highlighted with a white background and an orange line on the top.

To close a tabbed window, use the L= = IE button at the top right of the tab.

B

=l

| I-_fh CHPF Summary: Data Set_3/500K, Data_Shy

MR |

computed_gender | call_rate | het_rate | hom_rate | cluster_distance_mean
fernale 9359682 | 26.73628 | 72.80054 |1.0819582
fernale 9359556 | 26.9343 | F2E0126 | 1.598426
female 9364003 | 26.82439 | 72.81564 | 09668016
fernale 9939964 | 26.71489 | F2.E8475 | 1.833723
fernale 9373611 | 26.94228 | F2.73383 |1.033239

Figure 2.17 Close a tabbed window

In the Multiple Window layout, each open table or graph can be:

= Individually sized

= Expanded to the maximum size

= Minimized

= Displayed in a cascade, tiled horizontally, or tiled vertically

To select the Cascade, Tile Horizontally, or Tile Vertically layout:

From the Window Menu, select Layout > [display option]:
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Figure 2.18 Cascade layout
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Figure 2.19 Tiled layout
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Chapter 3: User Profiles

A user profile stores a user's preferences for custom analysis settings, table and graph viewing options, and other
application settings. Security by profiles is not provided by the application; it is simply a means of storing
application parameters.

The following sections in this chapter include:

= Create/Select a User Profile (page 27)

= Delete a User Profile (page 29)

Create/Select a User Profile

A user profile holds algorithm parameters, report thresholds and other application parameters selected by a user.
Security is not provided by the application.

To create a new User Profile:

1. Start Genotyping Console by double-clicking on its shortcut on the Desktop, or
From the Windows Start Menu select Programs > Affymetrix > Genotyping Console.

Genotyping Console opens with the User Profile dialog box displayed.
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o

B Affymetrix Genotyping Console

% User Profila

A User Profile halds algorithm parameters, repart
thresholds and other application parameters

K
Affymetnx' selacted by a user

Enter anew or select an existing User Prafile name
|use|2 b |

Status Messages
9/11/2009 80556 AM Inll\al\zlnj application data path
9/11/2009 8:05:56 AM : Initializing user profiles

Ready

Figure 3.1 Genotyping Console main window and User Profile dialog box

2. Type in a name for your profile and click OK.

The software will prompt you to create the new profile.

Genotyping Console

5\ ? ) Do wou wank to create the new User Profile (RAZ)7

L Ves J [ Mo ]

Figure 3.2 Confirmation dialog box

After setting up a user profile, the software will either prompt you to select a library file path (if Affymetrix
Command Console is not installed on the workstation or the library folder has not already been specified during a
prior session) or a workspace to open. See Setting the Library Path on page 31 or Create a New Workspace and
Add Data on page 43.

To select an existing Profile:
= Use the drop-down menu on the User Profile window.
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L,":T Liser Profile

'L & Usger Prafile holds algarithm parameters, repart
M = threzhaoldz and other application parameters

Aﬁymet"xu selected by a uzer.

Enter a new or zelect an exigting Uzer Profile name

Figure 3.3 User Profile dialog box

=] Note: You can select a different profile without terminating the program, but the Workspace must be
closed.

To change profiles:
1. From the Edit menu, select Change User Profile.

The User Profile dialog box appears.

2. Enter a new profile name or select a previously generated profile from the drop-down box (see above).

Delete a User Profile

The list of previously created profiles is found in the drop-down menu on the Profile Information window.

To remove profiles no longer needed:

1. From the Edit menu, select Delete User Profile.

The Delete Profiles dialog box opens.
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Select the user profiles to delete @

Figure 3.4 Delete a user profile
2. Select the User Profile to be deleted and select OK.

The selected User Profile, and all parameter files associated with the profile, will be removed. To add a new
User Profile, see Create/Select a User Profile (page 27).
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Chapter 4: Library & Annotation Files

Genotyping Console requires information stored in library files to analyze the CEL files generated by GCOS or
Affymetrix GeneChip® Command Console™ (AGCC) software. These files are available from NetAffx and can be
downloaded within Genotyping Console. Genotyping Console downloads only those library files it requires from
NetAffx for analysis, but these are not registered with GCOS or Command Console and are not sufficient to scan
arrays.

Genotyping Console uses SQLite annotation files (*.annot.db) to display and export additional information about
the SNP and CN probe sets (such as Chromosome, Physical Position, dbSNP RS ID, etc.) as well as for certain
analysis and filtering steps. You can use custom annotation files in GTC 4.0, but the files must be in SQLite
format.

The following sections in this chapter include:

= Setting the Library Path

= Obtaining Library & Annotation Files (page 34)

Setting the Library Path

If Genotyping Console software is installed on a workstation with Command Console, the library path is
automatically set to the library path used by Command Console. If Command Console is not installed and a path
is not specified, Genotyping Console prompts you to select a location for the library path. You can set the library
path without terminating the program, but any open workspace(s) must be closed.

=] Note: Users must have write access to the library folder. Make sure that all of the library files for use
in Genotyping Console are copied to only one library folder. You can select any location for the
library files folder; however it is recommended that the library folder not be located within the GTC
application folder.

Genotyping Console

\ll‘) The library path is not specified. You must select a library path to use the software,

| oK | [ Cancel

Figure 4.1 Library path notification

To change an existing library path:

1. Close any open workspaces.

2. Click the Options 1 toolbar shortcut. Alternately, select File > Options on the menu bar.

The Options dialog box appears.
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Options : E| fE

Directories | Z|P Genatyping Annotations

Specify the directory where the library and annotation files are stored.

Maote: you rmust close the workspace to maodify the library path.

Specify the directory where the temporary files are stored.

Free space available: 4.82 GB

k. ] [ Cancel

Figure 4.2 Options dialog box, Directories tab

3. Enter the path to the new directory or click the Browse button

The Browse For Folder dialog box opens.
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Browse For Folder @

Select a path where the GeneChip library files are stored

[ cache -
[ Calvin_Configurations
[ Calvin_Docs
[= [ Command_Cansale
|2 Configuration
[ Data
|5 Drakaz
) DEC
[ Fluidics
[ Jobs
] ibrary 3

£ »

[ Make Mews Folder ] [ (04 ] [ Cancel

Figure 4.3 Browsing for library folder

=] Note: You can select any location for the library files folder. If the Affymetrix GeneChip® Operating
System software (GCOS) is installed on your system, Affymetrix recommends that you do NOT select
the GCOS library file directory as the library file directory for Genotyping Console, to avoid confusion.
Do not place any library files in a subfolder. Genotyping Console cannot find library files in a
subfolder!

4. Browse to the folder which contains the library files or create a new folder for your library files. Make sure all
library files for use in Genotyping Console are copied to this folder or are downloaded to this folder through
NetAffx using the GTC download functions from the File menu.

5. Click OK in the Browse to Folder dialog box.

6. Click OK in the Options dialog box.

The selected library path is displayed in the bottom left corner of the application window (Figure 4.4).
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& Affymetrix Genotyping Console

File  Edit ‘Workspace  MWindow  Tools  Help

EWC AR AR K N AIER RN = F < R R AR T\ (&) Ma Mew Updates

Status Messages L]

4/14/2009 3:48:14 PM : Initializing array bwpe mappings

4/14/2009 2:48:14 PM : Initializing help

4/14/2009 3:48:14 PM : Initializing page setup .
4/14/2009 3:48:14 PM : Initializing exporters El

4/14/2009 3:48:14 PM : Genotyping Conzole initialized |
— = y | 2
Wrogram Files\affymetrix\GenokypingConsoleLib Lser Profile: user2 .:
Library path

Figure 4.4 Genotyping Console main window displays the library path

| Note: GCOS users must use the Data Transfer Tool DTT using the Flat File option to transfer files to
be analyzed by Genotyping Console software from the GCOS database to an independent folder, in
order to retain all sample attributes. More detailed instructions can be found at www.affymetrix.com.

The first time Genotyping Console downloads or uses the SQLite annotation file, the annotation file will be
optimized. This process may take several minutes or more based on connection speed and computer
configurations.

Obtaining Library & Annotation Files

Genotyping Console 4.0 software requires new and updated library and annotation files. GTC 4.0 uses SQLite
annotation files (*.annot.db). The library and SQLite annotation files can be downloaded from the Affymetrix
website, NetAffx, or from within GTC.

There are several ways to obtain library and annotation files.
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To Obtain... Computer With Internet Access Computers Without Internet Access

Library files Download Library Files (page 35) from Manually Copy Library Files (page 37)
within GTC (click the 'ﬁf toolbar button)

Annotation files Download Annotation Files (page 39) Manually Copy & Optimize Annotation
from within GTC (click the m toolbar Files (page 40)
button)

Downloading the "GTC_4.0_Analysis_Files” Zip Package

The zip package "GTC_4.0_Analysis_Files" contains library and annotation files for Axiom™ Genome-Wide
Human Array and can be downloaded from the Affymetrix website.

1. Go to Affymetrix web site and download the zip package "GTC_4.0_Analysis_Files".

2. Unzip this file and then copy the files from the GTC_4.0_Analysis_Files folder to the Genotyping Console
library folder.

Download Library Files

1. In Genotyping Console, click the Download Library Files button = Alternately, select File > Download
Library Files on the menu bar.

2. In the dialog box that appears, enter your Affymetrix account information and click OK.

If you do not have a NetAffx account, click Register Now which launches www.affymetrix.com. Follow the
instructions to set up an account.
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X

Netiffx Account Information [z| Select the array sets to download

Enter vour Affymetris.com email address and pazsword.
HOUEATY F Aiom_GW_Hu

GenometwideSHP_5

Email: | | GenometwideSHP_E

. b apping 100,
Password: | | b apping 200k,
Fegister Mow ok || Ccancel |

Figure 4.5 Selecting library files to download

3. Select the array sets to download and click OK.

The download progress is
displayed.

Genotyping Console [5__(|
Downloading Metéftx filez

Drovnloading: bttp: S denan, affumetnis. comdanalvsiz/downloads AF A apping50K_Hind240_cdf.zip
[T |

Step 1 of 16

Drownloading: http: e affymetnia. comdanalysiz/downloadsAf b appingS0K_Hind240_cdf.zip
[T |

Step 1 of 10

Cancel

Figure 4.6 Download progress

| Note: The download may take several minutes or more, depending on the connection speed, as the
library files are large. Please be patient.

If the workstation with Genotyping Console does not have an Internet connection and cannot download the library
files, manually copy the necessary files to the library folder. Table 4.1 shows the library files that Genotyping
Console requires to process an array.
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Manually Copy Library Files
1. Copy the required library files to the library folder.

=!| Do not create subdirectories within the library file folder. Genotyping Console does not look at
subdirectories!

Table 4.1 Library files required by Genotyping Console
Affymetrix® GeneChip® Array Library Files

Human Mapping 100K Array Mapping50K_Hind240.cdf
Mapping50K_Hind240.chrx
Mapping50K_Hind240.hg18.covariate.tsv
Mapping50K_Hind240.psi
Mapping50K_Xba240.cdf
Mapping50K_Xba240.chrx
Mapping50K_Xba240.hg18.covariate.tsv

Mapping50K_Xba240.psi

Human Mapping 500K Array Mapping250K_Nsp.cdf
Mapping250K_Nsp.chrx
Mapping250K_Nsp.qcc
Mapping250K_Nsp.hg18.covariate.tsv
Mapping250K_Nsp.psi
Mapping250K_Sty.cdf
Mapping250K_Sty.chrx
Mapping250K_Sty.qcc
Mapping250K_Sty.hg18.covariate.tsv

Mapping250K_Sty.psi

Genome-Wide Human SNP 5.0 Array GenomeWideSNP_5.cdf
GenomeWideSNP_5.full.cdf
GenomeWideSNP_5.chrx
GenomeWideSNP_5.full.chrx
GenomeWideSNP_5.models

GenomeWideSNP_5.psi
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GenomeWideSNP_5.qcc

Genome-Wide Human SNP 6.0 Array GenomeWideSNP_6.cdf
GenomeWideSNP_6.full.cdf
GenomeWideSNP_6.psi
GenomeWideSNP_6.Full.specialSNPs
GenomeWideSNP_6.specialSNPs
GenomeWideSNP_6.birdseed.models
GenomeWideSNP_6.birdseed-v2.models
GenomeWideSNP_6.brimm-p.models
GenomeWideSNP_6.qcc
GenomeWideSNP_6.r2.qcc
GenomeWideSNP_6.hapmap270.na29.1.r1.a5.ref
GenomeWideSNP_6.canary-v1.region (or higher versions)
GenomeWideSNP_6.canary-v1.prior (or higher versions)
GenomeWideSNP_6.canary-v1.normalization (or higher versions)
GenomeWideSNP_6.canary-v1.bed (or higher versions)

GenomeWideSNP_6.canary_v1.gc_cnv_analysis_configuration (or higher versions)

Axiom™ Genome-Wide Human Array Axiom_GW_Hu.analysis

Axiom_GW_Hu.array_set
Axiom_GW_Hu.gc_analysis_configuration
Axiom_GW_Hu.geno_intensity_report
Axiom_GW_Hu.gc_thresholds
Axiom_GW_Hu.SNP.AxiomGT1.gc_analysis_parameters
Axiom_GW_Hu_SNP.r2.AxiomGT1 .feature-effects
Axiom_GW_Hu_SNP.r2.AxiomGT1.models
Axiom_GW_Hu_SNP.r2.AxiomGT1.sketch
Axiom_GW_Hu_SNP.r2.cdf
Axiom_GW_Hu_SNP.r2.chrXprobes

Axiom_GW_Hu_SNP.r2.chrYprobes
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Axiom_GW_Hu_SNP.r2.psi
Axiom_GW_Hu_SNP.r2.qca
Axiom_GW_Hu_SNP.r2.qcc
Axiom_GW_Hu_SNP.r2.signatureSNPs.ps

Axiom_GW_Hu_SNP.r2.specialSNPs

Download Annotation Files

1. Click the Download Annotation Files button $If on the toolbar. Alternately, select File > Download
Annotation Files on the menu bar.

2. In the dialog box that appears, enter your NetAffx account information and click OK.

If you do not have a NetAffx account, click Register Now which launches www.affymetrix.com. Follow the
instructions to set up an account.

Netdffx Account Information r5__<| Select the array sets to download fz|

Enter your Affumetris. com email addrezs and pazswaord.

Axiam_Gw_Hu
Email Genometw/ideSHP_5
’ | | GenomeiwideSHP_E
i I appingT Q0K
Pageword: | | M apping500K.
Reqister Mow (1] ] [ Cancel ]

Figure 4.7 Selecting annotation files to download

3. Select the Array set annotation files to download and click OK.

The download progress is displayed.
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Genotyping Console E|
Downloading Metbfix files

Davnloading: hittp: Adwies. affumetnis. comanalyziz/downloadsz/AF M appingd0k_Hind240_cdf.zip

[IIII l

Step 1 af 16

Dravinloading: hitp: /v, affuretns. comdanalyziz/downloadsz/AR M apping50k_Hind240_cdf. zip

[IIIIII ]

Step 1 of 10

Cancel

Figure 4.8 Download progress
=l Note: Please be patient. The download may take several minutes or more, depending on the
connection speed, as these files are large.

After Genotyping Console downloads the selected *.annot.db file from NetAffx, it optimizes the file for application
use. This may take several minutes. We recommend that you not cancel this operation. If you cancel this
operation, you can manually optimize the annotation file (select File > Optimize Annotation Files on the menu
bar).

Manually Copy & Optimize Annotation Files

If the workstation with Genotyping Console does not have an Internet connection and cannot download the
annotation files, manually copy the necessary files to the library folder. Error! Reference source not found.
shows the annotation files that Genotyping Console requires to process an array. After the annotation files are
copied to the library folder, they must be optimized to improve application performance.

1. Copy the required annotation files (.annot.db) to the library folder (see Error! Reference source not found.).
2. Select File > Optimize Annotation Files on the menu bar.
3. Inthe dialog box that appears, select the annotations file(s) to optimize, and click OK.

File optimization may take several minutes or more, depending on your computer configuration.

< Note: If you do not manually optimize the annotation files, GTC automatically optimizes the file the
first time it is used.
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Figure 4.9 Optimizing annotation files

Table 4.2 Current annotation files used by Genotyping Console

Affymetrix ® GeneChip® Array Annotation File

Human Mapping 100K Array Mapping100K.na29.annot.db
Human Mapping 500K Array Mapping500K.na29.annot.db
Genome-Wide Human SNP Array 5.0 GenomeWideSNP_5.na29.annot.db
Genome-Wide Human SNP Array 6.0 GenomeWideSNP_6.na29.annot.db

= Note: To export Human Mapping 100K/500K analysis results or to further process samples in segment
reporting tool (SRT), na24 annotation files (*.annot.db) are required. For Genome-Wide Human SNP
Array 6.0, to export CN/LOH analysis results or to further process samples in SRT, na25-na29
annotation files (*.annot.db) are required, depending on which annotation version was used to
generated the CNCHP files.
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Chapter 5: Workspaces & Data Sets

To get started using Genotyping Console, you will create a workspace and add a data set(s) consisting of a
collection of the following types of files for analysis and examination:

= Sample files (ARR/XML)
= Intensity files (CEL)
=  Genotyping files (CHP)

= Copy number (CNCHP), LOH (LOHCHP), and/or copy number segment files (cn_segments)/copy number
custom region files (custom_regions)

=  Copy number variation files (CNVCHP)

The workspace file stores the locations of the data files, not a copy of the data files themselves. Only one user
can have a workspace open at one time. If other users need to have access to the same data files, they can
either make a personal copy of a Workspace file that is not in use, or create a new workspace and add the same

data files to the new workspace. Simultaneous genotyping of the same set of CEL files within two workspaces is
not recommended.

The following sections in this chapter include:

= Create a New Workspace (page 43)

= Open an Existing Workspace (page 45)
= Create a Data Set (page 47)

= Add Data (page 48)

= Sample Attributes Table (page 55)

= Remove Data from a Data Set (page 56)
= Edit Sample Attributes (page 58)

= Missing Data (page 60)

= Sharing Data (page 63)

= | Note: GCOS users must use DTT v1.1, using the Flat File option, to transfer files to be analyzed by
Genotyping Console from the GCOS database to an independent folder, in order to retain all sample
attributes. More detailed instructions can be found at www.affymetrix.com; then go to
Support/Technical/Tutorial/GCOS.

= | Note: Affymetrix recommends that you do not use long file names for the .CEL and .CHP files, since
these long names can cause display problems in the Heat Map Viewer. The status bar in the Heat Map
Viewer will not be able to display all the information if the CNCHP and CNVCHP file names (derived
from the .CEL file names) are too long.
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=] Note: GTC 4.0 workspaces cannot be opened in earlier version of GTC. Workspaces from earlier

versions of GTC can be opened in GTC 4.0, but then cannot be opened again in earlier versions of
GTC.

Create a New Workspace & Add Data

If you create a new workspace, Genotyping Console will also prompt you to 1) create a new Data Set, and 2)
select the data to add to the data set.

To create a new workspace and add data:

1. After launching the application and selecting/creating a user profile, the Workspace dialog box will open.

% Workspace P§|

- AWaorkzpace containg one ar maore Data Setz. Each Data Set
m.. cohzists of a collection of files grouped far analvzis and
Aﬁ t n - exarnination.

(%) Open Existing Workspace

| C:5Program FileshdbpmetnxsGTC DataWworkspace_1.gtc_workspace W |

) Create Mew Workspace

1] 4 H Cancel ]

Figure 5.1 Workspace dialog box

2. Select Create New Workspace radio button and select OK.

3. Enter a name and location for the new Workspace file and select Save.
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Documents
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Dezktop

\$
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by Computer
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by Metwork, Save as hpe: | YWorkzpace files [*.gtc_workspace] W | [ Cancel ]

Figure 5.2 Save As dialog box

= | Note: Only one workspace can be opened at a time.

4. Next, enter a description of the Workspace by typing in the Description window (optional). Select OK.

® Workspace b__(|
|

File Mame | C:ACommand_ConsoletDatabMew DataiMew ‘Workzpace gic_workzpace

Drescription |

k. l [ Cancel

Figure 5.3 Workspace description dialog box

5. After creating a new Workspace, the software will automatically prompt you to create a Data Set. Enter a
name and select the array type for the new Data Set before you click the OK button. See Create a Data Set
for more information.
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Create New Data Set @

Diata Set Mame |.-’-'-.t|asi |

Auray | M appingS00k. b |

OF. H Cancel ]

Figure 5.4 Create New Data Set dialog box

6. After a Data Set is created, the software will automatically prompt you to add data to this data set. See Add
Data (page 48) for more information.

Add Data to HapMap [s_<|

Select data to add to Data Set;

[] Sample Filez [AFRF, =ML ) Selsct Files 3! el B ey
Intenzity and QC files [CEL, GALC]

[ ] Batch Genotype Results folder [CHP)
[] Batch Copy Mumber / LOH Results folder [CNCHP, LOHCHP, CH_SEGMENTS)
[] Batch Copy Murber ' ariation Fesults Folder [CHYCHP)

Mate: Data in the Data Set wan't be re-added.

Automnation
[ Auto-add Sample files

Auto-add Intensity and QC files
&uta-GC Intensity filas

Maote: & file ig auto-added if it i detected in the zame folder ag an aszociated file that haz
been added to the Data Set.

(] l [ Cancel

Figure 5.5 Add Data dialog box

There are two ways to open a workspace.

= In Windows Explorer, double-click the workspace file (.gtc_workspace). This will open the workspace in a new
session of Genotyping Console.

= You can also open an existing workspace in Genotyping Console, if no workspace is currently open.

To open a workspace In Genotyping Console, select File/Open Workspace, use the shortcut CTRL-O, or click
the Open Workspace shortcut ﬁ' on the main toolbar. Browse to the location of the workspace file and select
Open.
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9 Workspace

=l (¥

File M ame |E:'xF'ru:ugram FilezhaffumetrisGTC D atavwarkspace_1.gtc_workspace
Drezcription
Yerify file locations
E‘ﬂ?maa?itun Data Set Mame | Amay # Sample Attibute Filez . # Intensity Data Files | # Genotype Re:
Data Set_1 Axiom_GWwW_Hu 1] 12 12
Data Set_2 GenometwideSHP_E 20 11 11
Data Set_3 4 appinga00k, 10 1] 10
Data Set_4 GenometwideSHP_E 3 1] 9
< | >
Show Locations >3 ] [ ] ] [ Cancel

Figure 5.6 Workspace dialog box

The Workspace dialog box opens and displays the description and data set information.

The Verify file locations option will confirm all data file locations upon opening the Workspace. If any files are
missing or have been deleted, you will be prompted to either update the file paths or ignore the missing files. See
Missing Data (page 60) for more information.

Click Show Locations to display the full path names of the data files.
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= Workspace @

File M ame C:%Program FileshafiymetrintGTC D ataviwiorkspace 1.gtc_workspace
Dezcription
Werify file locations
E‘E?mga.?itnn Diata Set Mame | Amray # Sample Attribute Files | # Intensity Data Files | # Genotype Fe:
[ata Set_1 Awiorn_GW_Hu 0 12 12
Data Set_2 GenomewideSHP_6 20 11 11
[rata Set_3 b appinga00k, 10 0 10
Data Set_4 GenometwideSHP_E 9 1] 9
£ >
File “Wworkspace File A
Locations
Mizzing Intensity Data Files [Data Set_1]
“Selectone |
ar more C:AProgram Fileshdfpmetrix\GTC DatahMAa12874 AxiomEwASHUSHMPT_20090304_CEPH_TO1_EO4 w11
DataSets C:“Prograr Files'AffuretixhGTC DatabMNADBIES_AxiorGWASHUSMPT_20090804_CEPH_TOT_FO3_+1.0
ahowe to C:\Prograrn Files\AffuretishGTC Datab\MNAT0835_AxiorGWASHUSMPT_20090804_CEPH_TO1_GO4_w1.
Egzigﬁs C:\Program Filez\AffumetishGTC DatabMNAT0838_AxiomGWASHUSMPT_20090804_CEPH_TOT_E11_w1.1
’ C:“Program Filez\AffumetrixhGTC DatabMNAa10854_AxiomGWASHUSMPT_20090804_CEPH_TOT_C10_w1.1
C:“Program Filez AffumetrixhGTC DatabMAa11832_AxiomGWASHUSMPT_20090804_CEPH_TO1_D0&_w1.
C:“Program Filez\AffwmetixhGTC DatatMA11839_AxiomGWASHUSMPT_20030804_CEPH_TOT_A03 1.1
C:\Program Filez\AffpmetrixhGTC DatabMA11840 AxiomGWASHUSMPT_20030804_CEPH_TOM_EQE 1.1
C:“Prograr Files\AffuretixhGTC DatabMNAT2005_AxiorGWwWASHUSHPT_20090804_CEPH_TO1_A10 1.1
C:“Prograr Files'AffuretixhGTC DatabMNAT2155_AxiormGWASHUSHPT_20090713_CEPH_TOT_D10_w2F
C:\Prograrn Files\AffuretishGTC DatabMNAT 2751 _AxiorGWASHUSMPT_20090804_CEPH_TOT_HOE_w1.
T AProacarn Filesh dFfomebie S TE MataAMAT2BRFR AviamRWESHOSMPT 20MAnR0d rFPH Tl FI0 w11 v
£ »
Ewxport File Locations Hide Locations << l [ k. ] [ Cancel

Figure 5.7 Workspace file locations displayed

Create a Data Set

This step is automatically performed as part of creating a new workspace.

To create a new data set in aworkspace:

1. Click the Create Data Set shortcut g on the main toolbar, or

Right-click the Data Sets node in the tree and select Create Data Set. Alternately, from the Workspace
menu, select Data Sets > Create Data Set.
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Create New Data Set @

Data Set Mame | &tlag

Ayray b appinga00k. hd

] l [ Cancel

Figure 5.8 Create New Data Set dialog box

2. In the window that appears, enter a name and select the array type for the new Data Set and click OK.

=/ Note: Data Sets can only contain files which belong to the same array type. For example, a
GenomeWideSNP_5 Data Set cannot contain data from the GenomeWideSNP_6 array. If you wish to
have data from multiple arrays in one Workspace, you need to create at least one Data Set for each
array type.

= | Note: For Human Mapping 100K/500K, you can include arrays from both enzyme sets (for example,
Mapping 250K_Nsp and Mapping250K_Sty for a set of 500K arrays) in the same data set. If you select
a CEL intensity group that contains both types of arrays, the resulting genotyping data will be divided
into two results sets, one for each enzyme set.

After you create a data set, the software will automatically prompt you to add data to this data set. See Add Data
for more information.

Add Data

This step is automatically performed as part of creating a new data set.

1. To add ARR/XML, CEL, and/or CHP files to an existing data set, you can right click the data set in the tree
and select Add Data on the shortcut menu.

E@ Data Sets

=EE

D SHP | Create Daka Set..,
|id AddData...

Ak Rename Data Set..,

)( Remove Daka Set

Figure 5.9 Data set shortcut menu

If you prefer, you can also add data to a data set by:
= Clicking on the Add Data shortcut = on the main toolbar
= Selecting Workspace/Data Sets/Add Data

= Using the CTRL-A shortcut.
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Genotyping Console will detect which data set that you want to add data to based on the highlighted tree item. If
the software cannot determine the data set that you want to add data to, you will be prompted to select a data set.

= | Note: Only data files (ARR/XML, CEL, or CHP) generated by Affymetrix software or GeneChip
compatible software partners can be imported into Genotyping Console. Any supported data files that
are edited outside of these software packages may cause import to fail or Genotyping Console
software to crash.

= Note: Affymetrix recommends using data files in AGCC format, as there is only limited support for
GCOS files. For example, editing of XML sample attributes is not supported. Also, CHP files that are
generated by Genotype Console and then imported into another workspace will not include sample
attribute information if the CHP files were generated from GCOS-format CEL files. Affymetrix
recommends using the Data Transfer Tool (DTT v1.1.1, provided with GCOS) Flat File transfer out
option to create a copy of the XML and CEL files for use by Genotyping Console. For more
information, go to:
http://www.affymetrix.com/support/downloads/manuals/data_transfer_tool_user_guide.pdf or
www.affymetrix.com; then to Support/Technical/Tutorial/GCOS.

2. Select the data type (ARR/XML, CEL, GQC, and/or CHP) to add to the newly created Data Set and check-
mark any automated steps that should also occur, such as auto-add data or auto-QC intensity files. If you
want to select an entire directory, click the Select Directory radio button. Then click OK.
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Add Data to HapMap

X]

Select data to add to Data Set;
[] Sample Filez [4RF, =ML

Intenzity and QC files [CEL, GALC]

() SelectFiles  (3) Select Directary

[ ] Batch Genotype Results folder [CHP)

[] Batch Copy Mumber / LOH Fesults folder [CMCHP, LOHCHP, CH_SEGMEMTS]
[] Batch Copy Mumber ' ariation Fesults Folder [CHYCHP)

Mate: Data in the Data Set won't be re-added.

Automnation
[] Auto-add Sample files

Ako-add Intenzity and QC files
auta-GC Intensity files

Maote: & file is auto-added if it iz detected in the zame folder az an aszociated file that haz
been added to the Data Set.

] l [ Cancel

Figure 5.10 Add Data dialog box

=| Note: You must have write access to the folder in which the CEL files are located for GTC to be able to
write QC information. If you only have read access, you must first copy the data to a folder where you
have write access.

Table 5.1 Add data options

Select data to add to Data Set Description

Select Files radio buttons Add files selected from a directory to the data set.

Select Directory radio button Add all files in a selected directory to the data set.

Sample Files (ARR, XML) If selected, Genotyping Console will add user-selected sample files to the Data Set.

These files can be in either AGCC format (ARR, preferred) or GCOS format (XML).

Intensity and QC Files If selected, Genotyping Console will add user-selected Intensity (CEL) and associated
(CEL,GQC) Genotyping Console QC files (GQC) to the Data Set.

If selected, Genotyping Console software will add CHP files in the user-selected folder.
If the CHP files are not from the same batch genotyping operation, they will be
separated into multiple Genotype Result groups.

Batch Genotype Results folder
(CHP)

Batch Copy Number/LOH

Results folder (CNCHP, If selected, Genotyping Console software will add CNCHP and/or LOHCHP and
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LOHCHP, CN_SEGMENTS,
CUSTOM_REGIONS)

Batch Copy Number Variation
Results folder (CNVCHP)

Automation

Auto-add Sample Files

Auto-add Intensity and QC Files

Auto-QC Intensity Files

CN_SEGMENTS and CUSTOM_REGIONS files in the user-selected folder.

If selected, Genotyping Console software will add CNVCHP files in the user-selected
folder.

Description

Some CEL files in the Data Set may be missing the associated Sample files. If this
option is selected, Genotyping Console software will look for these Sample files in the
same folder as the associated CEL files, and add them to the Data Set.

Some sample files in the data set may be missing the associated CEL and QC files. If
this option is selected, Genotyping Console will look for these CEL files in the same
folder as the associated sample files, and add them to the data set. When a CEL file is
added to the data set, Genotyping Console software will also load the associated QC
file (.gqc), if it exists in the same folder as the CEL file.

Genotyping Console software will automatically initiate QC analysis of imported CEL
files that do not include QC information or are not associated with a QC file (.gqc),
provided the necessary library files are present in the library folder.

=l Note: Genotyping Console will only add files to the data set that use the same array type as the data

set.

3. Next, browse to the directory containing the files to be imported and select the data files.
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Select files to add to the data set

?X

Lookim | TwH W Q Y % [T~
Y ICoE20071106_102200-Mapping250K_Msp: 0l CRL-23190_NSP,ARR. 3
:} () 20071106_102200-Mapping250K_Sty 3 CRL-2319D_NSP.CEL gl
My Recent  |L0)20071107-Paired Analysis ol crL-z3190_5TY.ARR 3
Documents | Gl CCL-256.10_MSP.ARR 3| crL-z3190_sTY.CEL =] Jar
o | coL-z56.10_NSP.CEL ol CrL-z3200_NSP.ARR 3
ol coL-z56.10_5TY . ARR 3 crL-z3200_MsP.CEL gl
Deskiop | CCL-256.1D_STV.CEL 0l CRL-2320D_STY ARR: #a
ol CoL-2560_MSP.ARR 3| crL-z3z00_sTY.CEL gl
: # coL-z560_NsP.CEL ol crL-z3210_NSP.ARR 3
.___/" ol coL-z5e0_sTY . ARR 3 crL-z3210_MsP.CEL gl
| coL-zsep_sTy.CEL ol crL-z3210_5TY.ARR 3
by D ocuments
ol CRL-2314D_MSP.ARR 3 crL-z3z10_sTY.CEL gl
B | cRL-2314D_MSP.CEL ol CRL-2324D_NSP.ARR 3
"'"]JI ol CRL-2314D_5TY ARR 3 cri-z3240_MsP.CEL gia
| crL-23140_STY.CEL ol CRL-2324D_STY.ARR 3
by Computer
£ ¥
) _

Py M etwark Files of type: Sample Attribute and Intensity D ata Files (FARF

Figure 5.11 Select files to add to the data set

=l Note: When loading a large set of files, it is recommended that you use the “ Select Directory” option,
load all contained files, and then optionally remove undesired files after import. Windows has a fixed
buffer that limits how many files can be returned to the application using the “Select Files” option. It
is possible to select more files than the Windows buffer causing only a subset of the files to be
returned. The maximum number of files varies. As an example, when trying to add 800 ARR and CEL
files to the Data Set at one time, although all files could be selected only a subset are actually added
to the Workspace.

=/ Note: Based on the type(s) of data added, the Sample Attribute Table, the Intensity QC Table, and/or
CHP Summary Table will automatically open, displaying information about the existing and added
files. The Status Message Pane will report any problems with the Add Data step.

The following sections describe how to:

= Add XML/ARR/CEL/GQC files

= Add CHP files (page 53)

Add Data - XML/ARR/CEL/GQC files

If you choose to import Sample files and/or Intensity and QC files, you will be asked to select the files to be
imported. After selecting the files, click the Open button.
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Select files to add to the data set

?X

Lookim | TwH W Q Y % [T~
Y ICoE20071106_102200-Mapping250K_Msp: 0l CRL-23190_NSP,ARR. 3
:} () 20071106_102200-Mapping250K_Sty 3 CRL-2319D_NSP.CEL gl
My Recent  |L0)20071107-Paired Analysis ol crL-z3190_5TY.ARR 3
Documents | Gl CCL-256.10_MSP.ARR 3| crL-z3190_sTY.CEL =] Jar
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: # coL-z560_NsP.CEL ol crL-z3210_NSP.ARR 3
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Py M etwark Files of type: Sample Attribute and Intensity D ata Files (FARF

Figure 5.12 Select files to add to the data set

Tip: You can quickly select all files in this a folder with the CTRL-A shortcut.

The selected ARR/XML/CEL/GQC files will be added to the data set only if they are:

= From the same array type as is used by the data set

= Not already in the data set

=l Note: When loading a large set of files, it is recommended that you use the “Select Directory” option,
load all contained files, and then optionally remove undesired files after import. Windows has a fixed
buffer that limits how many files can be returned to the application using the “Select Files” option. It
is possible to select more files than the Windows buffer causing only a subset of the files to be
returned. The maximum number of files varies. As an example, when trying to add 800 ARR and CEL

files to the Data Set at one time, although all files could be selected only a subset are actually added
to the Workspace.

= | Note: If you selected “Auto-QC Intensity Files” and the required library files are not found, a warning
message will appear and all import actions will be aborted. See Library and Annotation Files on page
31 for information on downloading and setting up the library path.

Add Data - CHP files
You can import batch genotype results files (CHPs)
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=  Genotype analysis results files (.CHP)
=  Copy Number/Loss of Heterozygosity (CN/LOH) analysis results files ((CNCHP and .LOHCHP)
=  Copy Number Variation (CNV) analysis results files ((CNVCHP)

When you import these files, you will be asked to select the folder containing the CHP file. Do this and select OK.
You do not have the option of selecting individual CHP files.

Browse For Folder @

Select the Batch Genotype Results Folder

= ) Data A
[= [C5) S00K_Data

I Twm
=]
[C5) 20071106_102200-Mapping2Si
Iy 20071107-Paired Analysis

|5y 20071003-batchi

|5y 20071010-batchi

|5y 20071012-batchi

|3y 20071017-batchi

I 20071019-batchz 3

3 | b

I ] [ Cancel

Figure 5.13 Browse For Folder dialog box

Genotyping Console will then scan the set of CHP files in the selected folder (subfolders are ignored). If all the
CHP files belong to the same batch analysis operation, and they belong to the same array used by the Data Set,
then you will be asked to provide a name for the added Results Group. If the CHPs belong to multiple batch
operations, Genotyping Console will import them as multiple Groups. You will be asked to provide a name for
each Group.

Input Yalue f'5_<|

Enter a name for batch 1 of 1
| 20071112_Mapping250K_Nsp |

Q. l[ Cancel ]

Figure 5.14 Enter name

= Note: By default, the Genotype Results, Copy Number/LOH Results and Copy Number Variation
Results Group names are based on the folder name. If you later rename a Results Group name, you
will need to use the Windows files system to rename the actual folder if you wish them to continue to
have the same name. Actual folder names for all results groups in all Data Sets in a Workspace can be
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found by the command Ctrl+l and clicking the “Show Locations button, or from the menu:
Workspace>Properties>Show Information, and clicking the Show Locations button.

After you click OK, the CHP files are added to the Data Set.

Sample Attributes Table

The Sample Attributes Table contains attribute information from the ARR/XML file. See Table Features (page
146) for more information on customizing the table view. The columns displayed will vary depending on whether
this data was generated by AGCC, generated by GCOS, or converted from GCOS to AGCC format as well as if a
template was applied.

To open the Sample Attributes table:

= Double-click the Sample Attributes icon g in the data tree. Alternately, from the Workspace Menu, select
Sample Attributes > Show Sample Attributes.

The Sample Attributes table displays the ARR/XML file information for the files in the Workspace.

Al Columns Yiew b j R | F | _h ||ﬁ |.|-.£) El ﬁT J
File Sample Name ?j;“ep'e gfcf:fc'f SEele SEMRE | ganpelD | FamipiD | MotherD ©
b 1 NADEIES GWE C.ARR  NAOEIES GWE_C | DNA Haphap_SNFE | db 5A16/2007 |14 130 |0
2 NADE3Y_GWE C.ARR  NAOE3S1_GWE_C | DNA Haphap_SNFE | db 5AE/2007 |2 114
3 NADE393 GWE CARR NAOE3SZ GWE_C | DNA Haphap_SNFE | db 5AE/2007 |13 130 |0
4 NADE394_GWE CARR NAOE334_GWE_C | DNA Haphap_SNFE | db 5AE/2007 |3 1340 |0
5 NADTDOO_GWE_C.ARR | NAGTDOO_GWE_C | DNA Haphap_SNFE | db EAE/2007 |10 1340 |0
5 NADTOIS_GWE_CARR NADTOIS GWEC DNA [\, |Haphlap SNPE db BHE/007 |2 1340 12
7 NADTD2Z_GWE_C.ARR | NAGTO2Z_GWE_C | DNA HapMap_SNFE | db 5AE/2007 |11 12490 |0
8 NADTD29_GWE_C.ARR | NAGTO29_GWE_C | DNA HapMap_SNFE | db 5A6/2007 |1 1240 10
3 NADTD34_GWE_C.ARR  NAGTOI4_GWEC | DNA Haphap_SNFE | db 5AE/2007 |11 140 |0
10 NAOTD48_GWE_C.ARR | NAGTO48_GWE_C | DNA Haphap_SNFE | db 5AE/2007 |1 1412
11 NAOTD55_GWE_C.ARR | NAGTOSS GWE_C | DNA Haphap_SNFE | db 5AE/2007 |12 130 |0 .
< >

Figure 5.15 Sample Attributes table

By default, all available columns are displayed in the Sample Attribute table. Additional Sample Attribute table
columns include:

Column Name Description
File ARR/XML file name
# CELs Per Sample ~ Number of CEL files in this data set for the ARR/XML file

File Date The date and time the ARR/XML files was last modified.
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Also see Edit Sample Attributes (page 58).

Removing Data from a Data Set

In Genotyping Console, data can be removed by either removing the entire Data Set or by removing sub-sets of
files of a particular type of data (e.g. attribute (ARR/XML) files only, CEL intensity files only or CHP batch results).

To remove the entire Data Set, right-click on a Data Set and select Remove Data Set. This will remove all data
files for that Data Set from the Workspace.

= g Data Setz

- & R

i) g Create Data Set...

g S4 5k AddData,..
= Int

ﬁh A1 FRename Data Set. .,
Iy »  Remove Data Set

oI, O CraT T
Bl -~ . O n

Figure 5.16 Shortcut menu, Remove Data Set

= | Note: Removing all data or sub-sets of data from a workspace or data set does not delete the files
from the file system, just the pointers to the data used by GTC.

In Genotyping Console, individual or set of data files can be removed from the Workspace. The following sections
explain how to:

= Remove Sample Files from a Data Set
= Remove Intensity Files from a Data Set (page 57)
= Remove Genotyping, Copy Number/LOH or Copy Number Variation Results from a Data Set (page 58)

Remove Sample Files from a Data Set

To remove Sample (ARR/XML) files, open the Sample Attribute Table, highlight the rows (or ARR/XML files) to be
removed, right-click and select Remove Selected Data from Data Set.
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4 Sample Attributes: 500K
Al Calumins Yiew - == | @ |48 ]9
. Sample S ample
File I ame Praoject
1 MAT18503 Meprml MATBR03 Mep BOOK g
b2 [Z]| Copy Selection to Clipboard
E _,h Save Table To File...
4
. ¥ Remove Selected Rows From Data Set

Figure 5.17 Remove selected data
The software will prompt you to confirm the deletion. The highlighted rows (ARR/XML files) will be removed from
the Data Set.

=| Note: If there are associated CEL and/or CHP files with these ARR files, they will not be removed from
the Data Set.

Remove Intensity Files from a Data Set

To remove intensity (CEL) files, open the Intensity QC Table, highlight the rows (or CEL files) to be removed,
right-click and select Remove Selected Data from Data Set.

Default Yiew "j*i;lq"hﬂ _ﬁ||%|ﬂ%l ﬁTHEﬁ
il Bound Contrast Contrast QC Contrast Contrast QC
e BUNSE g [Random) OC[Msp] | [Ma3psSty Overlap)
1 MADBIEE_GWwE_C.CEL | In 286 286 363 316

2 MNADGII_GwE_C.CEL |In 278 278 321 2.80

> 3 |NADG9I3 GwE_C.CE!

4 NADE334._ GWE_C.( 2] Copy Selection ko Clipboard =
5 |NAD7000 Gwe_C -l 5ave Table ToFie... 578
5 MADTIS GwE_C.0 4= add Selected Data ko Group ! am
7 N,&.D?DEE_GWE_E_[| ¢ Remove Selected Data From Daka Set 187
B |NAO7029_GWE_C.O B perform Genotyping... _ 318
3 MAODT034_GwE_CCECTTn EAK A 278 245
10 MADYO4E GWE CCEL | n 21 21 29 288

Figure 5.18 Remove selected data

The software will prompt you to confirm the deletion. The highlighted rows (CEL files) will be removed from the
Data Set.

= Note: If there are associated ARR/XML and/or CHP files with these CEL files, they will not be removed
from the Data Set.
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Remove Genotyping, Copy Number/LOH or Copy Number Variation Results from a Data Set

To remove Genotyping, Copy Number/LOH (CHP/CNCHP/LOHCHP) or Copy Number Variation (CNVCHP) files,
right-click on the batch of results and select Remove Batch/Results. The software will prompt you to confirm the
deletion.

B Wiorkzpace [Haphd ap] % [ntenzity OC: Hapkap [In Boundz] ;
= Data Sets - =
%QHapMap DeFault Yiew - =F . | @ g 889 4]
GFamamalidasie & File Bounds Contrast Contras
g Sample Attibutes Qc [Randa
=3 Intensity Data 1 MAOEIE GWwE_C.CEL |In 286 2.86
% ﬁ'"B d 2 MNADET_GEWE_C.CEL |In 278 278
n Bounds
[ Out of Bounds 1.95
[y First_25 4 NAOE334 GWE_C.CEL |In 301 301
=) Genotype Result
= e 17483 5 NADF000_GWE_C.CEL |In 252 252
% 2EIEIEEIE'IEI:'IEIEEEIE g MADYI A GwE_C.CEL [In 272 272
=" Copy Number/LOH Resuls 7 | MAD70ZZ GWE_C.CEL | In 158 1,58
20080527 -batchl
MNS0EN7-hatchl a MWADY029 GwE C.CEL | In 260 260
= % Copy Mumber ¥ ariation Results g MADYD34 GWwWE _C.CEL |In 217 217
% 5‘D934EE 10 |MADYO48_GWwWE C.CEL |In 24 24
_] HEth ----- B Show Copy Mumber Variation Results Table 246 2 4R
=[5 SNP Lists 5 - e 2.02
. Export Copy Mumber Yariation Resulks, ., i -
|:| Haptdap_SHP_List 570 570
A Rename Copy Mumber Yariation Resulks Group
a0z 302
== Remove Copy Mumber Yariation Resulks Group
; = = = 114 1.19
16 | MAT0830_ GWwWE_C.CEL [In 252 252
17 MNAT0BI_GWE_C.CEL |In 259 259
18 | MNAT0835_GEWE_C.CEL |In 279 279

Figure 5.19 Remove Copy Number/LOH results group

= Note: In Genotyping Console, individual CHP files cannot be removed; only entire batch results can be
removed. If there are associated ARR/XML and/or CEL files with these CHP files, they will not be
removed from the data set.

Edit Sample Attributes

In Genotyping Console software, only AGCC sample files (ARR) can be edited.

To make full use of the features in Genotype Console, data files should be in the Command Console format.
Affymetrix provides the Data Exchange Console software (DEC) to convert your GCOS formatted data to
Command Console format. The conversion to the new format will embed a unique file identifier that is used to
track the relationship between ARR, CEL, and CHP files, removing the dependence on the file names to track
relationships.
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=l Note: The sample attributes contained in the XML files created by the Data Transfer Tool cannot be
edited within Genotyping Console. If edits are needed, please edit the information in GCOS or GTYPE
prior to using the Data Transfer Tool.

To edit an ARR file:
1. From the File menu, select Open/Edit Sample File.
The Open dialog box opens.
2. Browse to the directory that contains the ARR file to be edited
3. Select the file and select Open.

The attribute editor will open.

% C:ACammand_ConsolehD atat500k_DatahT « MACCL-256.10_MSF.ARR _

File

File Attributes a
Mame CCL-25610 HSFP
Created by zjacob
Creation date

User Attributes

Sample Mame CCL-2586.10_MSP

Sample Type DM

Sample Project 500K_CH_SampleD ata

Sample D ate T/6/ 2006

Sample 1D CCL-256.1D

Orgarn Periphieral Blood

Tizzue

Cell Type E lymphaoblast; Epstein-Bar virus [EBWY] transformed
Tizzue Source ATCC

Tumar Stage

reference Int. J. Cancer 78: 766-774, 1933

a0e £5

gender b ale

ethiicity Caucasian

comments A non-gmall cell lung cancer cell ling from thiz patient iz available as ATCC CCL-25E6.
cytogenetic analysis

Patient I 1

1D for pairing 1

Dizease State Mormal

Amray CCL-256.1D_NSP

Array Mame CCL-2B610_MSP
Barcode (@5203300053620204 2406401 430745226 w

LY
W

Figure 5.20 Attribute Editor
4. Select the attribute to edit (e.g. edit the gender).

The Enter New Attribute Value dialog box opens.
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5. Type the value of the attribute in the Enter New Attribute Value window and click OK.
If the attribute is a date, then select the correct date from the calendar.

If the attribute is a single select, select the correct value from the pull-down menu.

Enter New Attribute Yalue §|

Attribute:  Organ
enpheral Blood

ak. l [ Cancel

Figure 5.21 New attribute value

Genotyping Console will prompt you to save the changes.

= | Note: Only one ARR file can be edited at a time. To batch edit ARR files, use the AGCC Portal.

=] Note: ARR files are updated by the attribute editor. If the ARR file is in a directory that is monitored by
AGCC then changes made in Genotyping Console will also be reflected in AGCC.

Missing Data

When opening a workspace, Genotyping Console software will confirm all of the locations for all files in the
specified workspace as well as the workspace file itself. If any file has been moved or deleted, Genotyping
Console software will prompt you to update the file locations or ignore the missing file(s). Options include:

= Locate the new directory which contains this file
= Locate the file itself

= Ignore this file and open the workspace without it
= Ignore all missing files

If the ignore option is selected, the file(s) will be flagged as missing in the software until they are either deleted
from the workspace or the path is corrected. Sparse tables may result.

The following sections describe the Directory Search and File Search.
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Genotyping Console

<P The woarkspace file has been moved. Do wou want to review the paths of each data file?
e
If wou select YES, wou will be asked to select the new location For each data file. IF vou select WO, the Workspace will use the original file locations, You
will be prampted Far any missing files,

es ] [ ]

Figure 5.22 Workspace moved

X

Find

Pleaze locate/confirm the file CCL-256.10_HSP.ARR fram "'T «» N"

(%) Directory zearch () Filesearch () |gnare (3 lgnore Al

'ou will be prampted for a directory o zearch for the miszing file. Thiz directom will alzo be
zearched for additional mizzing files in work.space.

] l [ Cancel

Figure 5.23 Find file notice

= | Note: If aworkspace is already opened, go to Workspace/Verify File Locations to perform this check.
Directory Search

When trying to locate moved or missing files, if the directory search option is chosen, you must browse to the
folder containing the specified missing file.
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Browse For Folder @

ChCommand_ConsoletDatalS00k_DakalT w»

MYCCL-256,10_MNSP ARR of set "T v MW" was not found, browse to a
folder that contains the File

>

[} My Documents
= -j My Cormpuker B
[= =e® Local Disk (C:

I Archive

I3 cache

I3 Calvin_Configurations

I3 Calvin_Docs

= I3 Command_Consale

I3 Configuration
= ) Data

< i |

ks
)

[ Make Mews Folder ] (04

] [ Cancel

Figure 5.24 Browse For Folder dialog box

= Note: Genotyping Console will look for the missing file in that directory. If there are additional files
from the specified Workspace in this new directory, their paths will also be updated.

File Search

When trying to locate moved or missing files, if the file search option is chosen, you must browse and select the
missing file.
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C::Command_Console'Data'd00K_Datakl v NWCCL-256.10 NSP.ARR of set T v ...

Lockjr: | TwH « O F -
Y |.5)20071106_102200-Mapping250K_MNsp 0l CRL-2325D_MSP.ARR @i
\&ﬁ |.5)20071106_102200-Mapping250K_Sty Gl CRL-2325D_STY.ARR @i
My Flecent  [2)20071107-Paired Analysis 0l CRL-23360_NNSP.ARR @i
Documents | | [ iR Ol CRL-23360_STY.ARR ala
= ol CCL-256.10_5TY.ARR, Ol CRL-23370_MSP.ARR, =] Jar
ol CoL-256D_NSPLARR 0l CRL-2337D_STY.ARR
Desktap ol CL-256D_5TY . ARR ol CRL-23380_NSP.ARR
0l CRL-2314D_MSP.ARR ol CRL-23380_STY.ARR
: 0l CRL-2314D_5Tv . ARR 0l CRL-23390_NSP.ARR
.,_] 0l CRL-23190_MSP.ARR 0l CRL-23390_STY.ARR
My Dosuments 0l CRL-23190_5T¥ . ARR 0l CRL-23400_NSP.ARR
0l CRL-23200_NSP.ARR 0l CRL-2340D_STY.ARR
- ol CRL-23200_5TY . ARR Ol CRL-2341D_NSP.ARR
._.1)' ol CRL-23210_MSP.ARR Ol CRL-2341D_STY.ARR
ol CRL-2321D_5TY ARR 0l CRL-23460_NSP.ARR
My Computer | o o) 23240 _psP.ARR ol CRL-z3460_5TY.ARR
ol CRL-2324D_5TY . ARR ol CRL-23620_NSP.ARR
t,'] < >
=
My Network  File pame: CCL-256.10_NSP.ARR v
Flaces
Filez of wpe: *hRR w

Figure 5.25 File search

=] Note: In the file search option, Genotyping Console will add the specified file to the Workspace. You
will be prompted to locate each missing file.

Sharing Data

If multiple users in the same organization want to share the same workspace from different computers, you may
decide to place the Workspace file in a shared folder. However, only one user can have the same workspace file
open at a time. Also note that processing data and viewing some tables will be significantly faster if the data files
are on the same computer as the Genotyping Console.

The Zip Workspace feature in GTC gathers all of the files in a selected workspace (as well as the workspace file)
into a single package file. The package file can then be used to easily move the entire workspace from one
location to another. The Zip Workspace feature will modify the data file locations in the workspace file when
unpacking the file.

=/ Note: Files not part of the workspace, such as Segment Summary reports and Custom Region
Summary reports are not packaged as part of the zipped workspace. GTC 4.0 cannot unzip workspace

zip files > 4 GB that were created in earlier versions of GTC. However, GTC 4.0 can zip and unzip
workspaces created within GTC 4.0 with a zip file size > 4 GB.
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Alternately, individual data files can be shared by simply copying the files to a new location and generating a new
Workspace file.

If you decide to simply move the data files and/or the Workspace file, Genotyping Console will ask you locate the
missing files. See Missing Data for more information.

Using Zip Workspace

To zip aworkspace:

1. From the File menu, select Zip Workspace.

The Select name of package to save dialog box opens.

Select name of package to save E
Save in: | @ Desktop 3 | QT m-
E Eir'-“ly Cocuments [ Shortout to Local Disk (C)
! "23 :} My Compuker

by Recent HM}; Metwork Places
Documents | |5 Affymetriz_Downloads

= BBrnwser
r -
[ CICHAT 401
Desktop (=) copy_number
[C)ETCheta
T |DR_allsop
.'j | simulators
ﬁCalvin_Dncs

by Documents
ECC_Data

ECC_SDFtware

5{; EETJ;WE

by Cormpuiter
.% File narme: r-Jeu.--.u YWorkspace b | [ Save l
by Metwork, Save as fype: |Wn:nrkspan:e Fackage files [*.gtc_workspace.pz % | [ Catizel ]

Figure 5.26 Select package dialog box

2. Select a name for the workspace you wish to save from the File name dropdown box.
3. Use the dialog box toolbar to select a location for the packed workspace.
4. Click Save.

The Workspace Zip progress indicator appears.
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Genotyping Console [z|

Zipping workzpace : Mew “Workspace.gtc_work space
Adding MADEIES_Opl_0171206_rY_ D10 .CEL to Mew ‘Waorkspace. gtc_workspace. package
[T |

Step 44 of 373 E ztimated time remaining far thiz step: 10 secands

Cancel

Figure 5.27 Progress bar

The progress indicator provides an estimate of the time needed to finish the packing. When packing is finished,
the package appears in the location specified and can be archived or shared with another user.

To unzip a workspace package:

1. From the File menu, select Unzip Workspace.

The Select Workspace Package dialog box opens.

Select workspace package to unpack

Look, in: | @ Dezktop W | €]
y E‘My Documents Mew ‘Workspace.gtc_workspace package
L‘Qé Ci My Computer i Shorteut ta Local Disk ()
My Recent HM}H Mebwork Places
Documents Iy Affymetrix_Downloads
- |1 Erowser
r -
[ CCMAT_401
Desktop |Chcopy_number
)T heta
: IC3R_allsop
..j | simulators
Calvin_D
My Docurments (59 Calvin_Docs
ECC_Data
; @CC_SDFtware
gr! EGTC
: EEH drive
by Computer
u? | >
.g File name: |New_Wu:urkspau:e.gtc_wnrkspace.package A | [ Open l
by Metwark, | Files of tupe: |Wnrkspace Package files [*.gte_workspace. ps v| [ Cancel ]

Figure 5.28 Selecting a workspace package to unpack

2. Select the workspace package you wish to unzip and click Open.

The Unpack Location dialog box opens.
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Browse For Folder @

Select a Folder to unpack the workspace,

= £ Command_Consale
|3 Configuration
= ) Data
|3 =00k _
I3 Default
| Diseases
I3 hapmap
I3 Mew Folder
= Mew_Warkspace
I3 Dataz
I3 DEC

< &

[

[ £

Make Mew Folder ] (04 l [ Cancel ]

Figure 5.29 Select a folder to unpack the workspace

3. Browse to the folder where you wish to unzip the files in the workspace package and click OK.

The Unpacking Progress indicator appears.

Genoiyping Console [z|

Unpacking workzpace : Mew Woarkspace. ghc_workzpace. package

Inpacking AustrliaHua_8 #.CEL from Hew_‘workspace. gtc_workzpace. package
[llllllllllllIIIIlllllllllllllllllllllll ]

Step 216 of 375 E ztimated time remaining for thiz ztep; 3 minutes

Cancel

Figure 5.30 Unpacking progress indicator

When the unpacking operation is finished, the progress indicator disappears. You can now open the workspace in
GTC.
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Chapter 6: Quality Control for Genotyping Analysis

To help researchers establish quality control processes for genotyping analyses, Affymetrix has developed
several control features. Researchers are encouraged to monitor these controls on a regular basis to assess
assay data quality. These features include:

= Metrics like QC Call Rate, Contrast QC, and Dish QC
= Signature SNPs genotype calls

The following sections in this chapter include:

= Modifying QC Thresholds

= Contrast QC (page 69)

= QC Call Rate (page 69)

= Custom Groups of Intensity QC Files (page 74)
= Graphing QC Results (page 78)

= Signature SNPs (page 80)

Modify QC Thresholds

Genotyping Console maintains default thresholds for QC metrics, and will highlight in the Intensity QC tables the
metrics which are outside of the threshold values. You can modify the QC thresholds as needed.

1. To modify the QC threshold options, click on the QC Thresholds shortcut on the main toolbar, or select it
from the Edit/QC Thresholds menu.

2. In the QC Thresholds window that appears, select the array type to be modified.
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QC Thresholds @

CEL filez that meet all the threzhaldz will be marked "In Bounds". Thresholdz are
zpecified zeparately for each aray zet.

PO ccrve'wideSHP v

Threshold Mame Comparison Yalue

I_'.J_I:Z Call R ate W | = W |E“3

sdd || Defauls ok || cancel

Figure 6.1 Intensity QC thresholds

3. Select the metric, the comparison operator (less than (<), less than or equal to ( ), greater than (>), greater
than or equal to ( ), equal to (=), or not equal to (!=)), and the value.

4. To delete a threshold item, click on the Remove.

= Note: Contrast QC is the recommended QC metric for the Genome-Wide Human SNP 6.0 array. The
default threshold is >= 0.4 for each sample. If you adjust this value or change the SNP 6.0 QC
threshold settings to another metric such as QC Call Rate, or add additional metrics to threshold by, a
flag will indicate that the thresholds are different from the defaults.

= | Note: The QC Call Rate threshold has a default value for each array type. If you adjust this value or
add additional metrics to threshold by, a flag will indicate that the thresholds are different from the
defaults.
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QC Thresholds E|

CEL filez that meet all the threshaldz will be marked "In Bounds". Thresholds are
zpecified zeparately for each amray zet.

Aray | GenometwideSMP_5 W

Threshold MName Comparison Yalue

v[>- ]

T Tie ffweshofds are oifferent fian five defaulffs

ak. l [ Cancel

Figure 6.2 Flag in the QC Thresholds dialog box

If you wish to change to using another metric, you will need to select the text in the “Threshold Name” filed and
type the exact name, case-sensitively, of the new metric in this field. For metrics to be applied, they must exist in
the Intensity QC Table (All Columns View).

If you wish to add another metric, select Add. You will need to type the exact name of this metric in the Threshold
Name field. For additional metrics to be applied, they must exist in the Intensity QC Table (All Columns View).

Contrast QC

Contrast QC is the recommended QC metric for the Genome-Wide SNP Array 6.0 in Genotyping Console. The
default threshold is greater than or equal to 0.4 for each sample. When adjusting this QC metric’s threshold value,
or changing SNP 6.0 QC settings to another metric such as QC Call Rate, or adding additional metrics to
threshold, a flag in the configuration setting dialog box will indicate that the thresholds are different than the
defaults.

Contrast QC is a metric that captures the ability of an experiment to resolve SNP signals into three genotype
clusters. It uses 10,000 random SNP 6.0 SNPs. See Appendix F: Contrast QC for SNP 6.0 Intensity Data (page
312) and Appendix G: Best Practices SNP 6.0 Analysis Workflow (page 314) for more details.

DISH QC

Dish QC (DQC) is the recommended QC metric for the Axiom™ Genome-Wide Human Array in Genotyping
Console. The default threshold is greater than or equal to 0.82 for each sample. It operates by measuring signal
at a collection of sites in the genome that are known not to vary from one individual to the next. Because it
monitors non-polymorphic locations, it is known at each position which of the two channels in the assay should
contain signal and which should be just background. DQC is a measure of the extent to which the distribution of
signal values separate from background values, with 0 indicating no separation and 1 indicating perfect
separation.
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DQC is a useful single-sample metric of performance and, under normal circumstances, it correlates well with
genotyping performance. One exception is the case of sample mixing—a sample consisting of different individuals
mixed together can still have a good DQC score, since the signals at non-polymorphic locations will remain the
same in a mixture. Such samples can generally be identified by having abnormally low genotyping call rates,
though they may still have good DQC values.

QC Call Rate

The QC analysis provides an estimate of the overall quality for a sample based on a QC algorithm shown in the
table below. This analysis provides a quick preview of data quality prior to performing a full clustering analysis.

Array Number of SNPs used for QC QC Algorithm

Human Mapping 100K Array: Dynamic Model (DM) algorithm
Mapping50K_Hind240 All

Mapping 50K_Xba240 All

Human Mapping 500K Array: Dynamic Model (DM) algorithm
Mapping250K_Nsp All

Mapping250K_Sty All

Genome-Wide Human SNP Array 5.0 3022 Dynamic Model (DM) algorithm
Genome-Wide Human SNP Array 6.0 3022 Contrast QC (CQC) is the primary QC

method, as Dynamic Model (DM) algorithm
was also used for QC

Axiom™ Genome-Wide Human Array 4070 non-polymorphic probes from  Dish QC (DQC) followed by clustering call
22 autosomal chromosomes rate with Axiom GT1 algorithm

Only samples that meet QC thresholds should be genotyped.

= Note: It is recommended that samples not meeting these specifications be re-hybridized or rescanned.

= | Note: The QC call rate is well-correlated with clustering performance and is an effective single-sample
metric for deciding what samples should be used in downstream clustering. However the correlation
between QC call rate and genotyping performance is not perfect and there will occasionally be a
sample that passes the QC call rate but which has sub-optimal genotyping performance. See Review
the Genotyping Results (page 95) for recommendations on additional per-sample QC to perform after
the clustering analysis.

= | Note: The majority of the time Genome-Wide Human SNP Array 5.0 samples that meet this
specification will have a BRLMM-P genotyping call rate of at least 96% and an accuracy of at least
99% (with average performance significantly higher) when analyzed with Genotyping Console at
default settings.
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.| Note: The majority of the time Genome-Wide HumanSNP Array 6.0 samples that meet this specification
will have a Birdseed genotyping call rate of at least 97% and an accuracy of at least 99% (with average
performance significantly higher) when analyzed with Genotyping Console at default settings.

QC can be automatically initiated upon import of CEL files by selecting Auto-QC Intensity Files option. See
Adding a Data Set.

Gender analysis is also performed during the QC step. It provides a gender call that will be used to select models
for the X and Y chromosomes during genotyping. Different processes are used for the gender call, depending
upon the type of array being analyzed. See for more details.

To initiate QC on CEL files already in the workspace, select either an intensity group from the tree (e.g. All) or
select row(s) from an open Intensity QC table. Then right-click and select Perform QC.

----- ﬁ Sample Attributes -
=2 Intensity Data
..... All

Show Intensity Qi Table

Show Signature Genobypes

Performm QC

b 5 BER | @;E

Perform Genakyping. ..
EI'|__|'E| Copy b
..... % 21 Copy Murnber/LOH Analysis. .. 3
""" 0 Perform Copy Mumber Yariation analysis. ..
=55 Copy i
..... % an # | Renamne Inkensity Data Group,..
""" 0 )( Remove Inkensity Data Group

=] SNP Lists
L] Harbdan SHE | et

Figure 6.3 Tree menu
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Save Table To File...

add Selected Data to Group

10 NAO7048 GWwE C.CE ¥ Remove Selected Data from Daka Set > ag
11 | N&D7055_GwE_C.CE[QC  Perform QC 965
12 |Na070s6_Gwe_CCE|[ Perform Genotyping... 253
12 MAD7345_GWE_C.CEL In (270 270 347 210
14 | NAO7348_GWE_C.CEL |In .02 3.02 2,39 312

Figure 6.4 Table menu

When the QC is completed the results will automatically be displayed in the Intensity QC table.
The Results will automatically be parsed into 3 groups: All, In Bounds, and Out of Bounds.

- “All” group contains results for all Intensity files in the Data Set (both newly added and existing files).
- “In Bounds” group contains the results for Intensity files which pass the QC Threshold(s).
- “Out of Bounds” group contains the results for all Intensity files which do not meet the QC Threshold(s).

By default, the In and Out of Bounds grouping is based upon the QC Call Rate column. To modify, edit the QC
Thresholds (page 257).

Out of Bounds samples will be flagged in the table.
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1 Intensity GC: test (A1)
Default Wisw *j*i;lﬁ'llﬂ ﬁl%lﬂil ﬁT HQ."’E
Fil= Bounds | GOC Call Rate | Computed Gender | # CHP/CEL | File Date
26 | MaT2145 0p1_011206_Wrw_a05 r1.CEL  |In 96.82 Female 1 9427 /2007 2:36 P
27 MaT12155_0p1_01206_Vrv_al1_r.CEL  |In 9712 Fale 1 9427 /2007 2:36 P
28 | MATZ15E_Opl_01206_WrW_BOZ 1. CEL  |In 9613 Female 1 94272007 2:36 P
29 | MATZ248 Opl_01206 Wrw_DOZ_1.CEL  |In 57.05 b ale 1 94272007 2:36 P
a0 MATZ245 Opl_01206_WrW_BOF_r1.CEL  |In 9553 Female 1 94272007 2:36 P
3 Ma12249 0pl_ 011206 W _B10 1 .CEL | In 9365 Female 1 94272007 2:37 P
32 MATZ248 0Opl_01206 WrW_COS r1.CEL  |In 95.96 Female 1 94272007 2:37 P
33 | MATZ?40_0pl_01206_Wrv_COE_r1.CEL  |In 94.84 Female 1 942752007 237 P
34 MATZYR0_0pl_01206_Wrv_DOE_.CEL  |In 9735 b ale 1 942752007 237 P
35 MATZ?RI_0pl_01206_Wrv_CO7_r1.CEL  |In 58.0M Female 1 942752007 237 P
36 | MATZPEI Hw' 301106 Ve _ADT_r1.CEL | Out 20.91 Female 1 942752007 237 P
a7 MATZYE3 0pl_011206_Wrv_all_rl.CEL  |In 83.74 Female 1 94272007 2:38 P
28 MATZYEZ Opl_011206 Wrv_BO4 r1.CEL  |In 96.89 b ale 1 94272007 2:38 P
29 MATZ?EZ Opl_011206_Wrv_a0E r1.CEL  |In 8812 Female 1 94272007 2:38 P
40 | MATZ801_0p1_011206_Wrv_a03 r1_2CEL In 95.47 b ale 1 94272007 2:38 P
11 M&12801_0p1_011206_ W _BO3 .CEL  |In 95.23 b ale 1 94272007 2:38 P
42 | MATZ807_0p1_011206_Wrv_CO3 r1.CEL  |In 9619 b ale 1 942772007 2:38 P
43 | MATZ807_0p1_011206_Wrv_CO9 r1.CEL  |In 9414 b ale 1 942772007 2:38 P
44 | MATZ312 0pl_01206 Ve C10_r1.CEL  |In 96.959 b ale 1 942772007 2:38 P
45 | MATZ813 0pl_01206 Vrv_DO3_N.CEL |In 95.67 Female 1 942772007 2:39 P

Figure 6.5 Out of bounds file flagged

For more information, see:

= Intensity QC Table for Axiom™ Data (default view) (page 74)

=l Note: The ligation nucleotide is the nucleotide at the 3’ end of a solution probe which is the nucleotide
that is ligated to the array probe. The AT channel is the optical channel in which signal from ligated A
or T nucleotides are detected. The GC channel is the optical channel in which signal from ligated G or
C nucleotides are detected. The AT probes are those control probes that correspond to non-
polymorphic genomic positions for which the expected ligation nucleotide is A or T. The GC probes
are those control probes that correspond to non-polymorphic genomic positions for which the

expected ligation nucleotide is G or C. «| Note: The ligation nucleotide is the nucleotide at the 3’ end
of a solution probe which is the nucleotide that is ligated to the array probe. The AT channel is the
optical channel in which signal from ligated A or T nucleotides are detected. The GC channel is the
optical channel in which signal from ligated G or C nucleotides are detected. The AT probes are those
control probes that correspond to non-polymorphic genomic positions for which the expected
ligation nucleotide is A or T. The GC probes are those control probes that correspond to non-
polymorphic genomic positions for which the expected ligation nucleotide is G or C.

= Intensity QC Table for SNP 6.0 Data (default view) (page 75)

= Intensity QC Table for Human Mapping 100K/500K & SNP 5.0 Data (default view) (page 76)
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For more information on displaying data in the Intensity QC Table see Table and Graph Features (page 146).

= | Note: For faster performance, Affymetrix recommends performing QC analysis with all files stored
locally.

To review the QC Results at any time, right-click on an Intensity Group and select Show Intensity QC Table or
double click on an Intensity group in the tree.

|T_‘|_5~| i Show Intensity QC Table

I
E-E ! HH|  Show Signature Genotypes
[

T

= E.] Geng @C  Perform QiC

[ F E Perform Genakyping...

Figure 6.6 Displaying the Intensity QC Table for SNP 6.0 (default view)

The Intensity QC table contains the QC results. If the QC step is skipped, some or all of the Intensity files may
have no QC results (the GQC file is missing or not updated with Contrast QC values, or the QC information is

missing from the CEL file). If no intensity files in the data set have been QC’d, the QC metrics columns will not
appear in the Intensity QC table.

= | Note: The Contrast QC metric, the default metric for the Genome-Wide Human SNP Array 6.0, is not
present in GQC files generated in GTC 2.0 software. SNP Array 6.0 data generated in GTC 2.0 will need
to be re-QCed to generate the Contrast QC data. See the Quality Control section for more information
on running the QC step. QC Call Rate data will also be (re)generated during the QC step and available
in the All Columns View, or by making a custom view. See Table Features for more information on
customizing the table view. Choosing All Columns View displays all data columns.

Intensity QC Table for Axiom™ Data (default view)

The Intensity QC Table contains the QC results. See Table Features for more information on customizing the
table view. By default the following columns are displayed:

Column Name Description

Dish QC A QC metric that evaluates the overlap between the two homozygous peaks
(AT versus GC) using normalized intensities of control non-polymorphic probes
from both channels. It is defined as the fraction of AT probes not within two
standard deviations of the GC probes in the contrast space.

Log Difference QC A cross channel QC metric, defined as mean(log(AT_SBR))/std(log(AT_SBR))
+ mean(log(GC_SBR))/std(log(GC_SBR)), where signal and background are
calculated for control non-polymorphic probes after intensity normalization.

AT Channel FLD Linear Discriminant for signal and background in the AT channel, defined as
(median_of_GC_probe_intensities — median_of_AT_probe_intensities)2 /10.5*
(Axiom_signal_contrast_AT_B_IQR2 + Axiom_signal_contrast_AT_S_IQRz)]
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GC Channel FLD Linear Discriminant for signal and background in the GC channel, defined as

(median_of _GC_probe_intensities — median_of_AT_probe_intensities)2 /[0.5*
(Axiom_signall_contrast_GC_B_IQR2 + Axiom_signaI_contrast_GC_S_IQRz)]

Computed Gender ~ Sample gender
#CHP/CEL Number of CHP files in this data set for the specified CEL file

File Date The date and time the CEL file was last modified

= Note: The ligation nucleotide is the nucleotide at the 3’ end of a solution probe which is the nucleotide
that is ligated to the array probe. The AT channel is the optical channel in which signal from ligated A
or T nucleotides are detected. The GC channel is the optical channel in which signal from ligated G or

C nucleotides are detected. The AT probes are those control probes that correspond to non-
polymorphic genomic positions for which the expected ligation nucleotide is A or T. The GC probes
are those control probes that correspond to non-polymorphic genomic positions for which the
expected ligation nucleotide is G or C.

Intensity QC Table for SNP 6.0 Data (default view)

The following columns can be displayed for SNP 6.0 data after running QC in Genotyping Console:

Column Name

File

Bounds

Contrast QC

Contrast QC (Random)

Contrast QC (Nsp)

Contrast QC (Nsp/Sty
Overlap)

Contrast QC (Sty)

QC Call Rate

Computed Gender

# CHP/CEL

File Date

Description

CEL file name

In Bounds/Out of Bounds indicates whether the CEL file met the specified QC threshold(s)

Computed Contrast QC for all QC SNPs

Contrast QC for 10K random autosomal SNPs (SNP 6.0 only)

Contrast QC for QC 20K SNPs on Nsp fragments (SNP 6.0 only)

Contrast QC for QC 20K SNPs on Sty fragments (SNP 6.0 only)

Contrast QC for QC 20K SNPs on Sty fragments (SNP 6.0 only)

Computed QC Call Rate for all QC SNPs

Computed gender. For more details, see Appendix E: Gender Calling, page 307.

Number of CHP files in this data set for the specified CEL file

The date and time the CEL file was last modified
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The Genome-Wide Human SNP Array 6.0 contains SNPs and CN probe sets from two enzyme sets (Nsp and
Sty). Some SNPs and CN probe sets are only present on fragments generated by one of the enzymes, while
other SNPs and CN probe sets are present on fragments generated from either enzyme’s reaction.

There are situations where a sample may work properly with one enzyme set, but not with the other.

Contrast QC is broken down by enzyme set for these arrays to help you evaluate the data for these issues.

Intensity QC Table for Human Mapping 100K/500K & SNP 5.0 Data (default
view)

The Intensity QC Table contains the QC results. See Table Features for more information on customizing the
table view. By default the following columns will be displayed:

Column Name Description

File CEL file name

Bounds In Bounds/Out of Bounds indicates whether the CEL file met the specified QC threshold(s)
QC Call Rate Computed QC Call Rate for all QC SNPs

Computed Gender Computed gender

For more details, see Appendix E: Gender Calling, page 307.
# CHP/CEL Number of CHP files in this Data Set for the specified CEL file

File Date The date and time the CEL file was last modified

The Genome-Wide Human SNP Array 5.0 contains SNPs and CN probe sets from two enzyme sets (Nsp and
Sty). Some SNPs and CN probe sets only work with one of the enzyme sets, while other SNPs work with both.

There are situations where a sample may work properly with one enzyme set, but not with the other.

The QC Call rate is broken down by enzyme set for these arrays to help you evaluate the data for these issues.

Custom Groups of Intensity QC Files

Genotyping Console allows for custom grouping of intensity QC Files.

To make a custom group of intensity QC Files:

1. Select the row(s) from an open Intensity QC table to be added to the new group
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2. Right-click and select Add Selected Data to Group.

1) Intensity GIC: est (A1)

Defaulk Wi Lﬁ?*|ﬁuﬁ|%|ﬂ%l ETHEE
File Bound: | GC Call Rate | Computed Gender | # CHP
1 MWADE3I35 0pl_011206 Ve D10 _1.CEL  |In 95.73 Female 1

2 MADESI_Op1_011206_%r_DO1_r1.CEL  |In 94.94 Femnale 1

Copy Selection ko Clipboard
Save Table To File...

Add Selecked Data to Group

Remove Selected Data From Data Set

Perform Qi

Perform Genokyping. ..
10 MAQDYZ45 O0pl1 011206 _CO4_1.CEL | In 94 57 Ferale 1

Figure 6.7 Add Selected Data to Group

3. Enter a name or select an existing data group and select OK.

Select a new or existing data group

Mew_Group w |

Q. H Cancel ]

Figure 6.8 Select data group
The new group will be displayed in the tree. Custom groups are indicated by white icons.

=ik test
FemameadeSAE_F

_l.'J S ample Attributes
=2 Intersity Data
All
I Bounds
Qut of Bounds

% Mew Group

Figure 6.9 Custom data group in tree

Custom Intensity groups can be re-named by right-clicking on the group and selecting Rename Intensity Data
Group.

Custom Intensity groups can be deleted by right-clicking on the group and selecting Remove Intensity Data
Group.
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= Note: Removing a custom Intensity Data Group does not remove the data from the Data Set. To

remove Intensity QC data, see Remove Data from a Data Set (page 56).

Graphing QC Results

In addition to the tabular display of the metrics, the QC results can be displayed in a line graph. The graphical

display is useful in identifying outlier samples.

To open a line graph, click on the Line Graph shortcut # on the Intensity QC Table toolbar:

Intensity QC: tast [41) Eﬁ Line Graph - Intensziby QT test [A)

DA b |y | xexis - v-axis - | ]

oC Call Rate

Intensity QC: test (All) (sorted by File)

101.43

a7.44

03.44

8946

85 .47

21.48

740

T AUATA0Z LD O ELBTLEN A

O AUATEDZLLO DT LRE LY
U AUATEOTLLO A0 ST LY
T AUATIOT IO DO L0ST LY
H AUAE0ZLLO LEOT 10T LY
T AUATOOZ L0 DO L0ST LY
TR AUATS0ZLLOC 0T E9LE LT
T AUATIOT LD 0T 29T YN
TR AUAT 0T LLOT LT ES LT LT
O ALA S0 L0 AH ESLAT LN
I AUATAOZLLO DT LSLT LY
T AUATB0TELD O 05T YN
O AUATADZ L DT ORLE LY
I AUATB0TLLD A0 EBRET YN
T AUATIOT LD OTERET YN
H AUAA0ZLLO LEOTRREE LY
I AUATI0T LD 0T SRET YN
H AUA E0ZLLO LEOT 85T LY
T AUATOOT L0 0T SS LT LY
TR AUAT 0T LLOT TSR LE LT
T AUA 0T LD A0 ER LT YN
g AUAAOZLLO DT EER L LY
D AUATB0TLLO EOTZER L LY
T AUA G0ZLL0 DT ZER L LY
T AUA 90T L0 0T ZER L LY
T AUATIOT IO 0T LR L YN
U AUATEA0ELLO LEOT 5580 LY
TR AUAT GO LLOT LEOTarR0LEN
U AUAE0ZLLO LEOT S8R0 LY
T AUATIOT LD 0T LERO LY
g AUAAOTLLO O S L0WN
U AUAB0TLLO EO ASELOWN
H AUA 0TI O ASEL0WN
T AUA 0T L0 0T ASEL0WN
I AUATA0ZLL DT eRE 0T
T AUATEOTLLO EOTSFELDWN
T AUATIOZ L0 0T 95040
R AUATS0ZLLOC LG EZ0A0N
T AUA S0ZLL0 TR 00T
U AUAE0ELLO LEOT EERI0YN
T AUATI0T IO 0TSRRI
g AUA 0T LEOTEERI0TI
CE AUAB0TLLO 0TSRRI
U AUAE0TLLO DT LERI0T
I AUATB0TLLD HOTSEEI0WN

Figure 6.10 Graph of QC data

To sort the X-axis by a metric (for example Bounds), select the metric from the X-axis drop-down menu. The list of
available metrics is based on the displayed columns in the Intensity QC table. If you want to see all available

metrics, switch to “All Columns View” in the table before opening the line graph.
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P b | g | eeeds v v-mods v | ] |

Intensity QC: test (All) (sorted by Bounds)

101.43

QC Call Rate

arv .44

03 .45

85,47

U
4 *

Figure 6.11 Sorted by bounds

Any numerical metric can be plotted in the line graph. To change the Y or X- axis metric, or to add additional
metrics to the graph, select from the Y or X-axis drop-down lists.

P b | LYy | xeais v| s+ | E
File E 0 B |y | s - [vemds <] ] -

29 .49 I Bounds | QC Call Rate A
o7 .58 QC Call Rate 10036 # CHRICEL &
05.37 \‘/'_‘ Computed Gendst a7 iz QC Call Rate (Nsp) |
ST # CHP{CEL 0457 QC Call Rate (NspfSty Overlap) '_
00.76 QC Call Rate (Msp) 0713 Qi Call Rate (Sty)
. QC Call Rate (MspjSty Overlap) 8930 \j \?
—_— QC Call Rate {5ty) i

B File Date .

Figure 6.12 Select a metric for the X or Y-axis

For more information, see Graph Features (page 151).

= | Note: Values displayed in tables or exported to a text file are only done with a certain number of digits
after the decimal. Filtering is performed using the full precision stored in the SNP statistics file.

To export the graph data:
= Select the Save Data to File shortcut [ on the graph toolbar.
Affymetrix® Genotyping Console User Manual

79



All displayed data will be exported to a text file. From the example above, the x-axis label (bounds), QC Call Rate,
and QC Call Rate (Nsp) are all exported into the specified text file.

For more information see, Table & Graph FeaturesTable & Graph Features.

o Intensity_QC_GraphData. TXT - Motepad E]@
File Edit Format “iew Help
Lakel Q- Call Rate O Call rate (WNspl) |a
In G7. 09 95, 4 1
In 05,13 o5,12
In G5, 53 03,83
In G5, 96 95,76
In 53,65 Gl, 52
In =1a o4 .47
In G4, 61 o4, 22
In G5, 76 G5, 14
In a7, 12 97, 04
In o5, 52 oG, 9
In G4, 84 G93.1%
In Q6,159 4.6
In 55,23 G3.7
In G4 .14 92,03
In G5, 67 o4 .47
In Ga, 95 G5, 92
In GE. 01 97, a9
In o7, 35 oG, 66
In 29, 74 B5E.43
In 95,47 G4, 09
In 55, B9 G5, 02
W

Figure 6.13 Exported data (.txt)

Signature SNPs

In Genotyping Console, during the QC step, a set of SNPs are genotyped using a QC algorithm shown in the
table below. These SNPs can be used to verify a sample’s identity by comparing the genotype calls to a different
technology, for example, genotyping by PCR, or other references.

Array Type Number of Signature Signature SNP Genotyping Method
SNPs
Human Mapping 100K Array 31 Dynamic Model (DM) algorithm
Human Mapping 500K Array 50 Dynamic Model (DM) algorithm
Genome-Wide Human SNP Array 5.0 72 Dynamic Model (DM) algorithm
. 72 Contrast QC (CQC) is the primary QC method,
Genome-Wide Human SNP Array 6.0 as Dynamic Model (DM) algorithm was also used
for QC
83 Dish QC (DQC) followed by clustering call rate
Axiom Genome-Wide Human Array with Axiom GT1 algorithm

To visualize these genotypes, right-click an Intensity QC group and select Show Signature Genotypes.
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File  Edit ‘Workspace  ‘Window  Tools  Help
U g E
] Workspace [workspace_1]
Ela Data Sets
#-L§ DataSet_1
w1k Data Set_2
-a Diata Set_3
=L DataSet_4
............. Famamalidesne &
ﬁ Sarnple Attibutes

Ipdates (OFfline)

Shiow Inkensity QC Table

[ Show Signature Genotypes

150
a

Perform Qi

Petfarm Genokyping. ..

Copy Mumber/LOH Analysis, ., »

5 Repart

Perfarm Copy Mumber Variation Analysis, .,

Rename Inkensity Data Group...

Remove Intensity Data Group

Figure 6.14 Show Signature Genotypes

A table will open showing the genotype calls for the Signature SNPs.

All Colurnns Wiew ] =M AF | |9 %l ET
File AFFX-SNP_10334115 | AFF<-SNP_11769729 | AFFA<-SNP_11913147 | AFFx-SNP_12046413 | AFFX-SMP_12070436 | AFF<-SNP_1874173 | AFFx-S5MP_BOE7E72 | AFF<-SNP

L MNAOTI48_GWE_L | A4 BB A BB AB BB 4B A
2 MNADEIBE_GWE_C | Al AB AB BB Ad AR AR AR
3 MNADEI_GWE_C | AB AB AB AB AR Ay AR Ay
4 MNAOBIF3_GWE_C|AB BB Ay AB BB Ay A8 AR
5 MADEIIY_GWE_C | AB BE AB AB AB Ay A AR
B MNADFO00_GWE_C | Ad AB Ad BB BE AR A EE
7 MAOFOT9_GWE_L | a4 AR Ay BB Ay AR A AR
g MWAD7F022_GWE_C | Al BE Ad BB AB EE A AR
& MNAD7029_GWE_C | AB BE AB BB AB Ay A EE
10 |NAO7O34_GWE_C | a4 AR Ay BB AR AR A AR
1 MNAD7048_GWwE_C | Al AB Ad BB AR AR A Ay
12 | MWAODTOSE_GwE_C|AB Ad AB BB EE AR A Ay
13 | NAD7OSE_GWE_C | A4 AB Ad BB AR AR A Ay
14 |MNAO7345_GWE_C|AB EE Ay BB AR EE A Ay

Figure 6.15 Signature SNPs table

By default the following columns are displayed:
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File - file name
AFFX-SNP_# - Probe set ID for signature SNP

Annotations for these signature SNPs can be obtained either from NetAffx, or by first importing a custom SNP list
containing the listed Probe Set IDs. For more information on displaying data in the Signature Genotypes Table
see Table and Graph Features (page 144).
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Chapter 7: Genotyping Analysis

Genotyping Console analyzes intensity data (CEL) from the following types of arrays:
= Human Mapping100K Array Sets

= Human Mapping 500K Array Sets

=  Genome-Wide Human SNP Array 5.0

=  Genome-Wide Human SNP Array 6.0

= Axiom™ Genome-Wide Human Array

The application supports the following analyses:

Array Type Algorithm

Human Mapping 100K Array BRLMM

Human Mapping 500K Array
Genome-Wide Human SNP Array 5.0 BRLMM-P
Genome-Wide Human SNP Array 6.0 Birdseed v1 or Birdseed v2

Axiom Genome-Wide Human Array Axiom GT1

The following sections describe:

= New Analysis Configurations
= Perform Genotyping Analysis (page 87)
= Review Genotyping Results (page 95)

=  Export Genotype Results (page 131)

New Analysis Configurations

Certain genotyping algorithm settings can be changed to match experimental conditions. This section describes:

= Parameter Definitions

* Modifying the Parameters
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Parameter Definitions

Parameters for Human Mapping 100K/500K Arrays, Genome-Wide Human SNP Array 5.0/6.0, & Axiom™
Genome-Wide Human Array

Score/Confidence Threshold — The maximum value of confidence for which the algorithm will make a genotype
call. Calls with confidence scores less than the threshold are assigned a call. For example, if the threshold is 0.15,
then any SNP with confidence < 0.15 is called, and any SNP with confidence > 0.15 is not called. If the threshold
is increased (maximum = 1), then additional SNPs in which there is less confidence (higher confidence score) will
be called.

Parameters for Human Mapping 100K/500K Arrays only

In addition to the parameters above, the following parameters can be set for 100K/500K array data:

=  Prior Size — How many probe sets to use for determining prior.
= DM Threshold — DM confidence threshold used for seeding clusters.
Modifying the Parameters

To modify the default algorithm settings:

1. Select the New Genotyping Configuration shortcut _{? on the main toolbar, or
From the Edit menu, select Genotyping Configurations > New Configuration.

The Select Probe Array Type dialog box opens.
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&

Select a probe array type

Awiom_GWwW_Hu

GenometsideSHP_G

GenometwideSHP_R

t apping 1 00k,

b appingB00F,

M arne H Select ]

Figure 7.1 Select Probe Array Type dialog box

2. Select the array type from the list and click Select.

For the Genome-wide Human SNP 6.0 array, you will be asked to choose whether to edit the configuration for
Birdseed (v1) or Birdseed v2.

Select the algorithm to configure E'

BIRDSEED
BIRDSEED w2

0k, l [ Cancel

Figure 7.2 Select Birdseed version

3. Next, for all array types, the appropriate Analysis Configuration dialog box opens.

The default algorithm parameters available for editing will be displayed.
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Analysis Configuration (Mapping500K)

Parameter Name Yalue
Score Threshald 05
Block Size 1]
Frior Size 10000
DM Threshold v
Save bz ] [ Default ] l [ Cancel

Figure 7.3 Analysis Configuration dialog box

For information about the parameters and settings for different array types, see Parameter Definitions (page 84).
For default settings, see Table 7.1 to Table 7.4. Enter a new value for the parameter(s) you wish to change and
select OK.

You will be asked to provide a name for the new genotyping analysis configuration.

Table 7.1 Human Mapping 100K/500K Array default parameters

BRLMM Algorithm Default Setting
Score Threshold 0.5
Block Size 0
Prior Size 10000
DM Threshold 0.17

Table 7.2 Genome-Wide Human SNP Array 5.0 default parameters

BRLMM-P Algorithm Default Setting
Score Threshold 0.5
Block Size 0

Table 7.3 Genome-Wide Human SNP 6.0 Array default parameters
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Birdseedv2 Algorithm Default Setting

Confidence Threshold 0.1
Block Size 0

Birdseed v2 is the default of the two Birdseed algorithms. The default algorithm parameters for Birdseed (v1) and
Birdseed v2 are identical.

Table 7.4 Axiom™ Genome-Wide Human Array default parameters

Axiom GT1 Algorithm Default Setting

Confidence Threshold 0.15

Perform Genotyping Analysis

Association studies are designed to identify SNPs with subtle allele frequency differences between different
populations. Genotyping errors, differences in sample collection and processing, and population differences are
among the many things that can contribute to false positives or false negatives. Efforts should be made to
minimize or account for technical or experimental differences. For example, randomization of cases and controls
prior to genotyping can reduce or eliminate any possible effects from running cases and controls under different
conditions.

! Affymetrix recommends that you perform genotyping and QC analysis with all files stored locally. For
more details on the hard disk space requirements to perform genotyping, see Appendix J, page 319.

To initiate genotyping analysis:

1. Right-click on a CEL intensity group (e.g. In Bounds or Custom Group) and select Perform Genotyping.

Affymetrix® Genotyping Console User Manual

87



File  Edit  “Workspace  Window — Tools  Help

&R E @ a2 s e 3 oc [ - =1 A d8 2] © NoNew Updates

BQ Data Sets

BQ Data Set_1

............. Gmmehffﬂ';s!sﬂfp_s
----- ﬂ Sample Attributes
[-j]ﬁ] Intensity Data

All
[EH|  Show Intensity QC Table
[ Show Signature Genabypes
_____ =4 Copy Mun QC Perform QC
Reports |m Perform Genakyping. .. h
[J--«Q Data Set_2 -
! = Zopy Murber/LOH Analysis, .. 3
= [ SNP Lists ﬂ| i ! 4
‘-] SNPLst_1 |23 Perform Copy Number Variation Analysis...
Al Rename Intensity Data Group. ..
)( Rerove Intensity Daka Group

Figure 7.4 Perform Genotyping...
The Perform Genotyping dialog box opens.

Perform Genotyping

Select Analyziz Configuration
.

Analyziz Configuration Parameters

Algorithm BRLMM-P
Score Threshaold 0.05
Block Size 1]

Select Output oot Path
|I::"-.I:l:ummand_l:l:nnsl:nle‘-.Data'xNew_"-.-\f-:urkspa-:e"utest |[ ]

Select Base Batch Mame
20071111_161738 |

[ OF. J[ Cancel ]

Figure 7.5 Perform Genotyping dialog box, Genome_Wide SNP 5.0

2. Select the Analysis Configuration. All available analysis configurations are available from the drop down
menu. To modify the default settings, see New Analysis Configurations (page 83).

3. Select a location for the analysis output by either selecting a folder or manually enter the full path to a folder.
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The Base Batch Name is generated automatically. This name is assigned to a subfolder created automatically
in the output folder. All of the results for an individual analysis run are stored in this folder. You can choose to
enter a new Base Batch Name.

=l For Human Mapping 100K/500K array sets, the algorithm is run on each array type separately.
Therefore, the CHP files are grouped in two batch results, and the CHP Summary data for each array
type will be displayed in its own table. Each table will have the appropriate array type appended to its
base batch name. You may choose to create a custom group that contains all CHP files.

«| Note: The BRLMM algorithm requires at least two observations of each genotype to create a prior, so
6 is the absolute minimum number of samples required to run this algorithm. However, running it with
this small a number is not advised. Performance has been seen to peak when running 50 or so
samples. Depending on sample quality, fewer can yield acceptable results.

= | Note: The default batch name includes the date and time; therefore, it is unique for each run.

=| Note: For BRLMM-P and Birdseed (v1), there is no minimum required number of CEL files. You can
run either on a single CEL file, although performance may be poor. Running Birdseed v2 requires a
minimum of two samples, although performance may be poor. It is recommended that each BRLMM-P
or Birdseed (v1) or Birdseed v2 clustering run consist of at least 44 samples. See below.

=l Note: Running Axiom GT1 requires a minimum of 20 distinct samples with either zero female samples
or at least 10 distinct female samples. See Appendix H for more details.

=« | Note: Birdseed v2 uses the EM algorithm to derive a max likelihood fit of a 2-dimensional Gaussian
mixture model in A vs B space. A key difference between Birdseed (v1) and Birdseed v2 is that v1
uses SNP-specific models or priors only as an initial condition from which the EM fit is free to
wander- on rare occasions this allows for mislabeling of the clusters. For Birdseed v2 the SNP-
specific priors are used not only as initial conditions for EM, but are incorporated into the likelihood
as Bayesian priors. This constrains the extent to which the EM fit can wander off. Correctly labeling
SNP clusters, whose centers have shifted relative to the priors, is problematic for both Birdseed
versions. However, given the additional constraint on the EM fit, Birdseed v2 is more likely than
Birdseed to either correctly label the clusters or set genotypes to No Calls.

= | Note: For Birdseed or Birdseed v2, chromosome X and Y performance within each gender will be
influenced by the number of samples of that gender in the clustering. For example, clustering a single
female with males will yield typical high performance on autosomal SNPs for all samples, but
performance on the X chromosome for the female may be poor. For good performance on X in
females it is recommended that at least 15 female samples be included in the clustering run. For X or
Y in males there is no minimum requirement.

& —u

Important: See the BRLMM white paper, BRLMM-P white paper and Birdseed references on
Affymetrix.com for recommendations on minimum number of samples to run. In general, more
samples are better, 44 per batch is recommended for these algorithms, though fewer may yield
acceptable results.

4. Click OK.
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Once the genotyping analysis is initiated, several windows will be displayed showing the progress of the
algorithm:

Genotyping Console rz|
Perfarming BRLE-F genotppe analpsiz.

Cancel

Genotyping Console

X

Perfarming BRLkM-F gencotype analysiz.

D'oing & iterations.

| |

Step Dof 16

Cancel

Figure 7.6 Progress dialog boxes for Genome-Wide Human SNP Array 5.0

= | Note: The status messages window also displays information regarding the algorithm process.

| Note: For fastest run time, Affymetrix recommends performing genotyping analysis with all files
stored locally.

! Important: On the recommended workstation, batches of 800 CEL files (Axiom™ Genome-Wide
Human Array) have been successfully run.

When the algorithm completes, the CHP Summary Table will be automatically displayed.

Affymetrix® Genotyping Console User Manual

90



File computed_gender | call_rate
L MADEIZE_Opl1_ 011206 %Y _D10_r1 brimm-p-beta.chp | female 93.57
2 MADEIT_Opl1_M71206_NeY_ D01 _rl.brimm-p-beta.chp | female 99.22
3 MADEII3_Opl1_011206_YrY_BO_r1.brimm-p-betachp | male 9359
4 MADEI33_Opl1_ 011206 _%r_B11_r1.brimm-p-beta.chp | male 93.69
4 MADEI33_Opl1_011206_%rY_C11_r1.brimm-p-beta.chp | male 9367
B MADEIS3_Opl1_ 011206 ey D04 1 brimm-p-beta.chp | male 93.5
7 AT _Opl1_011206_%rY_BOS_r1.brimm-p-beta.chp | female 93.31
a MADDZ2_Opl1_ 01206 %Y _a04_r1 brimm-p-betachp | male 9359
9 MADORE_Opl1_ 011206 VY _aA02_r1.brimm-p-beta.chp | female 9316
10 MADY345 Opl_M71206 ey _CO4 1. brlmm-p-beta.chp | female 93.44
11 MADZI4E_Op1_011206_%rY_D11_r1. brimm-p-beta.chp | female 93.23
12 MADZIR7_Opl1_ 01206 W _aA07_r1. brimm-p-beta.chp | male 93.75
<

Figure 7.7 CHP Summary table

For more information, see CHP Summary Table.

CHP Summary Table

The CHP Summary Table contains the batch genotyping results (see Table 7.5).

| Note: For Human Mapping 100K/500K arrays, the CHP Summary data for the different array types
(used for different enzyme sets) will be displayed in separate tables. Each table will have the
appropriate array type appended to its base batch name. Separate results sets are displayed in the

Genotype Results.

= _.‘_-'3 Genotype Results
% 20071029 1153450 apping250K,_Mzp
% 20071029 1153450 apping2b0k,_Sty

Figure 7.8 Genotype type results for Human Mapping 500K arrays with paired enzyme sets

See Table Features (page 146) for more information on customizing the table view.

Table 7.5 CHP Summary table

Item
File

computed_gender

call_rate
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Definition

File name

Computed gender for the sample.

For more information about the processes used to compute gender for
the different array types, Appendix E: Gender Calling, page 307.

BRLMM/BRLMM-P/Birdseed call rate at the default or user-specified
threshold.
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het_rate
hom_rate
cluster_distance_mean

cluster_distance_stdev

raw_intensity_mean
raw_intensity_stdev
allele_summarization_mean
allele_summarization_stdev

allele_deviation_mean

allele_deviation_stdev

allele_mad_residuals_mean

allele_mad_residuals_stdev

em cluster chrX het contrast_gender

em cluster chrX het
contrast_gender_chrX_het_rate

dm chrX het rate_gender

dm chrX het rate_gender_chrX_het_rate

dm listener call rate

QC cn probe chrXY ratio_gender_meanX
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Percentage of SNPs called AB (i.e. the heterozygosity).

Percentage of SNPs called AA or BB (i.e. the homozygosity).

Average distance to the cluster center for the called genotype.

Standard deviation of the distance to the cluster center for the called
genotype.

Average of the raw PM probe intensities.

Standard deviation of the raw PM probe intensities.

Average of the allele signal estimates (log2 scale).

Standard deviation of the allele signal estimates (log2 scale).

Average of the absolute difference between the log?2 allele signal
estimate and its median across all chips.

Standard deviation of the absolute difference between the log2 allele
signal estimate and its median across all chips.

Average of the median absolute deviation (MAD) between observed
probe intensities and probe intensities fitted by the model.

Standard deviation of the median absolute deviation (MAD) between
observed probe intensities and probe intensities fitted by the model.

Gender call made by the em-cluster-chrX-het-contrast_gender
method.

This method estimates the heterozygosity rate (% AB genotypes) of
SNPs on the X chromosome. If the heterozygosity is above a
threshold, then the gender call is female, otherwise the gender call is
male.

The estimated heterozygosity rate (% AB genotypes) of SNPs on the
X chromosome.

gender call based on ChrX Het rate using DM calls (100K/500K only)

the DM based ChrX Het rate from which the gender call is based
(100K/500K only)

DM call rate (100K/500K only)

The average probe intensity (raw, untransformed) of X chromosome
nonpolymorphic probes (SNP 6.0 and Axiom array only).
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QC cn probe chrXY ratio_gender_meanY

QC cn probe chrXY ratio_gender_ratio

QC Computed Gender

File Date

Contrast QC

Contrast QC (Random)
Contrast QC (Nsp)
Contrast QC (Sty)

Contrast QC (Nsp/Sty Overlap)

QC Call Rate

QC Call Rate (NSP)

QC Call Rate (Nsp/Sty Overlap)

QC Call Rate (Sty)

QC axiom_signal_contrast_AT_B_IQR

QC axiom _signal_contrast_AT_B

QC AT Channel FLD
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The average probe intensity (raw, untransformed) of Y chromosome
nonpolymorphic probes (SNP 6.0 and Axiom array only).

Gender ratio Y/X = cn probe chrXY-ratio_gender_meanY/ cn probe
chrXY ratio_gender_meanX (SNP 6.0 and Axiom array only).

Computed gender. For more details, see Appendix E: Gender Calling
in GTC, page 307.

Gender calls made by the cn-probe-chrXY-ratio_gender method. If the
cn-probe-chrXY-ratio_gender_ratio is less than the lower cutoff the
gender call is female. If the cn-probe-chrXY-ratio_gender_ratio is
greater than the upper cutoff, then the gender call call is male. If the
cn-probe-chrXY-ratio_gender_ratio is between the lower and upper

cutoffs, then the gender call is unknown (SNP 6.0 and Axiom array
only).

The date and time the CHP file was last modified.

Computed Contrast QC for all QC SNPs (SNP 6.0 only).
Contrast QC for 10K random autosomal SNPs (SNP 6.0 only)
Contrast QC for QC 20K SNPs on Nsp fragments (SNP 6.0 only).
Contrast QC for QC 20K SNPs on Sty fragments (SNP 6.0 only).

Contrast QC for QC 20K SNPs on both an Nsp and Sty fragment
(SNP 6.0 only).

Computed QC Call Rate for all QC SNPs

Computed QC Call Rate (via DM algorithm) for SNPs located only on
NSP restriction fragments (SNP 5.0, SNP 6.0 only).

Computed QC Call Rate (via DM algorithm) for SNPs located on both
NSP and STY restriction fragments (SNP 5.0, SNP 6.0 only).

Computed QC Call Rate (via DM algorithm) for SNPs located only on
STY restriction fragments (SNP 5.0, SNP 6.0 only).

Interquartile range of control GC probe raw intensities (background
intensities) in the AT channel (Axiom only).

Mean of the control GC probe raw intensities (background intensities)
in the AT channel (Axiom only).

Linear Discriminant for signal and background in the AT channel,
defined as (median_of _GC_probe _intensities —
median_of_AT_probe_intensities)z_ /[0.5*
(Axiom_signaI_contrast_AT_B_IQR2 +

93



QC axiom_signal_contrast_AT_SBR

QC axiom_signal_contrast_AT_S_IQR

Qc axiom_signal_contrast_AT_S

QC axiom_signal_contrast_A_signal_mean

QC axiom_signal_contrast_C_signal_mean

QC axiom_signal_contrast_ GC_B_IQR

QC Axiom_signal_contrast_GC_B

QC GC Channel FLD

QC Axiom_signal_contrast_GC_SBR

QC axiom_signal_contrast_GC_S_IQR

QC Axiom_signal_contrast_GC_S

QC axiom_signal_contrast_G_signal_mean

QC axiom_signal_contrast_T_signal_mean

Dish QC
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Axiom_signal_contrast AT_S_IQR?)] (Axiom only)

Signal to background ratio in the AT channel, defined as
Axiom_signal_contrast AT_S / Axiom_signal_contrast AT_B (Axiom

only).

The interquartile range of control AT probe raw intensities (signal
intensities) in the AT channel (Axiom only).

Mean of the control AT probe raw intensities (signal intensities) in the
AT channel (Axiom only).

Mean of the control A probe raw intensities in the AT channel (Axiom
only).

Mean of the control C probe raw intensities in the GC channel (Axiom
only).

The interquartile range of control AT probe raw intensities
(background intensities) in the GC channel (Axiom only).

Mean of control AT probe raw intensities (background intensities) in
the GC channel (Axiom only).

Linear Discriminant for signal and background in the GC channel,
defined as (median_of_GC_probe _intensities —
median_of_AT_probe_intensities)z_/ JO.S *
(Axiom_signal_contrast. GC_B_IQR" +
Axiom_signal_contrast_GC_S_IQR?)] (Axiom only)

Signal to background ratio in the GC channel, defined as
Axiom_signal_contrast_GC_S / Axiom_signal_contrast_ GC_B (Axiom
only).

Interquartile range of control GC probe raw intensities (signal
intensities) in the GC channel (Axiom only).

Mean of control GC probe raw intensities (signal intensities) in the GC
channel (Axiom only).

Mean of the control G probe raw intensities in the GC channel (Axiom
only).

Mean of the control T probe raw intensities in the AT channel (Axiom
only).

A QC metric that evaluates the overlap between the two homozygous
peaks (AT versus GC) using normalized intensities of control non-
polymorphic probes from both channels. It is defined as the fraction of
AT probes not within two standard deviations of the GC probes in the
contrast space (Axiom only).
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Log Difference QC A cross channel QC metric, defined as
mean(log(AT_SBR))/std(log(AT_SBR)) +
mean(log(GC_SBR))/std(log(GC_SBR)), where signal and
background are calculated for control non-polymorphic probes after
intensity normalization (Axiom only)

QC axiom_varscore_CV_GC Median of the coefficient of variation for each control GC probe set in
the GC channel (Axiom only).

QC axiom_varscore_CV_AT Median of the coefficient of variation for each control AT probe set in
the AT channel (Axiom only).

For more information on displaying data in the CHP Summary Table see Table and Graph Features (page 146).

In addition to the tabular display of the metrics, the CHP results can be displayed in a line graph.

To open aline graph:

=  Click the line graph shortcut % on the CHP Summary table toolbar.

The available features for this line graph are the same as in the Graphing QC Results section (page 78).

Review the Genotyping Results

Before conducting downstream analysis of genotyping results it is essential to perform thorough QC of both SNPs
and samples. There is no single ‘best’ way to do the QC, but some steps that are generally helpful in a broad
range of circumstances are outlined below.

1. Per-sample QC filtering

= Pre-clustering

- Samples failing the per-chip QC metric should be excluded prior to clustering, as described in Chapter 6:
Quality Control for Genotyping Analysis (page 67).

- Sample swaps which may have occurred during handling should be identified and resolved or removed.
One way to do this is to generate a ‘fingerprint’ by typing all samples on a subset of a dozen or more
SNPs which intersect with the SNPs reported in the Signature SNPs (page 80). Another is to use known
pedigree information (where appropriate) to confirm expected relatedness patterns.
=  Post-clustering

- Remove samples with outlier clustering call rates or heterozygosity (which will tend to be low-performing
samples that escaped the QC call rate filter).

- Depending on the downstream analysis to be applied, consider identifying any cryptic relatedness and
removing related samples.

- Depending on the downstream analysis to be applied, consider controlling for population structure
possibly be removing samples that are clearly from different populations from the bulk of the collection.

2. Per-SNP QC filtering

Affymetrix® Genotyping Console User Manual
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= Remove SNPs with per-SNP call rates (sometimes referred to as completeness) less than some threshold.
Commonly-used values for the per-SNP call rate threshold range from 90% to 95%.

= Consider removing SNPs with minor allele frequency (MAF) below a certain threshold (for example, 1%).

= Depending on circumstances, consider removing SNPs significantly out of Hardy Weinberg equilibrium in
cases and/or controls. A p-value threshold in the range of 107 is sometimes used.

Once the genotyping results are generated, you can:

= Display SNP Summary Table (page 96)

= Display Custom Groups of Genotyping Results (page 101)
= Create SNP Lists (page 103)

= Import SNP Lists (page 107)

= Display SNP Cluster Graph (page 109)

= Save All SNP Cluster Graphs to PDF File (page 118)

SNP Summary Table

! Important: you cannot display the SNP Summary Table until you have created a SNP list. See Create a

SNP List (page 103) for more information.

The SNP Summary Table contains SNP level statistics based on the batch of CHP files.

= To open, right-click on a batch and select Show SNP Summary Table.
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File  Edit ‘Workspace  ‘Window  Tools

g & = :
P B Wiorkzpace [wiorkzpace_1]

Ela Data Sets

#-§ DataSet_1

#- Lk Data Set_2

=ik Data Set_3

............. Mﬂ.ﬂ_ﬂﬂ?ﬂ'ﬁm

ﬁ Sarmple Atributes

- Intensity Data

[—]E Genotype Results

500K, Data_5

Shiaw CHP Suramaty Table

Ipdates (OFFline)

..... 1Y Copy Mumber/LO

% Copy Mumber W ari

1 Show SMP Summary Table
Feports Create SWP List ... e
""" | SNP Lists 1, Show SMP Cluster Graphs...

Export Genobype Resulks,

Export Genoktype Results For PLIMEK, ..
Expart SMP Summary Table

Export Merged Genotype Resulks, ..

Fun CHP ws, CHP Concordance Check. .
Fun CHP ws, TET Concaordance Check. ..

Figure 7.9 Show SNP Summary Table

Rename Genotype Resulks Group, ..

Remove Genotype Resulks Group

Genotyping Console stores the SNP summary information in a binary file which is generated during genotyping
analysis. By generating this file, Genotyping Console can more quickly display the data each subsequent time the

results are displayed.

| Note: If batch Genotype Results (CHP files) were not generated by Genotyping Console but imported
into the workspace, the first time the SNP Summary table is generated, Genotyping Console will
prompt to save the summary statistic file. This message will also appear for newly-created custom

Genotype Results groups.
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Genotyping Console

\]J) The SMP statistics need to be calculated. You will be prompeed For a “summaty.bin® file to save the results,

X

Save the summarny statistics file

Save n | [ 20071029_115345-Mapping250K_Mzp

v| O F °E-

brlmm. snp. summarsy.bin

&.

ky Recent
Documents

ol

Dezktop

&

by D ocuments

-

by Computer

| Best 5

K

1. 2N, Eummarny. bin

File narme;

V-| [ Save l

@

by Metwark. Save as type:

| SHP Surarnary Files [* surnmary. bin)

[ Cancel ]

Figure 7.10 Calculating SNP statistics
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= snp Summary: Best 5 Nsp E]@|g|

Diefault View = = - | g |34 | =9 %) %t
SHPID SMP Call Rate SHP %4 SMP %ZAB SMP %BB Eg‘;&:ﬂi& .. pialue

P 1 |AFR<2315080 100 =] 40 ] 0.2 0.5761501

2| AFF-Z315061 100 20 =] 20 05 0.6547208

3 | AFFXZ315062 | 100 ] &0 40 0.3 0.337904

4 | AFFX2315057 | 100 ] 40 =] 0.2 0.5761501

B | AFFXZ315058 | 100 100 ] ] ] 1

E | AFFX2315083 | 100 20 80 ] 04 01360371

7 | AFFXZ315063 | 100 =] 40 ] 0.2 0.5761501

B AFFXZ315064 | 100 40 =] ] 03 0.337904

9 | AFFX-2315065 | 100 40 =] ] 0.3 0.337904

10 |AFFX-Z315066 | 100 ] =] 40 03 0.337904

11 | AFFX-2315067 | 100 ] &0 40 0.3 0.337904

12 | AFF<-2315068 | 100 20 g0 ] 0.4 01360371 e,
< ¥
Rows: 254319 Cals: 12 Selected Rows: 0

Figure 7.11 SNP table

= | Note: You can see additional annotations by switching to “All Columns View”.

= | Note: For readability, metrics are not displayed at full precision, and tables saved to file contain the
same precision as is displayed in Genotyping Console. However, SNP filtering is performed using the
full precision stored in the binary SNP summary file.

The SNP Summary Table contains the SNP level results and metrics (Table 7.6).

= | Note: For Human Mapping 100K/500K, the SNP Summary data for the different array types will be
displayed in different tables with different names.

See the Genotyping Analysis section (page 83) for more information on performing genotyping. See Table
Features (page 146) for more information on customizing the table view.

Table 7.6 SNP Summary table

Column Header Description

The Affymetrix unique identifier for the set of probes used to detect a particular Single

SNPID Nucleotide Polymorphism (SNP).
Call Rate for that SNP across all samples in the batch.
SNP call Rate SNP Call Rate = A AA+# AB+#BB)
Total # CHPFiles
SNP %AA Percentage of AA calls for this SNP in this batch.
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# AA Calls

% AA = -
Total # CHP Files

Percentage of AB calls for this SNP in this batch.

SNP %AB
% AB = # AB CaIIs.
Total # CHP Files

Percentage of BB calls for this SNP in this batch.

SNP %BB
% BB = # BB CALL§
Total # CHP Files

The allele frequency for the A allele is calculated as:

# AA Calls +0.5 * # AB Calls )
Total # Calls

Pa = (
Minor Allele
Frequency Where the Total # Calls does not include the No Calls.

The B allele frequency is PB=1- PA |

The minor allele frequency is the Min (PA, PB).

Hardy Weinberg p-value is a measure of the significance of the discrepancy between the
observed ratio or heterozygote calls in a population and the ratio expected if the population
was in Hardy Weinberg equilibrium. The Hardy Weinberg p-value is calculated from the
likelihood ratio:

2 _(f%aa—faf (2faafob— fab)® (f20b— fo)
f %aa 2 faafbb f 2bb

Where:

_ (#AA calls)

" Total # Calls
H-W p-value

fy = (#BBCalls )
Total # Calls

taa (B AA Calls - 0.5 *# AB Calls)

Total # Calls
(b — (#BB Calls - 0.5 * # AB Calls )
Total # Calls
fab (# AB Calls )
Total # Calls

_ 2
The Hardy Weinberg p-value is Priw = CDF(X )
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Where CDF is the Cumulative Distributive Function for the chi-squared distribution.

The dbSNP ID that corresponds to this probe set or SNP. The dbSNP at the National
Center for Biotechnology Information (NCBI) attempts to maintain a unified and
comprehensive view of known single nucleotide polymorphisms (SNPs), small scale

dbSNP RS ID insertions/deletions, polymorphic repetitive elements, and microsatellites from TSC and
other sources. The dbSNP is updated periodically, and the dbSNP version used for
mapping is given in the dbSNP version field. For more information, please see:
http://www.ncbi.nlm.nih.gov/SNP/.

Chromosome The chromosome on which the SNP is located on the current Genome Version.

The nucleotide base position where the SNP is found. The genomic coordinates given are in
Physical Position | relation to the current genome version and may shift as subsequent genome builds are
released.

The allele of the SNP that is in lower alphabetical order. When comparing the allele data on
NetAffx to the allele data for the corresponding RefSNP record in dbSNP, the alleles
reported here could be different from the alleles reported for the corresponding RefSNP on
the dbSNP web site. This difference arises mainly from the reference genomic strand that
was chosen to define the alleles by Affymetrix. To choose the reference genomic strand, we
follow a convention based on the alphabetic ordering of the sequence surrounding the SNP.
Sometimes the reference strand on the dbSNP is different from NetAffx, and the alleles
could represent reverse complement of those provided on dbSNP.

Allele A

The allele of the SNP that is in higher alphabetical order. When comparing the allele data on
NetAffx to the allele data for the corresponding RefSNP record in dbSNP, the alleles
reported here could be different from the alleles reported for the corresponding RefSNP on
the dbSNP web site. This difference arises mainly from the reference genomic strand that
was chosen to define the alleles by Affymetrix. To choose the reference genomic strand, we
follow a convention based on the alphabetic ordering of the sequence surrounding the SNP.
Sometimes the reference strand on the dbSNP is different from NetAffx, and the alleles
could represent reverse complement of those provided on dbSNP.

Allele B

= | Note: You can display additional annotations by selecting the “All Columns View”. For complete
descriptions on all available annotations columns in the SNP Summary table, see Appendix D.

See the Perform Genotyping Analysis (page 87) section for more information on performing genotyping analyses.
See Table and Graph Features (page 146) for more information on customizing the table view.

Custom Groups of Genotyping Results

Genotyping Console allows for custom grouping of genotyping results.

To make a custom group of genotyping results:

1. Select the row(s) from an open CHP Summary table to be added to the new group.

2. Right-click and select Add Selected Rows to Results Group.
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—
% CHPF Summary: Paired_Analysis/20071029_115345-Mapping2b0k_Mzp
Default Yiew 'fj"|ﬁ;ﬁ|%|aﬂ%l ETlE

File D ate

File computed_gender | call_rate

[AC Call Rate

male

L female 9.
5 |[Z| Copy Selection to Clipboard PAST | 10/29/2007 12:42 PM | 98,90
10 | Save Tabls ToFile... 2057 | 10/29/2007 12:43 PM | 98,97
9 | &= add Selected Rows ko Resulks Graup HE83: | 10/29/2007 12:43 PM | 95.47
3 r. [Er———— F2535 | 10/29/2007 12:42 PM | 95.03
E HE TS L DL T TETITAE 3335"343 1':'.'"29.'"2':":'? 1 242 PM 5?55

Figure 7.12. Add Selected Rows to Results Group

The Select a new or existing data group dialog box appears.

Select a new or existing data group

Best 5 M v
| |

1] H Cancel ]

Figure 7.13. Select new or existing data group

3. Enter a name or select an existing data group and select OK.

The new group will be displayed in the tree. Custom groups are indicated by white icons.

= E Euencut_l,lpe Results
20071029_115345-t apping2h0k._MHzp
20071029_115345-M apping250k_Sty
ﬁb Best_5 Mzp

Figure 7.14. Custom Group in tree

Custom Intensity groups can be renamed or deleted by right-clicking the group and selecting Rename
Genotype Results Group or Remove Genotype Results Group.
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File  Edit ‘Workspace  Window  Tools  Help
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Ea Data Set_1
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Show SMP Summaty Table

Create SNP List ...
Show SMP Cluster Graphs...

Export Genotype Resulks, .,

Export Genotype Resulks For PLIME, ..
Export SMNP Summary Table

Export Merged Genotvpe Results. ..

Run CHP ws, CHP Concordance Check. .
Run CHP ws, TeT Concordance Check, ..

Rename Genotvpe Resulks Group. ..

Remove Genokype Resulks Group

Figure 7.15. Removing or renaming custom group

| Note: Removing a custom Genotyping Results Group does not remove the data from the Data Set. To
remove Genotype Results data, see Removing Data from a Data Set (page 56).

| Note: If a custom Genotype Results group is selected for displaying SNP summary results or SNP
cluster graphs, the first time the SNP summary table or SNP cluster graph is generated, Genotyping
Console will prompt you to save the summary statistics file.

Create a SNP List

For many genotyping applications, poorly performing SNPs can lead to an increase in false positives and a
decrease in power. Such under-performing SNPs can be caused by systematic or sporadic errors that occur due
to stochastic, sample, or experimental factors. Prior to downstream analysis, it is prudent to apply some SNP
filtering criteria to remove SNPs that are not performing ideally in the data set in question. The subject of SNP
filtering is an area of current research and best practices are still being developed by the community. Some
common filters used will:

= Remove SNPs with a significantly low per SNP call rate
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= Remove SNPs significantly out of HW equilibrium in cases and/or controls
= Remove SNPs with significantly different call rates in cases and controls
= Remove SNPs with Mendelian errors

Studies on multiple data sets have shown that SNPs with a lower per SNP call rate tend to have a higher error
rate, and disproportionately contribute to the overall error rate in the experiment. Most importantly, though they
may constitute a very small fraction of the total pool of SNPs, if the errors happen to stratify by case/control status
they are maximally likely to show up as apparent associations.

To create a SNP list for filtering SNPs:
1. Right-click a genotyping batch results and select Create SNP List.

File  Edit ‘Workspace  Window — Tools  Help

AL

o B Wiorkzpace [wiorkzpace_1]
Ela Diata Sets

=-£k DataSet_T

............. Amm_GW:HU
ﬁ Sample Atributes

=2 Intersity Data

Ipdates {Offline)

Show CHP Summary Table

-y

""" ﬂ Copy Humber/ Show SMP Summary Table

----- ==3 Copy Murnber

[ 7] Reports B Create SHP List ... .
#- Lk Data Set_2 1,/ Show SHP Cluster Graphs. .. e
Lk DataSet_3

..... ] SMP Lists Export Genotype Results, .,
Export Genotype Resulks For PLIME, ..

Export SMP Summary Table
Export Merged Genotvpe Results. ..

Run CHP ws, CHP Concordance Check. .
Run CHP ws, T#T Concordance Check., ..

Rename Genokype Resulks Group, ..

Remove Genokype Resulks Group

Figure 7.16 Creating a SNP list
The SNP Filters Threshold window box opens.
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SHP Eilter Thresholds E@

Enter a SHF List name to store the results

SMPz in this group that meet all the thresholds will be included in the SHP List, Click the
"Add" button to add a new threshald.

Threshald Narme Comparison Yalue

SHP Call Fiats vl ¥

Figure 7.17. SNP Filter Thresholds
2. Enter a name for the SNP List. The resulting SNPs are stored in the SNP List.

3. Add the desired filter criteria. To add additional categories to filter on, select the Add button.
4. Using the arrows, select the Threshold Name (e.g. Minor Allele Frequency)

5. Choose the operator (e.g. =, >, has). The “has” option is used when the category being filtered is text based
(e.g. Associated Gene, In HapMap, etc.).

6. Enter a Comparison Value (e.g. 99, YES, efc.)
7. Select OK.
To remove filter criteria, select the Remove button.

The resulting SNP List will be automatically displayed and added to the SNP List in the Tree.
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[ Best 5 Nzp

Figure 7.18. Custom SNP table and list in tree

For more information on displaying data in SNP Lists see Table and Graph Features (page 146).

SNP Lists can be exported, renamed, or removed by right-clicking on the SNP List and selecting the appropriate

action.

=B SN Lists
] 250K_NSP
] 250K_STY

X ¥ g o M K

Import SMP Lisk

Showe SMP List, .,

Show InfFarmation

Export SMP List. ..

Rename SMP List. ..

Remove SNP List

Figure 7.19. SNP list menu
To view a SNP List, select the Show SNP List option. To review the filter criteria for a SNP List, select the Show

Information option.
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=| Note: When the filter criteria are unknown (e.g. an imported SNP List), the Show Information option
will only indicate the SNP count.

=] Note: SNP lists are created based on a batch and the filters apply to the original batch on which they
are based. For example, filtering by call rate on batch A will contain SNPs that pass this threshold. If
this SNP list is used with a different batch, SNPs in the list may now demonstrate call rates below the
threshold.

After creating a SNP List, you can apply any SNP List to generate SNP Cluster Graph or during Export Genotype
Results.

Import Custom SNP Lists

The SNP List file must be a text file and contain a column labeled “Probe Set ID”. The file can contain additional
columns although they will be ignored by the software. A SNP List can be generated by NetAffx: see the
Advanced Workflow example Analyzing Genotyping Results of Specific Gene Lists.

To import a SNP List:

1. Right-click on SNP Lists in the Tree and select Import SNP List.

] 2505 tmport s Lit
] 250H
F] Best| £ Show SNP List...
i) Shaow Information
g Export SHP List...
&% Rename SNP List...
¥ Remove SMP List

Figure 7.20. SNP List menu
The Open dialog box appears.
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Figure 7.21. Open dialog box
2. Migrate to the location of the SNP List and select a list.

3. Click Open.

The Input Value dialog box opens.

Input Value E|

Enter the name af the new SHP list,
[Best 5 _Checked SNPs |

k. H Cancel ]

Figure 7.22. Enter SNP List name
4. Enter a name of the SNP List and click OK.

The SNP List will be displayed in the data tree.
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2a0k_M5P

280K_STY

Best_5 Mzp
Best_5_Checked SMP:

Figure 7.23. Imported SNP List

SNP Cluster Graph

Applying per-SNP filters helps remove the majority of problematic SNPs. However, no filtering scheme is perfect.
Even with stringent filtering, a small proportion of poorly performing SNPs may remain. Moreover, the poorly
performing SNPs are often the ones most likely to perform differently between cases and controls. The list of
significantly associated SNPs is often enriched for such problematic SNPs.

The SNP filtering process greatly reduces the occurrence of these false positives. But given their tendency to end
up in the list of associated SNPs, it is likely that some will remain. Before carrying forth SNPs to subsequent
phases of analysis, visual inspection of the SNPs in the clustering space is strongly recommended. Visual
inspection typically helps identify problematic cases. Genotyping Console has an option to display SNP clusters.

In the cluster graph, user-selected colors and shapes can be assigned to all user attributes, array plate
information, fluidics instrument information, or scanner information (if available). For example, the cluster graph in
Figure 7.24, displays genotype by color and uses different shapes to indicate gender.

= Note: Samples must have a sample file (ARR) in order to display user attributes by color or shape. If
sample files are not available (for example, CHP files generated in GCOS), then only array plate
information, fluidics instrument information or scanner information (if available in the CHP file) can be
displayed using color or shape.

Affymetrix® Genotyping Console User Manual

109



P Pog Py | L3 | A Color: Genotype * Shape: Sex - |
SNP_A-4263484 (20090508_134344 - SNP List_1)
2415.44
@ Genotype
5 M A
] M AB
1872.68 HEB
Sex
@ @ Z)Female
]
e 13273 @
2 ®®
&
7a1.74
&
° )
23617
5 E = % =
] L) [ou] = [ar]
o g w o 'R}
o = w (| o
— — (] [}
Signal A
Diefault Yiew hd _|=“e R | F | _ﬁ |% |.'ﬂ %L iT
inor Allele -
FrobeSetlp | oMP LAl cpmsas | SNP%AB | SMPZEE | Frequency b dhSNPRSID | Chiomosome
Rate pHalue
[SMP Summary]
3 SMP_A-1969580 | 100 1] a 100 0 1 red 1477744 1
| SMP_A-4263484 100 2727273 4545484 | 2727273 |05 0. 7630246 | re3090745 1
3] SMP_A-1978185 100 100 a 1] 0 1 re10492936 1
g SHP_A-4264431 100 B3 GE3636 1818182 |1818182 |0.2727273 007241423 rz10489533 1
7 SHP_A-1380838 100 1] 36.36364 | BIRIGIE | 01818182 04611055 | 2376495 1
a SMP_A-1983139 100 100 a 1] 0 1 redE48462 1
| SMP_A-426R735 | 100 B3B3636 | 2727273 |9.090909 | Q2272727 04584733 rz10492939 1
10 |SMP_A-1995832 100 18158182 |BIB3G3E 18158182 |05 0367123 | re9424283 1 v
£ | >
Rows: 849404 Cols: 12 Selecked Rows: O

Figure 7.24 SNP cluster graph
In this example, sample genotypes are displayed by color and gender is indicated by shape.

To generate SNP cluster graphs:
1. Right-click a Genotyping Results batch and select Show SNP Cluster Graphs on the shortcut menu.
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Figure 7.25. Genotype Results menu

2. Inthe dialog box that appears, select a SNP List and click OK. If no SNP List is available, generate a SNP
list. (For more details, see Create a SNP List or Import a SNP List.)
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Clinical
Mew_List
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ak. l [ Cancel

Figure 7.26. Select a SNP List
=l Note: Depending on the number of CHP files in the Genotyping Results batch and the number of
SNPs in the SNP List, generating the SNP Cluster Graph can take several minutes.

3. Inthe next dialog box, select an annotation file and click OK.
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Select an annotation file E|

[ a SHP annotation file is not available for thiz aray, you should download one. See the File men,

Mame |GenomewideSHP_B naZ? H Select ]

Cancel

Figure 7.27. Select an annotation file

For BRLMM and BRLMM-P, the clustering is performed in the transformed contrast dimension (Figure 7.28).
Contrast is defined as:

Contrast= f[%}

See the BRLMM-P white paper for more details on the transformation applied to the contrast.

For Birdseed, clustering is performed in a two dimensional A versus B space (Figure 7.29). For the Axiom GT1
algorithm, clustering is performed in Log ratio versus strength space (Figure 7.30). Log ratio and strength are
defined as:

Log Ratio = log,(A)-log, (B)

Strength = (log, (A)+log, (B))/2
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Figure 7.28. SNP Cluster Graph, BRLMM and BRLMM-P algorithm
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Figure 7.29. SNP Cluster Graph, Birdseed v2 algorithm
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Figure 7.30 SNP Cluster Graph, Axiom GT1 algorithm

=l Note: SNP filtering uses the full precision of stored metrics. The displayed precision in tables is less
than this for readability.

About the SNP Cluster Graph & SNP Table

The title of the graph indicates the displayed SNP followed by the Genotyping Results batch name and SNP list
name in parentheses. The default view shows samples colored by the genotype call. To change the color or
shape assigned to an attribute, make selections from the Color or Shape drop-down lists. For example, in Figure
7.29, the cluster graph displays genotype by color and indicates gender using shapes (O = female, [_] = male).

If a sample is missing a value for the attribute selected from the Color drop-down list, but has a value for the
attribute selected from the Shape drop-down list, the graph displays a gray shape. If a sample is missing values
for the attributes selected from the Color and Shape drop-down lists, the graph displays a gray spade ().

The software warns you if some of the CHP files do not have matching sample files (ARR).

Genotyping Console

Some of the CHP files requested ta be loaded For display do not hawe matching Sample (ARR) files. Files withaut matching Sample Files will be
' represented by the Missing svrbal when using sample attributes for shape or color,  Please see the Status window Far fileds) without Sample Files,

Proceed? Yes ko display data. Mo to discontinue.

I es ] [ ]

Figure 7.31 Missing sample files prompt
If you click:
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Yes — The cluster graph displays a gray spade (&) for samples without the attributes selected from the
Color or Shape drop-down lists

No — The cluster graph is not created

If all of the CHP files do not have matching sample files (for example, files generated by GCOS), no warning
appears and the cluster graph is generated. The Status window shows the missing samples files. No user
attributes are available for display. Only the physical array attributes (scanner ID or fluidics information, if
available) can be selected from the Color and Shape drop-down lists.

The SNP cluster graph can display 10 different colors and 10 different shapes. If an attribute has more than 10
values:

- When the attribute value is text, the software takes the first nine values and assigns each a color or
shape. The remaining values are put into a bin called “Other”. All values in the Other bin have the same
color or shape.

- When the attribute value is a date or number, the software divides the range of data into 10 equal bins
and assigns a color or shape to each 10 bin. If the data includes one or more outliers, it is possible to
have one value in a particular bin and all other values in another bin.

The SNP cluster graph shows the SNP summary information. The default display is the same as the SNP
Summary Table.

To toggle through SNPs:
= Click a row in the SNP table

To change the graph axes:

1. Click the Set Axis Scale shortcut =4 on the graph toolbar. Alternately, right-click the graph and select Scale
on the shortcut menu.

2. In the dialog box that appears, enter values for the x and y-axis minimum and maximum.
3. To automatically scale the axes, choose the Auto Scale X Axis and Auto Scale Y Axis options.
Auto-scaling sets the graph width to include all sample symbols.

kirirnLam R

Autn Scale = Axiz
Ao Scale 'y Az

(] l [ Cancel

Figure 7.32. Scale dialog box

In the graphical portion of the window, you can copy the current image to the Clipboard .'i'l, or save the current
image to file P (*.png format).
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You can also export the underlying data for all the SNPs in this window. See Save All SNP Cluster Graphs to PDF
File 'bl for more information.

Save All SNP Cluster Graphs to PDF File

You can save the cluster graph visualizations for all SNPs in a SNP List to a single PDF file.

To save to a PDF:

1. Right-click on a Genotype Results group in the tree and select Show SNP Cluster Graphs.

Once you have selected an appropriate SNP List, the SNP Cluster Graph window will open.

2. Click on the Save All Cluster Graphs to PDF shortcut e on the graph toolbar.

P EH@J g | ] Color: Genabype * Shape: H
SNP_A; 4344 - SNP List_1
= |3ave all Cluster Graphs to POF... - )
2415 44
L.. Genotype
1672 .85 LY.
@ @ M AB
[}
E‘ 132731 ‘. B BB
w @
78174 55"
Female
o® q
236175 — — - J
i T - @ P
i L o ] [y ]
o [ [fu} [Tu} L
= [} o [} oo
— — (] (]
Signal A

Figure 7.33. Save to PDF button in graph toolbar

3. Inthe dialog box that appears, select a location to save this file and enter a name for the file.

4. Enter a title for the PDF file. This title will be displayed at the top of every page in the PDF document.

Input YWalue r5_<|

Enter a title for the PDF file

14 l[ Cancel ]

Figure 7.34. PDF File name

= | Note: The PDF title has a 55 character limit.

The data for the PDF file will be collected and written and contain 8 graphs per page.
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Figure 7.35. Progress dialog box
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Figure 7.36. SNP cluster graphs, PDF file
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Concordance Checks

The concordance checks enable you to compare the SNP calls in different files. You can perform:

CHP vs. TXT Concordance Check (below): Compares the SNP calls in a CHP file with the SNP calls in a
previously created text file. In this check you can compare multiple CHP files to the same text file. You can use a
Text reference file, such as the 500K Ref_103 file provided on the Affymetrix website, or create your own
reference file. Reference files for Concordance Checks must have “ProbeSet ID” as the first column and “Call” or
“Consensus” as the second column.

CHP vs. CHP Concordance Check (page 127): Compares the SNP calls in one CHP file to the SNP Calls in
another CHP file. This comparison is done on a paired basis—you can perform the check on multiple pairs of
CHP files in the same analysis. The output for both checks is a single "report" file that can be displayed as a
table.

In both cases the check compares the SNPs that are common to both sample and reference files and have
genotype calls. SNPs that are not shared between the files, and SNPs that do not have calls, are not included in
the comparison.

Important: The definition of allele A and allele B (call codes) for Axiom™ Genome-Wide Human Arrays is
different than other arrays. For Axiom arrays, all SNPs are mapped to the forward strand of the
current genome (hg18). For other arrays, SNPs can be on the forward strand or reverse strand of the
genome. This means that a particular SNP that is present in both Axiom and other arrays, can have
different call codes for the same base calls. For example, the same GG base call can be AA in SNP 6.0
results and be BB in Axiom results.

Table 7.7 Example G/C SNP on the Genome-Wide Human SNP Array 6.0 & Axiom Genome-Wide Human Array

dbSNP XX | Genome-Wide Human SNP Array 6.0 Axiom Genome-Wide Human Array
Annotation file Export Affymetrix Annotation file and Affymetrix Call
Call Code export Code

Base Call (Reverse | Base Call
Strand) Base Call
(Forward Strand)
(Forward Strand)

Allele 1 C G A G B

Allele 2 G C B C A

! Important: When performing a CHP vs. Text Concordance Check between Axiom™ Genome-Wide
Human Arrays and other arrays, the data must be carefully compared. You cannot simply look at
“%Concordance” numbers. For call code comparisons of SNPs on the reverse strand of the genome, the
AA calls = BB calls in Axiom, AB calls = BA calls in Axiom, BB calls = AA calls in Axiom (Table 7.8). For
SNPs on the forward strand of the genome, the AA calls = AA calls in Axiom; AB calls = AB calls in
Axiom; BB calls = BB calls in Axiom.

Table 7.8 Possible genotypes for an example G/C SNP

Genome-Wide Human SNP Array 6.0 Axiom™ Genome-Wide Human Array
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Forward Strand Affymetrix Forward Strand Affymetrix
Base Call Base Call

Call Code Call Code
GG AA CcC AA
GC AB CG AB
cC BB GG BB

CHP vs. Text Concordance Check

To perform areference concordance check:

1. Open the Workspace and select the Data Set with the data for analysis.
2. Select the Genotype Results file set.
3. From the Workspace menu, select Genotype Results > Run CHP vs. TXT Concordance Check; or

Right-click on the Genotype Results file set and select Run CHP vs. TXT Concordance Check from the pop-
up menu.

If you have not previously selected a Results file set, the Select Genotype Results Groups dialog box opens.

Select a genotype results group @

20071106_102200-M apping250K_Sty

Cancel

Figure 7.37. Select Genotype Results Group dialog box

4. Select a results group from the list and click OK.
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=] Note: You will be able to select arrays from only one enzyme set at a time when performing a CHP vs.
Text Concordance Check.

The Select files dialog box opens.

Select one or more genotype result files X

(CCL-25610 WSP brimm
CCL-2560_MNSP. brimm
CRL-23140_MSP.brlrnm
CRL-23130_MSP.brlrm
CRL-23200_MS5P.brlmm
CRL-23210_MSP.brlrmm
CRL-23240_MSP.brlrnm
CRL-23250_MSP.brlrnm
CRL-23360_MS5P.brlmm
CRL-23370_MNSP.brlrmm
CRL-23330_MSP.brlrnm
CRL-23330_MS5P.brlrm
CRL-23400_MS5P.brlrm
CRL-23410_MSP.brlrmm
CRL-23460_MSP.brlrnm
CRL-23620_MSP.brlmm
CRL-53680_MSP.brlmm
CRL-59570_MNSP.brlrmm

Figure 7.38. Select Results files dialog box

4. Select the files for concordance check and click OK.

The Select Reference File opens.
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Select a reference TXT file

Lack in: | (5 500K_Data vl @ F @
Y 2T
4 2; SAF250K_MSP_Reference, bxk
by Recent
Diocuments
,—r-[-':
Dezktiop

¢

by Documents

-

My Computer
g File name: |25EIK_NSP'_FIeferenn:e.t:-:t A | [ Open l
My Metwork  Files of type: | Text Files [ TXT) v| | Cancel |

Figure 7.39. Select Reference File dialog box
5. Browse to the location with the reference file you wish to use and select the file.

See Reference File Format (page 126) for more information.
6. Click Open.

The Save As dialog box opens.
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Savein: | () 20071108_102200-M apping250K_Nsp v 02 E

_E_ report,repart

by Recent
Documents

=
[
Deszktop

9

by Documents

o

by Cormpuiter

-

File name: | Mep_Fepor report b | [ Save l

by Metwork, | Save az type: |Hep-:nrt Filez [*.repart] v| [ Cancel ]

Figure 7.40. Save As dialog box

7. Browse to the location where you want to save the report and enter a file name for the report.
8. Click Save.

If the reference file does not have the correct format, the following error message appears.

Genotyping Console f'5_<|

The reference file is nok of the carrect Farmat,
It must have "Probe Sek ID" as the Firsk column and "Consensus” ar "Call” as the second colurmn,

Figure 7.41. Error message

If this message appears, click OK to cancel the operation and then fix the file format problem.
See Reference File Format (page 126) for more information.

If the reference file is correct, the Progress bar appears.
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x]

Genotyping Console

Performing the concordance check

Ferfarming the concardance check

[lllllllllllllllllllllllllllllll ]

Step 3 af &

Cancel

Figure 7.42. Progress bar
When the analysis is finished, the Reference Concordance Report table appears.

| D Mzp_Report Concordance Check
@ 5449 2] At k=

File Raference HSMF's B Eu:ulncu:urdant X
Called SHP's Concordance
LI CRL-23360_MSP brimm.chp | 250K_NSP_Reference.t«t | 248435 143374 h972
2 CRL-23370_MSP.brlrm.chp | 260K _MSP_Reference.txt | 252736 155024 B1.34
3 CRL-23380_MSP.bilmm.chp | 260K _MSP_Reference.t«t | 243649 145130 Ra57
4 CRL-23390_MSP.brlrm.chp | 280K _MSP_Reference.tst | 265463 151007 5311

Figure 7.43. Reference Concordance Report table

You can also open the concordance report from the menu tree. The Reference Concordance report table contains
the following information:

File — Sample file name

Reference — Reference file name

#SNP’s Called — Number of SNPs common t both sample and reference files with genotype calls
# Concordant SNP’s — Number of called SNPs that have the same genotype call

% Concordance — Percentage of called SNPs that have the same genotype call

You can:

= Copy selected data in the table to the clipboard.

= Save the entire table as a text file.

Reference File Format

The reference file is a tab-delimited text file with two columns:

- First column must be titled “Probe Set ID”
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- Second column must be titled “Consensus” or “Call”

I 250K_NSP_Reference... [= |[B)[X]

File Edit Format Yiew Help

Prohe Set ID Call e
AFFE-2315860 An
AFFE-2315861 AB
AFFHE-2315862 (2] ]
AFFE-231585% AB
AFFHE-23156858 An
AFFE-2315857 AA
AFFHE-2315863 (2] ]
AFFE-2315864 AA
AFFHE-2315865 (2] ]
AFFE-2315866 BE
AFFE-231586% (2] ]
AFFE-2315868 BE
AFFHE-2315869 An
AFFE-2315878 BE
AFFHE-23156871 (2] ]
AFFE—-2315872 AA
AFFHE-23156873 EE
AFFE-2315874 AB
AFFHE-2315875 An
AFFE-23158%76 AB W

Figure 7.44. Example reference file

A reference file can be created by editing a genotyping results file (page 131).

=l Note: The column headers must be capitalized as shown.

CHP vs. CHP Concordance Check

To perform a CHP vs. CHP concordance check:

1. Open the Workspace and select the Data Set with the data for analysis.
2. Select the Genotype Results file set (optional).
3. From the Workspace menu, select Genotype Results > Run CHP vs. CHP Concordance Check; or

Right-click on the Genotype Results file set and select Run CHP vs. CHP Concordance Check from the
pop-up menu.

The Select files dialog box opens.
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CHP ws. CHP Concordance Check

Select the genotype results batch and move the files to define the samples and references,
| 500K Data_Nsp v

NADE385_MSP_TC_B1.brimm.chp
MAO7O00_MSP_TE_A10.brlmrm. chp
MAO7O55_MSF_TC_Bd. brimm.chp

MAO7OSE_MSP_TC_AT7_REHYE b, chp
NAO7345_MSP_TC_B10.brmm.chp

Sample Files Reference Files

Cancel

X

Figure 7.45. Select Results files dialog box

4. Select files in the Available Files list.
Click the Add button to add data to the sample or reference list.

Click the Remove button E] to remove data from a list.

= | Note: The first file in the Sample Files list is compared to the first file in the Reference Files list. The
second files in both lists are compared to each other, and so on.

= Note: You can pair files from different enzyme sets for Human Mapping 100K/500K array sets; this
allows you to compare the signature SNPs for arrays with different enzyme sets.
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CHP ws. CHP Concordance Check

Select the genotype results batch and move the files to define the samples and references,

X

|EDDK Data_Nzp v| Sample Files Reference Files
NAORSE5_NSF_TC_E1 brimm.chp NACGSEE_NSP_TC_E1 brlmm chp NAQ7O55_NSF_TC._B4.brimm.chp
Ma07000_MSP_TC_A10.brmm.chp MA07000_WSP_TC_A10.brimm. chp Ma07345 WSP_TC_B10.brimm.chp

MAO7O55_MSF_TC_Bd. brimm.chp
MAO7OSE_MSP_TC_AT7_REHYE b, chp
NAO7345_MSP_TC_B10.brmm.chp

QK l [ Cancel

Figure 7.46. Files paired for concordance check

5. When you have selected the files for the concordance check, click OK.

The Save As dialog box opens.
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Save in: |E}5IJEIKData V| | T = E-

My Recent
Documents

N

Desktop

\$

My Documents

-

by Computer
g File name: | hd | [ Save l
My Network, | Save az type: | Report Files [*.report) w | [ Cancel ]

Figure 7.47. Save As dialog box
6. Browse to the location where you want to save the report and enter a file name for the report.

7. Click Save.

If the reference file is correct, the Progress bar appears.

x]

Genotyping Console

Performing the concordance check

Ferfarming the concardance check

[llllllllllllllllllllllllll ]

Step 1 aof 2

Cancel

Figure 7.48. Progress bar
When the analysis is finished, the Concordance Report table appears.
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E LG 43 |9 2] & b=

i R HSMP's # Concordant i
fe ElSIEnCe Called SHP's Concordance
| Malssas_MNSP_TC_B1.bimm.chp | MHADFOR5_MSP_TC_B4.bimm.chp | 257043 158546 34.68

2 MaAOFO00_MNSP_TC_A10bidmm.chp | HADF345_MSP_TC_B10.brimm.chp | 258373 158731 38.43

Figure 7.49. Reference Concordance Report table

You can also open the concordance report from the menu tree.
The Reference Concordance report table contains the following information:

File — Sample CHP file name

Reference — Reference CHP file name

# SNP’s Called — Number of SNPs common to both sample and reference files with genotype calls
# Concordant SNP’s — Number of called SNPs that have the same genotype call

% Concordance — Percentage of called SNPs that have the same genotype call

You can:

- Copy selected data in the table to the clipboard.

- Save the entire table as a text file.

Exporting Genotype Results

You can export genotype results in the following ways:

= Export genotypes to a text file

= Export each CHP file to a separate text file (page 135)

= Export All Data to One File (page 135)

= Export the Combined Results of an Array Set (page 137)

= Export Genotype Results for PLINK (page 141)
Export genotypes to TXT format
Genotyping Results can be exported into a tab-delimited text file.

1. Right-click a Genotype Results group and select Export Genotype Results on the shortcut menu. In the
dialog box that appears, select the results to export and click OK.

Alternately, select results (rows) in the CHP Summary table (Figure 7.51). Right-click the selection, and
choose Export Genotype Results on the shortcut menu.
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File  Edit  “Workspace  Window  Tools  Help

G & &
- B Wiorkspace Mwiorkzpace_1]

BE Data Sets

[#-EF DataSet 1

£k DataSet 2

-k Data Set_3

=k Data Set_4

............. GemomeWideSME &

a Sample Attributes

-3 Intensity Data

Genatppe Results

----- ﬁ Copy Mumbe =

Showw CHP Summary Table

ARG RS S| oc [ 1Y S A

i) Updates (Offline)

Select one or more genotype result files

ﬁ Copy Mumbet 1| show SMP Summary Table

Reports )
_____ B SHP Liste Create SMP Lisk ...

Show WP Cluster Graphs., .

| Fom

Export Genobype Results, .,

Export Genobype Results for PLIMK. .,
Export SHP Summary Table

[
8

Export Merged Genotype Results. .,

Run CHP vws, CHP Concordance Check...
Run CHP ws, TaT Concordance Check...

MNA0E385_GWwWE_C.birdzeed-v2
MNADEIA_GWwE_C.birdzeed-v2
MNA0E333_GWwWE_C.birdzeed-v2
MNADE334_GWwE_C.birdzeed-v2
NAD7O00_Gw6_C.birdzeed-v2
MNAD7I9_GWwWE_C.birdzeed-v2
NAD7022_GWwE_C.birdzeed-v2
NAD7029_GWwE_C.birdzeed-v2
MNAD7034_GWwE_C.birdzeed-v2

Figure 7.50. Genotype results shortcut menu

Affymetrix® Genotyping Console User Manual

Rename Genobype Results Grop...

x Remove Genobype Results Group

[

132




Default Wiew

=R pAlE RERE T )=

File | computed_gender | call_rate | File Date

| Contrast AC

[

:hp fermale

Copy Selection to Clipboard Chrl4+C

Save Table To File...

Find. .. Ckrl+F

Add Selecked Rows ko Results Group

Export Genobype Resulks, .. [\,.

N

Export Genotype Resulks for PLIME. ..
hp | male
:hp rnale

Rows: 50 Cols: & Selecked Rows; 50 File Types: CHRIGOCIARREML .
Figure 7.51. CHP Summary table, shortcut menu

2. In the dialog box that appears, click the Browse button E] to select the output directory. Enter a name for
the Export Folder.

Tab Delimited Export Options

Select Export Folder

Output Boot Path: |E:"\F'r|:|gram Filez\Affumetrizitdy Bezults | D

Export Folder M ame: | K54 _1 |

Genatype Export Options

(*) Only export call codes
i) Export both call codes and forward strand baze calls
) Only export fonward strand base calls

Select Optionz

[] Filter by SHP List SHP Lizt_1

[] Separate file for each chromozome [] Export all results to single file
[] Include confidence values [] Include forced cal [] Include signal data
[] Include dbSMP RS 1D [] Include chromosomal position

[ ak. ] [ Cancel

Figure 7.52. Export Options dialog box
3. Choose the Genotype Export and Select options, and then click OK.

Affymetrix® Genotyping Console User Manual

133



The data is exported to a one or more text files, depending upon the options selected.

= | Note: An export that generates “NoChromosome.txt” indicates an invalid SNP list (for example,

retired SNPs that are no longer annotated.)

Table 7.9 Tab Delimited Export Options

Genotype Export Options

Only export call codes

Only export forward strand base calls

Export both call codes and forward strand base calls

Select Options

Filter by SNP List

Separate file for each chromosome

Include confidence values

Include dbSNP RS ID

Export all results to single file

Include forced call

Include chromosomal position

Affymetrix® Genotyping Console User Manual

Description

Choose this option to include only the allele call codes (AA, AB, or
BB) in the text file.

Choose this option to include only the forward strand base calls (AT,
CG, AG, TC, -, etc) in the text file.

Choose this option to include both the allele call codes and the
forward strand base calls in the text file. For more details on forward
strand base call translation, see Appendix B: Forward Strand
Translation, page 295.

Description

Exports only the SNPs in a user-specified SNP list.

Generates 26 text files (one for each chromosome, plus files
containing SNPs on chromosome X, Y, or MT and a file containing
SNPs that do not have chromosome information) instead of one text
file for each CHP file. This option is not available if you select the
“Export all results to single file” option.

Choose this option to include the confidence value for each call in the
exported results.

Choose this option to include the dbSNP RS ID that corresponds to
the SNP probe set. The dbSNP at the National Center for
Biotechnology Information (NCBI) attempts to maintain a unified and
comprehensive view of known SNPs, small scale insertions/deletions,
polymorphic repetitive elements, and microsatellites from the SNP
consortium (TSC) and other sources. The dbSNP database is updated
periodically, and the dbSNP version used for mapping is given in the
dbSNP version field. For more information, please see
http://www.ncbi.nlm.nih.gov/SNP/.

Generates a single text file. If this option is not chosen, one text file is
generated for each CHP file.

Calls that do not meet the confidence score threshold specified by the
configuration file are normally reported as “No Call’. If the “Include
forced call” option is selected, the genotype results include what the
call would be if “No Calls” are not allowed.

The chromosome and chromosomal position for the probe set
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Include signal data

The software uses the signal data to generate the SNP cluster graphs

(contrast and strength for the Genome-Wide Human SNP Array 5.0
and Human Mapping 100K or 500K Arrays, Signal A and Signal B
data for the Genome-Wide Human SNP Array 6.0, Log Ratio and
Strength for the Axiom™ Genome-Wide Human Array). For more

information, see SNP Cluster Graph.

Export Each CHP file to a Separate Text File

If the “Export all results to single file” option is not selected, the following output text file(s) will result. The filename
is the CHP file name with a TXT extension. The header of the text file will indicate the source CHP file location
and name, the execution GUID (indicates which genotyping batch run this CHP file was generated in), and the
SNP List (if chosen). If the confidence values, forced call, and/or signal data were selected for export, they will be
included in the text file.

= | Note: Three dashes (---) represent a no call. For Axiom™ results, two dashes (--) represent deletion

in both alleles.

A B c D E F G H | 1 K T
1 |#CHP File=C:\Program Files\Affymetrix\Data\GTC 4 Beta Data\SMP 6.04,20090618_134854\NA0G9S85_GW6_C.birdseed-v2.chp
2 |#Exec GUID=54060c20-d750-49d1-bd3c-c6af0asd3gdb
3 |#SNP List=SNP list_1
4 #GenomeWideSNP_B.na27.annot.db
5 |#¥%genome-version-ucsc=hgl8
6 |#%genome-version-nchi=36.1
7 |Probe Set Call Codes Confidence Forced Call Signal A Signal B Forward Strand Forced Forward Strand dbSNP RS Chromosome Chromosomal Position |
8 |SNP_A-42 BB 0.005 BB 213.588 752.611 GG GG rs1049294 1 5661087 i
9 |SNP_A-1BEB 0.009 BB 544464  964.317 GG GG rs590368 1 12146038
10 |SNP_A-21.BB 0.005 BB 223.451 1018.39 AA Al rs1713072 1 68764592
11 [SNP_A-21 AA 0.005 AA 784.802  215.527 GG GG rs1709326 1 72904479
12 [SNP_A-19 NoCall 0.274 AA 463.09 625.401 --- T rsGea7447 1 1.16E+08
13 |[SNP_A-19 AA 0.004 AA 512.358 261.798 TT TT rs3421652 1| 1.52E+08
14 |SNP_A-19 AB 0.002 AB 1584.67 1707.206 AG AG rs2501321 1 1.58E+08 =
15 |SNP_A-42 BB 0.001 BB 230.364  484.302 CC CC rs1497863 1 1.55E+08
16 |SNP_A-19.BB 0.004 BB 250.842 982.56 GG GG rs1684875 1 2E+03
17 |SNP_A-15 EB 0.008 BB 227.973 422.509 TT T rs1684381 1 2.33E+08 v
4 4 » M| NADGIBS_GW6_C.birdseed-v2 %1 [T i i 0

Figure 7.53. Exported genotype results, Genome-Wide SNP 6.0 array (tab-delimited .txt)
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WO |00 [~ |0 LN | fa |l | |

pt f |
N Q

15

W 4 » ¥ | NADG9ISS_AxiomGWASHUSNP1_2009080 %1

Figure 7.54 Exported genotype results, Axiom™ Genome-Wide Human Array (tab-delimited .txt)

Export All Data to One File

A

AX-11086331

AX-11086532
AX-11086534
AX-11086535

AX-11086536

|#CHP File=C:\Program Files\Affymetrix\GTC Data\20090910_154108\NAOGIES_AxiomGWASHUSNPL 20090804_CEPH_TOL_FO3_vLAxiomGTLchp |
|#Exec GUID=Baeacdad-aac2-41b2-86ea-fA4787c76308
|Probe Set ID
:AK-11085525
_AK-IIDEESE?
:AK-11886528
_AX-IIDEGSZS
:AK-1188653D

Call Codes

AA
BB
BB
AA
BB

AL
BB

AA
AA
BB

L v

If the “Export all results to single file” option is selected, the following output text file(s) will result. The file name is

the one entered in Export File Name box. The columns are:

Affymetrix® Genotyping Console User Manual

Probe Set ID

CHP file name

Exported value(s). For example, in Figure 7.55, the exported results include call codes and confidence

values.
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X)

Tab Delimited Export Options

Select Export Folder
Output Root Path: |C:'\Program Filez AffymatizVGTC Data | E

Expart File Marne: |SDDK Data Msp |

Genotype Export O ptions

(®) Only export call codes
() Export both call codes and forward strand base calls
) Only export forward strand baze calls

Select Optians
[ Filker by SMP List
Export all results ta single file
Include confidence values [ Inchude forced call [ Inchude signal data

[ Inciude dbSNP RS 1D [ Include chiomasomal position

’ ak J’ Catcel

A B C D

1 Probe SetID MADE985_MSP_TC Bl.brlmm.chp Call Codes MA0G985_NSP_TC_Bl.brlmm.chp Confidence NAOT7000_MSP_TC_Al0.brimm.chp Call Code
2 |AFFX-2313060 AB 0.022 AB

3 |AFFX-2315061 BB 0.011 AB

4 AFFX-2315062 AB 0.007 AB

5 |AFFX-2315057 AB 0.01 AB

6 |AFFX-2313038 AA 0.391 AA

7 |AFFX-2315059 AB 0.002 AB

8 |AFFX-2315063 AB 0.002 AA

9 |AFFX-2315064 AA 0.01 BB

10 |AFFX-23130685 AB 0.004 AB

11 |AFFX-2315066 AB 0.002 AB

12 |AFFX-2315067 AB 0.001 AB

4 4 » M| 500K Data_MNsp .~ %2 |_ Il

Figure 7.55. Export all data to a single file

Export the Combined Results of an Array Set

The genotype results from the arrays of an array set (for example, Human Mapping 250K Nsp and 250K Sty
results) can be combined and exported to one text file.

=l Note: Sample files (ARR) are required for the genotype results that you want to combine and export.

1. Right-click a Genotype Results group and select Export Merged Genotype Results on the shortcut menu
(Figure 7.56).
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File  Edit ‘Workspace  Window  Tools  Help

B

; B Woorkzpace [workspace_1]
=1k Data Sets

#-§ DataSet_1

El-a Data Set_2

L:.IG Data Set_3

v AManoing SO0
ﬁ S ample Attributes

2] Intenzity Data
EIE Genotype Fe:
200K, Data_ M

I B00K Data_s
1Y Copy Mumber/L0

R eports

-k DataSet_4
[ SMNP Lists

== Copy Mumber War © |

LAY Mo Mew Updates

Shiow CHP Summaty Table

Shows SMP Summary Table

Create SMP Lisk ...
Show SMP Cluster Graphs. ..

Export Genotvpe Results. ..
Expart Genokype Resulks For PLIME. ..

Expark SMP Surmmary Table

Export Merged Genotype Resulks., ..

14,

5
Fur CHP ws, CHP Cancordance Check. ..

Fun CHP ws, TeT Concordance Check, ..

Rename Genotype Resulks Group...

Remove Genotype Resulks Group

Figure 7.56 Select genotype results to merge for export
2.

In the dialog box that appears, select the samples to export and click OK (Figure 7.57).
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Select the samples to export (™. ARR files) [Z|

NAGFO00 5T
NADFORE_NSF_TC_ B4
NADFOSE_STY_TC_Bd
NAOFOSE_MSF_TC_A7_REHYE
NADFORE_STY_TC_AT
NAD7345_NSF_TC_E10
NAD7345_STY_TC_B10

5] [coes

Figure 7.57 Select samples for merged export

3. Inthe next dialog box, select a destination directory and enter a name for the results file (Figure 7.58).
Select a sample matching option using one user attribute from ARR files for these samples.

Select an export option:

Export forward strand base calls with dbSNP RS ID — Choose this option to include the forward strand
base calls (AT, CG, AG, TC, --, etc.) in the text file. Only probe sets with dbSNP RS ID are included.

Export call codes with Probe Set ID - Choose this option to include the Affymetrix call codes (AA, AB,
or BB) in the text file.
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x]

Export Merged Genotype Results Options

Select Export File
Cutput Root Path: |E:"-.P'ru:ugram Filez\AftymetnzhGTC D atas500K, D ata | D

Expart File Mame: | COFD_KSA |

Select Sample M atching Ophions

Attribute M amme: | S amplelD he |

Expart Optionz

{(¥) Export forward strand base calls with dbSHP RS 1D
[Orly probezets with dbSHP RS 1D are included]

() Export call codes with Probe Set |D

k. ] [ Cancel

Figure 7.58 Export options
4. Select an annotation file and click OK (Figure 7.59).

Figure 7.60 shows an example of merged results.
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X

Select an annotation file

b apping1 00K naz24
k appingB00K. naz4

M appingal0k.. nad?

k. ] [ Cancel

Figure 7.59 Select an annotation file

A B _ c _ D | E F E
1 |#AnnotationFile=Mapping500K.na27.annot.db ]
2 |#ArraySet=Mapping500K
3 |BArrayTypes=Mapping230K_Nsp,Mapping250K_Sty
4 |#BatchNames=500K Data_Nsp,500K Data_Sty
5 #ProbeSetType=db SNP Id
6 [#CallType=Real Allele Call
7 |#SnplList=
8 SamplelD Sample files rs16994928 Call rs16994928 Confidence rs233978 Call (rs233978 Conf
afiref 1 NA0GIES_NSP_TC_BL.brimm.chp, NAGGSS5_STY_TC_Bl.brimm.chp GG 0.012 GG 0.01
10 |ref 2 NAD7000_NSP_TC_Al10.brimm.chp, NAD7000 _STY TC Al0.brimm.chp GG 0.024 AA 0.093 &

Figure 7.60 Example merged results with one sample per row

Export Genotype Results for PLINK

Genotype results can be exported to a file format that is compatible with PLINK software. To export files for
PLINK, the genotype CHP result files must have matched sample attribute files (ARR) created with the Pedigree
template (available in the Affymetrix AGCC software) and the corresponding information for each sample. If the
ARR files were created without this template or are missing data for some of the samples, update the ARR files
using the Pedigree template before you attempt to export the data using this option.

1. Do one of the following:

Right-click a Genotype Results group and select Export Genotype Results for PLINK on the shortcut menu
(Figure 7.61).

Select Workspace > Genotype Results > Export Genotype Results for PLINK on the menu bar.
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Select results (rows) in the CHP Summary table. Right-click the selection, and choose Export Genotype
Results for PLINK on the shortcut menu (Figure 7.62).

Eh File  Edit Table ‘Workspace  Window  Tools  Help

- 5 X

UEE @& a2 e P8 S oc B vy =N . () ho New Updates
— ‘j Workspace [workspace_1] Eh CHF Summary: Data Set_4/Ma_ESA
=ik Data Sets _ — : —
Q Data Set_1 Default Yiew é e | F ] Lh |§% “ﬂ zl AT |t3.‘5. |
w1k Data Set_2 File | computed_gender | call_rate | #
@ Data Set_3
EIQ Drata Set_4 [ cCopy Selection ko Clipboard Chrl+iC
""""""" Gﬂ-’rﬂm&M‘g‘iﬂSNF_E g Save Table ToFile...
----- ﬁ Sample Attributes _
-3 Intensity Data 44 Find... Chr+F
H---%I-%nﬁgﬁzgfsults =  Add Selected Rows o Results Group
""" 'L_rn'l Copy Number/LOH Results Lh Expott Genokype Resulks, .,
----- ==3 Copy Mumber Yariation Fesults = pE— ERE———
Reports Lh xport Genokype Resulks For
----- ] SMP Lists
b
£ | »
Rows: 9 Cols: 4 Selected Rows: 9 File Types: CHP/GOQCIARRAML .

Figure 7.61 CHP Summary table, select results to export for PLINK
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E Affymetrix Genotyping Console

File  Edit  ‘Workspace  Window  Tools  Help

CEE &M 0T e 08 ocl 1Y S o] @ NohewUpdates
g B “Wrkzpace Morkspace_1]
EIQ Data Sets

Q Data Set_1
Q Data Set_2

Q Data Set_3
=Lk DataSet_4
e (Ganmome MAige ST G i i
_____ ﬂ S ample Attrbutes Select one or more genotype result files
-2 Intensity Data
EI Genolype Results MAOE385 GWE_C.birdseed-v2
Y e S P —— MA06IT1_GWwE_C.bidsesd-v2
_____ 1| Copy Numb | show CHP Summary Table NADE393_GWwE_C birdseed-v2
| ~Opy Bumbe NADE394_GWE_C birdseed-v2
ﬁ EC'F'P Numbe| [ Show SMP Summary Table NAD7O00_GWE_C birdseed-v2
eports g MAD7019 GwWE_C hirdzesd-v2
. Create SMP List .., - -
..... 7 SNP Lists £ CrestesPLis NAOTIZ2_Gw6_C.birdseed-v2
Ij*_g_t Show SMP Cluster Graphs., ., MADTO29 GWE_C.birdzeed-va
MADFD34_GwE Cbirdseed-w2
Lh Export Genotype Results, ..
||_h Export Genobype Results For PLINE. .. [y
I_h Expart SMP Summary Table ¥
Lh Export Merged Genatype Results, .,
Run CHP vs, CHP Concordance Check. ..
Run CHP vs, THT Concordance Check. ..
Rename Genotvpe Resulks Group..,
Select Al Qg Cancel
Remove Genatype Resulks Group ] [
Library path: C:\Program Files\AfFymetrixiLib User Profile: userz .

Figure 7.62 Select genotype results to export for PLINK

2. Inthe dialog box that appears, select the results to export and click OK.

3. Inthe next dialog box, click the Browse button B to select the output directory. Enter a name for the
Export Folder.
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Plink Export Options (%)

Select Export Folder

Output Path: | C:5Program FileshAfumetriz by Besulks | D

Ewport File Mame: |Data Set 1 PLIMK] |

Select Optionz

Expart file farrmat: | Transposed Z |

[] Filter by SHP List

ak l [ Cancel ]
Figure 7.63 PLINK export options
3. Select the export options, and click OK.
Table 7.10 PLINK export options
Item Description
Export file format Transposed — Generates three files: .tped, .tfam, and .map ( Table 7.11)

Standard — Generates two files: .map and .ped (Table 7.12)

Filter by SNP List Choose this option to export only the SNPs specified in a user-selected SNP list.

4. In the next dialog box, select an annotation file and click OK.

Table 7.11 Example PLINK transposed format

SNP Patient 1 Patient 2 Patient 3
SNP 1 Call Call Call
SNP 2 Call Call Call
SNP 3 Call Call Call
SNP 4 Call Call Call

Table 7.12 Example PLINK standard format

Patient SNP 1 SNP 2 SNP 3

Patient 1 Call Call Call
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Patient 2 Call Call Call
Patient 3 Call Call Call
Patient 4 Call Call Call
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Chapter 8: Table & Graph Features

In Genotyping Console, there are several properties which are common to all tables and graphs. The following
sections describe:

= Genotyping Data Tables (146)
= Table Features (page 146)

= Graph Features (page 151)

=/ Note: The use of the GTC Copy Number to view Copy Number/LOH data is described in the GTC
Browser Manual.

Genotyping Data Tables

In Genotyping Console, there are several tables which display data:
= Sample Attribute Table (page 55)

= Intensity QC Table (page 76)

=  CHP Summary Table (page 91)

=  SNP Summary Table (page 96)

=] Note: For Human Mapping 100K/500K or Axiom™ Genome-Wide Human arrays, the CHP Summary
and SNP Summary data for the different array types will be displayed in different tables with different
names.

Table Features

All common table functions are accessible through the shortcuts on the table toolbar.

Default Wiew = _|i‘e = ~ | G _th Fa |9 ﬁvlr iT Eﬁ

Figure 8.1 Table toolbar

Table 8.1 Table Toolbar functions

Table Function Description
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All Columns Yiew

Drefault Wiew

Table Views |,

New Views

4]

L

Edit Views

<l

Copy to Clipboard

Save Table to File

Find

# & [E]

Reset Sort Order

L

Sort Ascending

Sort Descending

Show Line Graph

= B E

Each table in Genotyping Console has a default set of displayed columns.

To create custom views:

1. Select the New View shortcut ff.

The Custom View dialog box opens.
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Custom Yiew - CiCommand_ConsoleiLibra... E@

Columns

File

SamplelD
computed_gender
Sample Mame
call_rate

File Date

[C Call Rate

GC Computed Gender
FamilylD

Fatherl D D
b cthen D

Gender

Dizeaze5tate

] het_rate

[ hom_rate

[] raw_intenzity_mean

[] raw_intenzity_stdew

[ allele zummarization mean

23

|

| I | T

[ Save H Cancel ]

Figure 8.2 Custom View dialog box

2. Select the columns to be displayed. To re-order the columns, click on the column name and use the Up and
Down buttons.

3. Click Save and enter a name for this view.

Use the drop down menu to display this custom view.

% CHP Summany: Clinical/20071105_092044
Mew Wi View = @ a9 gl A e

El i — computed_gender | cal_rate | File Date QC Call Rate

Al Columns View rlmm. chp male 9965079 [ 11./5/2007 9:41 Ak | 93.05
2 AustriliaHua_1_3_1_2 brimm.chp | male 9751826 | 11/5/2007 341 AM | 9613

Figure 8.3. Selecting view

To edit a previously generated custom view:

*  Click on the Edit View shortcut 4 ~ and select the View to edit.
You can select one or many cells, rows, or columns.
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To quickly select a range of rows:

= (Click the first row index, and then SHIFT-click the last row index.

To select multiple rows that aren’t adjacent

= CTRL-click on each row.
These options are available for columns and cells as well.

To copy a selection to the Clipboard:

1. Select the desired cells, rows, columns.

2. Click on the Copy to Clipboard shortcut = on the toolbar, or

Right-click and select the same command.

= Note: Copy to Clipboard may fail if too much data is copied (for example, copying the entire SNP
Summary Table). Affymetrix recommends that you Save Table To File if you wish to transfer Table
information to another application.

To save all of the data in the open table to a text file:

1. Select the Save Table to File shortcut -l?al from the toolbar, or
Right-click and select the same command.
2. Enter a name for the file and select Save.

All displayed data will be written to the text file.

SNP Summary table. TXT M=%
A B [ D E F G H | =

1 |Index SHPID SMP Call Rate |SMP %284 SMP %AB SMP %BE Minor Allele Freguency H.WY. p-“alue dbSNP RS D Chrorz2
2 1/ SMNP_A-4192495 100| 2272727 6454546 2272727 0.8  0.5464936|rs17521443

3 2 SNP_A-1789520 100 25 a0 25 0.5 1/re1708303

4 3 SNP_A-1876565 100 28.54545 4090909 2954545 0.5 0.2273 rs3935673

5 4 SNP_A-1931094 100| 2727273 4545454 727373 0.5  0.5464935 rs904750

5 4 SMNP_AZ016021 100 20.45455 59.09091 20.45455 0.5 0.2273 rs2246263

7 B SMNP_A-2164465 100| 2272727 5454546 2272777 0.5 0.5464936|rsB057585

g 7 SNP_A-2178467 100 20.45455 53.09091 20.45455 045 0.2273 rs1324156

g g SNP_A-4230294 100 20.45455 53.09091 20.45455 045 0.2273 rs2154334

10 9 SNP_A-2236534 100 25 50 25 0.s 1re937021

11 10 SNP_AZ242677 100 25 50 25 0.s 1 red705

12 11 SNP_A-1780210 100| 2272727 6454546 2272727 0.8  0.5464936|rs28556020

1= A2 SRID A JO002AT 100 20 AEACE P ln (= nlk ] S0 AEAEE inir= i lri=] [wll="=Tun]

Figure 8.4. Text file

To Find datain the table:

= Select the Find shortcut #3 and enter the value to search on.

The Find Next button will continue to search the table for additional instances of the search criteria. When the
end of the document is reached, it will restart the search from the top of the table.
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Fird wihat: || | [ Find Mest

Figure 8.5. Find value dialog box

= | Note: The Find function does not utilize wildcards.

To return the table to the default sort order:

»  Select the Reset Sort Order shortcut £*.

To sort the table:

= Select a column header and select the Sort Ascending ‘Hor Sort Descending £ shorteuts.
In the Intensity QC and CHP Summary tables, a line graph can be displayed.

To invoke the line graph

= Click on the Show Line Graph shortcut @.
See the Graph Features section for more information.

In addition to these operations, certain Tables have additional features.

For the Intensity QC table, either right-clicking on the table row label or from the Table Menu the following
additional features are available:

T Intensity OC: Clinical (All)

Default Yiew - == | @ g |48 |0
File Bounds: | GC Call Rate
' [Z]  Copy Selection o Clipboard .
z ’_‘ﬁ Save Table To File...
)
= | Add Selected Data to Group
7 Remove Selected Data From Daka Set
QC  Perform QC
.@ Perform Genobyping. .. )

Figure 8.6. QC Table menu

For more information on these features, see:

= Custom Groups of Intensity QC Files (page 76)

= Quality Control for Genotyping Analysis (page 67)
=  Genotyping Analysis (page 83)
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For the CHP Summary table, from either right-clicking on the table or from the Table Menu the following additional
features are available:

& CHP Summary: Clinical/20071105_092044

Mews View Yiew =i | & g |4 | 9 1
File computed_gender
P dongbriliaHo 2 % bl chn rale

[Z]  Copy Selection to Clipboard
_ﬁ Save Table To File. ..

+a Add Selecked Rows ko Resulks Group

_ﬁ Export Genotvpe Resulks. ..
E‘ Hm::uﬂ :.F (\.:.FI:IIIIII.L:-:IIJ 111

Figure 8.7. CHP Summary Table menu

See Custom Groups of Genotyping Results (page 101) and Exporting Genotype Results (page 131) sections for
more information on these features.

Graph Features

Genotyping Console supports line graphs and SNP Cluster graphs.

Line Graphs

Line graphs can be generated from QC results or Genotyping Results. Line graphs are initiated from either the
Intensity QC table or the CHP Summary table.

To invoke the line graph:

1. Click on the Line Graph shortcut EZ from either of these tables.

By default, the graph will display either the QC Call Rate (if invoked from the Intensity QC table) or the CHP
Call Rate (if invoked from the CHP Summary table) versus the file name.

2. To sort the X-axis by another category (e.g. Bounds), select the category from the X-axis drop-down menu or
right-click on the graph and select Set X-axis Category.

3. To graph additional results, right-click on the graph and select Set Y-axis Categories or use the Y-axis drop-
down menu.

4. To set the axis scale, right-click on the graph and select Set Axis Scale or select the Set Scale shortcut i
from the toolbar.
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Auto Scale |:| |:|

[ 1]8 H Cancel ]

Figure 8.8. Scale dialog box

2= Line Graph - Intensity QC: Paired_Analysis (All)

P kg | g | semis - v-mwis < | ]
Intensity QC: Paired_Analysis (All) (sorted by File)
S OC Cal e
99,15
a3 77
9838
a7 .99
a7 61
a7 .12
- - — - - - — - - -
e oL kB oE o2 B B oE B g kB g & g B 4 & £ = f
o = o = =3 e o e o = o = o e o = = = o e
EI EIT'il EI ﬁI EI E’le EI EIT'il EI ﬁI EI ﬁI EI aﬁl EI ﬁI EI ﬁI EI aﬁl
— — Lo Lo [ar) [ar) — — w o == (= =1 = = = = = w w
Lo Lo [YE} [YE} w0 w0 [or) [or) ['e} o [Yr} L o [ap) w w [} [} -— -—
o o o o oW oW o o ) ) ) ) (] (] [ ] 4 == [ - [a]
(e} (e} (e} (e} = = — — [} [} [} [} [} [} [} [} (o'} [} [} [}
= = = =L L L = = = = = =L =L = = = = =L =L =
= = = = = = = = = = = = = = = = = = = =
14 |
N&12264_Nsp.CEL, OC Call Rate=89.09

Figure 8.9. Line Graph

The line graph data can be copied to the Clipboard 'ﬂ, saved as an image file Zd (*.png format), or saved as a
text file 4 (tab-delimited *.txt format).
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Chapter 9: Copy Number & LOH Analysis for Human
Mapping 100K/500K Arrays

GTC can be used to perform the following analyses for Human Mapping 100K/500K arrays:
=  Copy Number (CN)

= Loss of Heterozygosity (LOH)
=  Copy Number Segment Reporting
= Custom Region Copy Number Segment Reporting

Copy Number/LOH analysis for Genome-Wide Human SNP 6.0 data is described on page 189.

Features common to Human Mapping 100K/500K arrays and Genome-Wide Human SNP Arrays 6.0 arrays,
including running the Segment Reporting Tool, are described in Chapter 11: Common Functions for Copy
Number/LOH Analyses (page 227).

! Important: CN and LOH analyses for Human Mapping 100K and 500K platforms in GTC 4.0 are
algorithmically the same as in CNAT4.0.1 software, and for more details users should refer to the
Affymetrix White Paper “Copy Number and Loss of Heterozygosity Estimation Algorithms for the
GeneChip Human Mapping Array Sets”

This set of analyses is referred to in Genotyping Console as “CN4” in output file names.

= | Note: GTC does not perform copy number, LOH, or Copy number region analysis on data from
Genome-Wide Human SNP 5.0 or Axiom™ Genome-Wide Human arrays.

! Affymetrix recommends that you perform Copy Number/LOH analysis with all files stored locally.

The basic workflow for Copy Number/LOH analysis involves:

1. Performing Copy Number/LOH analysis on a selection of CEL or CHP files.
There are two options for this:
- Paired Copy Number and LOH Analysis (page 155)
- Unpaired Copy Number and LOH Analysis (page 162)

2. Performing the Copy Number Segment analysis on the CN data files (page 227).

= Note: Segment Reporting Analysis can be performed on Human Mapping 100K/500K data and on
Genome-Wide Human SNP Array 6.0 data.

3. Viewing QC data in table format (page 178)

4. Viewing the data in the GTC Browser (page 249)
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5. Exporting data into formats that can be used by secondary analysis software (page 251)
You can also:
= Change the QC threshold settings (page 257)

= Change the algorithm parameters for 100K/500K analysis (page 179)

Introduction to 100K/500K Analysis

This section covers:
= Array design
= Algorithm

Array Design

Human Mapping 100K/500K analyses use two arrays to provide full coverage of the genome. 50K or 250K arrays
can be run individually, as well.

= Human Mapping 100K (combination of Xba240 and Hind 240 below)
- Mapping50K_Xba240
- Mapping50K_Hind240
= Human Mapping 500K (combination of Nsp and Sty below)
- Mapping250K_Nsp
- Mapping250K_Sty
The Segment Report Tool is run after Copy Number analysis.

If you wish to run CN number and/or LOH analysis on both array types at the same time, you need to have
Enzyme Set attributes set up for the files. You can use Enzyme Set and Sample + Reference attributes to make
sorting and pairing up the files easier.

Algorithm
CN4 performs paired and unpaired CN analysis

= Paired CN Analysis

Paired CN Analysis is used to compare, for example, two samples from the same individual to look for copy
number differences in different types of tissues (examples would be Tumor/Normal or Treated/Untreated).

Paired analysis requires that genotyping batch analysis be performed on the data to be analyzed first.
=  Unpaired CN Analysis

Unpaired CN Analysis is used to compare sample files to a set of reference files.
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Unpaired analysis requires that genotyping batch analysis be performed on the data to be analyzed first.
Copy number data is output in files with the suffix .CN4.cnchp).

LOH analysis can be run at the same time as copy number analysis or in a separate step without running the
copy humber analysis.

Human Mapping 100K/500K copy number and LOH data is output in separate files (CN4.cnchp files and
CN4.lohchp files)

Copy number segment reports can be run on Human Mapping 100K/500K array CN data, but no gender calls
are made by the Segment Reporting Tool.

Copy Number/LOH Analysis for Human Mapping 100K/500K Arrays

! Affymetrix recommends that you perform Copy Number/LOH analysis with all files stored locally.

This section describes the different Copy Number/LOH workflows for Human Mapping 100K/500K arrays.
= Paired Copy Number and LOH Analysis (below)

= Unpaired Copy Number and LOH Analysis (page 162)

=  Copy Number/LOH File Format for Human Mapping 100K/500K Array Data (page 167)
= Selecting Results Groups (page 169)

= Using Shared Attributes to Group Samples (page 172)

Copy Number data files for Human Mapping 100K/500K arrays have the extension CN4.cnchp. Loss of
heterozygosity data files for Human Mapping 100K/500K arrays have the extension CN4.lohchp.

Paired Copy Number and LOH Analysis

Paired CN Analysis is used to compare two samples from the same individual to look for copy number differences
in different types of tissues (Normal/Tumor, for example).

To perform Paired CN/LOH analysis:

Genotyping batch analysis must be performed on the data to be analyzed, first.

Enzyme Set attributes are required to have been assigned to the arrays to match array sets originating with the
same sample. For example, you could use the “Patient ID” attribute as the Enzyme Set identifier.

It will also be helpful if another sample attribute field exists to help group arrays into either the Sample or
Reference category. For example, you could use “Disease State” or “Tissue Type” attributes

The Copy Number and LOH files resulting from combined Enzyme Set data will be named using the Enzyme Set
attribute for the array set. Output files can be given a suffix.

For more information about using shared attributes to pair files by enzyme set or sample/reference group, see
Using Shared Attributes to Group Samples.
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To perform a Paired copy number and/or LOH analysis:

1. Open the Workspace and select the Data Set with the data for analysis.
2. Select the Intensity Data file set.
3. From the Workspace menu, select Intensity Data > Perform Copy Number/LOH Analysis; or

Right-click on the Intensity Data file set and select Perform Copy Number/LOH Analysis from the pop-up
menu; or

Click the Perform Copy Number Analysis button in the toolbar.

The Select Analysis Type dialog box opens.

Select Analysis Type El
Sample Type Analyziz Tepe
(%) Paired Sample Analyzis ) Copy Mumber [CH]
) Unpaired Sample Analysis ) Losz of Heterozpgosity [LOH]
(%) CM % LOH
[ k. l [ Cancel ]

Figure 9.1. Select Analysis Type dialog box
4. Select Paired Sample Analysis for Sample type

5. Select the analysis type (CN, LOH, or both)
6. Click OK.

The Copy Number Analysis Options dialog box opens.
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Copy Humber / LOH Analysis Options

Sample Type:  Paired Analpziz Tupe:  CM and LOH

Select Analysis Configuration
To add a new Analysis Configuration, please Cancel and zelect Copy Number / LOH
Configurations from the Edit menu.

.

Select Output oot Fath

| C:\Command_ConzolenD ata |
Select CHALOH Batch Mame

2007111 2-batch |

Output File Suffis [leave blank for no suffis]

Advanced > ] I ok l [ Cancel ]

Figure 9.2. Copy Number Analysis Options dialog box
7. Review analysis configuration parameters and select new analysis configuration if desired.

See Changing Algorithm Configurations for Human Mapping 100K/500K (page 179) for more information on
creating a new analysis configuration.

Change the following if desired:
- Output Root Path: location of the CN/LOH Results Group folder.

- Base Batch Name: Name of the CN/LOH Results Group and its folder.

= | Note: This folder is the location where the different Data Results files are kept. You can access the
folder through Windows Explore to view report files.

- Output File Suffix: suffix added to distinguish output file names.
9. Click OK.

The Select Files dialog box opens.
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Select Files: CN and LOH Analysis for Paired

Enzyme sel's shared attiibute [Msp/Sty sets share this attribute]

<Select Athibute:

8|

Available Files (20,

sorted on zample/reference attribute, then enzyme et attribute)

Attribute to help identify Samples Files versus Reference Files

<Select Athibute:

Sample Files (0]

CEL File Mame

CHP File: M arme

iMalsh] NapCEL

Mal10eaT_Mepbilmm.ch

WATGEE1 Sty CEL
M1 0855_Nsp CEL
M1 0955,_Sty. CEL
N&10953_Nsp CEL
N1 0863_5ty. CEL
11831 _Nsp CEL
M11221 Sty CEL
N1 2056_Nsp CEL
N1 2056_Sty. CEL
M1 2057_Nsp CEL
M1 2057_Sty. CEL
N1 2234_Nsp CEL
N1 2234_5ty. CEL
M1 2264_Nsp CEL
M1 2254 Sty CEL
N1 2707_Nsp CEL
N1 2707_Sty. CEL
M1 2716_Nsp CEL
M1 2716_Sty. CEL

MA10851_Sty. brimm. chp
MA10855_Msp.bilmm.chp
M&10855_Sty. brlrarn.chp
MAT08E3 Mep.bilmm.chp
MA10863_Sty. brimm.chp
M&11831_Msp.bilmm.chp
M&11831_5Sty. brlrarn.chp
MA12056_Mep.bilmm.chp
Ma12056_Sty. brimm.chp
M&12057_Msp.bilmm.chp
M&12057_Sty. brlrarn.chp
MA12234_Mep.bilmm.chp
MA12234_Sty.brimm.chp
M&12264_Msp.bilmm.chp
M&12264_ Sty brlrarn.chp
MA12707_Mep.bilmm.chp
MA12707_Sty. brimm.chp
M&12716_Msp.bilmm.chp
M&12716_Sty. brlrarn.chp

Mate: for paired analpsiz the pairing of sample and
1eference iz by order in the lists below

Reference Files [0]

CELFil..

Sampl...

Enzyri.. CEL File... | Sampl...

Enzyni...

Figure 9.3. Select Files for Paired sample

10. Select the Enzyme Set shared attribute from the Enzyme Set Shared Attribute drop-down list.

v

Enzyme zet's shared attribute [Mzp/Sty setz share this attribute]

The files are sorted by Enzyme Set Attribute.
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Available Files [20. zorted on zamplereference attribute, then enzyme zet attnbute]
CEL File Hame CHF File M ame Co... P atient_State

MAT0E5T Map CEL MATOEE1 Mepbrmm.chp  male & Dizeaze
HAT0E51_St CEL  WATOEST _Stybrmm.chp  male 8_Digeasze
MAT183 _Mep.CEL MATT1831_M=p.bimm.chp  male A_Moarmal
MAT183_SwCEL  MATTE3T _Swbimmchp  male A_Maormal
MAT08E3_Mep CEL MAT0863_Mzp.bilmm.chp  female B_Dizeaze
HAT0EE3 Sty CEL  WATOSE3 _Sty.brimm.chp  female B_Dizease
MAT0855_Msp CEL MATO0S5S Msp.brimm.chp female B_Mormal
MAT0855_Sw.CEL  MAT0855 St bimmchp  female B_Marmal
MAT12056_Mep CEL MAT2056_Mzpbimm.chp  male C_Dizeaze
MHa12086 St CEL  MWAT2006 Stybrmm.chp  male C_Dizease
MAT2716_Msp CEL MATZAE_Mep.bimm.chp  male C_Momal
MAT2716_SCEL  MA1ZA16_Swbimmchp  male C_Marmal
MA12234 Mep CEL MA12234 Mzpbimm.chp  female D_Dizeaze
Mal2234 St CEL MWATZZ234 Stybrmm.chp  female D _Dizeasze
MAT2057_Msp.CEL MAT2057_Msp.brimm.chp female D_Mormal
MAT2057_Sw.CEL  MAT12057_ St bimmchp  female O_Marmal
MA12264 Mep CEL MA12264 Mzpbimm.chp  male E_Dizeaze
Hal2264 St CEL MWATZZ264 Stybrmm.chp  male E_Dizease
MA12707_Mep CEL MWATZY07_Mep.bimm.chp  male E_Momal
MAT2707_SwCEL  MA1Z707_Stwbimmchp  male E_Marmal

Figure 9.4. Files sorted by Enzyme Set

11. Select the Sample vs. Reference attribute from the drop-down list.

Attribute to help identify Samplez Files versus Reference Files
Mate: for paired analyzis the paiing of £ample and
reference iz by order in the listz below

Sample Type

The files are sorted by the sample/reference attribute.
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Available Files [20, zorted on zampledreference attibute, then enzyme zet attribute]
CEL File: Mame CHF File Mame Co... Sample Type  Patient_State
NAT0E5T Map CEL MAT0851 Mspbrmm.chp  male Digeaze &, Dizeaze
MAT0851_SwCEL  MAT0851_Stw bdrmmchp  male Dizeaze & _Dizeasze
MAT0BE3_Msep.CEL MATO0EE3_Msep.bidmm.chp female Dizeaze B_Dizease
MAT08E3 St CEL  MAT08E3_Styhbrimm.chp  female Dizeaze B_Dizeaze
MA12056_Mep CEL MAT2056_Mzpbimm.chp  male Digeaze C_Dizeaze
MA12056_Sw CEL  MAT2056_Sty brirmmchp  male Dizeaze C_Dizeaze
MA12234 Mep CEL MAT2234 Msepbidmm.chp female Dizeaze O_Dizeasze
MA12234 S CEL  MA1Z2234_ Sty brimmchp  female  Dizeaze D_Dizeaze
MA12264 Mep CEL MAT12264_Mzpbimm.chp  male Digeaze E_Dizeaze
MA12264 S CEL  MATZ2264 St brdrmmchp  male Dizeaze E_Dizeaze
MAT1831_Msep.CEL MAT183 _Msepbidmm.chp male  Momal A_Marmal
MAT183T_SwCEL  MATTSF _Stwbrinmchp  male MHarmal A_Marmal
MAT0855_Mep CEL MAT0855_Mzpbidmm.chp  female  Mormal B_Marmal
MAT0855_Sw CEL  MA10855_ Sty brimmchp  female  Mormal B_Marmal
MATZ716_Msp.CEL MATZAE Mspbidmmchp male  Momal C_Mormal
MAT2716_SwCEL  MATZAE_Stbrinmchp  male MHarmal C_Marmal
MAT2057_Mep CEL MAT2057_Mzpbidmm.chp  female  Mormal D_Marmal
MA12057_SwCEL  MAT2057_Stybrimmchp  female  Mormal D_Marmal
MATZ707_Msp.CEL MATZ707 _Mspbidmm.chp male  Momal E_Mormal
MAT2707_SwCEL  MATZ707_Stbrinmchp  male MHarmal E_Marmal

Figure 9.5. Sorted by Enzyme Set and Sample/Reference attributes

12. Select files in the Available Files list.

Click the Add button to add data to the Sample Files list or Reference Files list.

Click the Remove button E] to remove data from a list.

If the files in the Available Files list are highlighted, you will not be able to move them to the Sample or

Reference lists until you have selected a results group for the file.

MAT2234 St CEL  MNAT12234 St brimm.chp female
MA12264 Mep CEL <Select Results Group: male
MAT2264 S CEL MATZZ264 Sty bridmm.chp  male

Figure 9.6. Highlighted file (need to select Results Group)

See Selecting Results Groups (page169) for more information.

13. Click the Up E] and Down E] buttons to change the file’s position and align arrays by enzyme set and
sample/reference attributes. The analysis will compare the first sample CEL+CHP in the list with the first
reference CEL+CHP, the second sample CEL+CHP with the second reference CEL+CHP, and so on.

=/ Note: You can also change the sort order of the Sample and Reference files list by clicking on the
column headers in the list.

For more information about using shared attributes to pair files by enzyme set or sample/reference group, see
Using Shared Attributes to Group Samples (page 172).

Affymetrix® Genotyping Console User Manual

160



Sample Files [10] Reference Files [10]

CEL File Mame Sample Type Patient_State CEL File Mame Sample Type Patient_State
MAT0ERT_Mep.CEL  Dizease &_Dizeaze NA11831 Mep.CEL  Mormal A Mormal i
MATOBRT_StwCEL  Dizease A_Dizeaze ) MAT1831_StCEL  Momal A_Moarmal
MAT0863_MNep CEL  Diseaze B_Diszaze MAT0855_Mep CEL  Mormal B_Marmal
MAT0863 St CEL  Dizease B_Dizzaze v MAT0355 St CEL  Mommal B_Marmal
MA12006 Wep.CEL  Dizease C_Dizeaze MAT12716_Mep.CEL  Momal C_Mormal
MAT2056 Sty CEL  Dizease C_Dizeaze MATZ71E_ St CEL  Momal C_Momal
MA12234 MNep CEL  Diseaze D_Dizease MA12057_Mep CEL  Mommal O_Marmal
MA12234 St CEL  Dizease D_Dizeaze MA12057 St CEL  Mommal O_Marmal
Malz264 WNep.CEL  Dizease E_Dizeasze MA12707_Mep.CEL  Momal E_Mormal
MAT2264 Sty CEL  Dizeasze E_Dizeaze MATZ707_StoCEL  Momal E_Momal

Figure 9.7. Files paired by enzyme set and sample/reference attributes

14. When the files are paired by enzyme set and sample/reference attributes, click OK.

You cannot perform paired copy number/LOH analysis upon array sets using both enzymes at the same time
unless they have matching enzyme set attributes unique to that set in the list of samples or references.

Paired CN/LOH analysis using arrays of the same enzyme type (all Nsp, for instance) requires an enzyme
set attribute unique to each file in the Sample Files list and one unique to each file in the Reference Files list.
The attribute can be shared between the two lists.

Paired CN/LOH analysis using enzyme sets (Nsp+Sty sets, for instance)requires an enzyme set attribute
unique to each enzyme set in the Sample Files list and unique to each enzyme set in the Reference Files list.
The attribute can be shared between the two lists.

You will see the following notice if you try running a paired CN/LOH analysis without selecting an enzyme set
attribute:

Genotyping Console EJ

@ All selected CEL files must be associated with an enzyme set attribute,

Figure 9.8. Warning notice.

The Copy Number and LOH files will be named using the Enzyme Set attribute for the arrays.
Different progress windows open as the analysis proceeds.

After generating the Copy Number and/or LOH files, you can:

- View CN QC data in tables

- Generate a Segment Report
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- View the CN/LOH/CN Segment data in the GTC Browser
- Export data to other software

The data file format is described in Copy Number/LOH File Format for Human Mapping 100K/500K Array
Data (page 167).

Unpaired Copy Number and LOH Analysis
Unpaired CN Analysis is used to compare sample files to a set of reference files.

Performing batch genotyping analysis on the data (CEL -> CHP files) before running unpaired Copy Number/LOH
analysis is required.

When using a single enzyme array type (50K/250K) in an unpaired Copy Number/LOH analysis, an Enzyme Set
attribute is not required.

When using Enzyme Sets (100K/500K array sets) you do need to have the Enzyme Set attribute available for
each sample, and this attribute must be shared by both members of a sample’s enzyme set.

The Sample vs Reference attribute can be helpful if entered, but is not required.

To perform unpaired copy number/LOH analysis:

1. Open the Workspace and select the Data Set with the data for analysis.
2. Select the Intensity Data file set from the Data tree.
3. From the Workspace menu, select Intensity Data > Perform Copy Number/LOH Analysis; or

Right-click on the Intensity Data file set and select Perform Copy Number/LOH Analysis from the pop-up
menu; or

Click the Perform Copy Number/LOH Analysis button in the toolbar.

The Copy Number Analysis Options dialog box opens.

Select Analysis Type E|
Sample Type Analyziz Tepe
() Paired 5ample Analyzis ) Copy Mumber [CH]
(%) Unpaired Sample &nalysis ) Loss of Heterozwgosity [LOH]
(®) CM % LOH
[ ] 4 l [ Cancel ]

Figure 9.9. Copy Number Analysis Options dialog box
4. Select Un-Paired Sample Analysis for Sample type

5. Select the analysis type (CN, LOH, or both)
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6. Click OK.

The Copy Number Analysis Options dialog box opens.

Copy Number / LOH Analysis Options

Sample Type:  Unpaired Analpziz Tupe : Copy Humber

Select Analyziz Configuration
To add a new Analysis Configuration, please Cancel and select Copy Number / LOH
Configurations from the Edit menu.

.

Select Output oot Fath
| C:A\Command_CongolesData |

Select CN/LOH Batch Mame
2007111 2-batch |

Output File Suffis [leave blank for no suffis]

[.&dvanced)— ] [ oK l [ Cancel ]

Figure 9.10. Copy Number/LOH Analysis Options dialog box (unpaired analysis)

7. Review analysis configuration parameters and select new analysis configuration if desired

See Changing Algorithm Configurations for Human Mapping 100K/500K (page 179) for more information on
creating a new analysis configuration.

8. Change the following if desired:
- Output Root Path: location of the CN/LOH Results Group folder.

- Base Batch Name: Name of the CN/LOH Results Group folder.

=l Note: This folder is the location where the different Data Results files are kept. You can access the
folder through Windows Explore to view report files.

- Output File Suffix: suffix added to distinguish output file names.
9. Click OK.

The Select Files dialog box opens.
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Select Files: Copy HNumber Analysis for Unpaired

<Select Athibute:

v

Available Files (20,

sorted on zample/reference attribute, then enzyme et attribute)

Enzyme set's shared attribute [Msp/Sty sets share this attribute|

Attribute to help identify Samples Files versus Reference Files

CEL File Mame

CHF File N ame

Co...

iMATOEST Nsp CEL

MNATDERT Map.brlmm. chy

WA G951 Sty CEL
N1 0955_Nsp CEL
M1 0355_Sty. CEL
N1 0953 Nsp CEL
NA&10863_5ty. CEL
11831 _Nsp CEL
N11221 Sty CEL
M1 2056_Nsp CEL
M1 2056_Sty. CEL
N1 2057_Nsp CEL
N1 2057_Sty. CEL
M1 2234_Np CEL
N1 22345ty CEL
M1 2264_Nsp CEL
M1 2264 Sty CEL
M&12707_Nsp CEL
N1 2707_Sty. CEL
N1 2716_Nsp CEL
N1 2716_Sty. CEL

M&10851_5Sty. brlrarn.chp
MAT0855_Mzp bilmm.chp
MA10855_Sty. brimm.chp
MAT08E3_Msp.bilmm.chp
MA10863_Sty. brimm.chp
M&11831_Msp.bilmm.chp
MA11831_Sty. brlrarn.chp
Ma12056_Msp.bimm.chp
M&12056_Sty. brlrarn.chp
MAT2057_Mzp bilmm.chp
M&12057_Sty. brimm.chp
MA12234_Msp bilmm.chp
MA12234_Sty. brimm.chp
M&12264_Msp.bilmm.chp
MA12264_Sty. brlrarn.chp
MA12707_Msp.bilmm.chp
M&12707_Sty. brlrarn.chp
MAT271E_Mzp bilmm.chp
M&12716_Sty. brlmm.chp

male
male
female
female
female
female
male
male
male
male
female
female
female
female
male
male
male
male
male
male

<Select Athibute: v
Sample Files (0] Reference Files [0]
CELFi..  Sampl. Enzyrn.. CEL File... | Sampl.. Enzyni...
]
L
+

Figure 9.11. Select files for unpaired analysis

10. Select the Enzyme Set shared attribute from the Enzyme Set Shared Attribute drop-down list.

Lient_Skate

Enzyme zet's shared attnbute [Mzp/Sty zetz zhare thiz attnbute)

The files are sorted by Enzyme Set Attribute.
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CEL File Hame

CHF File M ame

Available Files [20, zorted on zample/reference attribute

Co...

. then enzyme zet attnbute]

P atient_State

(HATO851 Wsp.CEL

MAT0EE1 Map brimm. chp

male

& Dizeaze

NATHEE " Shy CEL
NA11831_Nsp CEL
NAT1831_ 5k CEL
NAT0863_Nsp.CEL
NAT08E3 Sty CEL
NA10855_Nsp. CEL
NAT0S55_Shy. CEL
NA12056_Nsp.CEL
NA1 20565ty CEL
NA12716_Nsp.CEL
NAT2716_Shy.CEL
NA12234_Nsp.CEL
NA12234_5h CEL
NA12057_Nsp. CEL
NAT12057_5hy.CEL
NA12264_Nsp.CEL
NA12264_Shy CEL
NA12707_Nsp.CEL
NA12707_Shy.CEL

HAT0E51_Sty.brimm.chp
MAT11831_Mzp.brlmm. chp
MA11831_Sty brlmm.chp
MAT08E3_Map brimm. chp
MHATOEE3_Sty.brimm.chp
MAT0855_Mzp.brimm. chp
MAT0855_Sty brlmm.chp
MA12056_Mep brimm. chp
Ma12056_Sty.brimm.chp
MATZ716_Mzp. brimm. chp
MA12716_Sty. brlmm. chp
MAT12234_Map brimm. chp
Ma12234 Sty brimm.chp
MAT2057_Mzp.brimm. chp
MA12057_Sty. brlmm.chp
MA12264_Map brimm. chp
Ma12264 Sty brimm.chp
MATZ707_Mzp. brimm. chp
MA12707_Sty brlmm. chp

male
male
male
female
female
female
female
male
male
male
male
female
female
female
female
male
male
male
male

8_Digeasze
A_Moarmal
A_Maormal
B_Dizeaze
B_Dizease
B_Mormal
B_Marmal
C_Dizeaze
C_Dizease
C_Momal
C_Marmal
D_Dizeaze
D _Dizeasze
D_Mormal
O_Marmal
E_Dizeaze
E_Dizease
E_Momal
E_Marmal

Figure 9.12. Files sorted by Enzyme Set

11. Select the Sample vs. Reference attribute from the drop-down list.

Sample Type

Attribute to help identify Samplez Files versus Reference Files

The files are sorted by the sample/reference attribute.
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Available Files [20, zorted on zampledreference attibute, then enzyme zet attribute]

CEL File: Mame CHF File Mame Co... Sample Type  Patient_State
NAT0E5T Map CEL MAT0851 Mspbrmm.chp  male Digeaze &, Dizeaze
MAT0851_SwCEL  MAT0851_Stw bdrmmchp  male Dizeaze & _Dizeasze
MAT0BE3_Msep.CEL MATO0EE3_Msep.bidmm.chp female Dizeaze B_Dizease
MAT08E3 St CEL  MAT08E3_Styhbrimm.chp  female Dizeaze B_Dizeaze
MA12056_Mep CEL MAT2056_Mzpbimm.chp  male Digeaze C_Dizeaze
MA12056_Sw CEL  MAT2056_Sty brirmmchp  male Dizeaze C_Dizeaze
MA12234 Mep CEL MAT2234 Msepbidmm.chp female Dizeaze O_Dizeasze
MA12234 S CEL  MA1Z2234_ Sty brimmchp  female  Dizeaze D_Dizeaze
MA12264 Mep CEL MAT12264_Mzpbimm.chp  male Digeaze E_Dizeaze
MA12264 S CEL  MATZ2264 St brdrmmchp  male Dizeaze E_Dizeaze
MAT1831_Msep.CEL MAT183 _Msepbidmm.chp male  Momal A_Marmal
MAT183T_SwCEL  MATTSF _Stwbrinmchp  male MHarmal A_Marmal
MAT0855_Mep CEL MAT0855_Mzpbidmm.chp  female  Mormal B_Marmal
MAT0855_Sw CEL  MA10855_ Sty brimmchp  female  Mormal B_Marmal
MATZ716_Msp.CEL MATZAE Mspbidmmchp male  Momal C_Mormal
MAT2716_SwCEL  MATZAE_Stbrinmchp  male MHarmal C_Marmal
MAT2057_Mep CEL MAT2057_Mzpbidmm.chp  female  Mormal D_Marmal
MA12057_SwCEL  MAT2057_Stybrimmchp  female  Mormal D_Marmal
MATZ707_Msp.CEL MATZ707 _Mspbidmm.chp male  Momal E_Mormal
MAT2707_SwCEL  MATZ707_Stbrinmchp  male MHarmal E_Marmal

Figure 9.13. Sorted by Enzyme Set and Sample/Reference attributes

12. Select files in the Available Files list.

Click the Add button to add data to the Sample Files list or Reference Files list.

Click the Remove button E] to remove data from a list.

If the files in the Available Files list are highlighted, you will not be able to move them to the Sample or
Reference lists until you have selected a results group for the file.

MNATZ234 Sty CEL  MATZ2234_Sty brimm.chp
MA12264 Mep CEL <Select Results Group:
MNATZ264 Sty CEL  MAT2264_ Sty brimm.chp

fermale
male
male

Figure 9.14. Highlighted file (need to select Results Group)

See Selecting Results Groups (page 169) for more information.

13. Click the Up E] and Down E] buttons to change the file’s position and align arrays by enzyme set.

= | Note: The reference set for unpaired analysis for Human Mapping100K/500K (CN4) analysis should
consist of at least 25 samples, preferably all female. Reference samples should all be female for best
results on the X chromosome. If X chromosome information is not important, male samples may be
used in the reference set. For more information, see the Affymetrix website for the white paper “Copy
Number and Loss of Heterozygosity Estimation Algorithms for the GeneChip Human Mapping Array

Sets”

= | Note: You can also change the sort order of the Sample and Reference files list by clicking on the
column headers in the list.
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For more information about using shared attributes to pair files by enzyme set or sample/reference group, see
Using Shared Attributes to Group Samples (page 172).

14. Click OK.

o —=

IMPORTANT: The Copy Number and LOH output files will be named using the Enzyme Set attribute
for the arrays.

Different progress windows open as the analysis proceeds.

After generating the Copy Number and/or LOH files, you can:

View CN QC data in tables.

Generate Segment Report.

View the CN/LOH/CN Segment data in the GTC Browser.

Export data to other software.

The data file format is described in Copy Number/LOH File Format for Human Mapping 100K/500K Array
Data.

Copy Number/LOH File Format for Human Mapping 100K/500K Array Data
The copy number and LOH data are in separate files for Human Mapping 100K/500K array data.

Header Section

The resulting CN4.cnchp and CN4.lohchp data files contain the following information in the header:

» Information about the array (# SNPs, probe array type, library file)

= Algorithm parameters and command line that was executed (e.g. all advanced parameters that were used)
=  Workflow (e.g. paired copy number)

= Sample Name

= Reference file(s) used

Data Section — For *.CN4.cnchp (Copy Number) Files

The resulting data files contain the following data:

=/ Note: Those values that are labeled “paired analysis only” require that the Generate Allele-Specific
Copy Number check box is selected in the Advanced Analysis options.

Item Description
ProbeSet SNP ID
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Chromosome

Position

Log2Ratio

HmmMedianLog2Ratio

CNState

NegLoglOPValue

Log2RatioMin

HmmMedianLog2RatioMin

CNStateMin

NegLoglOPValueMin

Log2RatioMax

HmmMedianLog2RatioMax

CNStateMax

NegLoglOPValueMax

Chip#

Chromosome number

Physical position of the SNP

Smoothed Log2 ratio value

Median Log2 ratio value of all contiguous SNPs in the given HMM copy
number state segment

HMM copy number state

Negative Log10 p-value indicating how different the median Log2 ratio
of the HMM state is from the normal state (CN State 2) for that
particular sample

Smoothed Log?2 ratio value for the allele with the lower signal intensity
(paired analysis only)

Median Log2 ratio value of all the contiguous SNPs in the given HMM
copy number state segment of the allele with the lower signal intensity
(paired analysis only)

HMM copy number state of the allele with the lower signal intensity
(paired analysis only)

Negative Log10 p-value indicating how different the median Log2 ratio
of the HMM state of the allele with the lower signal intensity is from the
CN 2 State for that particular sample (paired analysis only)

Smoothed Log?2 ratio value for the allele with the higher signal intensity
(paired analysis only)

Median Log? ratio value of all the contiguous SNPs in the given HMM
copy number state segment of the allele with the higher signal intensity
(paired analysis only)

HMM copy number state of the allele with the higher signal intensity
(paired analysis only)

Negative Log10 p-value indicating how different the median Log2 ratio
of the HMM state of the allele with the higher signal intensity is from the
CN 2 State for that particular sample (paired analysis only)

The Array ID (1 or 2) where the SNP resides:
1 = The first array in the virtual set as displayed in the Sample List box.

2 = The second array in the virtual set as displayed in the Sample List
box.
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Data Section — For *.CN4.lohchp (LOH) files

The resulting data files contain the following data:

Item Description

ProbeSet SNP ID

Chromosome Chromosome number

Position Physical position of the SNP

Call Genotype call for the tumor/test sample

RefCall Genotype call for the paired reference sample (paired analysis only)

RefHetRate Heterozygosity rate of the given SNP in the reference samples (un-
paired analysis only)

LOHState 1=LOH and 0=Retention

LOHProb Likelihood that a SNP is in LOH state (closer to 1 indicates a strong

likelihood of LOH)

RetProb Likelihood that a SNP is in Retention state (closer to 1 indicates a strong
likelihood of Retention)

Selecting Results Groups

You may see highlighted files in the Available files list.

Select Files: CH and LOH Analysis for, Paired

Enzpme zet's thared attribute [M:p/Sty sets share this attribute] Attribute to help identify Samples Files wersus Reference Files
Note: for paired analysis the paiing of sample and

<Select Attributes o <Select Attribute> reference iz by order in the lists below

Available Files (20, sorted on sampledreference attibute, then enzyme set attibute] Sample Files (0] Reference Files [0]

CEL File Name CHP File Name Co.. CELFil.. | Sampl.. | Enzwm... CEL File. | Sampl.. | Enzym...
iNalDao] NspLEL <aelect Results Groupe | male

MATOEET_Stw.CEL  MATOES1_Stwbdmmchp  male A A

MAT0855_Msp.CEL <Select Results Groups female
Ma10855 Sty CEL  MAT0855_Sty.brimm.chp  female
MAT0BES _Msp CEL MAT08E3_Msp brimr.chp  female
MAT0BE3 Sty CEL  MAT08E3 Sty.brimm.chp  female
M&11837_Msp.CEL <Select Results Group: male
MAT1831_St.CEL  MAT1831_Stwbdmm.chp  male
Ma12056_Msp.CEL M&12056_Msp.brimm.chp  male
MAT2086_Sty.CEL  MAT2056_ Sty bdmmchp  male
MAT2057_Msp.CEL MAT20587_Msp.brimm.chp  female
Ma120587_Sty.CEL  Ma12057_Sty.brimm.chp  female
MA12234_Msp.CEL <Select Results Groups female
MNa12234 Sty CEL  NAT2234 Sty bridmmchp  female
Ma12264 Msp.CEL <Select Results Group: male
MAT2264_ Sty CEL  MATZ264_Sty brdmmchp  male
MA12707_Msp.CEL MA12707_Msp.brimm.chp  male
Ma12707_Sty.CEL  M&12707_Stwbrdmm.chp  male
#1276 Msp.CEL Na12716_Msp.biimm.chp  male + +
Ma12716_ 5ty CEL  M&12716_Stybidmmchp  male

Cancel

Figure 9.15. Highlighted files in the Available Files list

You will not be able to select the highlighted files and move them to the Sample or Reference Files lists until you
choose a CHP file from a results group. This will occur if a particular CEL file has been genotyped in more than a
single batch, or if the same CHP file is present in more than one results group

Affymetrix® Genotyping Console User Manual

169



= E Genotype Fesults
20071029_115245-Mapping250K_Mzp
20071029_115245-Mapping250K_Sty
EE Best_ 5 _Mzp

Figure 9.16. Multiple Genotype Results groups

s CHP Summary: Paired_Analysisi20071029_115345-Mapping250K_HNsp
Mew_ View Wiew *ﬁj'lﬂ ﬂlﬂ%lﬂ‘%li“lﬁ

[C Cal [C Computed
Fate Gender

MNAT085T_Wsp.brimm.chp | male 9978357 | 10/29/2007 12242 PM | 98.93 male
MNAT0855_Wsp brimm.chp | fermale 39.745877 1 10/29/2007 1242 P | 98.82 fernale
MAT08E3_Msp brimm.chp | fermale 9952538 1 10/29/2007 12:42 P | 92.03 fernale
MAT1831_Msp brimm. chp | male 9978461 | 10/29/2007 12:42 PM | 939.09 rale
MAT206E_Msp brimm. chp | male 99.74573 1 10/29/2007 12:42 PM | 92.90 rale
NAT2057_Msp brimm. chp | female 9939043 | 10/29/2007 1242 PM | 97.55 fernale
NA12234_Wsp brimm.chp | fermale 9978318 | 10/23/2007 1242 PM | 93.21 fernale
MAT2264_MWep brimm.chp | male 99.77883 10/29/2007 12:42 P | 93.09 male
MAT2707_Msp brimm. chp | male 9968292 10/29/2007 1243 PM | 92.47 rale
MAT271E_Msp brimm.chp | male 99.72857 | 10/29/2007 12:43 PM | 92.597 rale

File computed_aender | call_rate | File Date

—_

2
K]
4
4]
B
7
a
3

—
[}

< |
Rows: 10 Cols: 7 Selecked Rows: 0 File Twpes: CHP/GQCIARR XML

Figure 9.17. First Results Set
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Ty CHP Summany: Paired_Analysis/Best 5 Nsp

Mew_Yiew View

File

complted_gender

call_rate

=R AN W RN =

File Date

[AC Call
Rate

[IC Computed
(3 ender

MAT0E55_MNep brimm.chp

female

9374877

10/29/2007 12:42 PM

3882

female

MA12264 Mep bimm.chp

male

9377383

1042842007 12:42 P

33.03

male

MAT1E83_MNzp.brimm.chp

rmale

93.784E1

10/29/2007 12:42 PM

93.09

male

MaT2234 MNep.brimm.chp

female

3372318

10/29/2007 12:42 PM

1/

female

MAT0851_Mep. brimm.chp

£

male

9378357

1042842007 12:42 P

98.33

male

Raows: & Cals; 7 Selected Rows: 0

Figure 9.18. Second Results set with the same CHP file names

Select Files: CH and LOH Analysis for, Paired

File Types: CHPGOC ARRHML

<Select Attribute: w

Enzyme set's shared attribute [MN:p/Sty sets share this attribute]

<Select Attribube:

Available Files (20, sorted on sampledreference attibute, then enzyme set attibute]

CHP File Name Co...

CEL File Mame

soelect Besuls oupy
MAT0851_Sty brilmm.chp male

<Select Results Group: female
MAT0EEE_Stw.CEL  MAT0BES_Stwbrdmmchp  female
MAT0BE3_Msp.CEL MNAT08E3 Msp.brmm.chp  female
Ma10863 Sty CEL  MATO0BE3 Sty.brimm.chp  female

MAT1831_Msp CEL <Select Results Groups male
MA11831_5t. CEL  MAT183 _Stybdmm.chp  male
Ma12056_Msp.CEL M&12056_Msp.brimm.chp  male
MATZ2056_Sty.CEL  MAT2056_Sty.brdmm.chp  male

Ma12057_Msp.CEL Ma&12057_Msp.bimm.chp female
MAT2057_Sty.CEL  MAT2057_Stybrimmchp  female
MA12234 Msp.CEL <Select Results Groups female
Ma12234 Sty CEL  MA12234 Stybimmchp  female

MA12264_Msp.CEL <Select Results Groups male
MNA12264 Sty CEL  MNAT22B4 Sty bdmmchp  male
Ma12707_Msp.CEL M&12707_Msp.brimm.chp  male
MATZ2707_St CEL  MAT2707_Stybrdmmchp  male
MA12716_Msp.CEL MAT2716_Msp.brimm.chp  male
Ma12716_ St CEL  M&12716_Stwbrdmmchp  male

Select Results Group

Attribute to help identify Samples Files versus Reference Files
Note: for paired analysis the paiing of sample and
reference iz by arder in the listz below

Sample Files [0] Reference Files [0]
CELFil.. = Sampl.. Enzym... CEL File.. = Sampl... Enzym...
] el
W W
+ +

o (o)

Figure 9.19. Select Files dialog box

You need to select the Results set with the CHP file you wish to use.
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To select the Results set for a file:

WNATZ234 Sty CEL  MATZ234_Sty brlmm.chp
MA12264 Mep CEL <Select Resultz Group:
MNATZ264 Sty CEL  MAT2264_Sty brimm.chp

fermale
male
male

1. Select the CEL file name and click the Select Results Group button.

The Select Results Group dialog box opens.

Select a genotype results group

(20071029 115345-Mapping=50F,_Mapi
Best_5 Msp

Cancel

3

Figure 9.20. Select Results Group dialog box.

2. Select the Results group with the file you wish to use and click OK.

The file in the Available Files list displays the CHP file name.

MN&12234 St CEL  MATZ234_ Sty brlrm. chp

MNATZ2E4_Stp.CEL  MATZ264_ Sty brimm.chp

MAT2264 Mep CEL MATZ264 Mzpbrimm.chp  male

fermale

male

Figure 9.21. File with selected Results Group

You can now select the file and move it to the Sample Files List or Reference Files list.

Using Shared Attributes to Group Samples

Attributes in the array files (.LARR, .XML) can be used to group samples for different analysis types.

You assign a common attribute to:

= Pair the two different enzyme set arrays arising from the same biological source/state
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The Enzyme Set shared attribute FUNCTIONALLY couples the two array enzyme set types from the single
biological sample, inextricably linking and interleaving the data together in the resulting single cnchp file
(and/or single lohchp file). Thus the Enzyme Set Attribute is a functional attribute required by GTC software to
enable the CN4 algorithm to run correctly when paired CN/LOH or unpaired enzyme set arrays are analyzed
for CN/LOH.

= Match up arrays for paired analysis from the same patient.

The Sample/Reference pairing sorts out the list and is therefore helpful, but optional, and is not required by
the algorithm in any way.

Using shared attributes allows you to sort files for easier selection and informs you if you have made certain
mistakes in pairing files.

Enzyme Set Shared Attribute (Functionally required in all paired and enzyme set unpaired Copy
Number/LOH analysis )

The Human Mapping 100K and 500K arrays use two different physical arrays to cover the entire set of SNPs.
=  Human Mapping 100K
- Mapping50K_Xba240
- Mapping50K_Hind240
=  Human Mapping 500K
- Mapping250K_Nsp
- Mapping250K_Sty
Running the same biological sample on both arrays in a set is necessary to completely cover the genome.

You can group analysis results from the two arrays for one sample into one copy number data (CNCHP) file using
the Enzyme Set Shared Attribute to group arrays.

It is necessary to match enzyme sets with the Enzyme Set Attribute, whether you are performing a paired or
unpaired CN/LOH analysis.

To set files up for using enzyme set attributes:

1. Put the Sample (.arr or .xml), Intensity (.cel) and Genotyping (.chp) files for both array types in the same data
set.

2. Specify the necessary attributes for Enzyme Set in the Sample files. This should be done during initial sample
registration, but you can add and edit the attributes using GCOS or AGCC later on.

Each pair of enzyme set arrays needs to be assigned at least one shared attribute unique to the CN/LOH
analyses of which it will be a part. In the example above, the Patient_State attribute is the attribute used to
pair them up.
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Enzyme Set Shared Attribute
File ::l':latient Patient_State ?j;neple lender | File Date gaﬁpl_lz Fe
L MAT0851_MzpARR | A & Dizeaze Dizeaze & 10/24/2007 3:03 P |1
2 MAT0851_StaRR A & Dizeaze Dizeaze & 10/24/2007 3:03 PR |1
3 Ma10855_M:pARA B B_Moarmal Marmnal & 104242007 303 PM |1
4 MAT0855_Sw.ARR (B B_Mormal Marmal i 10/24/2007 303 PM 1
5 MNA10865_Mzp.sRR (B B_Dizeasze Dizeaze b 10/24/2007 3:03 P |1
B MAT08E3_StwaRR (B B_Dizeaze Dizeaze & 10/24/2007 3:03 PR |1
7 M&T11831_M:pARR | A &_Moarmal Marmnal & 104242007 303 PM |1
] MA11831_SwaARR A &_Maormal Marmal i 10/24/2007 303 PM 1
q Ma12056_Mzp.sRR (C C_Dizeasze Dizeaze b 10/24/2007 3:03 P |1
10 | MAT2056_StaRR | C C_Dizeaze Dizeaze & 10/24/2007 3:03 PR |1
1 Ma12057_M:pARR | D D_Marmal Marmnal F 104242007 303 PM |1
12 | MAT2057 SwaRR (D C_Mormal Marmal F 10/24/2007 303 PM 1
13 | M&12234_MzpARR (D D_Dizeaze Dizeaze F 10/24/2007 3:03 P |1
14 | MA&12234 St aRR (D D_Dizeaze Dizeaze F 10/24/2007 3:03 PR |1
15 | M&12264 MspaARR (E E_Dizeaze Dizeaze & 104242007 303 PM |1
16 | MAT22E64 SwaRR (E E_Disease Dizease i 10/24/2007 303 PM 1
17 | M&12707_Msp.ARR |E E_Marmal Marmal & 10/24/2007 3:03 P |1
18 | M&12707_StwaRR |E E_Moarmal Marmnal & 10/24/2007 3:03 PR |1
19 | M&1271E_MspaRR | C C_Marmal Marmnal & 104242007 303 PM |1
20 MATZAIE SwARR (C C_Mormal Marmal i 10/24/2007 303 PM 1

Figure 9.22. Sample Attribute table with attributes

Sample vs. Reference Shared Attribute (Helpful but never required for analysis)

This attribute pairing is useful when performing paired CN analysis; it enables you to sort the Sample/Reference
data for easier selection and provides a basic check to make sure you haven’t mixed them up.

To set files up for using Sample/Reference attributes:

1. Put the Sample (.arr or .xml), Intensity (.cel) and Genotyping (.chp) files for both array types in the same data
set.

2. Specify the necessary attributes for Sample vs. Reference in the Sample files. This should be done during
initial sample registration, but you can add and edit the attributes using GCOS or AGCC later on.

A Sample vs Reference attribute should be designated for the files. All Sample files should be assigned one
attribute value, and all Reference files should be assigned a different attribute value
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Sample vs. Reference Shared Attribute
File ::I'jatient Patient_State ?;g' Eple ender | File Date g aEI:nEle; Plar
L MN&10857_MezpARA |4 & Dizeaze Dizeasze M 10/24/2007 302 PM |1
2 M&T0857_StweaRR A & Digeaze Dizeasze M 10242007 302 PM (1
3 MN&10355 Mzp.aRR B B_Mormrnal Morrnal M 10242007 302 PM (1
4 MAT0855_SwaRR B B_Marmal Marmnal M 10/24/2007 202 PM 1
] MAT0863_M=p.ARR | B B_Dizeasze Dizeaze b 10/24/2007 302 PM |1
B M&T10863 StwaRR B B_Dizeaze Dizeasze M 10242007 302 PM (1
7 N&11831_MzpARR | A & _Morral Morrnal M 10242007 302 PM (1
] MAT1831_SwaARR A &_Mormal Marmnal M 10/24/2007 202 PM 1
q MA12056_Mzp.&RR | C C_Dizeasze Dizeaze b 10/24/2007 302 PM |1
10 | MNAT2056_StyARR | C C_Dizeasze Dizeasze M 10242007 302 PM (1
1 N&12057_MzpARR D D_Muarral Morrnal F 10242007 302 PM (1
12 MA120587 SwaRR (D C_Mormnal Marmnal F 10/24/2007 202 PM 1
13 | NA&12234_MNszpARR (D D_Dizeaze Dizeasze F 10/24/2007 302 PM |1
14 | MNA1Z2234 StwaARR (D D_Dizeaze Dizeasze F 10242007 302 PM (1
15 | MA&12264 MspARR | E E_Dizeasze Dizeasze M 10242007 302 PM (1
16 MA122E4 SwaRR (E E_Diseasze Dizeaze M 10/24/2007 202 PM 1
17 | N&12707_Msp ARR | E E_Mormnal Mormnal M 10/24/2007 302 PM |1
18 | MN&12707_StwARR | E E_Mormnal Morrnal M 10242007 302 PM (1
19 | M&1ZAE_MNzpARR | C C_Morrnal Morrnal M 10242007 302 PM (1
20 MA1ZF1E SwaRR (C C_Marmal Marmnal M 10/24/2007 202 PM 1

Figure 9.23. Sample vs. Reference attribute

Example

As an example, let's say we're doing a paired analysis on two samples (Diseased/Normal) from five patients, A,
B,C,D,E

We've used Human Mapping 500K arrays, so we have to run each sample (Diseased or Normal) on two arrays.
This gives us a total of 20 arrays to match up, both for enzyme set and for sample/reference analysis.
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File ::l'jatient Patient_State ?ya;neple ender | File Date gaﬁpl_l: =
L h&T0851_MepsRR | A &_Dizeaze Dizease &) 10/24/2007 303 PM |1
2 h&T0851_StesRR A &_Dizeaze Dizease i 10/24/2007 303 PM (1
3 N&10855 MzpARA B B_Moarmal Mormnal M 10/24/2007 303 PM |1
4 hA10855_SwaRR (B E_Mormal M arrnal b 10/24,/2007 303 PM |1
5 MNAT0EE3_M=p.ARR B B_Dizeasze Dizeaze b 10/24/2007 303 PM |1
E hN&T108E3 StwaRR B B_Dizeaze Dizease i 10/24/2007 303 PM (1
7 N&TT1831_MspaRR | A &_Marmal Mormnal M 10/24/2007 303 PM |1
8 hNAT1831_SwaARR | A &_Mormal M arrnal b 10/24,/2007 303 PM |1
g MNa12056 MepARR | C C_Dizease Dizeaze b 10/24/2007 303 PM |1
10 | MWa120586_StesRR | C C_Dizeaze Dizease i 10/24/2007 303 PM (1
11 N&12057_MspaRR D D_Marmal Mormnal F 10/24/2007 303 PM |1
12 | MAT12057_StwaRR | D D_Mormal M arrnal F 10/24,/2007 303 PM |1
13 | MW&12234 Mzp&sRR D D_Dizeaze Dizease F 10/24/2007 303 PM |1
14 |MW&12234 SteaRR (D D_Dizeaze Dizease F 10/24/2007 303 PM (1
15 | Ma12264 MspaRR E E_Dizeaze Dizease M 10/24/2007 303 PM |1
16 | MAT2Z2E4 StwasRR | E E_Disease Dizeaze b 10/24,/2007 303 PM |1
17 | Ma12707_MspaRR E E_Moarmal Hormnal &) 10/24/2007 303 PM |1
18 | Ma12707_StwARR O E E_Moarmal Mol i 10/24/2007 303 PM (1
19 | M&12A16_MspaRR | C C_Marmal Mormnal M 10/24/2007 303 PM |1
20 | MAT2ZF1E_StwaARR | C C_Mormal M arrnal b 10/24,/2007 303 PM |1

Figure 9.24. Table of files and attributes

When you sort by enzyme set with these attributes, you get this:
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CEL File Mame

NA10851_Nsp. CEL
NA10851_Sty. CEL
Na11 831 _Nsp.CEL
NA11831_Sty.CEL
NA10857_Nsp. CEL
NAT10853_ Sty CEL
NA10855_Nsp. CEL
NA10855_Sty CEL
N&12055_Nsp. CEL
NA12056_Sty. CEL
N&12716_Nsp.CEL
NA12716_Sty. CEL
NA12234_Nep.CEL
N&12234_5ty.CEL
N&12057_Msp.CEL
NA12057 Sty CEL
NA12264 Nsp.CEL
NA12264 Sty CEL
NA12707_Msp.CEL
N&12707_Sty.CEL

CHP File Mame

MA10851_Mep. brlmm. chp
MAT0851_Sty. brimim, chp
MATTE31_Mzp brlmm. chp
MATT821_Sty. brimim, chp
MAT0863_Mzp brlmm.chp
MATOSES Sty brirmn. chp
MAT0855_Mep. brimm. chp
MAT0855_Sty brimm. chp
NAT12056_M=p. brimm.chp
MAT2066_Sty. brimim. chp
MAT2716_M zp brlmm. chp
MNAT2716_Sty. brimim, chp
Ma12234 Mep brimm. chp
MaT2234_ Sty brlrmrm. chp
MAT2057_Mep. brimm. chp
MAT2057_Sty brimm. chp
MAT2264 Mep brlmm. chp
MAT2264 Sty brimim, chp
MAT2707_Mep brlmm.chp
MNAT2707_ Sty brimm. chp

Co...

male
male
male
male
female
female
female
female
male
male
male
male
female
female
female
female
male
male
male
male

Available Files [20, zomted on sampledreterence attribute, then enzyme zet attribute)

Patient...

A Dizeaze
A_Dizeaze
A_Marmal
A_Marmal
B_Dizease
B Dizease
B_Mormnal
B_Mormal
C Dizeasze
C_Dizease
C_Marrnal
C_Momnal
D_Diseaze
D_Dizeasze
D_Marmal
D_Marmal
E Dizease
E_Dizease
E_Momal
E_Mommal

Figure 9.25. Sorted by Enzyme Set Attribute

Each sample from diseased tissue is given the value “Disease” in the Sample type attribute, while each sample

from normal tissue is given the value “Normal.”

CEL File Mame

NA10851_Msp.CEL
N&10851 Sty CEL
NA10853_Msp.CEL
NA1 0867 Sty CEL
N&1 2055_Msp.CEL
N1 2055_ Sty CEL
N&12234_Msp.CEL
N&12234_Sty CEL
N&12264_Msp.CEL
N&1 22645ty CEL
N&11831_Msp.CEL
Na11831 Sty CEL
N&10855_Msp.CEL
N&10855_Sty CEL
N&12716_Msp.CEL
N&12716_Sty. CEL
N&1 2057 _Msp.CEL
N&1 2057 Sty CEL
Na12707_Msp.CEL
N&12707_Sty. CEL

CHP File Hame

MATOE51_Mzp.brimm. chp
MATOS51_Sty brimm. chp
MATOSE3_Mzp.brimm. chp
MATOBE3_Sty brlmm. chp
MAT2056_Msp.brimm. chp
MAT2056_Sty brimm. chp
MA12234_Mzp.brimm.chp
MaT2234_ Sty brlmm.chp
MAT2264_Mzp.brimm.chp
MAT2264_ Sty brlmm. chp
MAT1821_Mzp.brimm. chp
MATTE31_ Sty brlmrn. chp
MAT0855_Mzp.brimm. chp
MATOE55_ Sty brlmm. chp
MAT2716_Mzp brimm.chp
MAT2716_Sty. brimm. chp
MAT2057_Mzp brimm.chp
MAT2067_Sty brimm. chp
Ma12707_Mzp.brimm.chp
MAT2707_Sty brimmn. chp

Co...

rnale
male
female
female
rale
male
female
female
male
rnale
male
rnale
female
female
male
male
female
female
male
male

Available Files (20, zorted on zampledreference attribute, then enzyme zet attribute]

Sam...  Patent...

Dizease A_Dizease
Dizeaze A_Dizeaze
Dizease B_Diseaze
Dizeaze B_Dizeaze
Dizseaze C_Diseasze
Dizeaze C_Dizeaze
Digeaze D_Dizeaze
Dizeaze [D_Dizease
Dizease E_Diseaze
Dizease E_Dizease
Mormal  A_Mormal
Marmal  A_Mormal
Marmal  B_Mormal
Marmal  B_Mormal
Marmal  C_Maormal
Marmal  C_Mommal
Momal  [_Momal
Mormal  D_Momal
Momal  E_Momal
Marmal  E_Mommal

Figure 9.26. Sorted by Enzyme Set and Sample/Reference attributes

This allows you to pair up the files, both by Enzyme set and by sample/reference pair, as shown in Figure 9.27.
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Sample Files [10] Reference Files [10]

CEL File M ame Sample Type Patient_State CEL File Mame Sampl...  Patient_State
MA10851_Mzp.CEL  Dizeaze A Dizeaze MA11831_Mzp.CEL Marmal A Mormal
Ma10851_Stw.CEL Dizeaze A Dizeaze ™ MA118371 Sty CEL Marmal A Mormal
MA10863 Mzp.CEL  Dizeaze B Dizeaze MAT0855 Mzp.CEL Marmal B_Mormal
Ma10863 Sty CEL Dizeaze B Dizeaze W MAT0355 Sty CEL Marmal B_Mormal
MAT2086_Mep.CEL  Diseaze C_Dizeasze MA12716_Mzp.CEL Maormal C_Mormal
MA&T120586_ St CEL Dizeaze C_Dizeasze MAT2716_ St CEL Maormal C_Mormal
MAT2234 Mep CEL  Diseaze D_Digeasze MA12057_Mezp.CEL Maormal O_Marmal
MAT2234 St CEL Dizeaze D_Digeasze MAT20587 St CEL Maormal O_Marmal
MAT2264 Mep CEL  Diseaze E_Dizeasze MA12707_Mep.CEL Maormal E_Mormal
MNAT12264 St CEL Dizeaze E_Dizeasze MAT2707 St CEL Maormal E_Mormal

Figure 9.27. Selected array files, paired by enzyme set and sample/reference status

Copy Number QC Summary Table for 100K/500K

The Copy Number QC Summary Table displays QC information about the copy number and LOH analyses.
Use the GTC Browser (page 249) to view Copy Number, LOH, and CN Segments data in a genomic context.
This table displays QC information for Copy Number analysis.

The Copy Number QC Summary Table uses all the table options as described in Table Features.

To open the QC Summary table:

= Right-click on the Copy Number/LOH Results set of interested and select Show Copy Number QC Summary
Table; or

From the Workspace menu, select Copy Number/LOH Results > Show Copy Number QC Summary
Table.

The QC Summary table opens.

&l Columns Yiew - == | iy |58 | = 41 %t =3

File Bounds | chipl-allIGR | chipl-Chrl IGR | chipl-Chi2 AR | chipl-Chi3 QR | chipl-Chrd.IQR | chipl-Chi5. QR | chipl-ChiBIG0R | chipl
| AustriliaHu_21_%.CN4.cnchp In 03545517 03440071 03444574 03382131 0.3381183 0.3778943 034659105 0.3445
2 AugtriliaHua_11_#.CM4.cnchp In 0.2153765 02020681 0.2100277 0.2136852 0.2004744 0.2083052 0.2191907 0.206H
3 AustriliaHua_14_.CM4.cnchp In 0.2460382 02382232 0.2338071 02415483 02400836 02404849 0236761 0,239
4 AustriliaHua_1_#_1_2.CH4.cnchp | Out 0.6338826 0.6271261 0.6013334 0.6114502 0.6114366 0.6208159 0.6333814 0.6339

& AustriliaHu_21_#.CH4.lohchp

B AustriliaHua_11_<.CN4.lohchp

7 AustriiaHua_14 . CM4 lohchp

8 AustriisHua_1_3_1_2.CH4lohchp

T

Figure 9.28. Copy Number QC Report for 100K arrays
The following information is displayed for Human Mapping 100K/500K arrays:

File — File name
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Bounds — In or out of QC bounds. See Setting QC Thresholds (page 257) for more information.

IQR for all chromosomes — Interquartile range average for all chromosomes

IQR for individual chromosomes — Interquartile range for each individual chromosome

File Date — Date the file was created
The interquartile range (IQR) of the un-smoothed log2ratio smoothed total CN is displayed for each sample.
The IQR values are displayed for each chromosome as well as for the whole sample.
In a paired analysis, the IQR values are reported for each allele independently.

The interquartile range is a measure of dispersion or spread. It is the difference between the 75th percentile (often
called Q3 or 3rd quantile) and the 25th percentile (Q1). The formula for interquartile range is therefore: Q3-Q1.
Since the IQR represents the central 50% of the data, it is not affected by outliers or extreme values and is hence
a robust metric measure of dispersion. In general the sample-level IQR should be comparable to the
chromosomal IQR for the given sample. An observed discordance in a chromosomal observation is potentially
indicative of a biological change.

Changing Algorithm Configurations for Human Mapping 100K/500K Analysis

You can change algorithm parameters for the copy number and LOH analysis for Human Mapping 100K/500K
arrays.

To open the Configurations dialog box:

1. From the Edit menu, select Copy Number Configurations > New Configuration.

The Select Probe Array Type dialog box opens.
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= = |

~Select a probe array type

G ennmeWideSNP:E
b apping? 00K,
bl appinga00kK,

Name

Figure 9.29. Select Probe Array Type dialog box
2. Select Mapping100K or Mapping500K from the list and click Select.

The Copy Number options dialog box opens.

Copy Humber / LOH Configuration Options (Mapping500K)

R eztrict by Fragment Size
[ ] Restrict &nalysis ta SNPz on Fragment Sizes Banging

Min [bp] M ax [bp)

om | ) o 0]

M ormalization

%) Quantile ) Median

Copy Mumber Parameters
Generate Allele Specific Copy Mumber

Genomic 5moothing b

[ Save bz ][ Default ] [.ﬁ.dvanced Optionz » H Save H Cancel

Figure 9.30. Basic Configuration Options for Human Mapping 100K/500K arrays

3. Enter values for configuration Options.

The parameters are described in:
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- Basic Options
- Advanced Options

4. Save the changes to the configuration:

- To save as new configuration: Click Save as.

- Save as default configuration: Click Default.

To edit a previously created Configuration.

1. From the Edit menu, select Copy Number Configurations > Open Configuration.

The Open dialog box opens.

rie SO0,
W ame | [ Open l

Figure 9.31. Open dialog box

2. Select the configuration file and click Open.

The Basic Options dialog box opens.
3. Enter values for configuration Options.

The parameters are described in:
- Basic Options

- Advanced Options
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Basic Options

The basic options are displayed when the dialog box first opens.

Copy Humber / LOH Configuration Options (Mapping500K)

R eztrict by Fragment Size
[ ] Restrict &nalysis ta SNPz on Fragment Sizes Banging
ki [bp] b ax [bp]

from to

M ormalization

%) Quantile ) Median

Copy Mumber Parameters
Generate Allele Specific Copy Mumber

Genomic Smoothing 01! Mb

[ Save bz ][ Default ] [.ﬁ.dvanced Optionz » H Save H Cancel

Figure 9.32. Basic Configuration Options

The Basic Options allow you to change parameters for:

= Restrict by Fragment Size
= Normalization
= Copy Number Parameters

Restrict by Fragment Size

This option enables the analysis to be performed on only a subset of SNPs based on the fragment size where the
SNPs reside. The default is unchecked and all SNPs are included in the analysis.

Resztrict by Fragment Size
[] Restrict Analysiz to SMPs on Fragment Sizes Fanging
Min [bp] Max [bp]

fram to

Figure 9.33. Restrict by Fragment Size

To enable this option:
1. Check the box next to Restrict Analysis to SNPs on Fragment Sizes Ranging.

2. Enter the size of fragments that you want to be included in the analysis.
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Normalization

This option enables specification of the probe-level normalization. Select one of the following two options in the
Normalization group box.

Harmalization
(%) Quantile () Median

Figure 9.34. Normalization group box

Quantile

Quantile normalization performs a sketch normalization, based on perfect match (PM) probes across the CEL
files. Quantile is the default setting.

Median
Median scaling performs a linear scaling based on the median of all CEL files included in the analysis. All PM and

mismatch (MM) probes are included to compute the median intensity of a CEL file.

Copy Number Parameters

Copy Mumnber Parameters
Generate Allele S pecific Copy Mumber

Genamic Smoathing 01| Mb

Figure 9.35. Copy Number Parameters

Generate Allele Specific Copy Number

For paired analysis, an allele-specific analysis can be performed on the SNPs, which are heterozygous in the
paired normal. This option can be disabled by unchecking the Generate Allele Specific Copy Number box.

Genomic Smoothing

The genomic smoothing option allows the user to specify the genomic smoothing length (in megabases) to be
used. The genomic smoothing that is applied is a Gaussian smoothing. The default bandwidth value is 100 Kb
(0.1 Mb) that results in a window size of 400 Kb. This default is optimized for Human Mapping 500K analyses. For
Human Mapping 100K analyses, use 0.5 Mb. Genomic smoothing can be disabled by applying a smoothing
bandwidth of 0 bp. See Copy Number Parameter Settings (page 187) for recommended CN parameter settings.

=l Note: The smoothing bandwidth should be determined based on the type of aberration in the sample.
For example, if you are interested in small aberrations such as micro-deletions, you will want to use a
smaller genomic smoothing length or no smoothing, comparable to or less than the size of the micro
effect that is being studied. If you are looking for large chromosomal deletions, you may choose to
use a large Mb smoothing bandwidth.

Advanced Options

Click the Advanced Options button to display the following options:
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=  HMM Parameters
= Post-HMM Processing

= | OH Parameters

Copy Humber / LOH Configuration, Options (Mapping500K)

R estrict by Fragment Size
[ ] Restrict inalysis to SMPz on Fragment Sizes Banging

kin [bp] Max [bp]

om |0 o 0

Mormalization

%) Quantile () Median

Copy Mumber Parameters
Generate dllele Specific Copy Mumber

Genomic 5moothing b

Copy Humber Parameters

HtdM parameters

Friors

CH State 0 1 2 3 4 Tatal
Frorvalie | 02/ 02]| 2| 02| 02|
Standard o g) [o0s] [ 007] | o0g] | ool

Transition Decay Mb

Fozt-HMM Proceszing
Re-adjuzt autliers

Threzhold for SHP 1000 bp

Outlier Adjuztment

LOH Parameters Summariez Parameter
Hkk Transition Decay kb Block Size Ijl
Save bz ] [ Default ] [ Advanced Options < l [ Save ] [ Cancel

]

Figure 9.36. Options DB with Advanced Options shown

Copy Number Parameters/HMM Parameters adjust:
- CN State: Prior Value and Standard Deviation

Affymetrix® Genotyping Console User Manual

184



- Transition Decay

Copy Murnber Parameters
HiM parameters
Fricrs
CH State N 1 2 K] 4 Total
Prior walue 02 nz nz 0z n:z

Standard
Dreviation

003 003 007 | 003 009

Transition Decay 10 kb

Figure 9.37. HMM Parameters

CN State — Prior Value

A 5-state Hidden Markov Model (HMM) is applied for smoothing and segmenting the CN data. The priors and
transition decay length are the two user tunable parameters.

The HMM has 5 possible states:

State 0 = CN of 0; homozygous deletion
State 1 = CN of 1; heterozygous deletion
State 2= CN of 2; normal diploid

State 3= CN of 3; single copy gain
State 4 = CN of 4; amplification

The default for each state is 0.2 indicating that each SNP has equal prior probability of being in any one of the 5
states. Generally speaking, the prior should not be adjusted unless it is known that the bulk of the data is
comprised of hemizygous deletions. In this case, the prior corresponding to State 1 can be changed from 0.2 to
0.96 with all other prior states adjusted accordingly to equal a total of 1.

= | Note: The prior values entered are only initial estimates. The HMM optimizes this parameter based on
the data.

Standard Deviation

Standard deviation is one of the parameters that affect the probability with which the underlying CN state is
emitted to produce the observed state. Specifically, it reflects the underlying variance or dispersion in each CN
state. The standard deviation of each underlying state can be adjusted. As a rule of thumb, the lower the Genomic
Smoothing value, a higher standard deviation should be used for each CN state. This basically implies that with
increased noise (due to less smoothing) the variance of the CN states should be increased.

The default is 0.07 for state 2 and 0.09 for all other states (0, 1, 3, 4). (See Copy Number Parameter Settings
(page 187) for suggested changes to this parameter).
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Transition Decay

This parameter controls the expected correlation between adjacent SNPs. The copy number state of any given
SNP is partially dependent on that of its neighboring SNPs and are weighted based on the distance between
them. By adjusting this parameter, neighboring SNPs can either have more or less of a dependence on each
other.

The default value is 10 Mb.

To reduce the influence of neighboring SNPs, decrease this value (transition faster).

For example, if you set the decay to 1 Mb, and if a given SNP is in CN State 1, the probability that the flanking
SNPs to the right will continue to be in State 1 is much lower compared to the case where the transition decay is
100 Mb.

To increase the influence of neighboring SNPs, increase this value (transition slower).

Post-HMM Processing

FPost-Hedk Proceszsing
Re-adjust autlers

Threshold for SHP 1000 bp
Outlier Adjuzstment

Figure 9.38 Re-adjusting outliers

Re-adjust outliers

This parameter enables adjusting the CN state of singleton SNPs in a different state in comparison to the states
of the flanking SNPs.

For example, if there is a single SNP in a 1 Mb region that is called CN State 3 by the HMM, but all surrounding
SNPs are called CN State 2, then by checking the Re-adjust outliers checkbox, this singleton SNP will be
changed from CN State 3 to CN State 2, provided it is within the threshold for SNP outlier adjustment. See
Threshold for SNP Outlier Adjustment

If the surrounding states of the singleton SNP are two different states, the algorithm computes a weight median to
determine which state to assign to the singleton SNP.

= | Note: Weighting of the median is determined by the distance to the flanking SNPs.

Threshold for SNP Outlier Adjustment

This parameter is linked to the re-adjust outliers parameter. It is the distance that is applied to determine if the
flanking SNPs should impact the readjustment of the singleton SNP.

The default value is 1000 bp (the singleton SNP is in the center of this region).

=/ Note: These parameters are highly correlated with the Gaussian smoothing used. If heavily smoothed
(for example, >1Mb), the readjustment should be turned off. If the readjustment is enabled at the
default threshold distance, it may not have any effect.

The readjustment parameter should be disabled for detection of micro-aberrations.
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Suggested Cytogenetics Settings for Human Mapping 100K/500K Arrays

You may wish to save the HMM Parameters settings when performing cytogenetic analysis. Suggested values
are:

CN State Prior Value Standard Deviation
0 0.2 0.23
1 0.2 0.23
2 0.2 0.2
3 0.2 0.23

Copy Number Parameter Settings

Analysis can be optimized to the specific copy number experiment by changing the algorithm parameters. The
table below describes a set of recommended parameter settings for some common experimental conditions.

9.1 Recommended copy number parameter settings

Copy Footprint Restrict Ref. Set  Probe-level Gaussian HMM HMM HMM Adjust
Number of by normalization Smoothing Priors Transition Std. QOutliers
Change Fragment (kb) Decay Deviation
Size (Mb)
Micro- <4Mb Unpaired Median Scaling Low Equal <1000 Refer to off
deletions >25 BW versus
SD table
(algorithm
in manual)
Chr X Size of Unpaired Quantile 100 Equal 1000 0.09 for on
changes ¢chr X > 25 states 0, 1,
- 3,4 &0.07
for state 2
Trisomy/  Variable Unpaired Quantile 100 Equal 1000 0.09 for on
Disomy >25 states 0, 1,
3,4 &0.07
for state 2
Tumor- Variable 1 Median/Quantile 100 Equal 1 0.09 for on
Normal states 0, 1,
pairs 3,4&0.07
for state 2
Homozy- Variable Unpaired  Quantile 100 State 10 0.09 for on
gous >25 0=0.96 states 0,
deletions All 1,3,4 &
other 0.07 for
states = state 2
0.01
Pseudo-  “g5 SNPs Unpaired Quantile 500 Equal 10 0.06 for on
autosomal (Nsp) >25 states 0, 1,
regions 3,4&0.03
on X “140 SNPs for state 2
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Karyotype 1-5 Mb Unpaired Quantile 50 Equal 1 0.11 for on
>25 states
0,1,34 &
0.08 for
state 2
FISH 200 Kb Unpaired Quantile 50 Equal 1 0.11 for on
(BAC >25 states
clones) 0,1,3,4 &
0.08 for
state 2
Analysis  Variable (exclude Unpaired Quantile 100 Equal  1-100 0.09 for on
of FFPE SNPs on states
samples larger PCR 5 0,1,3,4 &
fragments) 0.07 for
state 2
LOH Parameters
LOH Parameters
HkM Tranzition Decay 10| Mb

Figure 9.39. LOH Parameters - Advanced Options page

Analysis can be optimized to the specific LOH experiment by changing the algorithm parameters. Table 9.
describes a set of recommended parameter settings for some common experimental conditions.

Table 9.2 Recommended LOH parameters

LOH

Tumor — Normal Pairs

Unpaired

Unpaired

Reference Set

HMM Transition Decay (Mb)

1 10
>30 from mixed population 10
~30 from same population 10
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Chapter 10: Copy Number & LOH Analysis for Genome-
Wide Human SNP 6.0 Arrays

GTC 4.0 can be used to perform the following analyses for the Genome-Wide Human SNP Array 6.0:
=  Copy Number (CN)

= Loss of Heterozygosity (LOH)

The following analyses are performed on the CN data generated during CN/LOH analysis.

=  Copy Number Segment Reporting

=  Custom Region Copy Number Segment Reporting

=) Note: Copy Number Variation (CNV) analysis is performed in a separate step from CN/LOH analysis.
The CNV data can be viewed in the Heat Map with the CN data. See Chapter 12: Copy Number
Variation Analysis (page 260) for more information.

GTC 4.0 provides an updated default CN configuration file to accommodate updates in CN analysis. For the
configuration type CN/LOH Analysis, the Marker-level Normalization option is set to Median Autosome in the
default configuration file. You can manually change the Marker-level Normalization option by editing the
configuration file (for more details, see Changing Algorithm Configurations for SNP 6.0 Analysis, page 210). CN
configuration files from GTC 3.0, 3.0.1, and 3.0.2 are automatically updated when GTC 4.0 launches, or when a
new user profile is selected, or when the library path is changed. Configuration files from GTC 2.0 or 2.1 are not
updated.
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Genome/ideSHP_E Copy Mumber/LOH Configuration files created in GTC 2.0, 3.0.1 and 3.0.2 have been changed to accommodate updates in
the copy number analyziz engine.

The following updates have been completed:

1] For Single Sample Analysis Configurations [Configuration Type = CN / LOH Analpsis), the "M arker-level Maormalization' setting has been zet
ta "Median Autosome".

2] For all configuration files created before GTC 3.01, Regional GC Correction has been et to "Moo Regional GC Corection'.

To change thiz or other parameter zettings, edit the configuration file by zelecting the Copy Mumber / LOH Configurations option from the E dit
menu, and selecting Open Configuration,

The following files were successfully updated:

Configuration File Mame "Marker Level Homalization' set az "Median Autosome" Fegional GC Comection

GTC 3.0 batch custom configl Mo change Mo change

GTC 3.0 batch custorn config2 Mo change Updated to "MNo Regional GC Corection”
GTC 3.0 zingle custom configl Updated to "Median Autozome” Updated to "MNo Regional GC Corection”
GTC 3.0 single custarm config? Updated to "Median Autozome” Updated to "MNo Regional GC Corection”
GTC 3.0.1 batch with reqional GC corectio.. Mo change Mo change

GTC 3.0.1 batch without regional GC corec... Mo change Mo change

GTC 3.0.1 zsingle with reqional GC corectio...  Updated to "Median Autozome” Mo change

GTC 3.0.1 zsingle without regional GC corec...  Updated to "Median Autozome” Mo change

The following filez could not be updated. Pleaze delete them from your library folder.

Configuration File Mare

The following files are outdated and have been moved to the folder C:Adata\GTC 4 demo dataidemolib\OutdatedGTCFiles

Configuration File Mame

C:hdatahGTC 4 demo datatdemalibvGTC 2.1 custom configl. GTC4-demo.gc_ch_options
C:hdatahGTC 4 demo datatdemalib\GTC 2.1 custom config? GTC4-demo.gc_ch_options

Figure 10.1 CN configuration update
Only SNP 6 CEL files are needed for analysis by BRLMM-P+; you do not have to have genotyping (CHP) files.

I Important: Copy Number and LOH analysis algorithms performed on SNP 6.0 array data are
collectively referred to in Genotyping Console as “CN5” in output file names.

=] Note: GTC 4.0 does not perform copy number, LOH, or Copy number region analysis on data from
SNP 5.0 Array types.
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Affymetrix recommends that you perform Copy Number/LOH analysis with all files stored locally. For
more details on hard disk space requirements, see Appendix J, page 319.

Affymetrix recommends that you perform Copy Number/LOH analysis with regional GC correction
configuration.

The basic workflow for Copy Number/LOH analysis for SNP 6.0 arrays involves:

1.

2.

Performing Copy Number/LOH analysis on a selection of CEL files (page 192).

There are two options for this analysis:

- CN/LOH Reference Model File Creation and Analysis (Batch Sample Mode) (page 193)

- CNJ/LOH Analysis with a Previously Created Reference Model File (Single Sample Mode) (page 200)

Performing the Copy Number Segment analysis on the CN data files (page 227).

= | Note: Segment Reporting Analysis can also be performed on 100K/500K data.

5.

6.

Running the Segment Reporting Tool on the SNP 6.0 CN data (page 227).

For SNP 6.0 data, the Segment Report also provides gender calls, including reports for samples with
Unknown (or ambiguous) genders.

Viewing QC data in table format (page 207)
Viewing the CN/LOH data in the GTC Browser (page 249)

Viewing the Copy Number and Copy Number Variation (CNV) data in the Heat Map Viewer (page 269).

= Note: CNV analysis is performed in a separate step from CN/LOH analysis. The CNV data can be

viewed in the Heat Map with the CN data. See Chapter 12: Copy Number Variation Analysis (page 260)
for more information.

7. Exporting data into formats that can be used by secondary analysis software (page 251)

You can also:

Change the QC threshold settings (page 257)

Change the algorithm parameters for SNP 6.0 analysis (page 210)

=/ Note: Small numerical differences may occur between different runs even with the same inputs due to

an interaction between rounding from double to single precision and the way the application handles
memory management.
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Copy Number/LOH Analysis for SNP 6.0 Arrays

! Important: Affymetrix recommends that you perform Copy Number/LOH analysis with all files stored
locally.

The CN/LOH analysis outputs files with the extension CN5.cnchp, and these files contain both copy number and
LOH data.

The following types of analysis can be performed:

= CN/LOH Reference Model File Creation and Analysis (Batch Sample Mode), below

This analysis first creates a Reference Model file using the CEL files for the selected samples. Then each
CEL file that went into making this Reference Model file is analyzed against this Reference Model file. From
this comparison, the sample's Copy Number and LOH data are generated. The genotype calls made on the
fly by the BRLMM-P+ algorithm are used for the LOH analysis.

The analysis provides Gender Calls — Female or Male.
= CN/LOH Analysis with a Previously Created Reference Model File (Single Sample Mode) (page 200)

In this analysis you compare the selected sample CEL files to a previously created Reference Model file,
either the HapMap270 file supplied by Affymetrix or a Reference Model file you have created using the
CN/LOH Reference Model File Creation and Analysis process described above. In this “Single sample”
workflow, there are no CHP files generated and the LOH analysis is done with the genotype calls made on
the fly by the BRLMM-P+ algorithm using the Reference Model data.

The analysis provides Gender Calls — Female or Male.

= | Note: Small numerical differences may occur between different runs even with the same inputs due to
an interaction between rounding from double to single precision and the way the application handles
memory management.

=/ Note: CN/LOH analysis can be run with configuration with regional GC correction or with
configuration without regional GC correction in both batch sample mode and single sample mode.

=l Note: Previous GTC 3.0 configuration files will automatically be updated by GTC 4.0 and run as
configuration without GC correction with updated score threshold (1.0) and configurable Marker-level
Normalization.

= Note: Configuration with regional GC correction will need NetAffx NA26.1 or higher version of
annotation files. Configuration without regional GC correction will need NetAffx NA25 or higher
version of annotation files.

Copy Number and LOH analyses are done during the same analysis run and the data are kept in the same
CN5.cnchp file.
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CN/LOH Reference Model File Creation and Analysis (Batch Sample Mode)
! Important: Affymetrix recommends that you perform Copy Number/LOH analysis with regional GC

correction configuration.

! Important: Affymetrix recommends that you run Copy Number/LOH analysis with batch sample mode
and regional GC correction using chips run at the same lab using the same reagent lots to reduce
general variability and to correct GC waviness. See Appendix J, page 319 for more details on hard
disk space requirements.

This analysis first creates a Reference Model File (.REF) using the CEL files for the selected samples. Then each
CEL file that went into making this Reference Model File is analyzed against this Reference Model File and the
sample's Copy Number and LOH data are generated. Note that the genotype calls on the fly from the BRLMM-P+
are used for the LOH analysis. The Reference Model Files end in the filename extension .ref.

To create a Reference Model File for SNP 6.0 analysis and perform CN/LOH analysis:

1. Open the Workspace and select the Data Set with the data for analysis.
2. Select the Intensity Data file set from the Data tree.

3. From the Workspace menu, select Intensity Data > Create Copy Number/LOH Reference Model File and
Perform Analysis; or

Right-click on the Intensity Data file set and select Create Copy Number/LOH Reference Model File and
Perform Analysis from the pop-up menu; or

Click the Create Copy Number/LOH Analysis button in the toolbar and select Create Copy
Number/LOH Reference Model File and Perform Analysis... from the menu.

The Copy Number/LOH Analysis Options for Reference Model File Creation and analysis dialog box opens.
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Copy Number, f LOH Analysis Options For Reference Model File Creation and Analysis (x]

Sample Type:  Unpaired Analysis Twpe . Copy Mumber

Select Analyziz Configuration
To add a new Analysis Configuration, please Cancel and zelect Copy Humber / LOH
Configurations from the Edit menu.

| 1. Regional GC Corection w |

Save Reference Model File Az

| L]

Select Annotation File

| ]

Select Output oot Path
|E:"~F'ru:ugram Fileghdfymetrixhhdy Results |

Select CHALOH Batch Marne
| CN/LOH20030508-batch1 |

Cutput File Suffix [leave blank for no suffix]

Advanced » ] [ k. ] [ Cancel ]

Figure 10.2. Copy Number Analysis Options dialog box

4.

Click the Advanced button to review analysis configuration parameters.
You need to enter a name for the reference model file to be created.
You can also change the following options.

- Analysis Configuration

- Select Annotation File

- Select Output Root Path

- Enter suffix to be added to CN/LOH Batch Name

- Enter suffix for CNLOH output files

files (optional).

Analysis configurations are sets of parameters used in the analysis. See Changing Algorithm Configurations

for SNP 6.0 Analysis (page 210) for more information on creating a new analysis configuration.
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Copy Number, / LOH Analysis Options For Reference Model File Creation and Analysis (x]

Sample Type:  Unpaired Analyziz Tope:  Copy Humber

Select Analyziz Configuration

To add a new Analysis Configuration, please Cancel and select Copy Humber / LOH
Configurations from the Edit menu.

1. Regional GC Caorrection
1. Beqgional GC Carrection h

2. Mo Regional GC Corection

| )

Select Annotation File

| )

Select Output Root Path

|E:HF’rngram Filezhafwmetris\D ata\ &R R with pedigres templates |

Select CM/LOH Batch MName
| 20090602 batch1 |

Output File Suffix [leave blank for no sufis]

Advanced » ] I ] l [ Cancel ]

Figure 10.3 Copy Number Analysis Options dialog box, Configuration drop-down list

- Select a different configuration from the drop-down list.

6. Enter a name for the new Reference File:

Save Aeference Model File Az

a. Click the Save Reference Model File As browse button D

The Save dialog box opens.
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CMReference_Haph ap270_Lite a5

GenomewideSHP_B hapmap2?0.r.a5

Hapmap2 7R eference

Reference

Hame i New Feference | [ Save l

Figure 10.4 Save dialog box

b. Enter a name for the file in the Name box
c. Click Save in the Save dialog box.

7. Select a different annotation file (optional).

=] Note: The NetAffx annotation file must be of NA26.1 or higher version if configuration files are with
regional GC correction. If the configuration files are without regional GC correction, the NetAffx
annotation file can be of NA25 or higher version.

= Note: Only official released SNP6 NetAffx annotation files are filtered in this dialogue window.
Annotations for other array platforms or custom annotation files will not be filtered.

b. Click OK in the Select Annotation File dialog box.
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Select the annotation file 3]

GenometideSHP_E.naZB. 1. annot.db
GenometwideSHP_B.naZ?. annot.db
GenomewideSHP_E.na2d. annot.db

LenometideSHP _ 6.nasd. annat.db

k. ] [ Cancel

Figure 10.5. Select annotation file dialog box

9. Select Output Root path (optional):

This option changes the location where the CN/LOH files are placed

a. Click the Select Output Root Path browse button B

Select Output FBoot Path

C:ACommand_ConzolehD atalhapmap | [ l

b. In the Browse for Folder dialog box that appears, select a new location for the CN/LOH data files and click
OK.
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Browse For Folder @@

Select a folder to stare the resulking files,

I Calvin_Configurations ”
I CMaT 401
= £ Command_Console
I Configuration
= ) Data
I3 Checked_SMPs
I3 Default
I3 Dv Mariarty
) hapmap
— B O . -
£ *

Make Mew Folder ] [ Ok, | [ Cancel

Figure 10.6. Browse for Folder dialog box
10. Select CN/LOH Batch Name (optional):

This option changes the name of the folder in which the CNCHP files are placed. Click in the box and enter
the Batch Name.

Select CH/LOH Batch Name
| 2008051 3-batch

= | Note: This folder is the location where the different Data Results files are kept. To view report files,
access the folder through Windows Explorer.

11. Enter File Suffix for the CNCHP files (optional):

This option adds a suffix to the CNCHP files to help you track them. Click in the box and enter a suffix.

Output File Suffix [leawve blank for no suffix)]

12. Click OK in the Copy Number/LOH Analysis Options for Reference Model File Creation and Analysis dialog
box.

The Select Files dialog box opens.
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X

Create Copy Number Reference Model File

Sample/Reference Attribute [optional]

Available Files (270, sorted on sample/reference attibute] Reflerence Files [0

CEL File Mame M CEL File Mame Sampl...

Ma0E385_Gwe C.CEL
NAD6931_GWE_C.CEL
NA06333_GWE_C.CEL
NA06934_GWE_C.CEL
NAODVO00_GWE_C.CEL
MAOF0NE_Gwe C.CEL
NA07022_GWE_C.CEL
NAODV029_GWE_C.CEL
MAO7024_Gwe C.CEL
NA07048 GWwE_C.CEL
NAD7055_GWE_C.CEL
MA0705E_Gwe C.CEL
NA07345_GWE_C.CEL
NAOD7348_GWE_C.CEL
MAO7IET_Gwe C.CEL

MA10830_GwE_C.CEL +
M410831_GwE_C.CEL
MA10835_GwE_C.CEL -

NA&10838_GWE_C.CEL
WN&10839_GWE_C.CEL
MNA10846_Gwie C.CEL
NA10847_GWE_C.CEL
MA10851_Gwe_C.CEL
N&10854_GWE_C.CEL
NA&10855_GWE_C.CEL
MA10856_Gwe C.CEL
N&10857_GWE_C.CEL
NA&10859_GWE_C.CEL
MAa10880_Gwe C.CEL
N&10861_GWE_C.CEL
NA10863 GWE C.CEL by

Cancel

Figure 10.7. Select Files for creating Reference Model file

13. Select files in the Available Files list. A minimum of five files is required to run the analysis.

= | Note: To create a useful Reference Model File, it is recommended that you select 44 or more samples
if possible, although the software will accept as few as 5. For obtaining good data on the X and Y
chromosomes, you should use a minimum of 15 files from female samples and 15 files from male
samples to generate the Reference Model file. See Notes on Selecting Files for Creating Reference
Model Files (page 200) for more information.

=« | Note: If all other parameters and files are the same, reference model files generated with or without
regional GC correction are exactly the same. You do not have to regenerate a reference model file
twice with different settings in the regional GC correction option.

Click the Add button to add data to the Sample or Reference list.

Click the Remove button E] to remove data from a list.
14. Click OK.
After generating the Copy Number/LOH (CN5.cnchp) files, you can:

- View CN QC data in tables.
Affymetrix® Genotyping Console User Manual

199



- Use the new Reference Model file to perform additional single-sample CN/LOH analysis (below).
- Generate Copy Number Segment Reports.
- View the CN data in the Heat Map viewer

- Export data to other software.

Notes on Selecting Files for Creating Reference Model Files

Affymetrix recommends using a minimum of 44 samples when creating a Reference Model File. A minimum of
five files is required to run the analysis.

For Chromosome X female samples are the reference. Affymetrix recommends using at least 15 female samples
when creating a Reference Model File for analysis of the X chromosome.

For Chromosome Y male samples are the reference. Affymetrix recommends using at least 15 male samples
when creating a Reference Model File for analysis of the Y chromosome.

Affymetrix recommends using a mixed gender samples when creating a Reference Model File for analysis.

CN/LOH Analysis with a Previously Created Reference Model File (Single Sample Mode)

! Important: Affymetrix recommends that you perform Copy Number/LOH analysis with regional GC
correction configuration.

! Important: Affymetrix recommends that you run Copy Number/LOH analysis with batch sample mode
and regional GC correction using chips run at the same lab using the same reagent lots to reduce
general variability and to correct GC waviness. See Appendix J, page 319 for more details on hard
disk space requirements.

In this analysis you compare the selected sample CEL files to a previously created Reference Model file, either
the HapMap270 one supplied by Affymetrix or a reference you have created using the CN/LOH Reference Model
File Creation and Analysis process described above. In this workflow no CHP files are required; instead the

LOH analysis is done with the genotype calls made on the fly by the BRLMM-P+ algorithm.

= | Note: You can perform a single sample analysis on more than one CEL file at a time; single sample
means that each CEL file is compared to a reference model file.

Notes on Selecting Files against a Previously Created Reference Model File

Affymetrix recommends not using only female samples against a Reference Model File previously created with
only male samples when running CN/LOH analysis.

See Appendix A: Algorithms (page 292) for references to the BRLMM-P+ algorithm.

To perform CN/LOH analysis with a previously created Reference Model File:

1. Open the Workspace and select the Data Set with the data for analysis.
2. Select the Intensity Data file set.

3. From the Workspace menu, select Intensity Data > Perform Copy Number/LOH Analysis; or
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Right-click on the Intensity Data file set and select Perform Copy Number/LOH Analysis from the pop-up
menu; or

Click the Create Copy Number/LOH Analysis button in the toolbar and select Perform Copy
Number/LOH Analysis ... from the menu.

The Copy Number Analysis Options dialog box opens.

Copy Number, / LOH Analysis Options For Reference Model File Creation and Analysis 3

Sample Twpe :  Unpaired Analpziz Tope :  Copy Mumber

Select Analyzis Configuration

To add a new Analyziz Configuration, please Cancel and select Copy Number / LOH
Configurations from the Edit menu.

1. Regional GC Caorection w

Save Reference Model File Az

Select Annotation File

Select Output oot Path

AN

C:AProgram FilestAffometixhD ata'ARF with pedigree templates

Select CMALOH Batch Mame
20090602-batch1

Output File Suffix leave blank for no zuffis]

Advanced » ] [ (] ] [ Cancel

Figure 10.8. Copy Number/LOH Analysis Options

4. Click the Advanced button to review analysis configuration parameters.
You must select a reference model file.
You can change the following options.
- Analysis Configuration
- Select Output Root Path
- Enter suffix to be added to CN/LOH Batch Name

- Enter suffix for CNLOH output files

= | Note: You cannot change the annotation files in this analysis once a specific reference model file is
chosen. The annotation files used to create the Reference file are automatically selected.
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5. Select a different Analysis Configuration without regional GC correction or any other custom configuration
files (optional).

Analysis configurations are sets of parameters used in the analysis. See Changing Algorithm Configurations
for SNP 6.0 Analysis (page 210) for more information on creating a new analysis configuration.

= | Note: For a few parameters, you cannot select different parameters than those used in the generation
of the reference file used for the analysis.

Copy Number f LOH Analysis Options For Reference Model File Creation and Analysis (]

Sample Type :  Unpaired Analziz Type:  Copy Mumber

Select Analyziz Configuration

To add a new Analyziz Configuration, please Cancel and select Copy Number / LOH
Configurations from the Edit menu.

1. Regional GC Comection
1. Regional GC Carrection k

2. Mo Regional GC Comection

| =)

Select Annotation File

| ]

Select Output Root Path

|E:'xF'rngram Filez AftymetizhD ata ARR with pedigree templates |

Select CWN/LOH Batch Mame
| 20030602-batcht |

Cutput File Suffix [leave blank for no suffix)

Advanced » ] [ k. l [ Cancel ]

Figure 10.9 Copy Number/LOH Analysis Options. configurations drop-down list

- Select a different configuration from the drop-down list.

6. Select a Reference File for the analysis:

Select Reference Madel File

a. Click the Select Reference Model File As browse button D

b. In the Open dialog box that appears, select a reference file from the list and click Open.
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Open E|

Select Reference Model File

G enu:umeWideS.r_\l“F'_E.hapmapE?D.na25.1 11.ah
GenometwideSHP_B. hapmap2?l.na26.r.ab
GenometideSMP_EB hapmap270.1.a5

NPT romei/ideSHE B hapmap27(.naz6 11125 FEF | Open |

Cancel

Figure 10.10 Open dialog box

= Note: If you choose the GenomeWideSNP_6.hapmap270.na26.1.rl1.a5.ref as reference model file, you
are required to have NetAffx NA26.1 version of annotation files.

=l Note: You cannot change the annotation files in this analysis once a specific reference model file is
chosen. The annotation files used to create the Reference file are automatically selected.

= | Note: The NetAffx annotation files must be of NA26.1 or higher version if configuration files are with
regional GC correction. If the configuration files are without regional GC correction, the NetAffx
annotation files can be of NA25 or higher version.

7. Select Output Root path (optional)

This option changes the location where the CN/LOH files are placed.

a. Click the Select Output Root Path browse button D

Select Output Root Path

C:ACommand_ConzolesD atashapmap | [ l

b. In the Browse for Folder dialog box that appears, select a new location for the CN/LOH data files and
click OK.
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Browse For Folder @

Select a folder to stare the resulking files,

I Calvin_Configurations ”
I CMaT 401
= £ Command_Console
I Configuration
= ) Data
I3 Checked_SMPs
I3 Default
I3 Dv Mariarty
I hapmap
— B O . -
£ *

Make Mew Folder ] [ Ok, | [ Cancel

Figure 10.11. Browse for Folder dialog box
8. Select CN/LOH Batch Name:

This option changes the name of the folder in which the CNCHP files are placed.

=] Note: This folder is the location where the different Data Results files are kept. You can access the
folder through Windows Explore to view report files.

Select CHALOH Batch Mame
2008067 3-batchl

- Click in the box and enter the Batch Name.
9. Enter a File Suffix for the CNCHP files.

Adds a suffix to the CNCHP files to help you track them.

Output File Suffix [leawve blank for no suffix)]

- Click in the Box and enter a suffix.
10. Click OK.

The Select Files dialog box opens.
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Select Files: Copy Number Analysis for Unpaired

Sample/Reference Attribute [optional]

"]

Available Files (270, sorted on sample/reference attibute] Sample Files (0]

CEL File Mame M CEL File Mame Sampl...

MADEI85_GwE_C.CEL
MADE991_GwE_C.CEL
MA05993_GwE_ C.CEL
MADEI94_GwE_C.CEL
MAO7000_GwE_C.CEL
MAO7019_GwE_ C.CEL
MAO7022_GwE_C.CEL
MAO7029_GwE_C.CEL
MAO7034_GwE_C.CEL
MAO7048_GwE_C.CEL
MAO7055_GwE_C.CEL
MAO7056_GwE_ C.CEL
MAO7345_GwE_C.CEL
MA07348_GwE_ C.CEL
MAO7357_GwE_C.CEL
MA10830_GwE_C.CEL +
M410831_GwE_C.CEL
MA10835_GwE_C.CEL -
MA10838_GwE_C.CEL
M410839_GwE_C.CEL
Ma10846_GwE_C.CEL
MA10847_GwE_C.CEL
Ma10851_GwE_C.CEL
MA10954_GwE_C.CEL
M1 0955_GwE_C.CEL
M1 0856_GwE_C.CEL
MA10957_GwE_C.CEL
MA10959_GwE_C.CEL
M1 0860_GwE_C.CEL
MA10961_GwE_C.CEL
MA10963 Gwe C.CEL v

Cancel

Figure 10.12. Select Files dialog box
11. Select files in the Available Files list.

Click the Add button to add data to the sample or reference list.

Click the Remove button E] to remove data from a list.
12. Click OK.
After generating the Copy Number/LOH (CN5.cnchp) files, you can:

View CN QC data in tables.

- Generate Segment Report.

- View CN/LOH/CN Segment data in the GTC Browser.
- View the CN data in the Heat Map viewer.

- Export data to other software.

The file format is described below.
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Copy Number/LOH Data File Format for Genome-Wide Human SNP Array 6.0 Data
For Genome-Wide Human SNP Array 6.0 analysis, the Copy Number and LOH data are kept in the same file.

Header Section

The header section contains the following information:

= Information about the Software and Algorithm version used to generate the data
= File name, creation and modification times, and unique identifier

= Array type

= Genome version and library information

= CN/LOH Algorithm parameters

= Reference Model File used

=  Number of Markers for each chromosome

= Xand Y chromosome information

Data Section — for *.CN5.cnchp files

The data section contains the following information:

allele Difference of A signal and B signal each standardized with respect
difference to their median values in the reference

cnstate HMM copy number state

smoothsignal Smoothed log2 ratios or smoothed log?2 ratios calibrated to Copy

Number and anti-logged (depending on the options setting)
loh Loss of Heterozygosity, 1=LOH, and O=retention

log2ratio Log2 ratio value

Adjusting Normalization and Background Parameters for Reference Model File and Sample Files

The Copy Number algorithms depend on comparing signal for each marker in each sample against a reference
formed from a group of samples. The underlying assumption is that for each marker the reference state in the
group will be CN=2 (except for the Y chromosome, where the reference state is CN=1), and hence deviations
from the reference can be seen by forming the log ratio of each marker's signal compared to its reference value.
For the autosomes, the reference value for each probe set is formed by taking the median of summarized probe
set signals across all samples in the reference. For each SNP probe set, summary signal is calculated after
normalizing intensities by using probe logarithmic intensity error (PLIER) with non-standard options for each of the
SNP allele probe sets and summing the result of both alleles. For each CN probe set, summary signal is the
normalized intensity only. For chromosome X, the reference value is formed using only the samples determined
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not to have a single X and assumes the majority of such samples are diploid. For chromosome Y, the reference
value is formed using only the samples determined to have a Y present.

= Note: Forming a reference where a large fraction of the samples have one or more chromosomal
aneuploidies in common will give you weird results for the affected chromosomes.

In the process of calculating signal various normalization steps are made so that signal from each sample can be
meaningfully compared with each other. If these normalization steps are not the same, then the comparison is no
longer meaningful. In particular, in single sample workflow, new samples are normalized in the same way as the
reference.

For information about changing the algorithm parameters, see Changing Algorithm Configurations for SNP 6.0
Analysis (page 210).

For information about the algorithm description, see Appendix A: Algorithms (page 292).

Copy Number QC Summary Table for the Genome-Wide Human SNP Array 6.0

Use the GTC Browser (page 249) to view Copy Number, LOH, and CN Segments data in a genomic context.

Use the Heat Map Viewer (page 269) to view Copy Number data along with Copy Number Variation data, if
available.

The Copy Number QC Summary Table displays QC information about the copy number and LOH analyses.

The Copy Number QC Summary Table uses all the table options as described in Table Features.

To open the QC Summary table:

= Right-click on the Copy Number/LOH Results set of interested and select Show Copy Number QC
Summary Table; or

From the Workspace menu, select Copy Number/LOH Results > Show Copy Number QC Summary
Table.

The QC Summary table opens.
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Al Columns Yiew = J* R | | _.h |§’3 |.4'r:' 'El iT |@‘_V

Bounds | Gender | MedianfAutosometdedian | MAPD iqr all_probeset_rle_mean | ge-conection-size | chrom_1_tinSignal | chram,
40 shic_B.0.CNB.CMNCHP In Female |0.001103175 02379996 | 0344566 | 0221714 0.01659974 324924 257300
41  |MEZ_B.0.CM5.CMCHP In Female |0.0007183538 02579761 | 0.3686917 | 0.2331273 0.02533529 -4.882786 32248
44 GRAM_B.O.CHNS.CNCHP In Female | 0.0004326764 0.2700437 | 03836867 | 0.2425202 0.02108355 -3.356632 26132
42 GA_B.O.CNS.CMCHP In Female |0.002481528 0.2737858 | 03589582 | 0.2453672 0.03217213 3017073 27340
25  |0Z_E.0.CNE.CMCHP In Male -0.0003833649 02767832 | 0.4426088 | 0.2785923 0.06154393 -4.610442 265600
36  GEMI_E.O.CNE.CMCHP In Female | 0.0007650209 02772944 | 0.4186534 | 0.26223M 0.07056493 3036784 27602
21  GAS_B.0.CMS.CNCHP In Male 0.0003867453 0.2773551 | 0.4468595 | 0.2795664 0.05611809 -3.311095 472451
22 [RA_B.0.CNE.CNCHP In Female | 0.0005433477 0277423 | 0.4342303 | 0.2723463 0.08271766 -5.028341 2.94500
57  |LLOMAN_E.0.CHN5.CHCHP In Female | 0.0005027322 0.2816787 | 0.4012600 | 0.2523733 0.04037365 -4.213997 26923
f4  F_BOCWECMCHP In Female | 0.001616533 0.2826368 | 0.4052099 | 0.254E162 0.02844238 -3.45977 3.5529
34 1ALES.CNE.CHMCHP In Male 00071358248 0.2853556 | 0.4397277 | 0.2738509 0.05982362 -3.828552 42958
43 INTCYR_B.O.CME.CNCHP In Male 00008938861 0.285608 |0.4232457 | 0.2638727 0.03558604 3873713 3.9608
43 |UTIA_B.0.CNE.CNCHP In Male 00008569735 0.2868703 | 0.4230573 | 0.2712093 002415611 3423798 2.0595
26 WTOM_B.0.CH5.CHCHP In Male 0.0003241831 0288139 |0.4553926 | 0.2793014 004333631 346746 38847

Figure 10.13 Copy Number/LOH QC Report for Genome-Wide Human SNP 6.0 array (All Columns View)
The Copy Number/LOH QC Report provides the following information for SNP 6.0 data:

File

Bounds

Gender

MedianAutosomeMedian

MAPD

iqr

all_probeset_rle_mean

gc-correction-size

sample-median-cn state

File name.

In or out of QC bounds.

See Setting QC Thresholds (page 257) for more information.
Gender call for the sample.

Defined by taking the median of the medians of the log2 ratios of all
autosomes, then subtracting this from each log2 ratio (including X and Y).
This correction assumes the majority of the autosomes represent normal
diploid DNA and this correction removes subtle chip to chip biases in
normalization.

Median absolute pairwise difference. See MAPD and Copy Number QC on
the Genome-Wide Human SNP Array 6.0, below, for more information.

Interquartile range average for all chromosomes.

The mean absolute relative log expression (RLE) — This metric is generated
by taking the probe set summary for a given chip and calculating the
difference in log base 2 from the median value of that probe set over all the
chips. The mean is then computed from the absolute RLE for all the probe
sets for a given CEL file.

The median of the absolute value of the differences between uncorrected log2
ratios and GC waviness corrected log2 ratios.

The median of all the calibrated (put into CN state space) log2 ratios for the
sample.
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sample-hom-frequency The frequency (homozygous calls / all SNP calls) of SNP homozygous calls
for the sample.

sample-het-frequency The frequency (heterozygous calls / all SNP calls) of SNP heterozygous calls
for the sample.

waviness-sd The residual standard deviation (SD) after correcting for adjacent probe set to
probe set SD based on autosomal log2 ratios. The waviness-sd is a measure
of the signal variability in longer range waviness.

chrom_MinSignal (one Minimum Log2Ratio for a given chromosome and sample.
for each chromosome)

Chrom_MaxSignal (one Maximum Log2Ratio for a given chromosome and sample.
for each chromosome

File Date Date file was created.

MAPD and Copy Number QC on the Genome-Wide Human SNP Array 6.0

MAPD is defined as the Median of the Absolute values of all Pairwise Differences between log2 ratios for a given
chip. Each pair is defined as adjacent in terms of genomic distance, with SNP markers and CN markers being
treated equally. Hence any two markers that are adjacent in the genomic coordinates are a pair. Except at the
beginning and the end of a chromosome every marker belongs to 2 pairs as it is adjacent to a marker preceding it
and a marker following it on the genome.

MAPD is a per chip estimate of variability, like Standard Deviation (SD). If the log2 ratios are distributed normal
with a constant SD then MAPD/0.96 is equal to SD. However, using MAPD is robust against high biological
variability in log2 ratios induced by conditions such as cancer.

Variability in log2 ratios in a chip arises from two distinct sources:

- Intrinsic variability in the starting material, hyb cocktail preparation, the chip, the scanner
- Apparent variability induced by the fact that the reference may have systematic differences from this chip.

Regardless of the source of the variability, increased variability decreases the quality of CN calls.Very high MAPD
is a failure. Variability in general will be reduced by using a reference set generated from chips run at the same
lab using the same reagent lots.

As in genotyping, there can be substantial batch effects or lab-to-lab systematic effects. If a reference is
generated from chips run in another lab such systematic differences inflate apparent variability. Affymetrix has
observed that using the supplied Affymetrix reference with chips run in different labs will inflate MAPD by around
50%, but a factor of 2 is possible.

If a chip with MAPD generated from the Affymetrix reference is greater than 0.35, then we recommend against
using that chip in an analysis.

When using a Reference Model File made up of arrays NOT generated in the same lab using the same reagent
lots: CNCHP files with a MAPD value greater than 0.35 should not be used for further analysis.

When using a Reference Model File made up of arrays that WERE generated in the same lab using the same
reagent lots: CNCHP files with a MAPD value greater than 0.3 should not be used for further analysis.
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Changing Algorithm Configurations for SNP 6.0 Analysis

! Affymetrix recommends that you perform Copy Number/LOH analysis with regional GC correction
configuration.

= | Note: You cannot edit a configuration file that was created in GTC 2.1 or earlier. You can only edit
configuration files that were created in GTC 3.0, GTC 3.0.1, GTC 3.0.2 or GTC 4.0.

To open the Configurations dialog box:

1. From the Edit menu, select Copy Number Configurations > New Configuration.

The Select Probe Array Type dialog box opens.

Select a probe array type [z|
GenametsideSHP_R
td apping1 00k,
bl appingB00k,
M ame | [ Select ]

Figure 10.14. Select Probe Array Type dialog box
2. Select GenomeWideSNP_6 from the list and click Select.

The Select Configuration Template dialog box opens.
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Select Configuration Template E]

2. Mo Reqgional GC Correction

Cancel

Figure 10.15. Select Configuration Template with or without regional GC correction

3. Select a configuration template with regional GC correction and click OK.
The Configuration Options dialog box opens.
4. Or select a configuration template without regional GC correction and click OK.

The Configuration Options dialog box opens.

Copy Number, f LOH Configuration Options Template [GenomeWideSHP_6)

Template: Regional GC Correction

Configuration Type
(# CM /LOH Analysiz () Reference Model File Creation and CHALOH Analysis

Confidence

Scare Threzshald

Save bz ] [ Drefault ] Advanced Options » ] [ Save l [ Cancel

Figure 10.16. Basic Options

5. Enter values for configuration Options.
The parameters are described in:
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Basic Options for SNP 6.0 Analysis
Advanced Options for SNP 6.0 Analysis
6. Save the changes to the configuration:
- To save as new configuration: Click Save as.
- Save as default configuration: Click Default.
- Ifthe Default is chosen, a new dialogue appears with two options, one with regional GC correction and

one without regional GC correction. By choosing one of the two options, the default configuration for with
regional GC correction or default configuration for without regional GC correction will be restored.

Select Configuration Template P§|

2. Mo Regional GC Corection

Cancel

Figure 10.17 Select Configuration Template dialog box

=] Note: GTC cannot edit a configuration file that was created in GTC 2.1 or earlier. You can only edit
configuration files that were created in GTC 3.0, GTC 3.0.1, GTC 3.0.2 or GTC 4.0.

To edit a configuration that was created in GTC 3.0.1, GTC 3.0.2 or GTC 4.0:

1. From the Edit menu, select Copy Number Configurations > Open Configuration.

The Open dialog box opens.
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|GTC 2.1 custom configs

| GTC 3.0 batch custom config]

| GTC 3.0 batch custom config?

[ GTC 3.0 zingle custom config]

i GTC 3.0 zsingle custam configd

I GTC 3.0.1 batch with regional GC comrection custam config 2
! GTC 3.0.1 batch withaut regional GC carrection custam config 4
[GTC 3.0.1 zingle with regional GC comrection custom config 1

[GTC 3.0.1 single without regional GC comection custom config 3

M ame EETI: 3.0.1 batch with regional GC corection custom config 2 | [ Dpen l

Cancel

Figure 10.18. Open dialog box

= Note: The Open dialog box shows configuration files that were created in GTC 3.0, GTC 3.0.1, GTC
3.0.2 or GTC 4.0. You can edit these files directly (see below for more information).

=) Note: Configuration files that were created in GTC 2.1 or earlier will be displayed in the Open dialog
box to help you avoid overwriting them. You cannot edit these files directly (see below for more
information).

2. Select the configuration file and click Open.
The Basic Options dialog box opens.
3. Select the configuration options and enter a score threshold value.
4. Save the changes to the configuration:
- To save as new configuration: Click Save as.
- Save as default configuration: Click Default.
- Ifthe Default is clicked, a new dialogue window will show up with two options, one with regional GC
correction and one without regional GC correction. By choosing one of the two options, the default

configuration for with regional GC correction or default configuration for without regional GC correction
will be restored.
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X

Select Configuration Template

2. Mo Regional GC Comection

Cancel

Figure 10.19: Select Configuration Template dialog box

To edit a configuration that was created in GTC 3.0:

1. From the Edit menu, select Copy Number Configurations > Open Configuration.

The Open dialog box appears.
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Open E|

! GTC 2.1 custom configl

i GTC 2.1 custom config?

I GTC 3.0 batch custom configl]
GTC 3.0 batch custam config?

GTC 3.0 zingle custam configl

GTC 3.0 zsingle custom config?

GTC 2.0.1 batch with regional GC corection custom config 2
GTC 3.0.1 batch withaut regional GC carrection custam config 4
GTC 3.0.7 zingle with regional GC corection custon config 1
GTC 3.0 zingle without regional GC correction custom config 3

M ame EETI: 3.0 batch custom configl | [ Dpen l

Cancel

Figure 10.20. Open dialog box

= Note: Configuration files that were created in GTC 3.0 will be displayed in the Open dialog box for
selection. You can edit these files directly (see below for more information). If GTC 3.0 configuration
files are opened in GTC 3.0.1, these files will be treated as configurations without regional GC
correction.

=l Note: If you are editing a configuration file created in GTC 3.0, you need to update the Score
Threshold from 0.05 to 1.0 as Affymetrix recommended new setting.

2. Select the configuration file and click Open.

The Basic Options dialog box opens with additional “No Regional GC Correction” added.
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Copy MNumber f LOH Configuration Options Template - GTC 3.0 batch custom configl (GenomeWideSN... E

Template: Mo Regional GC Comection
Corfiguration Type Referance Model File Cresticn
) CM /LOH Anaysis (%) Feferenca Model File Craation and CHALOH Analysis Probe-level Nomalization
Confidence ® Quaniiie
Score Threzhold 1.0 O Meden
Save Az ] [ Default Advanced Options » ] [ Save ] [ Cancel

Figure 10.21 Basic Options dialog box

3. Select the configuration options and enter a score threshold.
4. Save the changes to the configuration:
- To save as new configuration: Click Save as.
- Save as default configuration: Click Default.
- If the Default is chosen, a new dialogue appears with two options, one with regional GC correction and

one without regional GC correction. By choosing one of the two options, the default configuration for with
regional GC correction or default configuration for without regional GC correction will be restored.
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X

Select Configuration Template

1. Regional GC Cornection :
2. Mo Regional GC Correction

Cancel

Figure 10.22 Select Configuration Template dialog box

To transfer parameters from a configuration created in GTC 2.1:

1. From the Windows Explorer, find the old configuration file and open it using text editor software
2. Write down or print the old configuration file

3. Make a new configuration file in GTC 3 using the old configuration parameters (a few parameters are new to
GTC 3 configuration).

The parameters are described in:
- Basic Options

- Advanced Options

Basic Options for SNP 6.0 Analysis

The basic options are displayed when the dialog box first opens when the regional GC correction template is
chosen.
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Copy Number f LOH Configuration Options Template (GenomeWideSHP_6)

Template: Regional GC Correction

Configuration Type
(# CM /LOH Analysiz () Reference Model File Creation and CHALOH Analysis

Confidence

Score Threshald

Save bz ] [ Drefault ] Advanced Optionz » ] [ Save l [ Cancel

Figure 10.23 Basic Options, regional GC correction template chosen

The basic options are displayed when the dialog box first opens when no regional GC correction template is
chosen.

Copy Number f LOH Configuration Options Template (GenomeWideSHP_6)

Template: Mo Regional GC Correction

Configuration Type
(# CM /LOH Analysiz () Reference Model File Creation and CHALOH Analysis

Confidence

Score Threshald

Save bz ] [ Drefault ] Advanced Optionz » ] [ Save l [ Cancel

Figure 10.24. Basic Options, no regional GC correction template chosen

The Basic Options allow you to change:

= Configuration Type
= Confidence

=  Probe-level Normalization for Reference Model File Creation

Configuration Type

You can create a configuration for the following types of analysis:

= CN/LOH Analysis
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= Reference Model File Creation and CN/LOH Analysis

Certain options are available only when the Reference Model File Creation and CN/LOH Analysis option is
selected.

Confidence/Score Threshold

Score/Confidence Threshold is the maximum score at which the algorithm will make a genotype call. Larger
values of the score/confidence threshold indicate less certain calls. Calls with confidence scores above the
threshold are assigned a no-call.

Probe-level Normalization for Reference Model File Creation

Quantile normalization is recommended for copy number analysis of association and cytogenetics samples.
Quantile normalization is most appropriate for samples where most of the chromosomes are relatively normal.

In contrast, many cancer samples contain significant abnormalities that impact much of the genome; therefore,
median normalization is recommended.

! Important: For any single sample Copy Number/LOH Analysis run, the Probe-level Normalization and
Probe-level Background Correction parameters must be and will be set the same for the Analysis as
these parameters were set during the generation of the Reference Model File used in the Analysis.

Advanced Options for SNP 6.0 Analysis
Click Advanced Options to display the following options:

= Reference Model File Creation: Advanced Options

=  Copy Number Parameters: HMM Parameters with regional GC correction

=  Copy Number Parameters: HMM Parameters without regional GC correction
=  Copy Number Parameters: Post-HMM Processing Parameters

= LOH Parameters

»  Smoothing Signal Graph Output
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Copy Number [ LOH Configuration Options Template [GenomeWideSNP_6)

Template: Regional GC Correction
Configuration Type
{(®) CM /LOH Analysis ) Reference Model File Creation and CHALOH fnalysis
Confidence
Score Threzhold 1.0
Save bz ] [ Drefault Advanced Optionz » ] [ Save ] [ Cancel

Figure 10.25 Basic Options

Reference Model File Creation: Advanced Options

Reference Model File Creation b arker-lewel Mormalization
Frobe-level Maormalization F'ru:ul:ue-ln_avel Background
B8 ) Median Autozome
(*) Quantile (*) Adapter Type
) Median ) Mone 3 Mone

Figure 10.26. Probe and marker level background correction parameters

Probe-level Normalization

Quantile Normalization makes the entire distribution of data from the different chips the same. The assumption
for this method is that the signal distributions from all of the arrays should be similar. The data from each array is
sorted and ranked from the lowest to the highest with each rank representing a quantile. The average intensity of
each quantile is calculated across all the arrays. Then for each array in the set, the measured intensity in a given
quantile is replaced with the calculated average intensity. All arrays in the data set now have identical
distributions.

Median Normalization scales all of the arrays in a set so that they have the same median intensity. This is a linear
normalization method that will normalize all of the arrays to the median value of the medians for the individual
arrays.

For a more detailed discussion of normalization please refer to A Comparison of Normalization Methods for High
Density Oligonucleotide Array Data Based on Variance and Bias. Bioinformatics. 2003 Jan 22;19(2):185-93. B. M.
Bolstad, R. A. Irizarry, M. Astrand and T. P. Speed.

Probe-level Background Correction
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The SNP 6.0 assay uses both Sty and Nsp enzymes to cut the original DNA into fragments. Each enzyme has
four alternative recognition sites (adapters). Fragment-specific amplification has been observed depending on the
particular pair of adapters used to cut out fragments. Such fragment-specific effects are typically very similar
within a set of samples run together, but between sample sets such effects are occasionally quite different. The
probe-level “Adapter Type” normalization is used to ensure the fragment effects are uniform across all samples.
For any single sample Copy Number/LOH Analysis run, the Probe-level Normalization and Probe-level
Background Correction configuration parameters should be set the same for the analysis as these parameters
were set during the generation of the Reference Model file used in the analysis.

Marker-level Normalization

There is a secondary optional normalization (“MedianAutosome”) done after log2 ratios are formed: the log2 ratios
are adjusted by subtracting the median of the median log2 ratio of all the autosomes. This adjustment can be
useful for samples with primarily diploid autosomes when probe-level normalization may be affected by an
aneuploidy such as high CN gain in Chromosome X. Note that this adjustment is not a probe-level background
correction. This is only recommended for samples where most of the chromosomes are relatively normal.

Copy Number Parameters: HMM Parameters with regional GC correction

The Hidden Markov Model (HMM) with regional GC correction is modified for SNP 6.0 with the following changes
in the Mean values for different CN states.

Hkk parameters

Priors
CM State 1] 1 2 3 4 Total
Prior Probabilities 0z e 0.2 0z 0.z
Mean 2 0533 0 0.363 0.567
Standard Deviation 0z 02 0.2 0z 02
Tranzition Decay 1000 | kb

Figure 10.27 HMM parameters

Copy Number Parameters: HMM Parameters without regional GC correction

In configuration without regional GC correction, the same Hidden Markov Model (HMM) is used for SNP 6.0 and
100K/500K mapping arrays as that used in CNAT 4, with the following notable exceptions for SNP 6.0 (1)
smoothing log2 ratios prior to using the HMM is not possible; and (2) Signal in log2 ratios for SNP markers is
always “logSum,” and (3) the “sumLog” signal summary is not possible. Accordingly, other than smoothing, the
same parameters in CNAT 4 are exposed as advanced options. These parameters are used to define how the
HMM calculates per marker Copy Number from log2 ratios.
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Hbdb parameters

Fricrs
CH State N 1 2 3 4 Total
Prior Prababilities 0z 0z 0.2 0z 02
bMean 2| -0BR2 0 0.339 0543
Standard Deviation nz nz nz nz nz
Transition Decay 1000 kb

Figure 10.28. HMM parameters

CN State represents the possible values that the HMM can find. The HMM looks for CN states 0, 1, 2, 3 and 4-or-
greater. CN state of 5 or more will also be represented as CN State 4

A 5-state Hidden Markov Model (HMM) is applied for smoothing and segmenting the CN data. The priors and
transition decay length are the two user tunable parameters.

The HMM has 5 possible states:

State 0 = CN of 0; homozygous deletion
State 1= CN of 1; heterozygous deletion
State 2= CN of 2; normal diploid

State 3= CN of 3; single copy gain

State 4 = CN 4; amplification

The default for each state is 0.2 indicating that each SNP has equal prior probability of being in any one of the 5
states. We have not extensively tested the result of modifying this initial estimate on how well the HMM performs.

=l Note: The prior values entered are only initial estimates. The HMM optimizes this parameter based on
the data.

Mean

The mean is the expected log2 ratio of each CN state. For example if the reference is diploid for each marker then
the expected log2 ratio for CN = 2 is 0. A Chromosome X titration experiment was performed using samples that
have differing numbers of X chromosomes spanning the range of the HMM. The observed log2 ratios for different
copy numbers of Chromosome X were used to set the default mean for each state (except CN = 0, which is
unchanged from CNAT 4).

Standard Deviation

Standard deviation is one of the parameters that affect the probability with which the underlying CN state is
emitted to produce the observed state. Specifically, it reflects the underlying variance or dispersion in each CN
state. The standard deviation of each underlying state can be adjusted. The defaults in the SNP 6.0 parameters
are a little lower than the observed SD’s in each state, but when adjusted during testing to match the observed
SD’s did not improve the results of the HMM.

Note that 100K/500K Copy Number Parameter Settings (page 183) are not necessarily applicable for adjusting
HMM parameters in SNP 6.0. The default is 0.2 for all states for SNP 6.0 analyses.
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HMM Parameters — Transition Decay:

This parameter controls the expected correlation between adjacent markers. The copy number state of any given
marker is partially dependent on that of its neighboring markers and is weighted based on the distance between
them. By adjusting this parameter, neighboring markers can either have more or less of a dependence on each
other.

The default value is 1000 Mb.
To reduce the influence of neighboring markers, decrease this value (transition faster). For example, if you set the
decay to 1 Mb, and if a given marker is in CN State 1, the probability that the flanking markers to the right will

continue to be in State 1 is much lower compared to the case where the transition decay is 100 Mb.

To increase the influence of neighboring markers, increase this value (transition slower).

Copy Number Parameters: Post-HMM Processing Parameters

Faoszt HMM Proceszsing Parameters

CH Mirirum Mumber Marker Threshold [number of markers] 1| markers

Figure 10.29 Post HMM processing parameters

Occasionally a marker (typically a CN probe) on the SNP 6.0 array performs erratically for unknown reasons. The
outcome may be occasional singleton calls of CN different from unchanging CN in flanking markers (both CN and
SNP) surrounding this marker. Setting this parameter to 1 changes the CN determination of such markers to
agree with the other markers surrounding it.

For example, if there is a single marker that is called CN State 1 by the HMM, but the surrounding markers are
called CN State 2, then this singleton SNP will be changed from CN State 1 to CN State 2.

Setting this parameter to 0 leaves the original CN State value unchanged. For the SNP 6.0 array this field refers

to the number of flanking markers and can only be 0 or 1. (On the 100K/500K arrays the parameter is “Threshold
for SNP Outlier Adjustment”, and is set in base pairs)

LOH Parameters

LOH Pararneters
HET Call Errar R ate 05 S eparation 1| Mb
Beta 0o Alpha mn
Pirirnurn b ark ers 10 Mo Call Threzhold 05
LOH Minimurn Phyzical Size Threzhald 100 Kb

Figure 10.30. LOH parameters

The LOH algorithm is quite different between SNP 6.0 and 500K/100K. Briefly, instead of using a HMM the
algorithm simply looks for runs of homozygous SNP calls, taking into account the overall het rate and the likely
error rate in calling.

HET Call Error Rate
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The Genotyping algorithms perform well in the context of signal from diploid SNPs, with very low error rates.
However, when signal arises from a non-diploid SNP, the genotyping error rate is higher. In the case of LOH
associated with a CN =1 region, (e.g., as in a single X chromosome without special treatment by the genotyping
algorithm) then, while we would expect no hets at all to be called, in practice with current default SNP 6.0
genotyping parameters, it is more usual to see around 5% het call rates depending on sample quality.

Lower quality data will result in a higher het call error rate. The algorithm auto-adjusts the het call error rate in the
following case: if LOH is being called as part of a reference model generation and the default no-call threshold
(.05) for genotyping is used, then the algorithm will adjust the het call error rate upwards if necessary, depending
on the observed no-call genotyping rate. In all other cases the het call error is left as the value in the panel.

The het call error rate is tuned for LOH in hemizygous deletions (i.e. a loss of a portion of 1 chromosome out of a
pair). In fact small regions of Copy Neutral LOH are very common; they may arise from portions of paired
chromosomes that can be traced through different lines of descent back to a single ancestor and so these regions
are identical and hence homozygous. To detect such Copy Neutral LOH, a het call error rate of .02 is more
appropriate.

Alpha and Beta
The LOH algorithm depends on 2 concepts:
Alpha (if LOH is present, this is the chance you’d fail to call it)

Given LOH is truly present, what are the odds that it is not found given the het call error rate? This is referred to
as Type | error and is traditionally referred to as “Alpha” in statistics. . Decreasing alpha decreases the odds the
algorithm will falsely rule against LOH but increases the odds it will falsely find LOH.

Beta (if normal Heterozygosity is present, this is the chance of mistakenly calling it LOH)

Given the usual or expected rate of heterozygosity in a region what are the odds of falsely finding LOH? This is
referred to as Type |l error or statistical power and is , traditionally referred to as “Beta” in statistics. . Decreasing
Beta, decreases the odds the algorithm will falsely find LOH but increases the odds it will fail to find LOH when it
is present.

Minimum Markers

The Minimum Markers parameter sets the minimum number of SNPs to be used in evaluating LOH. The algorithm
calculates the number of SNPs needed to satisfy alpha and beta. For the supplied alpha and beta defaults this
calculated number is well in excess of the default (10 marker) minimum, but if you decide to change the alpha and
beta parameters then the Minimum Markers parameter can be used as a safety net.

Separation

LOH is calculated assuming a contiguous region in the genome has LOH. In gaps in the genome such as across
a centromere, LOH can be calculated separately. The typical distance between SNPs on SNP 6.0 is on the order
of 1,300 bases. This parameter controls how many base pairs must separate 2 markers before the algorithm
starts fresh. At its default setting it will treat each chromosome as a region.

No Call Threshold

In any one sample not all SNPs are created equal. Some give high quality information about the genotype they
call, and others give low quality information. Including low quality SNP calls increases the het call error rate over
any improvement in the algorithm’s accuracy by including these extra SNPs. The quality of the SNP call is
captured by its Confidence (as defined in genotyping), and the No Call Threshold excludes SNPs with a greater
Confidence value than this parameter value.

LOH Minimum Physical Size Threshold

Affymetrix® Genotyping Console User Manual

224



This parameter sets a minimum size for LOH blocks to be reported as LOH.

As described earlier small regions of Copy Neutral LOH are very common; they may arise from portions of paired
chromosomes that can be traced through different lines of descent back to a single ancestor and so these regions
are identical and hence homozygous. Thus, some Copy Neutral LOH regions are associated with haplotype
blocks. As region size increases the odds we see Copy Neutral LOH related to a haplotype block decreases. The
HapMap phase 1 study shows roughly 70% of common haplotype blocks in humans are less than about 100
kilobases; further increasing this parameter above this value will screen out yet more Copy Neutral LOH arising
from haplotype blocks at the expense of losing smaller LOH events arising from other events (e.g., a deletion
event).

Smoothing Signal Graph Output

SmoothSignal Graph Oukput

Smoaothing G auszian Window 50000 Smaoothing Sigma Mulkiplier 2

Smoothing Parameters
(&) Calibrate Smooth Log2 ratio to CN ) Skip any smaathing

) Smooth Log? ratio

Figure 10.31. Smoothing Signal Graph Output

Smoothing Gaussian Window

The log2 ratio is the raw estimate of log of CN signal compared to an expected state of CN=2 for each marker.
These raw estimates can be smoothed using a Gaussian kernel to lower noise to improve per marker Signal to
Noise ratio at the expense of blurring boundaries where CN state changes. For each marker, the smooth is
constructed using a weighted mean of the log2 ratios of surrounding markers with weights proportional to the
Gaussian transform of their genomic distance from that marker. The Gaussian transform has Standard Deviation
equal to the “Smoothing Gaussian Window.” In usual signal processing terminology this parameter is known as
the bandwidth.

Setting this value to 0 will result in no smoothing.
Smoothing Sigma Multiplier

In principle, the Gaussian smooth uses all markers. In practice surrounding markers far from any particular
marker have little numerical impact on the final smoothed value. The Smoothing Sigma Multiplier parameter
determines the number of Standard Deviations away from the given marker where markers will be included in the
smooth. Note that larger values will result in increased compute times for the algorithm.

Setting this value to 0 will result in no smoothing.
Smoothing Parameters options:
Calibrate Smooth Log?2 ratio to CN

Checking this option calibrates Smooth Log2 ratio to the HMM mean parameters for different CN states and
inverts the resultant smoothed log2 ratio to normal Copy Number. So a 0 value in the smoothed log2 ratio will
become 2 after inverting. If the HMM mean corresponding to CN state of 1 is -.55 then a smoothed log2 ratio with
a value of -.55 will be inverted to CN = 1. If the Smoothing Gaussian Window is 0 or the Smoothing Sigma
Multiplier is 0, then calibration and inversion to CN units occurs without any smoothing.

Smooth Log2 Ratio
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Checking this option results in the smoothed log2 ratios only.
Skip any smoothing

Checking this option will prevent smoothed log2 ratios from being calculated and included in the CNCHP file
output.
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Chapter 11: Common Functions for Copy Number/LOH
Analyses

This chapter covers the copy number/LOH functions that are common to both Human Mapping 100K/500K arrays
and the Genome-Wide Human SNP Array 6.0. These functions include:

= Using the Segment Reporting Tool & Custom Regions (page 227)
= Loading Data into the GTC Browser (page 249)
=  Export Copy Number/LOH data (page 251)

= Setting QC Thresholds (page 257)

Using the Segment Reporting Tool & Custom Regions

You can use the Segment Reporting Tool (SRT) to locate segments with copy number changes in the CN data for
100K/500K and SNP 6.0 array data. The SRT detects both common and unique-to-a-sample copy number
change segments.

For SNP 6.0 data the SRT also produces a gender call for the sample, based on the detected copy number state
for the X and Y chromosomes. See CN Segment Report (SNP 6.0 only) (page 310) for more information about
the CN Segment Report Tool’s gender call.

More information is given in:

= Introduction (page 227)

= Running the Segment Reports Tool (page 229)

= Segment Report Tool Results Files (page 241)

=l Note: The SRT requires annotation files (*.annot.db) to analyze CNCHP files generated in earlier
versions of GTC. For Human Mapping 100K or 500K data, the SRT requires na24 version of the
annotation file (*.na24.annot.db). For Genome-Wide SNP Array 6.0 data, the SRT requires, na25 to
na29 version of annotation files (*.annot.db), depending on the annotation version that was used to
generated the CNCHP file.

Introduction

There are three processes involved:

1. Detect all CN Segments that meet initial filter requirements.

2. Filter Segments using a designated CNV Map to remove Segments that overlap with known CNV Regions
(optional).

3. Generate Custom Regions Reports on regions that are defined in a Custom Region file (optional).
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At the end of these processes, a Segment Report (*.cn_segments) for each copy number file is generated. An
optional Segment Summary Report that concatenates the segments from each Segment Report can also be
generated.

If the Custom Region option is used, a Custom Regions Report file is created for each .CNCHP file analysed.
An optional Custom Regions Summary Report that concatenates the segments from each Custom Regions
report can also be generated.

Detect CN Segments that meet initial requirements

This process detects all the copy number change segments in the CNCHP files that meet the initial filtering
parameters for:

=  Minimum number of markers per Segment

=  Minimum genomic size of a Segment

Filter Out segments that overlap with known CNV regions (optional)

The SRT can filter out Segments that overlap with known CNV regions by a user-defined percentage of markers
in the segment.

If the filter value is set to 25%, all segments that overlap known CNV Regions by more than 25% are not included
in the report. Segments that overlap by 25% or less are included in the reports.

The SRT produces a Segment Report file (*.cn_segments) for each copy number file that is analyzed. The
Segment Report files contain information on the copy number segments detected in a given CNCHP file.

The Segment Report files can be viewed:

= In the Copy Number Segment Report table of GTC 4.0
= Inthe GTC Browser

See Segment Report (page 241) for more information.

The SRT can also generate an optional Segment Summary Report file (*.cn_segments_summary)
concatenating the segment data for all of the CNCHP files analyzed in a particular run.

The Segment Summary Report (page 245) can be viewed in a spreadsheet program.

Generate Custom Reports Using a Custom Regions File (optional)

You can also use a Custom Regions file to generate Custom Regions reports for each copy number file. The
Custom Regions file defines regions of the genome of interest. The Custom Regions Report allows analysis of
“favorite” regions of the genome without needing to filter the cn_segments_report manually for these regions, or
needing to view data in the GTC Browser.

A sample template Custom Input Regions file (Custom Regions template cn_input_regions.bed) is located in the
Library folder.

See Custom Region File Format (page 240) for more information.

The Custom Regions reports include information on segments with copy number changes in the defined custom
regions. The report includes:
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= custom region name

= overlap of the region with the segment and vice versa
= genomic location

= size

= # of markers in the segment

= overlap with known CNVs

= other annotation

TheCustom Regions Report files can be viewed:

= In the Copy Number Segment Report table of GTC 3.0.1
= Inthe GTC Browser

You can also generate an optional Custom Regions Summary Report file (.custom_regions_summary)
concatenating the custom regions data for all of the files analyzed in a particular run.

The Custom Regions Summary Report (page 249) can be viewed in a spreadsheet program.

! IMPORTANT: the Custom Input Regions file can be loaded into the GTC Browser as a track. This

allows you to view your Custom Regions in a genomic context.

Running the Segment Reports Tool

The basic operation of the Segment Reporting Tool is described below.
You can select from several options for using the Segment Reporting Tool:

= Selecting CNV Map (page 235)

= Selecting Filters (page 236)

= Filter Out segments that overlap with known CNV regions (optional) (page 228)
= Adding a Suffix to the Segment Report File (page237)

= Create Segment Summary Report File (page 237)

= Using a Custom Regions File (page 238)

= Create Custom Region Summary Report (page 240)

To create a segment report:

1. Select the results set you wish to generate a report for.

2. From the Workspace menu, select Copy Number/LOH Results > Run Segment Reporting Tool; or
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right-click on the Copy Number/LOH Results file set and select Run Segment Reporting Tool from the pop-
up menu; or click the Run Segment Reporting Tool button in the toolbar.

- B “Workspace [Haphap]

EI‘Q Diata Sets

=-£F HapMap

............. Famame Wide S0 &
----- ﬂ S ample Attributes
-5 Intensity Data

[—] Genatype B esultz

----- % 20070522 _174838

(]

20030670_105605
EI'|__|'E| Copy Mumber/LOH Results
----- % 20080527-batchl

=-==d Copy Mumbery{ 55| Show Copy Mumber QC Summary Table

""" 20050603 Shows Copyw Mumber Segments
----- 20020605 | _
D Reports Showe Copey Murmber Custorm Regions
EIE SN Lists |ﬁ Run Segment Reporting Toal, .,

VWiew Results in Browser, .,

fon
(minn)
e i)

Wiew Resulks in Heat Map

Export Copy Murmber/LOH Results, .

Rename Copy Mumber/LOH Resulks Group. ..

X & &l

Remove Copy Mumber/LOH Results Group

Figure 11.1. Pop-up menu

=] Note: If you have selected a data set with no copy number files available, the following notice
appears:

Genotyping Console

- | ) Copy Mumber/LOH Results results are not awvailable

Figure 11.2. Warning notice

If you see this notice, click OK and then select a data set with copy number data.

If you have selected a data set with more than one copy number result batch available, the following notice
appears to ask you to choose a CN result batch:
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Select a copy number f LOH results group k @

20080607-batchl

Cancel

Figure 11.3 Select Results Group dialog box

3. Select the group you wish to analyze and click OK.

The Select Files dialog box opens.
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Segment Reporting Tool: Select Files

A.chi

NAD7045_GWE_C.CHS crchp

[ OF. ] [ Canicel

Figure 11.4 Select files dialog box

4. Select the copy number data you wish to analyze and click OK.

The Segment Reporting Tool Filters dialog box opens.
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Segment Reporting Tool Filters
Select CHY Map
(%) Default
) Custom

Select Filkers

Minimum number of markers per Segment

I

Minimum genomic size of a Segment [kbp] 100

Include zegments that averlap with knows CHY 100
regionz by %

Examples belov:

100% - Report all Segments

A0 - Report all Segmentz with up to B0% overlap w/CHY regions

Segment Repart File Suffix

[] Create Segment Summary report

[] Process segments with custom regions

[ (]S ][ Cancel ]

Figure 11.5 Segment Reporting Tool Filters dialog box

5. Select Options you wish to use (see below).
The options are described in:
Selecting CNV Map (page 235)

Selecting Filters (page 236)

Include segments that overlap with known CNV regions by % (page 236)
Adding a Suffix to the Segment Report File (page 237)

Create Segment Summary Report File (page 237)

Using a Custom Regions File (page 238)

Create Custom Region Summary Report (page 240)
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6. Click OK in the Segment Reporting Tool Filters dialog box.

The Progress bar displays the progress of the Segment Reporting Tool.

=l Note: An error message appears if you do not have .24.annot.db for Human Mapping 100K or 500K
arrays or the correct version of annot.db for SNP 6.0.

Genotyping Console [$_<|

Rurning Segment Beporting Tool

Collecting annotations

i |

Step 1 of B

Cancel

Figure 11.6 Progress bar

The following notice appears if the Custom Regions input file is not in the correct format.

Genotyping Console

Unable to load custom regions from the input custom regions file. Please check the File contents to ensure they are in the proper tab-delimited ".bed" Format. Exception of tyvpe
'System.Exception’ was thrown,

Figure 11.7 Notice of incorrect format

When the Segment report is finished, a notice appears.

The following notice appears if none of the copy number data files had any Segments.

Genotyping Console [‘5—(|

i One or more CRICHP files did not generate segment results based on the filter settings,
' See the Status Messages window For Further details,

Figure 11.8 No Segments Results notice

The following notice appears if:
- If at least one of the copy number data files had Segments; or

- Ifyou click OK in the notice above.
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Genotyping Console [%|

?I') Do o wank ko wigw wour Files in the browser?
-

[ es l [ Mo

Figure 11.9 View Segment/CN/LOH data Notice
Click Yes to display the files in the GTC Browser.

Selecting CNV Map for Filtering Segments

The SRT allows you to filter the detected copy number segments against a CNV Map of known copy number
variation regions by a specified percentage. The SRT uses the Toronto CNV map as the default map for analysis.
You can choose other CNV maps (e.g. Broad CNV map, or user-defined map) in the SRT Filters dialog box.

A CNV map template (Custom Regions template cn_input_regions.bed) is provided in the library folder.

When SNP and CN probe sets lose genome positions due to an annotation update, those SNP and CN probe
sets are not included in the SRT to calculate % overlap.

Select CHY Map
#) Default
) Custom

Figure 11.10 CNV Map options
The CNV Map files use the BED file format.

To select a custom CNV map:

1. Select the Custom radio button.
2. Click the Browse button.

The dialog box opens.
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Open CNV Map File @E|
Look in: | [ Library ™ ) jl- % m,

Y |ﬂ broad CHY map for Sagar ko best SRT.BED

\_‘ﬁ |ﬂ Browser's Toronko, cny_map.bed

My FRecent | ®]ChiMap.na2s.bed

Documents |ﬂ Custorn Regions template cn_input_regions.bed
= B GenomeWwideSNP_6.canary-v1.bed
L% |ﬂ GenomeiwideshP_6.canary-v1.hgld.bed

Diesktop |ﬂ YariousCytoRegions.cn_input_regions . bed

%

My Documents

=1
]
58 Ly
by Computer
-
hdy Nebwork, Files of bupe: CMY Map Files [*.bed) v

Figure 11.11 Open CNV Map File dialog box
3. Select the CNV Map file from the list displayed in the dialog box and click Open.

Selecting Filters
You can define thresholds for the segment size and number of markers required to define segments.

Select Filters
kinimum number of markers per Segment ]
Mirirmurn genomic size of a Segment [kbp] 100

Figure 11.12 Select Filters

To set thresholds:

= Enter values for the filter parameters:

Minimum number of markers per segment Minimum number of SNP and CNV probe setss
that must be present to report the segment.

Minimum genomic size of a segment (kpb) Minimum size of a segment in kilobase pairs.

Include segments that overlap with known CNV regions by %

CNV regions from the CNV map files are the known (or user-defined) regions in the genome identified as having
copy number variants (CNVs), or copy number polymorphisms (CNPs) in the general population (or in some
humans). This data comes from the Toronto DGV database (or as user defined) and can be displayed as Variants
in the Browser track called genomic variants or comes from other resources.

To aid in the discovery of novel regions with copy number variants, it is possible to exclude segments that overlap
these regions with known copy number variants. The identification of segments to be excluded is based on the
Affymetrix® Genotyping Console User Manual

236



percentage of the markers (SNP+CN makers) that overlap the boundaries of the SNP and CN annotation in the
database.

If the percentage of markers in a copy number changed segment which overlap with known CNV regions in the
Toronto DGV database (or users defined CNV regions) exceeds the selected percentage, then the Segment
Reporting Tool will not report that segment.

[nclude seaments that overlap with known CRY a0
regionz by %

Examples below:

100% - Repart all Seaments

B0% - Report all Segments with up to 50% overlap w/CHY regions

Figure 11.13 Overlap Filter setting

To set the threshold:
= Enter values for the % Overlap:
If the percent value is set to 25%, segments with up to 25% of their markers overlapping known CNV regions

will be reported as part of the Segment Report. Segments with more than 25% of their markers
overlapping known CNV regions will be excluded from the Segment Report.

= | Note: 100% means that all of the segments will be reported.

Adding a Suffix to the Segment Report Files

A suffix can be added to keep the output files from overwriting the results of an earlier analysis. The suffix will be
added to Segment Report files and Custom Region Report files. Suffixes are not added to Summary reports.

Segment Repart File Suffis

Figure 11.14 Add a segment report file suffix

To add a suffix:
= Enter a suffix for the segment report file in the Segment Report File Suffix textbox.

Create Segment Summary Report File

This option allows you to generate a summary segment report with information on change regions in all the
CNCHP files you are analyzing. This tab-delimited file contains the file extension .cn_segments_summary.
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Create Segment Surnmary report

Segrment Summany repart file name

Figure 11.15 Segment Summary report file option

To create a segment summary report file:

1. Select the Create segment report summary checkbox.

2. Click the Browse button

The Save Segment Summary Report File dialog box opens.

Save Segment Summary Report File @@
Save in: | ) Segment Summary reports w o ¥ e EY

Y

£6)

ty Recent
Dacurments

Desktop

7}

My Documents

-
e
Iy Computer
“:‘] File hame: A

2
by Metwork Save as type: Copy Humber Seament Summary Files [*.cn_segments_summary] %

Figure 11.16 Save Segment Summary Report File dialog box

3. Select a location for the Segment Summary Report file and enter a name for the file. (Segment Report File
suffixes are not automatically added to Summary files)

4. Click Save in the Save Segment Summary Report File dialog box.

Using a Custom Regions File

You can use Custom Regions file to look for copy number gain and loss in select regions of the genome. Custom
Regions are defined in tab-delimited “.bed” file format

This information results from filtering the whole genome Copy Number Segment data generated by the Segment
Reporting Tool to look at only the defined regions, during the same run for the same samples.

A sample template Custom Input Regions file (Custom Regions template cn_input_regions.bed) is located in the
Library folder.
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Proceszs segments with custom regionz

Cuztom Regionz File Mame

| (=

Create Cuztom Regions Summary report

Cuztom Regions Summary repart file name

| (=

Figure 11.17 Options for using a custom regions file and creating a Custom Regions Summary report

Create Custom Regions Summary report

This option allows you to generate a summary segment report with information on CN change segments for select
regions in all the CNCHP files you are analyzing. This tab-delimited file contains the file
extension.custom_regions_summary.

To select a custom regions file and generate custom regions reports:

1. Select the Process segments with custom regions checkbox.

2. Click the Browse button

The Open Custom Input Regions File dialog box opens.

Open Custom Input Regions File

Loak jn: | |3 Library v| Q ¥ e m-
Y |!] Custorn Regions template cr_input_regions, bed
i :3 | yother Custom Regions input templates
Iy Recent
Docurments
€
Desktop

y Documents

Iy Computer

File name: |Eust0m Fegions template cr_input_regions.bed % | Open
Py M etwork, Files of type: | Custom Input Regions Files " bed) wv | [ Cancel ]

Figure 11.18 Open Custom Input Regions File dialog box
3. Select the Custom Input Regions .bed file and Click Open
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Custom Region File Format

The Segment Reporting Tool also allows generation of a Custom Regions Report (*.custom_regions). Custom
Regions are any regions of the genome defined by coordinates entered into a text file in tab-delimited “.bed”
format http://genome.ucsc.edu/FAQ/FAQformat#format1

The Custom Regions Report that results from processing Segment for Custom Regions contains copy number
gain and loss segment and CNV overlap information about just the defined regions.

You can use Custom Regions file to look for copy number gain and loss in select regions of the genome. Custom
Regions are defined in tab-delimited “.bed” file format, with columns for:

= chromosome

= custom region start position
= custom region stop position
= custom region name

The header lines marked with the # symbol are ignored.

I Custom Regions template cn_input_regions.bed - Notepad

File Edit Format Wiew Help

Hichrom chromStart chromEnd name

chr22 172880808008 2028080800 region on 22
chr4 18123680808 181366880 region on 4
chrll 492958548 LA238454 region on 11
chr3 47126415 58981281 region on 3
chrd 43088AAA 41 A8dAAA regionl on X
chrH L 6]6]6]56]6]5]0) L2000006 region2 on H
chrd 515 ]155]5]6]E) 7200808080 regiond on H
chrY 2000808008 2058808008 regionl on ¥

Figure 11.19 Custom Input Regions File

Custom Regions template cn_input_regions.bed can:

= Serve as custom region for SRT

= Serve as custom CNV map for SRT
= |oaded into heat map viewer

= |oaded into GTC browser

= |oaded into other browsers such as USCS genome browser

Create Custom Region Summary Report

To create a custom regions summary report file:

1. Select the Create custom region summary report checkbox.
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2. Click the Browse button
The Save Custom Regions Summary Report File dialog box opens.

Save Custom Regions Summary Report File @@

Savein: | ) Segment and Custom Regions summaries w o ¥ e m-

Y EDigeorgesumaries .custom_regions_summary?

iG)

My Recent
Documents

@

Desktop

2

My Documerts

—]
L
by Computer
-‘h'l File name: A
5

My Wetwork Save az lype: Custom Regions Summary Files [*.customn_regions_summary]

Figure 11.20 Save Custom Regions Summary Report File dialog box

3. Select a location for the Custom Regions Summary Report file and enter a name for the file. (Segment Report
File suffixes are not automatically added to Summary files)

4. Click Save in the Save Custom Regions Summary Report File dialog box.

Segment Report Tool Results Files

The Segment Report Tool can produce the following types of report files:

= Segment Report file (.cn_segments) for each copy number file.

= Segment Summary Report file (.cn_segments_summary) concatenating all the data for all files run at a time
(optional).

If a Custom Regions file has been selected, the report tool generates:
= Custom Regions Report file (.custom_regions) for each copy number file.

= Custom Regions Summary Report file (.custom_regions_summary) concatenating all the data for all files run
at a time (optional).

CN segment and custom region files are automatically saved with CNCHP files in the same CN result folder;
segment summary and custom region summary files can be saved manually.

Segment Report File

The Segment Report files contain information on the copy number segments detected in a given CNCHP file.
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The Segment Report files can be displayed in the GTC Browser in the Karyoview and as an annotation track in
the Chromosome View.

= Segment Data files for Human Mapping 100K/500K arrays have the CN4.cn_segments extension.

= Segment Data files for the Genome-Wide Human SNP Array 6.0 have the CN5.cn_segments extension.
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Figure 11.21 Segment Reports

To View the Segment Report from Genotyping Console:

1. In the Genotyping Console data tree, select a Copy Number/LOH Results group for which you have
previously generated Segment Reports using the Segment Reporting Tool.

To do this: Right-click on a Copy Number/LOH Results group and choose Show Copy Number Segments.
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Figure 11.22 Show Copy Number Segments

The Select Copy Number Segments dialog box appears.

Select Copy Mumber Segments

iC:ACommand ConzoleD ata\hapriaph200805:27-batch1\WADESEE Gw'E C.CH5.chn_ seqments :

C:\Caormrmand_ConsaolehD atathapmaph 20080527 -batch1WWADEIES_GWE_C.CMAWCR.cn_segments
C:ACommand_Conzole\D atabhapmapt 20080527 -batch 1 WWADESST_GWE_C.CHA.crn_segments
C:ACommand_ConzolesD atabhapmapt 20080527 -batch 1 WWADESST_GWE_C.CHENWCR. cn_segments
C:ACommand_Conzole\D atabhapmapt 20080527 -batch1WWADES93_GWE_C.CHA.crn_segments
C:ACommand_ConzolesD atabhapmapt 20080527 -batch 1 WWADES93_GWE_C.CHENWCR. cn_segments
C:ACommand_ConzoleiD atabhapmapt 20080527 -batch1WWA0E934GWE C.CHE.crn_segments
C:ACommand_ConzolesD atabhapmapt 20080527 -batch1WWA0E934GWE C.CHNENWCR. cn_segments
C:ACommand_ConzoleiD atabhapmapt 20080527 -batch1WWADT000_GWE_C.CHB.crn_segments
C:ACommand_ConzolesD atabhapmapt 20080527 -batch 1 WWADT000_GWE_C.CHENWCR. cn_segments

o (oot )

Figure 11.23 Select Copy Number Segments dialog box

2. Select Copy Number Segments files (*.cn_segments) from the list, Click OK.
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The Segment Reports for all chosen files open in a single list in the display area.

N Segment report information can also be viewed in the GTC Browser. See Loading Data into the GTC
Browser (page 249).

The Copy Number Segments Report table content changes if you are using a custom map in the “Copy Number
Segments Report” table. Starting from GTC 3.0.1, “%CNV_Overlap” is replaced with the %CNV_Overlap
numbers calculated from the custom map and “CNV_Annotation” is replaced with variations names from the
custom map.

File Name of the segment data file (seen in GTC table view only).
Sample CNCHP File name.

Copy Number State per marker CN as estimated by the HMM.

Loss/Gain Whether the Copy number change is a decrease or increase from

the expected normal value.
Chr Chromosome where the segment is located.

Cytoband_Start_Pos The Chromosome’s cytoband within which a Copy Number change
segment begins.

Cytoband_End_Pos The Chromosome’s cytoband within which a Copy Number change
segment ends.

Size (kb) Size of the segment of Copy Number change.
#Markers Number of SNPs+CNV markers within the segment.

Avg_DistBetweenMarkers(kb) Length of segment divided by number of markers encompassed by
that segment.

%CNV_Overlap Percentage of markers in a segment which overlap the boundaries
of a known CNV.

Start_Linear_Pos base pair position on the Chromosome at which the first marker in
the segment begins (going from top of the p-arm to the bottom of
the g-arm of the chromosome).

End_Linear_Position base pair position on the Chromosome at which the last marker in
the segment begins (going from top of the p-arm to the bottom of
the g-arm of the chromosome).

Start_Marker Name of the first SNP or CN marker of a Copy Number change
segment.
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End_Marker Name of the last SNP or CN marker of a Copy Number change
segment.

CNV_Annotation Information from the Toronto Database of Genomic Variants about
the CNV variants which overlap the Copy Number change segment.
(or Genomic Variants annotation information from other database if
it is a custom map).

Segment Summary Report

The segment summary report has every cn segment info from the whole batch vs. segment report only has ¢cn
segment info from originated from one .CNCHP file, and the header information is also concatenated to include
data on all the .CNCHP files.

The summary report can’t be displayed in the Browser; it can be viewed in a spreadsheet program.

You will be directed to specify a name and location for the Segment Summary Report file before performing the
analysis.

SRT Settings

Warp-armet stion-e=C \Command_Console\Lran\GenomeWide SNP_B.nu2S. bin_smnolalson
B #reannotatior-file=C\Command_Console\librany\GenomeWWideSNP_E.cn naZ5. bin_annotation
9 | MNADRCEES_ GWE_C CNS CNCHP-genome=hg 18
10 WHATESRS_GWE_

2

3

1

5 m Ll

| 6| #CHVMapFilename=Dofault
7

L]

]

NS CNCHP. gender=F emale
CNCHP.gander_threshold_test=in Bounds

CNCHP-madP g Dii=). 204714

CHCHP-enchp-file-identifier=0000027E3€- 1211929350 2070-0000029088
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IIJ WAL 'J'j [ % C f N'.! LN" HP-gender=Male o . .
21 [AUADSI_GWE_C CNS CHCHP-gunder_ihreshold tesi=in Dounds CNCHP file information
GWE

CNCHP.madP s Dif=0 228137
CNCHP-enehp-fle- et e r=00000 7 ESE- 121 192558 3-00000206 1 7000002 Bes-0000T2001 1
CNCHP: gonomé=hg1B
> SWE_C NS, CNCHP: gunder=Male
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d_GWE_CCNS, CNCHP: hp-hl G- 1201929701
N5, CHCHP-gerome=hg18
N& CHCHP: gordirs Famale
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CNCHP-madPawlifi=0 227201

)_f CNCHP-cnchp-fil her=0000027636-1211929818-
M Sample Copy Hum Loss/Gain Chr Cyrnbinﬂ Cytoband  Size(kt) #darkess ﬁmg DigtD %CHY_Crverlap Start_Linesr_Pos End_Linear_Position Stat_Maiker End_Marker CNY_Annotation
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£ N.N.I)‘B‘.y b\-'\!b C.CNS CNCHP 1/ Loss 14211 4211 4 150 3 m 147303138 147703454 CH, LIJSU:I LN A4xma2 Vanation_1016 # chrl 1473077614
37 NADESES GWE_C CHS CNCHP 1 Logs 2p12 pitz B 342 2 = BA0R5TE0 BIT1T008 SNP_AS42020 CN_BEIEE Wariation .?m # ehi2 BI04084-83
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4 N.N.I')‘Hﬁy WE ¢ . CNS CNCHP 1/ Loss a3 p11.22 L1 5 = e s s T ftmms St ot B IITO0MS- T
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|43 NADESES GVWE_C f?ﬁl NCHP 3 Gain 14 93233 032 33 102 54 . . 14 105329646
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Figure 11.24 Summary report displayed in spreadsheet

The File contains:

= Information on SRT settings and CNCHP files analyzed in the header.

=  Copy Number Segment information (same as in Segment Report)
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Custom Regions Report

The Custom Regions Report files contain information on the copy number segments detected in the custom
regions designated in the Custom Region file for a given CNCHP file. Each Segment overlapping a Region
generates one row in the table. Regions with no overlapping Segments in a sample are represented as a single
row in the table with the Loss/Gain column not populated.

= Custom Regions Segment Data files for Human Mapping 100K/500K arrays have the CN4.custom_regions
extension.

= Custom Regions Segment Data files for the Genome-Wide Human SNP Array 6.0 have the
CNb5.custom_regions extension.

Default Yiew 'j*j"|ﬂ L& |34 | 2 4l fTH?E
File Region Name Sample Name e Bt :wke_rs Loss/Bain | Soaiert i i DitBetueertakers | 5oy
segment (length] | region (length] in region [markers)

L | MNADEIST_GwE_C.CN.MVCR.custom_regions BenDiGeorge MNalEIs1_GwE_C.CNS.CNCHP |0 0 a 0 0 a 0
2 MNADEIIN_GWE_C.CN.VCR. custom_regions | TBX1 DiGeorge MADEIZ_GWE CCNECNCHP |0 0 [t} 0 0 [t} 0
3 MNADEITN_GWwE_C CN.VCR. custom_regions | DiGeoEarlpthr TEXT MADEIZ_GWE_C.CNECNCHP |0 0 [t} 0 0 [t} 0
4 MNAOEII _GwWE_C.CN.VCR. custom_regions | BigRegionEncompDiGeo MA0EI9_GWE_C.CME.CNCHP | & 100 3574 Gain 304 185 2 100
5 NADEIN_GwWE_C CN.VCR. custom_regions | 7215p11_CN=3 smilexact MNADEIN_GWE_C.CNSCNCHP |0 0 [t} 0 0 [t} 0
B NADEIN_GwE_C CN.VCR. custom_regions | 7215p11_CN=3 g exact MNADEIN_GWE_C.CNSCNCHP |0 0 [t} 0 0 [t} 0
7 NADEIN_GWwE_C.CN.AVCR.custom_regions | 7219p11bridgeCN=2mostly NADEIF1_GwE_C.CNS.CNCHP |0 0 0 0 0 0 0
] NADEIIN_GwE_C.CN.ACRA.custam_regions | 7215p11smll+brdg+hrg exact NADEIF1_GwE_C.CNS.CNCHP |0 0 0 0 0 0 0
3 NADBIT _GwE_C.CN.VCR.custom_regions | 11419 Cneutral cleanspot NAOBII_GWwE_C.CNS.CMCHP |0 0 a 0 0 a 0
10 |NAOBIIT_GWwE_C.CN.YCH.custom_regions | 11479+ 16447- bitafCN 2border | NADBII1_GWwE_C.CNS.CNCHP | 70 100 383 Gain 240 274 1 100
11 |NADBIIT_GWwWE_C.CN.VCR. custom_regions | regiork3 NADEIF1_GwE_C.CNS.CNCHP |0 0 0 0 0 0 0
12 |NADBI31_GWwE_C.CN.VCR. custom_regions | regiorbed NADEIF1_GwE_C.CNS.CNCHP |0 0 0 0 0 0 0
13 |NADBI31_GWwE_C.CN.VCR. custom_regions | regiorks NADEIF1_GwE_C.CNS.CNCHP |0 0 0 0 0 0 0
14 NADEIIN _GWwWE_C.CN.VCR. custom_regions | regiorl NADBII _GWE_C.CNSCNCHP |0 0 a 0 0 a 0

Figure 11.25 Custom Regions table in GTC

To View A Custom Region Report in Genotyping Console:

1. In the Genotyping Console data tree, select a Copy Number/LOH Results group for which you have
previously generated Custom Region Reports using the Segment Reporting Tool.

To do this: Right-clicking on a Copy Number/LOH Results group and choose Show Copy Number Custom
Regions.
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Figure 11.26.Select Custom Regions

2. Select Copy Number Custom Regions files (*.custom_regions) from the list, Click OK

Select Copy Number, Custom Region Files

(LA Command ConsalehD atashapmaph 008054 7-batch\MADRSES Wh CCH VLR custon reqions

C:\Caommand_ConzoleD ata‘haprap' 200280527-batch1\MADEII _GWE_C.CH VCR. custam_regions
C:\Caormmand_ConzoleD ata‘haprap' 200280527-batch1\MADBII3_GWE_C.CH VCR. custam_regions
C:\Caommand_ConzoleD ata‘haprap' 200280527-batch1\MADEI34_GWE_C.CH VCR. custam_regions
C:ACommand_CongolehD atakhapmaph 20080527 -batch T WHAXTO00_GWE_C.CH WCR. custom_regions

(]9

Cancel

Figure 11.27 Select Copy Number Custom Region Files

The Custom Regions for all selected files opens in a single list and displays the following information:
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File

Region Name

Sample

% overlap of region by

segment (length)

% overlap of segment by
region (length)

# markers in region

Loss/Gain

Segment size (kb)

Segment size (markers)

Avg_DistBetweenMarkers(kb)

%CNV_Overlap

Chromosome

Cytoband_Start_Pos

Cytoband_End_Pos

Start_Linear_Pos

End_Linear_Position

Custom Regions report file name.
Region name from Custom Input Regions “*.bed” file.
CNCHP File name.

Percentage of overlap of the Custom Region by any one segment in
the region, as measured by length. Segments as large or larger than a
Region will have a value of “100”

Percentage of overlap of the Segment by the Region, as measured by
length. Regions as large or larger than overlapping Segments will have
a value of “100”

Number of SNPs+CNV markers within the region.

Whether the Copy number change is a decrease or increase from the
expected normal value.

Size of the segment of Copy Number change as measured in kilobase
pairs.

Size of the segment of Copy Number change as measured in total
number of SNP + CN markers.

Length of segment divided by number of markers encompassed by
that segment.

Percentage of markers in the segment which overlap the boundaries of
a known CNV.

Chromosome where the Region and Segment are located.

The Chromosome’s cytoband within which a Copy Number change
segment begins.

The Chromosome’s cytoband within which a Copy Number change
segment ends.

The base pair position on the Chromosome at which the first marker in
the segment begins (going from top of the p-arm to the bottom of the
g-arm of the chromosome).

The base pair position on the Chromosome at which the last marker in
the segment begins (going from top of the p-arm to the bottom of the
g-arm of the chromosome).
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Region start The base pair position on the Chromosome at which the Custom
Region begins (going from top of the p-arm to the bottom of the g-arm
of the chromosome).

Region end The base pair position on the Chromosome at which the Custom
Region ends (going from top of the p-arm to the bottom of the g-arm of
the chromosome).

Custom Regions Summary Report

The summary report can’t be displayed in the Browser; it can be viewed in a spreadsheet program. You will be
directed to specify a name and location for the Segment Summary Report file before performing the analysis.

A | B | [ | D | E | F | 6 | H | | | J | K

~

% overlap of

% overlap of region % overlap of region by | segment by % overlap of segment  #markers Seqgrment size |Segment size  Avy_DistBetween
| 1 |Region Mame Sample Mame by segment (length) segment (markers) region (length) by region (markers) inregion  |Loss/Gain|(kb) (markers) Markers (kb)
| 2 |regionon 11 MADEZ91_GWWE_C.CM3.CMCHP
| 3 regionon 11 MNAD7000_GWE_C.CMS.CMCHP
| 4 |regionan 11 NAD7019_GWE_C.CNa CMCHP
| 5 |regionan 11 MADBS93_GWWE_C.CMNA.CMCHP
| B regionan 11 MNAD7048_GWE_C.CN5.CMCHP
| 7 |regionan 11 MNAD7O034_GWE_C.CN5.CMCHP I ]
| 8 [regionan 11 MADEZ94_GWE_C.CM5.CMCHP
| 9 |regionan 11 MNADBSES_GWE_C.CNS.CNCHP

10 |region on 11 MNAO7022_GWE_C.CNS.CNCHP

region on 11 MNAD7029_GWE_C.CNS.CMNCHP

o
o
o
o
0
DI
1]
a
o
o
o
region on 22 MADBE3ES_GWE_C.CNS. CNCHP o
1}
1}
1}
1}
1}
o
o
o
o
o
o
n

Dooooooooocoocoocoococooooaao
Dooooooooooooooooooooooo
Sooooooooooooooooooooooo
Sooooooooocoocoocoococooooaao
Sooooooooocoocoocoococooooaao
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| 12 |region on 22 MNAO7034_GWE_C.CNS.CNCHP
13
| 14 |region on 22 NADE334 GWE C.CNS CNCHP
| 15 |region on 22 NAD7O22_GWWE_C.CNS CNCHP
| 16 | region on 22 NAD7O00_GWWE_C.CNS CNCHP
| 17 |region on 22 NAD7O19_GWE_C.CHNS CNCHP
| 18 |region on 22 NAD7O029_GWWE_C.CNS CNCHP
| 19 [region on 22 MAD7048 GWWE_C.CMS.CMCHP
| 20 [region on 22 MADEZ93_GWWE_C.CM3.CMCHP
| 21 [region on 22 MADEZ91_GWWE_C.CM3.CMCHP
| 22 |region an 3 MNAD7019_GWE_C.CMNA.CMCHP
| 23 |region on 3 MNADBZ34_GWWE_C.CMA.CMCHP
| 24 |region an 3 MNAD7O4E_GWWE_C.CMNA.CMCHP
95 L rapian, an 3 RIAMTOANN GRS ChiS CMEHD A
o4 » b \Custum_ﬁummary_[lS_lB |< > |

Figure 11.28 Custom Regions Summary Report in Excel

The File contains Custom Regions Segment information, organized by Region Name, with the same information
on regions as in the Segment Report.

Loading Data into the GTC Browser

= Note: Upon running Segment Reporting Tool, you are given the option to open the new files in the
Browser

=l Note: If you generated Custom Regions, you can load the cn_input_regions.bed file into the Browser
using the File> Open menu in the Browser, to see your regions displayed as an Annotation track in
the Chromosome View.

Displaying copy number data in the GTC browser:

1. In the Genotyping Console data tree, select the copy number data you wish to display.
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Figure 11.29 Selecting results in the GTC data tree
2. Right-click on the Results Group and select View Results in Browser from the context-sensitive menu; or

From the Workspace menu, select Copy Number/LOH Results > View Results in Browser; or
In the toolbar, click the View Results in Browser button.

The Select Copy Number Results dialog box opens.
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Select Copy Mumber Results To View In Browser @

iINADRIRE 3WwWE C.CHb.ch_seagments -
MNADE3RE GEwE_C.CHMACHMCHP

MANEIEh_GwE _C.CHAYWCH. on_seaments
MADEIT_GwE_C.CH5.cn_segments
WNADE9T_EwWE_C.CHACHCHP
MADEIN_GWE_C.CH5WCR. cn_segments

MADEIS3_GwE _C.CHS.cn_segments

WNADEI93 GEWwWE_C.CMA.CHCHP
MAOEI33_GWE_C.CHE VTR cn_segments
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MNADEI34 GEwE_C.CHMACHMCHP
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MNADF034_GwE_C.CHMACHMCHP e

Figure 11.30 Select Copy Number Results dialog box

The dialog box displays a list of the results data available in the selected Results set.
You can select the following types of results for display:

- Segment Data files (.cn_segments)

- Copy Number Data files (.cnchp)

- LOH Data Files (.lohchp)
= | Note: Not all the file types may be available depending upon the type of array used.
3. Select the files you wish to view; or click Select All.
4. Click OK.

The GTC browser opens and displays the data, along with the default annotation files.

See the GTC Browser User Manual for more information.

=l Note: To compare results from different analysis runs, use the file open functionality with the Browser
to open the files.

Export Copy Number/LOH data

The copy number/LOH data can be exported as tab-delimited text file that can be imported into other software.
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=| Note: You can also export data in different formats in the GTC Browser (see the GTC Browser manual
for more information).

=l Note: Annotation files (*.annot.db) are required to include dbSNP RS ID in the export option for
CNCHP files generated in earlier versions of GTC. For Human Mapping 100K or 500K data, the export
will require na24 version of the annotation file (*.na24.annot.db). For Genome-Wide SNP Array 6.0
data, the export will require na25 to na29 version of annotation files (*.annot.db), depending on the
annotation version that was used to generated the CNCHP file.

To export data:
1. Select the data set that you wish to export in the tree.
2. From the Workspace menu, select Copy Number/LOH Results > Export Copy Number/LOH Results; or

Right-click on the Copy Number/LOH data set and select Export Copy Number/LOH Results from the pop-
up menu.

The Select files for export dialog box opens.

Select the files to export %]
.S
NAD7
M
b
Select Al ok || Ccancel

Figure 11.31 Select files for export dialog box
3. Select the files to export from the list and click OK.

= | Note: You can click Select All to select all files in the list.

The Select Columns to Export dialog box opens.
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Figure 11.32 Select columns for export (SNP6)
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Select the columns to export (%]
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Figure 11.33 Select columns for CN/LOH export (100K/500K)

The data in these columns is described in:
Copy Number/LOH File Format for Human Mapping 100K/500K Array Data (page 167)

Copy Number/LOH Data File Format for Genome-Wide Human SNP Array 6.0 Data (page 206)

= | Note: not all of these columns may be available, depending upon whether or not you are exporting CN
data, LOH data, or both.

4. Select the data to export and click OK.

= | Note: You can click Select All to select all data types in the list.

An input dialog box opens enabling you to enter a suffix to be applied to the default file name so that
previously exported results will not be overwritten.

5. Enter a suffix and select OK.
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X

Input ¥alue

Enter a unique suffis for the output files to avoid ovenariting previouzly exported data.

Q. H Cancel ]

Figure 11.34 Input Value dialog box
The Export Options dialog box opens.

Copy Number, Export Options

Specify the thresholdz to apply to each result value, Mo thresholds will result in the export of all data.
Column MName Threshaold
.
L
Add ok || Ccancel

Figure 11.35 Export Thresholds dialog box

The export options dialog box allows you to filter the export output using different parameters.

To add a threshold:
6. Click the Add button.

A row appears in the table with drop-down lists.
7. Select the parameter you wish to filter on from the Column Name list.

It is possible to filter on any of the exported columns, Chromosome and Position
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Copy Mumber Export Options

Specify the threzholdz to apply to each result value, Mo thresholdz will result in the export of all data.

Column Mame Threshaold
|| Chramosame ¥ B

([Allele Differenice

|| Chramozomal Pozition
|| Chromazome
[[CHState

|| LogF atio

({LOH

(| EmoathSignal

Add ok || Cancsl

Figure 11.36 Selecting a parameter

8. Select the comparison operator:
- less than (<)
- less than or equal to (=)
- greater than (>)
- greater than or equal to (2)
- equalto (=)

- not equal to (!=)

Colurmn MName Threshold

5

R emowve

Allele Difference

Figure 11.37 Selecting a comparison type.

9. Enter a value for the threshold parameter.
10. Repeat the above steps to filter on different parameters

11. Click OK.
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The Progress bar displays the progress of the export.

Genotyping Console

Exporting copy number data

E=porting copy number data

[llllllllllllllllllllllllll ]

Step 1 aof 2

Cancel

x]

Figure 11.38 Progress bar

The export process creates a text file using a name based on the .cnchp file names, with a .txt extension. The
file is place in the same directory used for the Copy Number/LOH Results group.

Setting QC Thresholds

Files that exceed the QC thresholds set in this dialog box will be flagged in the Copy Number/LOH QC table as

out of bounds.

Copy Number, OC Thresholds @

CHCHF filez that meet all the threshalds will be marked "In Bounds". Threzhaldz are
zpecified zeparately for each array et

T GienomelwideSNF_E

vl

Threshald Name Comparison Yalue

v wps

sdd || Defauls | ok || Cancel

Figure 11.39 Copy Number QC Thresholds dialog box

Genotyping Console maintains default thresholds for copy number QC metrics, and will highlight in the copy
number QC tables the metrics that are outside of the threshold values. You can modify the QC thresholds as

needed.
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To modify the QC threshold options:
: :
1. Click on the Copy Number QC Thresholds button L=™| on the main toolbar, or
From the Edit menu, select Copy Number QC Thresholds.

The Copy Number QC Thresholds dialog box appears.

Copy Number, QC Thresholds E

CHCHF files that meet all the threshaolds will be marked “In Bounds"'. Thresholds are
specified zeparately for each array zet.

LU cnomelwideSHP_G v |

Threshald Name Camparison Yalue

| FAPD w | = W |':'- 3B

sdd || Defaurs | ok || cancel

Figure 11.40 Copy Number QC Thresholds dialog box

2. Select the array type to be modified from the Array dropdown list.

3. Enter the metric in the Threshold Name list in the table. (The metrics are all listed in the Intensity QC Table
(All Columns View).

4. Select the comparison operator:
- less than (<)
- less than or equal to (<)
- greater than (>)
- greater than or equal to (2)

- equal to (=)

not equal to (!=)
5. Enter the Comparison value for the threshold.

To delete a threshold item, click Remove.
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=] Note: The default threshold for Genome-Wide Human SNP Array 6.0 is based on MAPD, while for
Human Mapping 500K arrays it is based on IQR. The Human Mapping 100K array does not have a
default threshold. When adjusting this value or adding additional metrics to threshold by, a flag will
indicate that the thresholds are different from the defaults.

Copy Humber OC Thresholds r‘s_<|

CHCHF filez that meet all the thresholds will be marked "ln Bounds"'. Thresholds are
specified separately for each aray zet.

Aty | GenomeWwideSNP_6 vl
Threshold Marme Comparison Yalue
[t14PD vl|<= v |'13E1

T Fhe thresholds are different thar the defaulfs
sdd || Defauls ok || Cancel

Figure 11.41 Values have been changed from default

=] Note: You can restore the Default threshold values by clicking Default.

If you wish to add another metric:
6. Select Add.
7. Type the exact name of this metric in the Threshold Name field, select a comparison, and enter a value.
For additional metrics to be applied, they must exist in the Intensity QC Table (All Columns View).
For more information, see:
- Copy Number QC Summary Table for 100K/500K (page 178)
- Copy Number QC Summary Table for the Genome-Wide Human SNP Array 6.0 (page 207)
8. Click OK to save the new copy number QC values.

The new QC values will be used to filter results.
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Chapter 12: Copy Number Variation Analysis

Copy Number Variation (CNV) Analysis uses the Canary algorithm to make a CN state call (0, 1, 2, 3, 4) for
previously identified regions with known copy number variations in the genome. It uses a region file with a region
ID and a list of the CN/SNP probe setss in the region (a region with common copy number variation can contain a
few too many CN/SNP probe sets).

= | Note: CNV is only available for Genome-Wide Human SNP Array 6.0 data; it does not work with other
arrays.

Performing Copy Number Variation Analysis

! Important: Always save your results folders with a different batch name and location to make sure
you can find your data later on. If you don't change the output root path, GTC will use the previous file
path, which can belong to another data set or another hard disk. For more details on hard disk space
requirements, see Appendix J, page 319.

To perform CNV analysis:
1. Open the workspace and select the data set with the data for analysis.
2. Select the intensity data file set from the data tree.

3. From the workspace menu, select Intensity Data > Perform Copy Number Variation Analysis...; or

Right-click the intensity data file set and select Perform Copy Number Variation Analysis... from the pop-
up menu; or

Click the Perform Copy Number Variation Analysis... button in the toolbar.

The Copy Number Analysis Options dialog box opens.
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Perform Copy Humber Variation Analysis

Select Analyziz Configuration

canary vl

Analyziz Configuration Parameters

Algarithmm canany vl
aptSummarizednalyziz - quant-narm.target=1000 pro-only, plier. optmethod=1 . expr.genotype=tiue

Select Output Root Path
|E:'xEu:ummanu:I_Eu:unsu:ulehData'xhapmap |[ ]

Select Base Batch Mame
| 20080605_122211 |

ak. H Cancel ]

Figure 12.1 CNV Genotyping Options
4. Select the Output Root Path for the CNVCHP results set.

« Important: always save your results folders with a different batch name and location to make sure
you can find your data later on. If you don't change the output root path, GTC will use the previous file
path, which can belong to another data set or another hard disk.

5. Change the Base Batch (and folder) name if desired.
6. Click OK.

Notices and a progress bar display the progress of the analysis.

Genotyping Console

Ferforming Copy Mumber Y ariation &nalysis
FReading 270 cel files
T |

Step 23 aof 270 E stimated time remaining for thiz step: 15 minutes

Figure 12.2 CNV notice

When the analysis is complete, the results are displayed in the CNV Table (see below).

The CNV call data can also be viewed in the Heat Map viewer if you have run Copy Number Analysis for the
same CEL files; you cannot view CNVCHP data without CNCHP data.
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CNV Table Display

The CNV Results table displays the Call (Call, Confidence Score, and sample attributes with All Column View) for
each defined CNV Region on a selected chromosome, listed by CNVCHP file and CNV Region ID.

To open the CNV Table:

=  Double-click on the CNV batch folder of interest; or

Right-click on the Copy Number/LOH Results batch folder of interest and select Show Copy Number
Variation Results Table; or

From the Workspace menu, select Copy Number Variation Results > Show Copy Number Variation
Results Table.

The table opens and displays the results for Chromosome 1.

) oy e Vi gt Hepop 20050512221

] 2 a3 9 4} £1 |k chmosme 1 -

File CHP3 Call CHP4 Call CHPE Call CHP10010 Call CHP10 Call CHP12 Call CMP13 Call -
|| MADBSEE_GWE_... |2 2 1 3 1 3 3
2 MADESST_GwE_... |2 2 1 3 1 3 3
3 MADESS2 GwE ... |2 2 1 3 1 3 3
4 MA0ES34 GwE ... |2 2 1 3 1 3 3
5 MWAOTO00_GWE ... |2 2 1 3 1 3 3
53 MWAOTI9_GWE_ .. |2 2 1 4 1 3 3
7 MNAOT0Z2_GWE_... |2 2 1 4 1 3 3
8 MNaOT029_GWE_... |2 2 1 3 1 3 3
9 MADTO34_GwE_... |2 2 1 3 1 3 3
10 MADTO48 GWwWE_... |2 2 1 3 1 3 3
11 MADTORR GWE_... |2 2 1 3 1 3 3
12 MADTORE_GWE_... |2 2 1 4 1 3 3
13 MADTI48 GwWE ... |2 2 1 3 1 3 3
14 Ma0TI48 Gwe ... |2 2 1 3 1 3 3
15 MWAOTIET_GWE_ ... |2 2 1 3 1 3 3
16 MNAT0A30_GWE ... |2 2 1 3 1 3 3
17 MNAT0E3T_GWE_... |2 2 1 3 1 3 3
18 MNa10336_GWE_... |2 2 1 3 1 3 3
19 MAT0E38_GwE_... |2 2 1 3 1 3 3

20 MAT0E39_GWwWE_... |2 2 1 3 1 3 3 eV

£ >

Figure 12.3 CNV Results table, default view

When you first open the table, it displays the Default view; if you change the view, the software remembers your
choice and will open to the selected view the next time the table is opened.

If the samples have attributes, those attributes will be displayed at the far right of the table if you select All
Columns View.
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all Calumns Yiew - |d _th |.% |,,'f,| ‘El iT |@§ Chromosome 10 -
Sample Project Sample Date SamplelD F arnilyl D tother D FatherlD Gender Sample

b1 Haphd ap_SMNPE 5/16/2007 14 1341 0 0 female MADEIES

2 Haphdap_SHPE 5ME/2007 2 1341 14 13 female MADEIT

3 Haphdap_SHPE 5ME/2007 13 1341 ] ] male MADE3S3

4 Haphdap_SHFE 5ME/2007 | 1340 ] ] male MADEIS4

5 Haphap_SHFE 5642007 10 1340 ] ] femnale [ ]

5 Haphdap_SNFE 51672007 2 1340 12 1 female WAl

v Haptdap_SNPE 5/M16/2007 " 1340 0 0 male Wal7022

a8 Haptdap_SNPE 5/M16/2007 1 1340 10 3 male WA07029

9 Haphdap_SNPE 5/16/2007 " 1341 0 0 male MAO7034

10 | Haphap_SNPE 5/16/2007 1 1341 12 1 male Mal704a

1 Haphdap_SNPE 5/16/2007 12 1341 0 0 female M7 055

12 |Hapbdap_SNPE 5/16/2007 12 1340 0 0 female Ma0705E

12 | Haphiap SMPE 5ME/2007 13 1345 ] ] female MADF345

14 | Haphiap SMPE 5ME/2007 2 1345 13 12 female MADT348

15 | Haphiap SNPE 5ME/2007 12 1345 ] ] male MADF3ET

16 | Hapkap SHPE 5642007 1 1408 1 10 male Wa10830

17 |HapMap_SNFE 51672007 2 1408 13 12 female Wa10831

18 | HapMap_SNPE 5/16/2007 1 146 12 1 male WA10235

19 | Haphap_SMPE 5/M16/2007 1 1420 10 3 male Wa10838 =
R — 22 [ - P - .- P T -
Rows: 270 Cols: 139 Selected Rows: O File Types: cnvchp

Figure 12.4 Sample attributes displayed in table

For each chromosome, the table displays:

= File Name: Name of the copy number variation CHP file.

= (Call and Confidence Score for each defined CNV Region, by CNV Region ID. The CNV Region IDs are
organized by genome position.

Call - Copy number state estimated by the Canary algorithm
Confidence Score - Probability of Canary copy number state call given all possible Canary calls

To display results for a different chromosome, select the chromosome number from the Chromosome drop-down
list in the table toolbar.

You can also scroll through chromosomes by clicking in the Chromosome dropdown list and:

= Using the mouse wheel
= Using the up/down arrow keys

Other table functions are described in Table Features (page 146).

You can also view CNV calls in the Heat Map viewer (page 269).
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Exporting CNV Data

You can export the CNV Results data in three different ways:

= Copy selected data in the table to the clipboard and paste it into a file
= Export the Table as a single text file with data for all CNVCHP files and the currently selected chromosome

=  From the Batch Results, as a set of text files for the different CNV files, with data for all chromosomes in each
file.

Exporting from the Table

To save selected data to the clipboard:

1. Select the cells you want to export in the table

2. Right-click in the table and select Copy Selection to Clipboard

Diefault Wiew - Ly 42 4] 5 |k chromosome 1 -
File CNP3 Call | CHP4 Call | CHPG Call | CNP10010 Call | CNP10 Call| CNP12 Call | CNP13Call | CHP1003

1 MADEIRE GWwWE_C canan-v+1.crvchp | 2 3 1 3 1 3 3 3
2 | NADB3S1_GWE_L canay-vl.crvehy [ERNNERI & EE 3 3 3
3 | NADE393_GWE_Ccanan-1.cnvchn EAREIENERSEEEE AR EEE T - 3 3
4 NADBIM_GWE_Ccanan-v1.cnvchp RN ERSRENEEE E R 3 3
5 | NADTO00_GWE_.cana-v1.crvehn [EANERIIE RS FEEEE R T - 3 3
6 |NAD7O13_GWE_C.canan-vl.cnveho EANEIRNERSEEEE AR R - 3 3
7 MaO7022_GEwE_C.canay-vwl.crvchp __ [ Copy Selection ko Clipboard 3
g MADNTD2Y GWwWE_C canan-v+1.crvchp __ _h Save Table Tao File. .. 3

P 9 NADTDM_GWE_C canay-vl.crvehy [EANEE IR FE 3 3 3
10 MAD7048 GwE C.canan-vl.crvehp 2 3 1 3 1 3 3 3

Figure 12.5 Right-click menu in table

The selected data is copied to the clipboard and can be pasted into a file.

When you export the data from the CNV Results table, you export the CNV data for the displayed chromosome
and for all displayed CNVCHP files.

To save the table as a tab-delimited text file:

1. From the Table menu, select Save Table to File...; or

Right-click in the table and select Save Table to File... from the pop-up menu; or

Click the Save Table to File button in the table toolbar.

The Save As dialog box opens.
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Save As E
Savein: |L'f) hapmap v| < 5 A
LY @200?05227174838
| :3 I25)20080527-batchl

My Recent | |C)20080528_120144
Documents | |[5) z0080528-batchl

() 20080605_093456
L 520080605 _122211
[2) crwv_109_sort, TxT

Y
i\

=

Desktop

&

My Documents

=
2
O (o
e 3l
b=
=
al

File name:

V| I Save ]

MyNetwok | Saveastype: | Testfles [TXT) v [ _cancel |

Figure 12.6 Save As dialog box

2. Select a location, enter a name for the text file and click Save.

The file is saved in the specified location.

The file contains a list of the files, chromosome regions and sample attribute information (if available)
displayed in the table. It displays data only for the selected chromosome.

h CNV_Calls_Chromosome_01.TXT (=(E3
A B c D E B G H | J 1

| 1 |Index File CNP3 Call \CNP4 Call CNPE Call CNP10010 Call CMP10 Call (CNP12 Call  (CNP13 Call CMP10026 Call -

| 2 | 1 MADBSES_GWWE_C.canary-vl.crvchp | 2| 2| 1] 3 1 3 3 2l

| 3 | 2 NADB991_GWE_C.canary-vl.crivchp 2 2 1 3 1 3 3 1

4 3 NADB9SYS_GWE_C.canary-vl.crvchp 2 2 1 3 1 3 3 1

| 5 | 4 WADES94 GWE_C.canary-vl.crvchp 2 2 1 3 1 3 3 1

| B | 4 MAJ7O00_GWE_C. canary-wl.crvchp 2 2 1 3 1 3 3 1]

| 7 | 6 MAJFO19_GWE_C.canary-vl.crvchp | 2 2 1) 4 1 3 3 1]

8 | 7 NAD7O022 GWE_C.canary-vl.cnvchp 2 2 1 4 1 3 3 1]

| 9 | 8 NADYOZ9_GWE_C.canary-vl.crvchp 2 2 1 3 1 3 3 11

| 10 | 9 MADYO34_GWE_C canary-vl.crvchp | 2| 2| 1] 3 1 3 3 1

111 10 NAD7O48_GWE_C.canary-v1.cnvchp 2 2 1 3 1 3 3 1

112 | 11 MAD7OS5_GWE_C. canary-vl.crnvchp 2 2 1 3 1 3 3 1

| 13 | 12 MAD7056_GWE_C. canary-vl.crvchp 2 2 1 4 1 3 3 1

|14 | 13 NAD7345_GWE_C.canary-v1.chvchp 2 2 1 3 1 3 3 11

| 15 | 14 MAD?348_GWE_C.canary-vl.crvehp | 2 2 1) 3 1 3 3 1]

| 16 | 15 MAD?3E7 _GWE_C.canary-vl.crvchp 2 2 1 3 1 2 3 1]

| 17 | 16 MA10S30_GWE_C. canary-vl.crnvchp 2 2 1 3 1 3 3 11

| 18 | 17 MAT0S31_GWE_C. canary-vl.crvehp | 2| 2| 1] 3 1 3 3 1 &

M 4« » [\ CNV_Calls_Chromosome_D1 / |2 | 3l

Figure 12.7 Text file (displayed in spreadsheet software).

Exporting from the Batch Results
If you export data from the CNV batch folder, you create an individual text file for each CNVCHP file exported.

The file lists information about the CNV regions for every chromosome in each CNVCHP file in the results set.

To export CNV data from the Results set:

1. Select the Results set that you wish to export in the Data Tree.
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2. From the Workspace menu, select Copy Number Variation Results > Export Copy Number Variation
Results; or

Right-click on the Copy Number/LOH data set and select Export Copy Number Variation Results from the
pop-up menu.

If you have only one batch folder of CNVCHP files, they are automatically selected.

If you have not selected a batch results data set, the Select Copy Number results group dialog box opens.

Select a Copy Number, Variation results group @

20020605_122211

Cancel

Figure 12.8 Select Results Set dialog box

3. Select a results group for export and click OK.

The Select Files for Export dialog box opens.
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Select the files to export

C.canary
RS-y

canany-+1.
canan-v1.chvch

canam-vl.
canan-v1.crveh
nany-y

canam-vl.
canan-v1.crveh

-+

canam-vl.
canan-v1.crveh

.canary-v1.crnvech

[ OF. J [ Canicel

Figure 12.9 Select Files to Export dialog box

4. Select the Copy Number Variation Results files for export, or click Select All.
Click OK.

The Input Value dialog box opens.

X]

Input Value

Enter a unigue zuffis far the output files bo avoid ovenariting previously exported data.

[ ]9 ][ Cancel ]

Figure 12.10 Input Value dialog box
5. Enter a suffix for the output files if desired and click OK.

Individual txt files are created for each CNVCHP file.

Each file has header with information about CNV analysis, inherited from the CNVCHP files, and four
columns, with:

- Region
- Signal
- Call
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- Confidence
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Chapter 13: Heat Map Viewer
The Heat Map viewer displays:
= Copy Number (CN) intensity values (~log2 ratios) from probe sets in the CNCHP files

= Copy number state calls for the copy number variations (CNV) in corresponding CNVCHP files, if available

= | Note: You can view CN data with or without matching CNV data. If you change the default CNV map
after data is loaded in the Heat Map viewer, all the associated CNVCNP files will be removed (CNVCHP
files are map-specific). You must have CNCHP data available to load CNVCHP data.

It allows you to:

= Compare the CNV calls from CNVCHP files using raw intensity values from individual probe sets within the
CNV regions from CNCHP files.

= Survey large quantities of genomic data to detect de novo CNV regions.

The Heat Map viewer displays:

= CNV regions if you load CNVCHP files (the default CNV map file with BED format will automatically follow)
= Genomic positions of the current viewing window

= LogZ2ratio value data from CNCHP files (intensity value) for each SNP or CN as a color value representing the
converted log?2 ratios in a heat map with a pre-defined scale.

=  Summary histogram to indicate the frequencies of probe sets with certain color values

In the status bar, it shows:

= Sample names: CNCHP file name, and CNVCHP file name (if available)
= SNP or CN probe set ID,
= |og2 ratio of a SNP or CN probe set; or

= With additional CNV region ID, copy number call for the CNV region and confidence score for the copy
number call from CNVCHP files (if available) if you mouse over a CNV region contains CNV calls.
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B Affymetrix Genotyping Console - [CH Heat Map]
Edit  HeatMap  ‘Workspace  Mvindow

BEREER I BER0 )
E ‘Workspace [Haphap]
-0 Dats Sets
=i HapMap
GenomelideSA_6
B Sample Attibutes
-] Intensity Data
=[5 Genotype Resuls Tr
- % 20070522_174838 N /
=17 Copy Mumber/LOH Resubs .
* [y 20080527 batchl
ﬁ Copy Mumber Variation Results
20080605_033456
+lpy 20080605_122211
) Reports
ik HapMap_First_50
= SHPLists
[ HapMap_SNP_List

ol File Tools  Help

NALDS31_Gwie_C.CNS :

- | chromasome 1 = Region

e ® A+ Qi i P Rangs [0 | ||

3 Updates Available

e nl
247,190,933

NA10831_GWe_C.canary-vl : CN_441275 : 147,308,334 : Log2Ratio=~-0.05 : Region=CNP104 : Call=2 : Conf=1,000000

Status Meszages

]

E/6/2008 10:59.38 &M :
E/6/2008 11:02:06 &M :
B/B/2008 11:19:01 &M :
B/8/2008 11:13.01 &M

E/6/2008 11:19.06 &M :

Loading data into the heat map

270 copy number fles lnaded

270 copy number variation files laded
13132 regions added to the list

i ]

CHY results exported to C:hCommand_Console\D atathapmaph20080605_1222114M413240_GWE_Y.canary-v1.crvehp Mew_CNY_June_ 5.kt

]

Library path: C:\Command_ConsaleiLibrary

User Profile: RA - f

Figure 13.1 Heat map in GTC

Opening the Heat Map

To open the Heat Map viewer without loading data:

= Click the Heat Map button in main toolbar.

This allows you to change the log2 Ratio Range before loading data (see 274). The recommended range

should not exceed -10 to 10.

| Note: You can view CN data with or without matching CNV data. If you change the default CNV map
after data is loaded in the Heat Map viewer, all the associated CNVCNP files will be removed (CNVCHP

files are map-specific).

You must have CNCHP data available to load CNVCHP data.

| Note: You can only view CHCHP/CNVCHP files from one SNP 6.0 data set in the Heat Map viewer at

one time.

=l Note: Loading data into the Heat Map may take a long time, especially with large results sets. You can
use the Quick Load feature to save loaded data and reload it more quickly (see Using the Quick Load

Feature, page 274).

Affymetrix® Genotyping Console User

Manual

270



To open the Heat Map and load it with data:

1. Right-click on the CN/LOH batch results you wish to view and select View Results in Heat Map; or

From the Workspace menu, select Copy Number/LOH Results > View Results in Heat Map; or

Click the Heat Map button in main toolbar.

If more than one batch of CN results is available, a dialog box opens

Select a copy number f LOH results group @

i chi!

20020607 -batchl

Cancel

Figure 13.2 Select Copy Number/LOH results group
2. Select the Results Set you want and click OK.

A list of the CNCHP files in the batch set opens
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Select the CNCHP files to view X

(MADESEE R C.CME CHNCHF FS
MNADEIN _GWE_C.CHA.CHNCHP
MADEII3_GWwE_C.CM5.CHCHP
MADE334_GWE_C.CHE.CHCHP
MADYD00_G'WE_C.CMB.CHCHP
NADFO19_GWE_C.CHS.CHNCHP
MAD70ZE_GWwE_C.CM5.CHCHP
MADYD29_GWE_C.CME.CHCHP
MNADYD34_GWE_C.CNB.CHCHP
NADFD45_GWE_C.CHA.CNCHP
MAD7OS5_GWwE_C.CM5.CHCHP
MADF05E_GWE_C.CHNE.CHCHP
MADY346_GWE_C.CNA.CHCHP
MNADY3458_GWE_C.CHNS.CNCHP
MAD7357_GWwE_C.CM5.CHCHP
MAT0830_GWE_C.CNE.CHCHP
MAT0831_GWE_C.CNA.CHCHP
MNAT0835_GWE_C.CHNA.CNCHP
MAT08335_GWwWeE_C.CM5.CHCHP w

Figure 13.3 CNCHP files

3. Select files you wish to load or click Select All.
4. Click OK.

If only one CNVCHP file is associated with each selected CNCHP files of CNVCHP files is available, the data
will automatically start loading both CNCHP and the matching CNVCHP files into the Heat Map.

If some of the CNCHP files do not have matching CNVCHP, it will just load CNCHP files for these samples; if
some of CNCHP are associated with more than one CNVCHP files, then you get the dialogue window.

If multiple CNVCHP files are associated with the selected CNCHP file the CN/CNV File Association dialog
box opens.
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CHfCHV File Association

The fallowing CHCHP files have multiple associated CHNYCHP filez. Select the corect CHWCHP file for each CHCHP file.

CHCHFP CMNYCHP *
MADBIEE_GWyE_C.CMNE CHNCHF | NaDEI85_GWE_C.canary-v1.crvehp - 20080605_093456 v
NADEEE1_GWE_CCNECNCHP M 5 GWE C.canary-v1.chvchp -
MNADBIY3_GWWE_C.CNB.CNCHP[MADEISS GWE_C.canary-v1.cnvchp - 20080605 122211 0
MNADEIIA_GWE_C.CNE CMCHP | NADEI94_GWE_C.canary-v1.crvehp - 20080605_093456
MADYO00_GWyE_C.CMNE CNCHP | NaD7000_GwWE_C.canary-v1.crivehp - 20080605_093456
MNADZIE_GWE_C.CNEB CMCHP | NAD7019_GWE_C.canary-v1.crvehp - 20080605_093456
MADY0ZZ_GWyE_C.CNE CNCHP | Nad7022_GwWE_C.canary-v1.crvehp - 20080605_093456
MADY0Z29_GWyE_C.CNE CNCHP | Na07029_GwWE_C.canary-v1.crivehp - 20080605_093456
MNADZI34_GWE_C.CNE CMCHP | NAG7034_GWE_C.canary-v1.crvehp - 20080605_093456
MNADZI48_GWyE_C.CNE CMCHP | NAG7048_GWE_C.canary-v1.crvehp - 20080605_093456
MADYOEE_GWyE_C.CNE CNCHP | NaD7055_GwWE_C.canary-v1.crivehp - 20080605_093456
MADTORE GWvWE C.CNECNCHPNANTNRE WA T canam-wl crvchn - 2O0R0R05 193456

Select a CHY batch to select all CHWCHP files. L |

L) 4| €[ €| €[£]| | %

W

OF. H Cancel ]

Figure 13.4 Selecting File associations for multiple CNVCHP files

4. Use the CN/CNV File Association dialog box to select the CNV files to be displayed with the CNCHP files in
the Heat Map.

You can select all CNVCHP files from a given batch using the Select CNV Batch drop-down and manually
override your batch choice for any of chosen CNVCHP files

The CNV data is automatically loaded if available, and the CNV map associated with these CNVCHP files will
automatically follow

NADZ048_GWE_C.CNE.CNCHP | NAT7045_GWE. . canarpv crvahp - 20050505, 093456 v

MADY05E_GWiE_C.CNE CNCHF | NaDT0S5_GWE_C.canary-v1.crivchp - 20080605_093456 v

MADADRE GWE C.CNECNCHF WANTNRR RWHA T ranam-w] crvchn - 2O080RNG N9345R w| ™
Select a CNY batch to select all CHVCHP files. | 20080605_093456 “

20030605_122211

Figure 13.5 Selecting CNV batch
5. Click OK.

Notices and progress bars display the progress of loading the data.
The Heat Map opens and loads the results.
The CNV data is automatically loaded if available and the CNV map associated with these CNVCHP files is

also automatically loaded.
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When loading is finished, a notice informs you of the number of copy number and copy number variation (if
available) files loaded. Click OK to exit the confirmation window.

Genotyping Console §|

ir) 49 copy number files loaded,

49 copy number variation files loaded.

The Heat Map menu appears in the GTC main menu bar.

Changing the log2 Ratio Range

You can change the range of log2 ratio values displayed on the selected heat map palette.

= | Note: Changing the ratio range must be done before loading data in the Heat Map viewer.

To change the log2 Ratio range:

1. Open the Heat Map viewer without loading data (click the

2. Enter the ratio values in the Range boxes in the toolbar.

Range -3 o 3 |

3. Load data as described above.

Using the Quick Load Feature

Loading data into the Heat Map may take a long time, especially with large results sets.

The Quick Load feature of the Heat Map allows you to save loaded data, so that you can reload it more quickly.

= | NOTE: You will not be able to add any more data to it, to change a CNV map, or to use quick load
feature once you load in a quick load file.

To save a data set in a Quick Load file after loading data:

1. Click the Quick Load save button .

The Save Quick Load file dialog box opens.
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Save quick load file for Heat Map

Savejn | () 20080527-batch ¥ @2 e E

D

My Recent
Documerts

Desktop
ty Documents

My Computer

File name: | hd | I Save l

My Network | Save as upe: | Quick Save [F.qid] vl [ Cancel ]

Figure 13.6 Save Quick Load dialog box

2. Select a location and enter a name for the file.
3. Click Save.
The Quick Load file is saved.

To reload a Quick Load file:

1. Click the Quick Load save button.

The Select Quick Load file dialog box opens.
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Select Quick Load File for Heat Map @@

Look in: | [ 20080527-batchl w . ? o m.
Y June_07 _L.gld
My Recent

Documents

Desktop

%

My Documents

|
8
by Computer
-_'] File name: A
B
hdy Nebwork, Files of type: Quick Load [*.qld] v

Figure 13.7 Select Quick Load dialog box
2. Select a previously created Quick Load file.

3. Click Open.

The data is loaded into the Heat Map more quickly.

=] Note: You cannot add data or use quick load feature in an opened quick load file.

Changing the CNV Map

You can change a CNV map when you have added files to heat map; if you have both CNCHP and CNVCHP

files loaded, changing a CNV map will flash out all the CNVCHP files because CNVCHP files are CNV map
specific; once you change your CNV map, you will no longer be able to see CNV calls and call confidences
even you can still choose a CNV region or browser it in the heat map - that's because we don't support
custom map for CNV analysis at this time.

Overview of the Heat Map Display

The Heat Map viewer displays:

= Log2ratio value Data from CNCHP files (copy number) for each SNP or CN probe set on the selected
chromosome as a color value in a heat map scale.

= Genomic position of the SNP and CN probe sets and CNV regions for that chromosome

=  Copy Number call for the CNV regions from the CNVCHP files (if available) in the status bar by mouse over
the heat map.

=  When first opened, the viewer displays the data for Chromosome 1.
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. CH Heat Map

Toolbar |: ﬁ ﬁ“ AN i .v | Chromasome 1 = Redion ml e ® 2 > QI i) ¥ |range 2 ka2
e 1 -| [ T A U 10 (] (I LT 1 Y TN O BT I RN N
51,585 247,130,933

BT

Status Bar MADT345_GWE_C NS ¢ MADT345_GWE_C.canaty-wl | Ch_445186 ¢ 119,919,529 1 Log2R.atio=~-0.12 ! Region=CMP10125 @ Call=3 : Conf=0.495042

Figure 13.8. Parts of the Heat Map

The Heat Map has the following components:

Tool bar (see below)

CNV Map (page 279)

Error! Reference source not found. (page Error! Bookmark not defined.)
Histogram (page 282)

Status Bar (page 282)

You can:

Navigate to regions of interest

Sort the files by different values (median intensity values or CNV calls).

Export a list of the sorted or unsorted files, with file path and file name.

Export Images

Double-click to show file path and file name, attribute information for CNCHP and CNVCHP files, if available

Link to external database/browser

Tool bar

The Toolbar provides quick access to the functions of the Heat Map.
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P70 | 5| A B |- | chromosome 1 - Redion | EYEITE |'|| &« & G » Q| ic] 9| rangs

Figure 13.9 Heat Map toolbar

Description
Open
Close files

Save loaded data in Heat Map to disk

Load a previously saved data from heat map

Open CNV map

Change color palette

EEEEE @ :

Chromaosome | 1 ,l Select chromosome for display

Full zoom out

Region |;:r-.j|:-1|:|-;| |,| | Select CNV region from CNV map
E| Move left
Zoom in
Zoom out
E Move right

Sort by median

Sort by CNV call

-
]

Resort sort

5
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Range -3 ko 3 Range display: Can only be set before loading data

Many of these functions can also be accessed using the Heat Map menu when the Heat map is open. Some can
be accessed by right-clicking in the Heat Map and using the popup menu.

CNV Map

The CNV Map displays:

= CNV regions in the loaded CNV Map for the selected chromosome

= Chromosome Coordinate scale displaying the chromosome positions for CNV regions that contains the SNPs
and CN probe sets displayed in Heat Map.

= Position of the SNP and CN probe sets displayed in the Heat Map on the section of chromosome in the
current view.

Start of displayed End of displayed
Chromosome Segment Chromosome Segment
| — [ CNV Regions

145,012.521
Chromosome

Position scale

. Byl /
Position lines to SNP/CN Probe sets in Heat Map

|l ‘”' |||: ||||H|II | ||||| i ||. I !" i ||||.|.|| L Hll‘ll:”llllI I

Figure 13.10 CNV Map (detail)

Since SNP and CN probe sets are not uniformly distributed along the chromosome, the relationship between the
heat map and the chromosome map is not linear.
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Figure 13.11 Non-alignment of SNP/CN Probe set in Heat Map with genomic position in CNV Map

Heat Map

The Heat Map displays the log2ratio values for the SNPs and CN probe sets using a heat range scale.

SNP/CN intensity values are displayed on the horizontal range, with the results files stacked vertically.

. CM Heat Map

FEEEr e
247.190,939

Color range MAD7019_GWE_C.CNS ¢ NAD7019_GWE_C.canary-vl @ CH_458752 ! 188,242,109 ! LogZRatio=~-0.23 : Region=CMP10181 : Call=2 ! Conf=1.000000

and Status bar

Figure 13.12 CNV map, Heat map, histogram
The initial file order is by the imported file name.
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= You can sort by median intensity values for the SNP and CN probe sets displayed in the heat map within the
current view window and unsort to go to the original order

= You can sort by the CNV calls from CNVCHP files in the heat map if your current viewing window has a CNV
region in it and unsort to go to the original order

If some CNCHP files do not have CNVCHP file data, these files will be displayed at the bottom of the Heat
Map after sorting on CNV Call values.

You can export a list of the CNCHP and CNVCHP file path and files names in their imported order before and
after sorting

You can select different color palettes for the display (below) or change the log2 Ratio range (page 274).

To select different color palettes for the display:

= Click the Color Palettes button in the viewer toolbar and select a palette choice.

[ CH Heat Map

= P | 7sl VLS |. Chromosome 1« Region  CMA

Redhite/Blue

Red/Black/Green

Heat

aray

150,822,318

Black/Purple

Blueellow

Blue)fellow/Red

|8

Blue)fellow/Green

areenwhite/Purple

Figure 13.13 Heat Map color options

To display the attributes and other data, if available:

= Double-click in the Heat Map in the file row you are interested in.

A box opens with sample data: CNCHP and CNVHP file path and file names (if available), and sample
attribute data (if available).
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CH File C:ACormand_CaonsolehD atabhapmap' 200
CHY File C:\Cormmand_ConzolehD atahhapmap' 200
Sample Mame  NADYI45_GWE_C

Sample Type  DHA

Sample Project Hapbap_SHPE

Sample dzer  db

Sample Date  5A6/2007

SamplelD 13

FamilwlD 1345

b atherl O 1]

Father D 1]

Gender fermale

Sample MADZ 345

DizeazeState

£ >

Figure 13.14 Sample data

Histogram

The histogram indicates the frequencies of probe sets with certain intensity values.

e

When you navigate to a certain region, the histogram automatically adjusts and displays the frequencies of probe
sets within that specific region.

Figure 13.15 Histogram

Status Bar

You can display the following information in the Status bar by putting the mouse arrow over a SNP or CN probe
set position:

= CN and CNV file names (if CNV data available)
=  SNP or CN probe set ID, with
- Chromosome Position

- Log2Ratio

= Note: The log2 ratios displayed in the status bar may not exactly match the log2 ratios for in the
CNCHP files. The values in the CNCHP file are converted into a color value used for the heat map
display; this color value is then translated into the log2 ratio value used for the status bar display.

= CNV region ID if CNVCHP files are loaded, with:

— CNV calls
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- Call confidence

= | Note: Affymetrix recommends that you do not use long file names for the .CEL and .CHP files, since
these long names can cause display problems in the Heat Map Viewer. The status bar in the Heat Map
will not be able to display all the information if the CNCHP and CNVCHP file names (derived from the
.CEL file names) are too long. If the data is truncated, you can increase the size of the Heat Map on
the screen by dragging the vertical window split bar.

-

MALLE3L_Gwe_C.CNS @ NAL1§31_GWe_C.canary-wl @ CN_496165 : 8,109,713 : LogzRatio=~0.09 : Region=CNPE : Call=1 : Conf=0.973212

Figure 13.16 Information in Status bar

Navigating the Heat Map

The Heat Map provides several options for selecting data of interest:
= Selecting Chromosome
= Selecting Regions

=  Manual zoom

Selecting the Chromosome for Display

The viewer displays the data for one chromosome at a time. When it is first opens, it displays all of chromosome 1
in the Chromosome Map and Heat Map.

Select the Chromosome of interest from the Chromosome dropdown

| Chromosome |1 || Region crv_1

10 s

11

12

13

14 R

15 1

17 W

Figure 13.17 Chromosome list

You can also scroll through chromosomes by clicking in the Chromosome dropdown list and:

= Using the mouse wheel

= Using the up/down arrow keys
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Viewing CNV Regions
The CNV regions in the loaded CNV map are displayed in the Chromosome Map.

To look at a specific region

= Select the region from the Region list in the viewer toolbar.

Region | CMPE F |
CHP10138 v

CHP10140
CMP110
CHP10145 T

ﬁcmpmms
CNP113
<ctpi14 i

Figure 13.18 Regions dropdown list

The selected region is displayed in the Heat Map as default view.

. CM Heat Map

=7 Eﬁ |j A @' |.v |Chrnmosome 1 |r Region -::r-.jF'1|:|';.l |v|| L @\ @\ E a | m m ﬁ |Range -3 |ka

CHP109 [~ |

150,822,318 150,857,106

\

NADGS94_GWE_C.CNS @ MADE994_GWa_C.canary-wl @ CM_452262 : 150,835,329 | Log2R.atio=~0.75 : Region=CNP109 : Call=2 : Conf=0.551932

Figure 13.19 Selected Region displayed

You can also scroll through regions by clicking in the Region drop-down list and using the:

=  Mouse wheel
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= Up/down arrow keys

Double-click a region in the CNV Map to highlight the markers and to zoom to that region.

. CM Heat Map
= E M ﬁ |.v |Chrnmnsome 1 |z Region

2leRQ » Qi e P |Range [ |

ChP103 1

160,822,318 160,857,106

-3
NA1E621_GWE_A CHS @ NA1S621_GWe_A.canary-vl @ CM_452258 : 150,527,480 : Log2Ratio=~-1,83 : Region=CMPL09 @ Call=0 : Conf=0,999975

Figure 13.20 Highlighted region and markers

Zooming In on an Area
You can zoom in on a section of the Heat Map by selecting the area in the heat map.

= Click at the start and release at the end of the area you wish to zoom in on.
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. CN Heat Map

S s| Al [ Chromosome 1| = Region g & @) G e S| it ¥ | range to

I 1 | Y I 111 [ mimeer v r e rorre e e rl
150,754,252 150,902,340

|I|I ‘lr || H ‘:,'I ||I|I .ll I|II|I .ll .ll ,'I .ll'l;ll

-3
MA125315_GWe_C.CMS 0 CN_473963 : 51,586 : Log2Ratio=~-0.33

Figure 13.21 Selecting the map region to zoom in on

The selected region is displayed in the heat map and the CNV map.
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= ﬁ |E M E |.- |Chr0mosome 1 |z Redion |[afi3E - ®\ a S @\ |M m ﬂ |Range EEE R | |

| ChP109 |

150,819,638 150,857,106

Figure 13.22 Magnified region

You can also use the buttons in the viewer toolbar and the commands in the Heat Map menu to change the view in the Heat
Map.

E| Move left.
Zoom in

Zoom out
E| Move right

Full zoom out

2]

Double click on a region in the CNV Map to highlight the markers and to zoom to that region.

Sorting Data in the Heat Map

You can sort the displayed SNP values by:

= Median Log2 ratio values for all the SNP and CN probe sets displayed as current view in the Heat Map
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= CNV Call values for the CNV regions currently displayed in the Heat Map. If more than one CNV region is
present, then the average of CNV calls for all the CNV regions is used to sort the CNV calls.

If some CNCHP files do not have CNVCHP file data, these files will be displayed at the bottom of the Heat
Map after sorting on CNV Call values.

After sorting you can export a list of the files in their new sorted order.

To sort:

1. Zoom in on the region you wish to investigate.

2. Select the sort option from the Heat map menu, or click the button for the option.

. CM Heat Map

Py 3| %l A & |BE- | ctromesome 1z Region chP109 fle & & = & |0y i )] |Range |5 |talz || |
| CHP109 |

150.519.638 150,857 106

|
M|||’|

|||‘|
MIIII

:
iy

|

|
i

| |)'/| i

|

i

MNA1E974_GWE_A.CHNS | NAISI74_GWE A canary-wl @ CM_452272 : 150,842,073 ! Log2Ratio=r-1.62 ! Region=CNP10% : Call=0 : Conf=0.932975
Figure 13.23 Sorted by median
Export List of Files in Sorted Order

To export a list of files in their sorted order:

1. From the Heat Map menu, select Export Ordered File Names..; or

Right-click in the heat map and select Export Ordered File Names... from the popup menu.
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| Full Zaarm Cuk

Copy image ko cipboard

|I I’I

Export Ordered File Mames. ..

Figure 13.24 Heat Map shortcut menu

The Save As dialog box opens.

Save As

Save in: | I hapmap

v|\).1‘ ’bv

PIX

[)20070522_174838
(2007121 1-hatchi
MyFRecent | |C3)20071211-batchz
Documents | |5 20071211-batch3
mee I 20080522-hatchl
[ [5)20080523_104201
Desktop 920080523 _123412
[ Mew Folder
[2] 20070529 _1 15705, snp-+cn. report. bxt

&

@ 20070529_115705. snp+cn. summary Exk

E CNleQ_sort.TXT

Iy Documents

Type: Text Document
Date Modified: 5/23/2008 4:20 PM

@ 20070529_115705.snp+cn. summaty . annot, Ext

by Computer Size: 5.00 KB
L File name: || v | I Save ]
MyMNetwok | Saveasbpe | TestFles (TXT] v [ cancel |

Figure 13.25. Save As dialog box

2. Select a location and enter a name for the file.

3. Click Save in the Save As dialog box.

A text file is created with the CNCHP and CNVCHP (if available) file path and file names.
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B CHV_109_sort. TXT - Notepad (=]
File Edit Format Wiew Help

- nCommand_cConsolei\patalhapmaph 20080607 -batchl\MALOS35_GWe_C. CNS. CNCHP  C:hZcCommand_Consoleybatashapmaph20080605_122211%Mal0835_sw6_C. canary-vl. cnvchp
C:vCommand_cConsolehData‘Zhapmaph20080607-batchl\MAO7022_GWe_C. CN5. CNCHP  C:hZCommand_cConsolesbatashapmaph20080805_122211%MAa07022_Gw6_C. canary-vl. cnvchp
C:hcommand_consolehpataihapmaph2 0080607 -batchl\MAOE954_Gw6_C. CN5. CNCHP  C:hCommand_consoleipataiZhapmaph2 0080605 _122211%MA06994 _GwE_C. canary-vl.cnvchp
C:vCommand_Console\pataihapmaph 20080607 -batchl\MAOT357_GwWE_C. CNS. CNCHP  C:hZCommand_Consoleasbataihapmaph 20080605 _122211%MAa07357_Gw6_C. canary-vl. cnvchp
C:vCommand_cConsoletDatathapmaph20080607-batchlyMALOSS1_Gwe_C. CN5.CNCHP  C:hZCommand_cConsoleybatadhapmaph20080805_122211%Mal0851_Gwe_C. canary-vl. cnvchp
C:hcommand_consolehpatashapmaph2 0080607 -hatchl\Nalo85d_Gwe_C.CN5. CNCHP  C:hCommand_consoleibatahZhapmaph2 0080605 _122211%Mal0854_GwE_C. canary-vl.cnvehp
C:vCommand_Consolei\pataihapmaph 20080607 -batchl\MAOE993_GwE_C. CNS. CNCHP  C:hZCommand_Consolesbatadhapmaph20080605_122211%Ma06993_Gw6_C. canary-vl. cnvchp
C:vCommand_cConsolehDatathapmaph20080607-batchlyMALOS31_GWe_C. CN5. CNCHP  C:hZCommand_cConsolewbatadhapmaph20080805_122211%Mal0831_Gwe_C. canary-vl. cnvchp
C:hCommand_Consolehbatashapmaph,2 0080607 -hatchl\MALOS38_GW6_C. CNS. CNCHP  C:hZCommand_Consoleibata‘Zhapmapt20080605_122211%MA10838_GwW6_C. canary-vl.cnvehp
C:vCommand_Consolei\pataihapmaph2 0080607 -batchl\MALOS55_Gwa_C. CN5. CNCHP  C:hCommand_Consolesbatadhapmaph20080605_122211%Mal0855_Gwa_C. canary—-vl. cnvchp
C:vCommand_ConsolehpatatZhapmaph20080607-batchl\MAQT029_GWE_C, CN5. CNCHP  C:ZCommand_cConsolenbatashapmaph20080805_122211%MA07029_GwW6_C. canary-vl. cnvchp
C:hCommand_Console\patashapmaph,2 0080607 -batchl\MAO7034_GwWha_C.CNS.CNCHP  C:hZCommand Consoleibata‘Zhapmaph20080605_122211%MAD7034_Gwe_C. canary-vl.cnvehp
C:vCommand_Consoled\pataihapmaph2 0080607 -batchl\MAOG9RS_Gwa_C. CNS. CNCHP  C:h\Command_Consolesbatadihapmaph20080605_ 122211 %Ma06985_Gwa_C. canary-vl. cnvchp
C:vCommand_cConsolehpataiZhapmaph 20080607 -batchl\MAO7 019 _GWE_C, CN5. CNCHP  C:ZCommand_Consolesbatashapmaph20080605_122211%MA07019 _Gw6_C. canary-vl. cnvchp
C:vCommand_Console\patashapmaph,2 0080607 -batchl\MALOS30_GwWE_C.CNI.CNCHP  C:hnCommand _ConsolehbataZhapmaph20080605_122211%MA10830_Gw6_C. canary-vl.cnvchp
C:vCommand_Consoled\pataihapmaph2 0080607 -batchl\MAO734 5_Gwa_C. CNS. CNCHP  C:hZCommand_Consolesbatadhapmaph20080605_122211%MA0734 5_Gwa_C. canary-vl. cnvchp
C:vCommand_cConsoleh\pataiZhapmaph20080607-batchl\MAOT000_GWE_C. CNS. CNCHP  C:hZcCommand_Consoleybatahapmaph20080605_122211%MAa07000_sw6_C. canary-vl. cnvchp
C:vCommand_cConsolehDataZhapmaph2 0080607 -batchl\MAO7056_GWE_C. CN5. CNCHP  C:hZCommand_cConsolevbatashapmaph20080805_122211%MA07056_GW6_C. canary-vl. cnvchp
C:hcommand_consolehpatashapmaph2 0080607 -batchl\HAOFOS55_Gw6_C. CN5. CNCHP  C:hCommand_consoleipataiZhapmaph2 0080605 _122211%MA07055_GwE_C. canary-vl. cnvchp
C:vCommand_Console\pataihapmaph 20080607 -batchl\MALOS46_Gwe_C. CNS. CNCHP  C:hZCommand_Consolesbataihapmaph 20080605 122211 %Mal0846_sw6_C. canary-vl. cnvchp
C:vCommand_consoletDatathapmaph20080607-batchly\MAOT048_GWE_C. CN5. CNCHP  C:hZCommand_cConsoleybatahapmaph20080605_122211%Ma07048_Gw6_C. canary-vl. cnvchp
C:hcommand_consolehpatashapmaph2 0080607 -hatchl\Nalo847_Gwo_C.CN5.CNCHP  C:hCommand_consolehbatahZhapmaph20080605_122211%Mal0847_GwE_C. canary-vl.cnvehp
C:vCommand_Consolei\pataihapmaph 20080607 -batchl\MA0699]_Gwé_C. CNS. CNCHP  C:hCommand_Consolesbatadhapmaph20080605_122211%Ma06991_sw6_C. canary-vl. cnvchp
C:vCommand_cConsolehDatathapmaph20080607-batchlyMALOS39_GWe_C. CNS. CNCHP  C:hZCommand_consolevbatadhapmaph20080805_122211%MAal0839_Gw6_C. canary-vl. cnvchp
C:hCommand_Consolehbatashapmaph2 0080607 -hatchl\MAO7348_GW6_C. CNS. CNCHP  C:hnCommand_Consolehbatahhapmapt20080605_122211%MAO7348_GwW6_C. canary-vl. cnvchp

Figure 13.26 List of sorted files in text format

Exporting Viewer Images

You can’t export CN/LOH and CNV data from the viewer. You can use the export functions in GTC to do this. See
Exporting CNV Data (page 264) for more information.

GTC provides several ways to export a view of the Heat Map for use in a publication or to show other users.
You can:

= Print the Heat Map Viewer out.
= Export the image of the viewer to the clipboard.
= Export the image of the viewer to a PNG file

To print out the Heat Map viewer:

1. From the File Menu, select Print.
The Print dialog box opens.
2. Select the printer and other options and click OK in the Print dialog box.

To export the image to the clipboard:

= Right-click in the heat map and select Copy image to clipboard from the popup menu; or
From the Heat Map menu, select Copy image to clipboard.
You can paste the image into a graphics file using software such as Paint.

To export the heat map image as a PNG file

1. From the Heat Map menu, select Save image to file....
A Save As dialog box opens.

2. Enter a name and location for the PNG file and click Save.
Affymetrix® Genotyping Console User Manual

290



The PNG file is created.

Viewing Regions in Other Sites

You can view the region selected in the Display area at one of the following public sites:
= UCSC

= Ensembl

= Toronto DGV

To view the selected region:

= From the Heat Map menu, select External Links > [desired link].

The external link will display the view using the genomic positions in the Heat Map viewer.

Home Genomes Blat  Tables Gene Sorter PCR DNA Convert Ensembl NCBI PDFIPS Session Help
UCSC Genome Browser on Human Mar. 2006 Assembly
tove (5 155> ) oomin [ J 3 10 sz | zo0m oue

position/search [chr1150,822,318-150,857,106 siza 34,789 bp.

‘\:hrl 2t [N TIT TN TET NN N4ETE (ITTTN Wl TEN NE

[] chri: [ 1ceszepes] 1Sesscess]l 1Ses4sesal  15essSese] 1Sesceses| 1Sesssoes|
UCSC Gene Predictions Based on RefSeq, UniProt, GenBank, and Comparative Genomics
LCESC LoEsE |

Ref3eq Genss

o Refieq Genes 1

Hamms 1 ian Gene Collection FUTl ORF nRMAS
EC130355 § EciEai17 |

EC130357 §
Human mEMAS from GenBank
| Human mRHAS 1
Human ESTs That Hawve Been Spliced
Spliced ESTs

vertebrate MUltiz Alighment & FhastCons Conserwatioh (25 Speciss)

Mammal Cons

Rhesus

Horse
Armadillo
OpossuUn
Flatupus
Lizard
chicken
#_tropicalis
Sticklehack

Fimple Mucleot ide Folumorphisms (GbSNF build 1250

& swes ci2sy L L L LI T |1 1 AN T O et I 11T
Repeating Elements by RepeatMasker
Repeatiasker | NG I . [ I i ||

Chck on a feature for details. Clck on base posthon
move start move end

o to zoom in around curser. Click gray/blue bars on 20

left for track options and descriptions.

[ detault tracks ][ hide all ][ add custom tracks ][ configure ][ reverse ][ refresh ]

Use drop-down controls below and press refresh to alter tracks displayed
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Figure 13.27 Display in the UCSC Genome Browser
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Appendix A: Algorithms

The details of the algorithms used by GTC 4.0 and their typical performance are described in various white
papers.

Genotyping

100K/500K BRLMM algorithm

http://lwww.affymetrix.com/support/technical/whitepapers/brimm_whitepaper.pdf

SNP 5.0 arrays BRLMM-P algorithm

http://www.affymetrix.com/support/technical/whitepapers/brimmp_whitepaper.pdf

SNP 6.0 Birdseed (v1) and Birdseed v2 genotyping algorithms

Genotyping Console 4.0 allows users to choose between genotyping SNP 6.0 array data with the Birdseed (v1)
and the Birdseed v2 algorithms. Birdseed v2 uses EM to derive a maximum likelihood fit of a 2-dimensional
Gaussian mixture model in A vs B space.

A key difference between Birdseed (v1) and Birdseed v2 is that v1 uses SNP-specific models or priors only as an
initial condition from which the EM fit is free to wander- on rare occasions this allows for mislabeling of the
clusters. For Birdseed v2 the SNP-specific priors are used not only as initial conditions for EM, but are
incorporated into the likelihood as Bayesian priors. This constrains the extent to which the EM fit can wander off.
Correctly labeling SNP clusters, whose centers have shifted relative to the priors, is problematic for both Birdseed
versions. However, given the additional constraint on the EM fit, Birdseed v2 is more likely than Birdseed to either
correctly label the clusters or set genotypes to No Calls.

Birdseed v2 is usually more robust than Birdseed in the face of poor quality experiments, and increases accuracy
with a small decrease in call rate in these cases. In high quality datasets, little performance difference between v1
and v2 is seen, while in low quality datasets large increases in concordance are seen with v2

Birdseed v2 clustering by plate is equivalent to clustering all samples, unlike Birdseed (v1) where clustering by
plate increases False Discovery Rate. Because of this, use of Birdseed v2 allows clustering-by-plate or clustering
all samples at once, which ever best fits with the laboratory’s workflow.

See the Affymetrix.com website for information on Birdseed algorithms.

Axiom GT1 Algorithm

The Axiom GT1 method is a new genotyping procedure delivered in Genotyping Console 4.0 for use with the
Axiom Genome-Wide Human array. The primary methodological change has been to incorporate multichannel
processing into the APT workflow, supporting the ligation-based assay. In addition, Axiom GT1 incorporates
substantial improvements and features in the areas of preprocessing and genotype calling over BRLMM-P which
was used for the Genome-Wide SNP Array 5.0 (see SNP 5.0 arrays BRLMM-P algorithm). Many of the
improvements in genotype calling were developed for the DMET Plus product, including 2-dimensional cluster
modeling and outlier detection. Preprocessing has been improved by an artifact reduction layer which reduces the
impact of spatially localized artifacts on genotyping performance. Together these changes allow for good
genotyping performance on the ligation-based assay platform.
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Multichannel processing allows the use of both traditional allelelic differences, in which two different probes
respond to the same region of sequence and distinguish alleles, as well as dye-based allele detection, in which
the same probe is imaged in more than one channel to distinguish alleles. Both these workflows are handled in
Genotyping Console 4.0 transparently to the user, and both types of probe strategy are used on the Axiom
product.

The second area of improvement is in the genotype clustering and calling. Many of the improvements were
developed in the course of the DMET Plus product and can be found described in the DMET Plus algorithm white
paper:

http://www.affymetrix.com/support/technical/whitepapers/dmet_plus_algorithm_whitepaperv1.pdf

Briefly, clusters are now represented as 2-dimensional gaussians and resistance to non-gaussian cluster behavior
has been improved. As usual, training data has been used to generate SNP-specific models which represent the
cluster properties learned for each marker. Unlike DMET Plus which is designed to call in a single sample mode
without adapting to the data, the default behavior is to use dynamic clustering to adapt the clusters to the
observed data. Although a single sample can be run by itself, more samples allow more learning of any shifts
from the training data.

Finally, the key advance in preprocessing is an "artifact reduction” layer that is designed to use information
obtained from replicated probes to reduce the impact of small localized artifacts which sometimes occur. This
method operates on the raw probe data using spatially distributed replicate probes to detect unusual differences
between replicate intensities. Standard image processing operations (morphological transformations) are used to
detect regions of the array where deviations occurring in both channels cluster, indicating a potential localized
artifact. Once regions are marked as untrusted due to a potential artifact, intensities from trusted replicates are
used to replace untrusted features for genotyping purposes. In the case where all replicates are marked untrusted
for a given probe, the failsafe behavior is to leave the intensities unmodified and allow the genotyping method to
evaluate whether the data is compatible with the clusters. This preprocessing layer improves the genotyping
performance in the relatively rare case where localized artifacts occur on the image, while leaving typical arrays
without artifacts unaffected.

Summarizing, Axiom GT1 handles multichannel data, incorporates improvements in genotype clustering and
calling that have occurred in the development of other products, and introduces an artifact-reduction stage in
preprocessing. These changes have been tuned to provide high performance on the ligation assay based
genotyping platform and allow for flexible adaption of the method to future genotyping products.

Copy Number/LOH

100K/500K CN/LOH Algorithm
http://www.affymetrix.com/support/technical/whitepapers/cnat_4 algorithm_whitepaper.pdf
SNP 6.0 CN/LOH Algorithm

SNP 6.0 CN/LOH analysis uses the BRLMM-P+ algorithm, which is similar to BRLMM-P with some different
parameters. See the existing documentation for BRLMM-P associated with SNP5 for more information.

SNP 6.0 CN GC waviness algorithm implemented into APT and since GTC 3.0.1

The summary of the algorithm correction is: for each sample, markers are divided into 25 different bins based on
the equally spaced percentiles of the average GC count (GC content) in the upstream/downstream 250kb for a
particular marker (500kb total). Within each of the 25 bins, the markers are sub-divided based on their type:
CN/SNP marker type, enzyme fragment type (Nsp, Sty, Nsp+Sty), which gives 5 sub-bins per major bin as there
is no CN probes in Sty-only fragments, for a total of 5x25=125 bins. For the autosomal markers in each bin, the
median log2 ratio of each bin is adjusted to zero and interquartile ranges (IQRs) are equalized across all the bins.
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Then the log2 ratios of all markers (including X and Y markers) in that bin are adjusted using the adjustment
based on the autosomal markers on that bin. Finally, the IQRs of all the adjusted log2 ratios (including the X and
Y chromosomes) is multiplied by a factor that makes the IQRs of the adjusted log2 ratios equal to the IQRs of the
original log2 ratios.

SNP 6.0 Canary Algorithm

The Canary Algorithm is a clustering algorithm developed by the Broad Institute used to provide copy number
state calls of a pre-determined set of genomic regions with copy number variation (CNV regions). The copy
number state call is reported by an integer call of copy number. Each call is paired with a confidence score
between 0 and 1 with 1 reflecting a high level of confidence that the call is correct. The CNV regions are
polymorphic in the sense that their copy number is atypically variable in relation to the genome as a whole. The
terms copy number variation (CNV) and copy number polymorphism (CNP) are each used to describe the same
attribute of copy number variability of genomic regions.

Inputs to the Canary algorithm are:

1. Aregion file containing region names and sets of SNP and CN probe sets for each region

2. A prior file containing clustering information empirically derived from external training data

3. A normalization file containing a list of names of probe sets used for normalizing the data

4. A set of CEL files, one for each sample to be genotyped.

A CDF file is needed by the software running Canary in order to retrieve probe sets intensities recorded in the
CEL files.

Output consists of a set of CHP files, one for each CEL file, with the suffix CNVCHP. Each CHP file contains
region names, intensities, calls and confidences.
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Appendix B: Forward Strand Translation

The convention in the genomic research field has become to map allele genotypes to the forward strand of the
genome. The convention used to select the reference strand to define Affymetrix alleles for Mapping 100K, 500K,
SNP 5.0 and SNP 6.0 is based on an algorithm that alphabetically sorts the flanking-sequences for SNPs. They
may be on either forward strand or reverse strand of the current genome. However, the relationship between
Affymetrix alleles and the forward strand of the genome is provided in the publicly available NetAffx annotation
files. For Axiom Genome-Wide Human Array, all Affymetrix alleles have been mapped to the forward strand of the
current genome.

NetAffx defines allele A and allele B based on following convention: For AT or CG SNPs (SNP alleles are A/T or
C/G), the alleles coded are in alphabetical order on that strand (allele A is C, allele B is G; or allele A is A, allele B
is T). For non-AT and non-CG SNPs, allele Ais Aor T, allele B is C or G. For Axiom insertion/deletion alleles,
allele A is -, allele B is the insertion (Table B. 1).

Table B. 1 Affymetrix allele call codes defined by NetAffx convention

CG SNP AT SNP Non-AT & Non-CG SNP  Insertion or Deletion

(Axiom™ Genome-Wide
Human Array Only)

Base, Insertion C G A T AorT CorG Deletion (-)  Insertion (+)
or Deletion
Allele A B A B A B A B

For example, rs4607103 (SNP_A-2091752 on the Genome-Wide SNP Array 6.0) is a non-AT and non-CG SNP
oriented on the reverse strand at position 64686944 on chromosome 3 (build 36.1). GTC 4.0 uses this information
to provide the forward strand base call (Table B. 2).

Table B. 2 Example forward strand translation for SNP_A-2091752 (Genome-Wide SNP Array 6.0)

SNP_A- Annotation File  Forward Strand SNP_A-2091752

2091752 Reverse Strand Translation

Allele A A T Affymetrix Allele AA AB BB
Call Codes

Allele B G C Translated TT TC CcC
Forward Strand
Base Calls
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Appendix C: Advanced Workflows

This Appendix describes the following Advanced Workflows:

= Analyzing Genotyping Results of Specific Gene Lists (page 296)

= View SNP Cluster Graphs of Cases versus Control Samples (page 299)

Analyzing Genotyping Results of Specific Gene Lists

Figure B. 1 Workflow to analyze specific gene lists shows the basic steps on how to get SNP information for a
specific set of genes and analyze those SNPs in Genotyping Console.

Steps performed
outside of Affy Tools
Create Gene List
Steps performed
+ i Metaff
Run Batch Query in NetAffx
¥ Steps performed in
Genotyping C I
Export SNPs enotyping Console
Import SMNP List

Export genotypes for SNP
List in text format

View SNP Cluster Graphs for SNP
List

View SNP List with Annotations

Figure B. 1 Workflow to analyze specific gene lists

Step 1: A list of genes is generated. Perhaps the gene list contains a set of biologically relevant genes
(e.g. kinases).

The list of genes must be contained in a text file where each gene ID is on a separate line.

Step 2: Using NetAffx, perform a batch query to identify SNPs which are mapped to the location of the
specified genes in the list.

1. Login to NetAffx website (http://www.affymetrix.com/analysis/index.affx)
2. Select Genotyping Batch Query

3. Select the array type, search option, gene list file, and view.
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FOUERVEE ¢ LB
Batch Query e
Rapidly obtain Probe Sets for up to 3,000 Affyrnetrix® probe set accession numbers, gene names, or
sequences ids at once,
1. Select a GeneChip Array:
(Use control-select to search up to three arrays simutaneously.)
| Genomew/ideSHE_ 5 =
| Mapping BO0K, Aray Set |
Mapping 100K, Set

_______________________ =

2. Select a search option:
Gene B

3. Upload a text {*.tx} file with the appropriate query values: Example
CADocuments and Settir

Mote: Guery values should be separated by & new line () character. & Microsoft Excel file should be saved as "text only" file before uploading.

4. Select aview:
* Annotation List?| ,V,\-
5. Name Query:{Optional)

{95 Character max)

search [

4. Click on search.

NetAffx will identify all SNPs which are mapped to the specified genes.

5. Click on the Export button.

FQUERY e
Query Results
-50 af &0
@
FOTSereen | | * Annotation List*(+] | 50 :V_.l [Remuve Checked] [Save Current List
[ Detaits | Array lame | ProbeSetld [ dbSHPRSID |TSCID STS Name Flank [ Transeript | Gene
[CJFull Record |Genomeyide SMP_5 |SNP_A-1T86111 rsB470577 NCBI 055440 A M _002467 WCBI WVC
DB851720 MM_001037234 NCBl  [TWEMTS
ENESTOO0000259523 M
ENSTO0000377970 NCH
ENSTO0000328323 NCB
[CJFull Record |Genomeyide SHP_5 [SNP_A-1802792 rs16902336 NCBI 0551128 IT] MW _002467 WCBI WvC
Da51980 ENETOO000377E72 MCB
ENSTO0000377970 NCH
ENSTO0000253523 NCB

6. Select the TSV export option.
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INETAFFX™ ANALYSIS CENTER

Export tool

The export tool allows you to save the results ofyvour most recent
fqueny to afile.

Your last guery returned 50 results. Choose how you would like to export these results.
UIse a specialized tool

We have pre-configured tools to export certain specialized types offiles.
-+ Export Genotyping to Expression Mappings

i define your own format

[fthe pre-configured filetypes do not suit your needs, vou may create your own personal
file type. Choose a file format, then select a view to determine which types of data to
include in the exported file.

File Format
@ TV (tab separated values)
O HTML Table

View
* Annotation List* v |

Export [

7. Click Export.

Step 3: Open Genotyping Console and import the SNP List generated by NetAffx.
8. Right-click on SNP Lists.

9. Select Import SNP List.
10. Migrate to the location of the TSV file generated by NetAffx and Select Open.
11. Provide a name for the SNP List to be displayed in Genotyping Console and Select OK.

The SNP List will be displayed in the data tree.

=[] SMP Lists
|| imparted SHP list

Step 4: After the SNP List is imported in Genotyping Console, the SNP List can be used for many different
functions:

= View the SNP List (page 106)
= Exporting genotypes for SNP in the list (page 131)

= View the SNP Cluster Graph for SNPs in the list (page 109)
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View SNP Cluster Graphs of Case versus Control Samples

Applying per-SNP filters helps remove the majority of problematic SNPs. However, no filtering scheme is perfect.
Even with stringent filtering, a small proportion of poorly performing SNPs will remain. Moreover, the poorly
performing SNPs will often be the ones most likely to perform differently between cases and controls. The list of
significantly associated SNPs is often enriched for such problematic SNPs.

The SNP filtering process greatly reduced the occurrence of these false positives. But given their tendency to end
up on the list of associated SNPs, it is likely that some will remain. Before carrying forth SNPs to subsequent
phases of analysis, visual inspection of the SNPs in the clustering space is strongly recommended. Visual
inspection typically helps in identifying problematic cases.

To display case versus control SNP clusters, perform the following steps:

Step 1: Make two custom groups of CHP files, one for the Cases and one for the Control samples.

1. Select the row(s) from an open CHP Summary table which contains the case samples, right-click and select
Add Selected Rows to Results Group.

=| Note: Selecting the appropriate files is dramatically simplified if your sample files contain an attribute
to distinguish your cases from controls. If the attribute exists, simply create a custom view that
displays this attribute, and sort on it.

File: File Date computed_gender | call_rate
25 NATHAR Ol O1120F Wetf A05 ol bidmmenbetachp 3/20/2007 7:58 . female 99.75
| Gy sl e tachp  3/20/2007 7.58... female 33.43
d| 5aveTable ToFile... tachp  3/20/2007 758 . female 99,54
4  Add Selected Rows ta Results Group tachp  3/20/2007 7:58 ... female 99.59
_:_:! Export Genotyps Reslts. .. tachp  3/20/2007 7:58 . female 93.99
g TS T T T2 Ry OOE T Bimm-p-oeta.chp  3420/2007 7:58 ... female 93.26
23 MAT1832_0pl_011206 Vnv_C02_rl.brimm-p-betachp  3/20/2007 7:58 . female 99.47
22 NAT1832_0p1_011206_Vnv_BOS rl.bimm-p-beta.che  3/20/2007 7:58 ... female 99.55
a7 MATZ753 0pl_011206 Vrv_AD1_rl.brimm-p-betachp  3/20/2007 7:58 . female 991

2. Enter a name for this data group (e.g. Cases) and select OK. The new group will be displayed in the tree.
Custom groups are indicated by white icons.
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-

Select a new or existing data group

-

Cazez

w

1] H Cancel ]

U YWiorkzpace [Demo]
= Q Data Sets
= Q Sample Data Set
Famamalade s &
g Sample Attibutes
=2 Intensity QC
0y
Ub Ir Bounds
Eb Cut of Bounds
UE Cuztorn Group
= E‘] Genotype Results
Eh 20070320_064557
Ub Custorm Group

Eh Cazez

=[] SHF Lists

D SHPS_In_Haphd ap&CHY

3. Repeat step1 to step 2 for the control samples.

Step 2: Import the SNPs to be displayed in the cluster graphs.

In association studies, SNPs with poor cluster properties can be a source of false positives. After running your
association test, evaluate the top SNP hits prior to additional analyses.

4. Right-click on the SNP Lists icon in the tree and select Import SNP List.

I

= [ |SNP L=t

B 5! [ Import SHP List |

=l Note: SNP Lists can also be generated in Genotyping Console. See Create SNP List section for more

information.

5. Browse to the location of the file of your top SNP hits and enter a name for the new SNP List.

-

Input Value

-,

Enter the name af the new SHP list,

Top Hits from Aszociation Test

ak,

l [ Cancel

The new SNP list will be displayed in the data tree.

Affymetrix® Genotyping Console User Manual

300



=[] SMP Lists
[El SHPE_In_Hapbdapd.CHY
|| Top Hits from Association Test

Step 3: Open two cluster graphs, one of the cases and one of the controls both using the same SNP List.

7. To view the SNP Cluster Graphs for the Cases, right-click on the Cases Genotyping Results custom batch
and select Show SNP Cluster Graphs.

= ﬁ Genatype Results
Eh 20070320_054557
% Cuztom Group

th Caz

Iftl Corl 6| Show CHP Summary Table

=B %‘JPSE;E; " H E  Show SMP Summary Table
—n—
- Tap Hits fio Create SHP List ...

|t'.'_t Show SMP Cluster Graphs. .. |I

_ﬁ Export Genobype Resulks, ..

Al Rename Genobvpe Resulks Group...
}( Remove Genotvpe Resulks Group

8. Genotyping Console will need to compute the SNP statistics for this new group. You will be prompted for a
“summary.bin” file to save the results.
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- - =

vGennt'yping Console

-
1 ) The SMP stakistics need to be calculated, You will be prompted For a "summary. bin file ko save the resulks,

Save the sﬁmmary statistics file

Save in: |k":",'2DD?DS2D-GennmeWideSNF'_5 |Vl <) ? > '

E 20070320_064557 ,snp. summmary , bin

My Recent
Documents

L\.

My Documents

59

ry Computer

=

: File name: |Dlases\snp.£,ummary.biﬂ |:l Save
ry Mebwark, Save as pe: | SMP Summary Files [* summmary. bin] I_:J Cancel

9. Next, select the new SNP List.

f =1

Select a SNP list

SHPE_In_Hapbdapd.CHY
:Top Hitz from Aszociation Test

(] l [ Cancel

10. Genotyping Console will then calculate the SNP summary statistics and collect the data to draw the SNP
cluster graph for the Cases.

11. Repeat steps # 1- 3 for the Controls.
For BRLMM-P the clustering is performed in the transformed contrast dimension where contrast is defined as:

;- (A-B)
(A+B)
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For details of the transformation applied to the contrast, see the BRLMM-P white paper. For Birdseed,
clustering is performed in a two dimensional A versus B space. See the Birdseed white paper for more

details. For the Axiom GT1 algorithm, clustering is performed in Log ratio versus strength space. Log ratio
and strength are defined as:

Log Ratio = log,(A)-log, (B)
Strength = (log, (A)+log, (B))/2

Step 4: Display the two cluster graphs side-by-side for easy inspection of the SNP cluster.

12. Modify the display to show multiple windows. Select Window/Layout/Multiple Windows.

Wirpd oy | Help

3 Close Al Windows

Layouk k | Tabbed Windows

Hide Status Messages Window | Mulkiple: Windows

1 Cluster Graph - Cases

2 Cluster Graph - Controls
Il |

13. Modify the display to tile the windows side-by-side. Select Window/Layout/Tile Vertically.

The two SNP cluster graphs for Cases and Controls will be displayed side-by-side.

P bgg P | Ly | H Color: Genotype ~ Shape: B P bgg P | Ly | H Color: Genotype ~ Shape: B
SNP_A-4216035 (Cases - SNP list_1) SNP_A-4216035 (Controls - SNP list_1)
949.14 Y 935.80 &
A A Genotype s i m Genotype
& A @A iy & @A
79493 A H a8 74256 A alh A a8
A Ak ABB A A b ABB
& &
- Ay 4 NoCall - 4 NoCall
= A E FN
g 540.71 g 94652 ]
@ A @ @ m
=
456.49 & = u = F50.07
= 5|
332275 = — = = 153835 — = = @
- o = - I o Lt - o =
[y o o4 L = w w w L w
= = 9 24 S Z = = s &
Signal A Signal A
Defaulk Yiew o =F e | @ |49 =y Defaulk Yiew o =F e | @ |49 =y
- -
Frobe Set D SMP Call Rate SNP Ak SNP %48 Frobe Set D SMP Call Rate SNP Ak SNP %48
P o1 SHP_A-4216035 |96 0 28 P o1 SHP_A-4216035 |96 4 g
2 SMP_4-1876995 |96 24 36 2 2 SMP_4-1876995 |96 12 B4 =
P - ... . . 5 P - ... . - 5

Currently, each cluster graph must be toggled independently. Future versions of Genotyping Console will
integrate these plots.
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Appendix D: Annotation Definitions

Column Name

Probe Set ID

Affy SNP ID

dbSNP RS ID

Chromosome

Chromosome Start

Chromosome Stop

Strand

Cytoband

Strand Vs dbSNP

ChrX pseudo-autosomal region

Probe Count

Flank

Description

The Affymetrix unique identifier for the set of probes used to detect a particular
Single Nucleotide Polymorphism (SNP probe sets only).

The Affymetrix unique identifier for the set of probes used to detect a particular
Single Nucleotide Polymorphism (SNP). (SNP probe sets only, not available for
Axiom™ Genome-Wide Human Array).

The dbSNP ID that corresponds to this probe set or SNP. The dbSNP at the
National Center for Biotechnology Information (NCBI) attempts to maintain a unified
and comprehensive view of known single nucleotide polymorphisms (SNPs), small
scale insertions/deletions, polymorphic repetitive elements, and microsatellites from
TSC and other sources. The dbSNP is updated periodically, and the dbSNP version
used for mapping is given in the dbSNP version field. For more information, please
see: http://www.ncbi.nlm.nih.gov/SNP/ (SNP probe sets only).

The chromosome on which the SNP is located on the current Genome Version.

The nucleotide base start position where the SNP is found. The genomic
coordinates given are in relation to the current genome version and may shift as
subsequent genome builds are released.

The nucleotide base stop position where the SNP is found. The genomic
coordinates given are in relation to the current genome version and may shift as
subsequent genome builds are released.

Genomic strand that the SNP resides on.

Cytoband location of the SNP derived from the SNP physical map and the
chromosome band data provided by UCSC.

Indicates whether the SNP is on the same or reverse strand as compared to
dbSNP (SNP probe sets only).

SNPs on the X Chromosome which are mapped to the two pseudo-autosomal
region have a value of 1 or 2 in this field. All other SNPs are indicated by 0. A value
of “1” indicates that the marker maps to the PAR-1 region and a value of “2”
indicates that the marker maps to the PAR-2 region. A value of “0” indicates that
the marker does not map to either of the two PAR regions.

The total number of probes in the probe set.

The nucleotide sequence surrounding the SNP. This is a 33-mer sequence with 16
nucleotides on either end of the SNP position. The alleles at the SNP position are
provided in the brackets (SNP probe sets only).
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Allele A

Allele B

Associated Gene

Genetic Map

Microsatellite

Enzyme Fragment

Copy Number Variation

SNP Interference

In Final List

The allele of the SNP that is in lower alphabetical order. When comparing the allele
data on NetAffx to the allele data for the corresponding RefSNP record in dbSNP,
the alleles reported here could be different from the alleles reported for the
corresponding RefSNP on the dbSNP web site. This difference arises mainly from
the reference genomic strand that was chosen to define the alleles by Affymetrix.
To choose the reference genomic strand, we follow a convention based on the
alphabetic ordering of the sequence surrounding the SNP. Sometimes the
reference strand on the dbSNP is different from NetAffx, and the alleles could
represent reverse complement of those provided on dbSNP (SNP probe sets only).

The allele of the SNP that is in higher alphabetical order. When comparing the
allele data on NetAffx to the allele data for the corresponding RefSNP record in
dbSNP, the alleles reported here could be different from the alleles reported for the
corresponding RefSNP on the dbSNP web site. This difference arises mainly from
the reference genomic strand that was chosen to define the alleles by Affymetrix.
To choose the reference genomic strand, we follow a convention based on the
alphabetic ordering of the sequence surrounding the SNP. Sometimes the
reference strand on the dbSNP is different from NetAffx, and the alleles could
represent reverse complement of those provided on dbSNP (SNP probe sets only).

SNPs were associated with human genes by comparing the genomic locations of
the SNPs to genomic alignments of human mRNA sequences. In cases where the
SNP is within a known gene, NetAffx reports the association. Additionally, for genes
with exon or CDS annotations, NetAffx reports whether or not the SNP is in an
exon, and in the coding region. If the SNP is not within a known gene, NetAffx
reports the closest genes in the genomic sequence, and the distance and
relationship of the SNP relative to the genes. A SNP is upstream of a gene if it is
located closer to the 5' end of the gene and is downstream of a gene if it is located
closer to the 3' end of the gene.

Describes the genetic location of the SNP derived from three separate linkage
maps (deCODE, Marshfield, or SLM). The physical distance between the markers
is assumed to be linear with their genetic distance. The genetic location is
computed using the linkage maps from the latest physical location of the SNP and
the neighboring microsatellite markers (SNP probe sets only).

Describes the nearest microsatellite markers (upstream, downstream and
overlapping) for the SNP.

Lists the enzyme, the restriction fragment containing the SNP and the fragment
length. The Whole Genome Assay protocol detects SNPs that are contained within
the genomic restriction fragments to simplify the sequence background for
genotyping arrays (not available for Axiom Genome-Wide Human Array).

When available, a description of Copy Number Variation Region (CN) probe sets as
described by the Database of Genomic Variants (not available for Axiom Genome-
Wide Human Array).

This column is for Copy Number probe sets. It indicates whether or not a known
SNP overlaps a copy number probe (CN probe sets only, not available for Axiom
Genome-Wide Human Array).

This column annotates extended content for genotyping arrays. A value of “1”
indicates that the marker is included in the final version of the library file and a
value of “0” indicates that the marker is not included in the final version of the library
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% GC

Heterozygous Allele Frequencies

Allele Sample Size

Allele Frequencies

Minor Allele

Minor Allele Frequency

OMIM ID

file (SNP probe sets only, not available for Axiom Genome-Wide Human Array).

The fraction of bases that are G or C in a window of 250,000 bases to each side of
the SNP or CN position. All positions that are nearer to the end than 250,001 are
set to the value of the position at 250,001 from that end. Position and chromosome
values for SNPs and CN probes were mapped to the position of bases in the
FASTA files for the build of the genome used in this release of NetAffx, and these
bases were then used for all calculations (not available for Axiom Genome-Wide
Human Array).

Describes the heterozygous frequency of the allele from Yoruba, Japanese, Han
Chinese and CEPH studies using the Affymetrix genotyping arrays. (SNP probe
sets only)

Sample size used for Allele Frequency estimates (SNP probe sets only).

Describes the major and minor frequency of the allele from Yoruba, Japanese, Han
Chinese and CEPH studies using the Affymetrix genotyping arrays (SNP probe sets
only).

Indicates the Minor Allele of a SNP (SNP probe sets only).
The Minor Allele Frequency of a SNP (SNP probe sets only).

Furnishes OMIM and Morbid Map IDs and their respective gene titles. This
database contains information from the Online Mendelian Inheritance in Man®
(OMIM®) database, which has been obtained under a license from the Johns
Hopkins University. This database/product does not represent the entire,
unmodified OMIM® database, which is available in its entirety at
www.ncbi.nlm.nih.gov/omim/.
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Appendix E: Gender Calling in GTC

GTC 4.0 can generate gender calls from:

= Intensity QC
= Genotyping Analysis
= CN Segment Report (for SNP 6.0 only)

Copy number analysis for SNP 6.0 arrays provides information about calls for the X chromosomes and about calls
for the Y chromosome based on signal intensity and allelic ratio, and provide a gender call (Female or Male) in
the output table.

The processes used for gender calling differ depending upon:

= The type of array being analyzed.

=  Step in the workflow being performed

Gender Calls in Intensity QC

See Contrast QC (page 69) for information on the algorithm used for the Intensity QC step.

QC analysis for genotyping uses DM algorithm to make SNP calls for Intensity QC purposes. It uses the following
processes for making the gender call during this step.

Contrast QC is the recommended QC metric for the SNP 6.0 array in Genotyping Console 3.0.1. The default
threshold is “greater than or equal to 0.4” for each sample. When adjusting this QC metric’s threshold value, or
changing SNP 6.0 QC settings to another metric such as QC Call Rate, or adding additional metrics to threshold,
a flag in the configuration setting dialog box will indicate that the thresholds are different than the defaults.

Contrast QC is a metric that captures the ability of an experiment to resolve SNP signals into three genotype

clusters. It uses 10,000 random SNP 6.0 SNPs. See Appendix F: Contrast QC for SNP 6.0 Intensity Data (page
312) for more details.

Gender Calls in Intensity QC and Genotyping Analysis

Table D. 1 summarizes the methods used for gender calls during Intensity QC and genotyping analysis.
Table D. 1 Gender calling methods

Array Type Gender Call Genotyping Algorithm Reference
Algorithm Gender Call
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Array Type Gender Call Genotyping Algorithm Reference
Algorithm Gender Call
Axiom™ cn-probe-chrXY- Yes: See below
Genome-Wide ratio_gender
Human Array Male
Female
Unknown
Genome-Wide cn-probe-chrXY- Yes: See below
Human SNP ratio_gender
Array 6.0 Male
Female
Unknown
Genome-Wide em-cluster-chrX-het- Yes: BRLMM-P white paper
Human SNP contrast_gender
Array 5.0 Male
Female
Unknown
Human estimated Yes: BRLMM white paper
Mapping heterozygosity rate on
100K/500K the X chromosome Male
Arrays
Female

Genotyping Gender Call Process: cn-probe-chrXY-ratio_gender

In GTC 4.0 the gender calling algorithm used to populate the “Computed Gender” call in the “Intensity QC Table”
and the “CHP Summary Table” for SNP 6.0 and Axiom arrays is called cn-probe-chrXY-ratio_gender method from
Affymetrix Power Tools (APT). The cn-probe-chrXY-ratio_gender method is more robust when dealing with lower
quality samples. Optimal genotyping of sex chromosome SNPs requires use of the correct model type, haploid or
diploid. Haploid models are used for X and Y chromosome SNPs, when the gender call is “male”, while diploid
models are used for X chromosome SNPs, when the gender call is “female”. A “No Call” is made for Y
chromosome SNPs when the gender call is female.

The cn-probe-chrXY-ratio_gender method determines gender based on the ratio (cn-probe-chrXY-
ratio_gender_ratio) of the average probe intensity of nonpolymorphic probes on the Y chromosome (cn-probe-
chrXY-ratio_gender_meanY) to the average probe intensity of nonpolymorphic probes on the X chromosome (cn-
probe-chrXY-ratio_gender_meanX). The probe intensities are raw and untransformed for these calculations, and
copy number probes within the pseudoautosomal regions (PAR region) of the X and Y chromosomes are
excluded. For SNP 6.0 arrays, if the ratio is less than 0.48, the gender call is female; and if it is greater than 0.71,
the gender call is male. If the ratio is between these values, the gender call is unknown. For Axiom™ Genome-
Wide Human arrays, if the ratio is less than 0.54, the gender call is female, and if it is greater than 1.0, the gender
call is male. If the ratio is between these values, the gender call is unknown.
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Figure D.1 The SNP 6.0 frequency distribution of the Gender Y/X ratio for over 1500 male (blue) and 1500 female (red)
samples without filtering based on QC callrate is shown here. The locations of the lower cutoff (red line) and upper
cutoff (blue line) are shown, and regions corresponding to three possible gender calls are labeled Female, Unknown,
and Male.

The cn-probe-chrXY-ratio_gender method produces “Unknown” gender calls for poor quality samples. However in
extreme cases, where the sample has essentially no signal, the gender call will be male. Such experiments are
easily identified by examining the QC CallRate.

The cn-probe-chrXY-ratio_gender method classifies genders considering only two possible cases, male: XY and
female: XX. However, unusual genders such as XXX, XO, XXY, and XYY occur at low rates in populations along
with X chromosome mosaicism, a variable loss or gain of the X chromosome known to happen sometimes both in
vivo and in cell lines. To help detect and identify these unusual genders four additional gender columns can
displayed in the CHP Summary Table by selecting “Show All Data”. The four additional columns are:

em-cluster-chrX-het-contrast_gender_chrX_het rate
The estimated heterozygosity rate (% AB genotypes) of SNPs on the X chromosome.

cn-probe-chrXY-ratio_gender_meanX
The average probe intensity (raw, untransformed) of X chromosome nonpolymorphic probes

cn-probe-chrXY-ratio_gender_meanY
The average probe intensity (raw, untransformed) of Y chromosome nonpolymorphic probes

cn-probe-chrXY-ratio_gender_ratio
Gender ratio Y/X = cn-probe-chrXY-ratio_gender_meanY/ cn-probe-chrXY-ratio_gender_meanX
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=] Note: SNP 6.0 CHP files created with GTC 1.0 will not contain these data columns, one must genotype
the files again using GTC 2.0 or above for them to be calculated.

Scatter plots of em-cluster-chrX-het-contrast_gender_chrX_het_rate vs cn-probe-chrXY-ratio_gender_ratio should
contain two main clusters of points, one for males and one for females. Samples with unusual genders are
expected to fall outside of the two main clusters indicating possible deviations from normal sex chromosome copy
numbers. The figure below shows the this scatter plot for the 270 HapMap individuals. Sample NA10854 and
NA18540 fall outside of the usual gender clusters. Previous work has demonstrated that NA10854 is known to
have a significant degree of X mosaicism (BMC Bioinformatics 2006, 7:25) and that sample NA18540 has X
chromosome mosaicism as well as aneuploidy in several other chromosomes (Am. J. Hum. Genet., 79:275-290,
2006)
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Figure D.2 Gender Metrics for 270 HapMap samples on SNP 6.0

Gender Calls (Female or Male) in Copy Number Analysis (SNP 6.0 only)

Copy number analysis for SNP 6.0 data provides an actual gender call (Female or Male).

The gender is determined using the same method as in the SNP 6.0 genotyping gender call process described
above, using the ratio of chrX to chrY nonpolymorphic probes.

CN Segment Report (SNP 6.0 only)

For SNP 6.0 Arrays the Segment Reporting Tool makes a gender determination for the sample, based on the
detected copy number state for the X and Y chromosomes. Normal males and females are expected to have
Copy Number State=2 for autosomes1-22. Females are expected to have Copy Number State =2 for the X

Affymetrix® Genotyping Console User Manual

310



chromosome, while normal males are expected to have Copy Number State=1 for the X chromosome and =1 for
Y chromosome.

First the algorithm checks that the Copy Number QC metric MAPD is less than 0.5 to ensure the data is of
sufficient quality. Next the mean copy number for the non-pseudo autosomal portion of the X chromosome and Y
chromosome are used to assign gender. If the mean copy number for the X chromosome is between 0.8 to 1.3
and the mean copy number for Y is between 0.8 to 1.2, then a "male" is assigned. If the mean copy number for X
is from 1.9 to 2.1 and Y is from 0 to 0.4, then a "female" is assigned. Finally, if neither of the above cases are true,
then "Unknown" is assigned. Samples flagged “Unknown ” by the software and are assessed for Copy Number
change as if they were female (CN State for X=2, and Y=0).
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Appendix F: Contrast QC for SNP 6.0 Intensity Data

Contrast QC is the per sample Quality Control test metric for SNP 6.0 intensity data (CEL files). When all steps of
the assay are working as expected, the Contrast QC is typically greater than 0.4. As an added flag for potentially
problem data sets, check that the proportion of samples that fall below the 0.4 threshold are less than 10%, and
the average of the samples that pass this 0.4 test are greater than or equal to 1.7. If the proportion falling below
0.4 is greater than 10%,o0r the average of the passing samples is at or below 1.7, then sample quality and process
should be closely examined for possible issues.

The Contrast QC is a metric that captures the ability of an experiment to resolve SNP signals into three genotype
clusters. It uses a static set of 10,000 randomly chosen SNP 6.0 SNPs, measuring the difference between peaks
in “Contrast” distributions (Fig 217) produced by homozygote genotypes, and the valleys they share with the
heterozygote peak, and takes the smaller of the two values. In poor quality experiments the homozygote peaks
are not well-resolved from the heterozygote peak and the difference values approach zero. Contrast QC values
are also computed for Contrast distributions produced by a static set of 20K randomly chosen SNPs on Nsp
fragments only and a static set of 20K randomly chosen SNPs on Sty fragments only. These are called Contrast
QC (Nsp) and Contrast QC (Sty); respectively. If the absolute difference between these two values is greater than
two, this is evidence that that a sample may have worked properly with one enzyme set, but not with the other,
and the Contrast QC value is adjusted to zero to reflect this problem. These Contrast QC values are well
correlated with the higher Call Rates and concordance achieved when calls are subsequently made with Birdseed
(versions 1 or 2). The correlation between Birdseed accuracy and Birdseed Call Rate is also very high. As an
extra guard against the inclusion of any outlier samples that pass through the Contrast QC filter, it is a good idea
to reject samples that are notable outliers in terms of their Birdseed Call Rate. When using Birdseed (v1),
clustering larger batches of samples will improve the performance of the algorithm. The algorithm improvements
in Birdseed v2 allow you to cluster by plate with the same performance as clustering larger batches of samples.
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Figure E.1 Distribution of Contrast Values. The X axis is the Contrast Value about which a bin of size 0.02 is centered.
The Y axis is the %of SNPs (10000 random autosomal GW 6 SNPs) whose Contrast values fall within the bin. Contrast
= sinh[K*(A-B)/(A+B)]/sinh(K)], K=2, A and B are the summary values for probes covering the A and B alleles;
respectively ( see http://www.affymetrix.com/support/technical/whitepapers/brimm_whitepaper.pdf).

The Contrast QC is adjusted to zero if abs[Contrast QC (Nsp)- Contrast QC (Sty)] > 2
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Appendix G: Best Practices SNP 6.0 Analysis Workflow

1. Study Design:
- Where possible, randomization of cases and controls across sample plates is usually a good idea.

- In studies involving trios, it is usually good to try to ensure that all three members of a trio are on the
same sample plate.

2. Pre-Cluster Sample Quality Check
- Reprocess samples with Contrast QC < 0.4
3. Pre-Cluster Plate or Dataset Check
4. Genotyping: Cluster Samples with Birdseed v2
- Cluster by plate or cluster all together according to which process is most convenient for the lab workflow
- Each cluster should contain a minimum of 44 samples with a least 15 female samples
5. Genotyping: Post-Cluster Sample Quality Check
- Reject samples with outlier low Birdseed Callrates
- Reject samples with excess predicted heterozygosity
6. Genotyping: Post-Genotyping SNP Filtration
- Filter for SNPs with high SNP callrates over all samples in the study; somewhere in the range of 90-95%
- The exception is Y chr SNPs- which are always NoCalls for Female samples

- May also want to reject based on deviation from HW equilibrium, reproducibility, where possible and
appropriate

7. Genotyping: Post-Association Study Analysis
- Visually analyze all candidate SNPs
8. Copy Number: Reference Model File Creation

- Set of samples used to create Reference Model File should contain a minimum of 44 samples with a least
15 female samples

9. Copy Number: CNCHP file Quality Check

- Track CNCHP quality using MAPDs. Reprocess samples with MAPDs greater than 0.3 when using an
intra-lab reference (Reference Model File made from lab’s own samples) or greater than 0.35 when using
an external reference (Reference generated elsewhere, such as the supplied 270HapMap Reference).
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If MAPDs are consistently high when using an external reference, recalculate MAPDs with an intra-lab
reference. If the MAPDs all drop significantly, then the high MAPD is an artifact introduced by a
systematic difference between current samples and the samples that made up the reference rather than a

quality issue.
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Appendix H: Best Practices Axiom Analysis Workflow

1.

8.

Study Design

Where possible, randomization of cases and controls across sample plates is usually a good idea.

In studies involving trios, it is usually good to try ensure that all three members of a trio are on the sample
plate.

Pre-Cluster Sample Quality Check:

Exclude/reprocess samples with Dish QC < 0.82

Genotyping, preliminary round: Cluster Samples with Axiom GT1

Cluster by 96 well plate or cluster all together according to which process is most convenient for the lab
workflow

Each cluster should contain a minimum of 20 distinct samples with either zero females samples or at least
10 distinct female samples

Post-Cluster Sample Quality Check

Reject samples with clustering call rates less than 97%

Reject samples with excess predicted heterozygosity. What exactly constitutes an outlier will depend on
the population. It is often useful to plot the heterozygosity against the sample call rate, often outlier
samples will have unusual call rate/heterozygosity combinations. Note also that because Genotyping
Console reports heterozygosity including chrX markers, females will generally have slightly higher
heterozygosity than males.

Plate level quality check

For each plate, check the overall sample failure rate and the distribution of performance (DQC & call rate)
for passing samples. Any plate with an unusually high number of failures or a striking shift in performance
of passing samples should be considered carefully. The key goal would be to distinguish between the
possibility of a plate-wide issue that may still affect even the passing samples as opposed to a sample-
specific issue that affects just a specific subset of experiments.

Genotyping, final round

Repeat genotype clustering after rejection of any outlier samples identified in the preliminary round of
clustering.

Post-Genotyping SNP Filtration

Exclude SNPs with low SNP call rates, evaluated over all passing samples in the study; somewhere in
the range of 90-95% is typical

The exception is Y chr SNPs which are always NoCalls for Female samples

You may also want to reject based on deviation from HW equilibrium (in controls), reproducibility and
Mendelian Inheritance errors where possible and appropriate

Post-Association Study Analysis
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- Visually inspect cluster plots for all candidate SNPs to ensure that there is nothing unusual about the
clustering
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Appendix I: Copy Number Variation Analysis

Copy Number Variation Analysis is performed using the Canary algorithm which was developed by the Broad
Institute for the purpose of making copy number state calls for genomic regions with copy number variations.
These genomic regions can be called regions with copy number variation (CNV regions) or regions with copy
number polymorphism (CNP). These CNV regions are observed to be more variable in regard to copy number
states than is typical of the genome as a whole. The specialized algorithm, Canary, was developed for these CNV
regions because other copy number analysis methods assume a copy number of 2 to be the predominant copy
number state in a sample of individuals. This frequency assumption is not reliable in the CNV regions and can
lead to misled copy number state calls in the set of samples as a whole.

The Broad Institute first identified and made copy number state calls for the CNV regions in the population of
HapMap samples. For each of these regions a set of probe sets, deemed to be “smart”, was assigned. Fidelity
and robust response are two criteria attributed to smart probe sets. Within each CNV region selected by the
Broad Institute, summaries of smart probe sets resulted in a clustering pattern consistent with copy number state.
The frequency of HapMap individuals with a certain copy number state as well as cluster centers and means was
recorded as empirical prior clustering estimates used by Canary. In GTC 4.0, the sets of smart probe sets
mapping to CNV regions are stored a region file and the prior cluster information is stored in a prior file. All smart
probe sets in the region file correspond to NCBI build 36.1 of the human genome. The CNV regions with their
corresponding chromosomal positions are recorded in the CNV map file. This CNV map file is required for CNV
result table display and also for the heat map viewer display.

GTC 4.0 uses a set of 1141 CNV regions derived from those identified by the Broad. To reduce sample-to-sample
variability, these 1141 CNV regions are a subset filtered to ensure that each CNV region is mapped to by more

than one smart probe set, reduced by restriction enzymes into more than one fragment and produces clustering
results consistent in two full sets of HapMap samples independently processed at separate sites.
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Appendix J: Hard Disk Requirements

This appendix provides example hard disk requirements for 450 CEL files from different types of arrays and
analyses. The temp folder is required for analysis and the result folder is required to save data.

Table J. 1 Hard disk (HD) requirements for 450 CEL files (temp folder and results folder on different hard disks)

Temp Folder HD Result Folder HD
Type of Analysis Per CEL File Total GB Required Per CEL File Total GB Required
(MB) (450 CEL files) (MB) (450 CEL files)
SNP 6.0 Genotyping 83.54 ~38 65.87 ~30
SNP 6.0 CN/LOH 83.54 ~38 78.10 ~36
SNP 6.0 CNV 83.54 ~38 0.046 <1
Axiom Genotyping 34.33 ~16 22.58 ~11

Table J. 2 Hard disk (HD) requirements for 450 CEL files (temp folder and results folder on the same hard disk)

Temp Folder Result Folder HD (GB)
Type of Analysis Per CEL File  Total GB Required | Per CEL File Total GB Required

(MB) (450 CEL files) (MB) (450 CEL files)
SNP 6.0 Genotyping  83.54 ~38 65.87 ~30 ~68
SNP 6.0 CN/LOH 83.54 ~38 78.10 ~36 ~74
SNP 6.0 CNV 83.54 ~38 0.046 <1 ~39
Axiom Genotyping 34.33 ~16 22.58 ~11 ~27
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Appendix K: Troubleshooting

Issue

Data file(s) (ARR, XML, CEL, GQC, or CHP) cannot be
imported and/or causes the software to crash.

| tried to import my CEL files and selected the auto-QC
option. An error indicated that | was missing a library file and
the QC step was aborted but no CEL files were added to the
Workspace.

My analysis is taking a long time.

| copied data to the Clipboard but when | pasted it into a new
document/file, not all of the text was copied.

| selected files to be added to the workspace but not all files
were added.

Sorting and/or scrolling the SNP Summary table is slow and
unresponsive.
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Resolution

Confirm that the data files were generated by Affymetrix
software or GeneChip compatible software partners can be
imported into Genotyping Console and have not been
tampered with or edited. Any data files which are edited
outside of these software packages may cause import to fail or
Genotyping Console software to crash.

If an action is selected such as auto-QC and the required
library files are missing, all current actions are aborted so no
data files including the CEL files are added to the Workspace.
To resolve this issue, download the required library files from
the File menu and repeat the data import.

Confirm that the CEL files are located on the local machine
and NOT on a network. Affymetrix recommends that you
perform genotyping and QC analysis with all files stored
locally. Close other applications to free up memory and CPU
resources.

The copy to Clipboard is a Windows operating system feature
and can only hold a certain amount of data. If you copy a large
amount of rows/columns of data, it may not all be able to
handled by Windows. To resolve this issue, copy smaller
sections of data or export to a text file.

Windows has a fixed buffer which limits how many files can be
returned to the application. The control lets a user pick any
number of files, but due to its buffer size it may return fewer
files. The maximum number of files varies. As an example,
when trying to add 800 ARR and CEL files to the Data Set at
one time, although all files could be selected only a subset are
actually added to the Workspace. The work-around is to either
work with Windows folders containing smaller sets of data, or
to perform the Add Data operation multiple times, each time
selecting a different set of files in the Windows folder.

Since the SNP summary table holds all of the SNP results for
all CHP files in the batch, it can become very large. Not all of
the data is loaded into the memory. Sorting and scrolling this
file may take time. If you select multiple actions, the software
may become unstable. To resolve this issue, export the SNP
summary table to text or use the Filter SNPs option to select a
subset of the data for easier use.
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Genotyping analysis failed.

Genotyping Console could not perform the QC and/or the
Genotyping analysis.

| got an error when | tried to add additional data to my Data
Set.

| tried to perform QC and/or Genotyping analysis and
Genotyping Console could not find the data files.
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View the log window; it may contain information relating to the
issue.

Confirm that the algorithm parameter values are valid. To
resolve this issue, make sure you are using values within
these bounds:

Score Threshold: 0 — 1

Confirm that the library files are present. Refer to the Library
and Annotation file section of the manual for more information.

Data Sets can consist of only one array type. Confirm that you
are adding data which is the same probe array type (e.g.
Genome-Wide SNP 5.0) to the existing Data Set.

Confirm that the data files have not been moved or deleted by
verifying the file locations. Go to Workspace/Verify File
Locations.
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