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Overview

The PhenoGen Informatics website (http://phenogen.ucdenver.edu) is a comprehensive toolbox for storing,
analyzing, and integrating microarray data and related genotype and phenotype data. The site is particularly
suited for combining QTL and microarray data to search for "candidate" genes contributing to complex traits.
In addition, the site allows, if desired by the investigators, storage and sharing of data. Investigators can con-
duct "in-silico" microarray experiments using their own and/or "shared" data.

The PhenoGen toolbox was originally created to facilitate interactions within the INIA consortium of inves-
tigators. In brief, the goals and purpose of the INIA (Integrative Neuroscience Initiative on Alcoholism,
http://www.scripps.edu/cnad/inia/index.html) consortium is to identify the molecular, cellular, and behavioral
neuroadaptions that occur in the brain reward circuits associated with the extended amygdala and its con-
nections as a result of exposure to ethanol. Although PhenoGen web tools were initially created for the con-
sortium members, the integrated tools described here can be used by the global scientific community.

Disclaimer

PhenoGen Informatics hopes that the tools made available will be useful to investigators in advancing the
knowledge about genes through microarray research. However, since all of these tools rely on the information
uploaded by various investigators and from various public databases (such as MGI, Ensembl, and NCBI),
PhenoGen cannot guarantee the reliability of the data. Similarly, if any of these databases are not functioning
properly, such malfunction is expected to affect the results of queries carried out on the PhenoGen website. In
the past few years, availability of computational tools based on “Natural Language Processing” has con-
siderably decreased the time needed for high-throughput literature searches. However, users should check
the results of the "Literature Search” due to various caveats associated with extracting information out of bio-
medical literature using such computational tools (Hunter and Cohen, 2006, Molecular Cell, 21:589). The Phe-
noGen website tools use gene symbols and synonyms along with the user-defined keywords to search the
PubMed database. For example, gene symbol “Cap1” (which could be either an official gene symbol for “ade-
nylyl cyclase-associated protein 1” — MGl ID: 88262, or a synonym for “protease, serine, 8°—MGI ID:
1923810, or a short-form for “contraception-associated protein 1”— PubMed ID: 11105923) may pull abstracts
related to any of these proteins and a gene symbol “Wars” (for tryptophanyl-tRNA synthetase) may get
abstracts related to wars (fighting) rather than the actual gene. Please use the tools provided on the Phe-
noGen website with care and proper reflection and review of the output.

Citation for the PhenoGen Website

PhenoGen Website [Internet]. Aurora (CO): University of Colorado Denver, School of Medicine. PhenoGen
Informatics, 2007 - [cited (insert date of access)]. Available from: http://phenogen.ucdenver.edu. Primary pub-
lication describing PhenoGen and use of tools available to investigate "candidate genes" for a complex trait:
Bhave et al., 2007, BMC Genetics, 8:59.
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Getting Started

Before you can use the PhenoGen website, you must register and set up a user profile. Your user profile pro-
vides details such as your name, email address, and the Principal Investigator you are working with. Your
user profile can be modified at any time when you are logged into the website. After your registration is com-
plete, you can use the website to create and analyze datasets and research gene lists. The website is avail-
able at http://[phenogen.ucdenver.edu/

See "Registering an Account" and "Logging In and Out" on page 7 for details.

Minimum System Requirements
To successfully run the PhenoGen website on your browser, your computer must have:

« 1GB RAM

e 3.0GHz CPU

e Oneof:
o Firefox 2.0 or later
o Internet Explorer 7.0 or later.
o Safari 2.0 or later

Q Note: The features and functionality of the PhenoGen website may work with other browsers, but com-
patibility is not guaranteed, and the support provided for those browsers may be limited.

User Types
There are two types of users in the PhenoGen website:

o Basic User (default)
¢ Principal Investigator (PI)

See "Registering an Account" for details.

Basic User
Most users are basic users. These users can:

¢ Upload experiment arrays.

o View arrays and datasets.

o Create datasets.

¢ Download datasets.

o Access all of the available data analysis tools.

o Use all the tools available for researching genes.

Principal Investigator

The Principal Investigator (P1) is often the head of a lab and is responsible for granting permission to other
users to view the arrays uploaded by researchers in the PI's lab. A user who is a Principal Investigator sees a
Principal Investigator box on the Home page after logging in. This box provides administrative functions for
the PI. In addition to all of the functions available to basic users, the Pl can:

¢ Approve array requests.
o Grant array access to an individual.
o Grant open access to array data.


http://phenogen.ucdenver.edu/

PhenoGen Website Overview

The PhenoGen website shares experimental data with a worldwide community of investigators and provides a
flexible, integrated, multi-resolution repository of neuroscience transcriptomic genetic data for collaborative
research on genomic disorders.

The website provides a comprehensive system to organize, query, analyze, and retrieve high-throughput gene
expression data, as well as providing users with computational tools for integrated analysis of neuroscience
data, biomedical literature, gene functional annotations, and Quantitative Trait Loci (QTLs).

The PhenoGen website allows data to be classified as "Semi-public" or "Open Access". All of the information
about the data uploaded at the PhenoGen website is visible to every registered user (see "Registering an
Account" on page 6 for details). Registered users have full access to data that is classified as "Open Access"
and do not need to obtain permission from the curator (Principal Investigator) of the data. "Semi-public" data
can only be accessed and downloaded after the curator of the data grants a user permission to do so. Reg-
istered users can use the data for "in-silico" analysis or can download the data for analysis with their own sta-
tistical software.

The website also has nine pre-compiled “Public” microarray datasets that can be used and downloaded by all
registered users for gene expression analysis, including correlating with user-provided phenotype data. These
datasets include inbred and recombinant inbred mice and rat strains.

The PhenoGen website allows you to:

o Upload microarray raw data into a MIAME-compliant database.
¢ Upload gene lists.

o Share data with other investigators around the world.

e Search literature and save results.

o Translate gene identifiers to and from multiple databases.

¢ Determine phenotypic QTLs using BXD recombinant inbred mice, HXB/BXH recombinant inbred rats,
or LXS recombinant inbred mice.

o Match physical location of genes of interest and their eQTL to phenotypic QTLs.
o Correlate gene expression with a phenotype.

You can also perform:

¢ Microarray data quality control analysis and normalization.

o Datafiltering (noise filtering).

o Statistical analyses, including the most common statistical tests and permutations.

o Promoter analysis (transcription factors).

o Queries about genetic variations (e.g. SNPs or polymorphisms) in the transcripts of interest.



Website Process Flow for Microarray Analyses

Analyze Microarray Data

The process flow for a microarray analysis is:

Dataset Creation

Upload microarray data. If you have microarray
data from alab experiment, you can upload it
into a MIAME-compliant database that is part
of the PhenoGen website.

1.
2.

3.
4.

5.

Retrieve arrays.

Select and merge arrays from the data
repository.

Finalize dataset.

Run quality control measures on the
merged arrays.

Review quality control results.

Dataset Preparation

6.

7.

Group the arrays based on your hypoth-
esis (e.g., disease vs. control).
Normalize the dataset.

Dataset Analysis

8.
9.
10.
11.
12.
13.

Select a single normalized version.
Select analysis type.

Filter genes.

Perform statistical analysis.

Perform a multiple testing adjustment
Save gene lists.

Research Gene Lists

Do one of the following to enter a gene list in Phe-

noGen:

o Generate a gene list from microarray analysis
(see the preceding Analyze Microarray Data
section.)

OR

o Upload a gene list if you have an existing gene
list to interpret.

When your gene list is on the website, use the anno-
tation, QTL, literature search, and promoter analysis
tools to help interpret your list of candidate genes.

Dataset Creation

E 1. Retrieve arrays ‘

1

E 2 Select aray(s) ‘

l

E 3. Finalize dataset ‘

|

E 4. Run Quality Control (QC) ‘

|

E 5. Review QC Results |

[

|
Dataset Preparation

E 6. Grouping D

E 7. Normalization D

Dataset Analysis

8. Select normalized version

9. Select Analysis Type

Differential Expression| E Correlation | |

Clustering

}

10. Filtering |-—
!

E 11. Statistical Analysis F—

| 12. Multiple Testing Adjustment ‘

E 13. Save Gene List ‘

E Research Gene List H

Upload Gene List




Website Home Page

The PhenoGen Informatics web site is not only a microarray repository, but also a comprehensive toolbox for
analyzing microarray data and researching candidate genes. On the landing page, green options are available
to view at any time. Blue options require that you register and log into the website.

PhenoGen Informatics

Microarray Gene List
Analysis ~ Analysis - QTL Tools ~
Tools

Login!
Register

Tools

The Overview option provides descriptions and examples for each of the five major sections:

o Detailed Transcription Information
e Downloads
o Microarray Analysis Tools (login required)
e Gene Analysis Tools (login required)
e QTL Tools (login required)
The About option provided links to current datasets, recent publications (documents that relate to the Phe-

noGen database, gene analysis, and other topics of interest), version information, citations, and links that you
may find useful.

The Login/Register option allows you to:

¢ Registerto use the website.
e Logintothe website.
« Retrieve a forgotten password.



Registering an Account
The Registration page must be completed before you can log into the PhenoGen website.
1. Click Login on the Home page, then click the Registration button. The Registration page displays.

Q Note: Required fields have an asterisk *.

Detailed Microarray Gene List Login/

Overview ~ Transcription  Downloads Analysis - Analysis -~ TL Tools ~ g
Information Tn'glg Tnll:!l,lg 4 Register

Provide the following information
* Required fields
Name Title |Dr. %
* First |Ellen
]
* Last |Smith

Login *Uszermarme |esmith123 |

*Pazsword |eesses

* Re-enter Password [eeesss

Contact * Ermail |esmith@uni\-’ersity.com
FPhone
Fax

Institution *Marme |University of Microarray Anaylsis
Dept |
Box

* Principal Investigator ®3elf @
OcChoose a Principal Investigator

Address Strest

City

State |CO @

[ ]

Country |IUSA

¥ | agree to the Legal Motices and Privacy Palicy

2. Select your Title and enter your First Name, Middle Initial, and Last Name.

3. EnteraUsername. If the username you enter is the same as an existing name, an error message dis-
plays when you try to register.

4. Enter a Password, then re-enter the password. Your password must be 6 to 16 characters and must
contain numbers, letters, and special characters (~!@#$%"&*()+).

Q Note: Your Username and Password allow you to log into the website.

5. Enter your contact Email, Phone, and Fax.
Enter the Name of your institution, your Department, and your Box number.
7. Select Self if you are the principal investigator, or select the Choose a Principal Investigator option.

S

Choose a PI
1. Enter the First and Last Name of the PI, and click Find PI.



8.
9.
10.

Enter a Principal Investigatar

First Mame
Last Mame

R

Choose Myself as Principal Investigatar

2. Click Choose this PI if the system finds the Principal Investigator you want.
3. Click Choose Myself as Principal Investigator if the Principal Investigator you
searched for is not there.

Enter your Address.

Select | agree to the Legal Notices and Privacy Policy terms of use.

Click Register. A pop-up displays with the terms of the PhenoGen website. If you agree to the terms,
click OK to send your request for registration. Click Cancel if you do not agree to the terms.

If your registration request is successful, a page displays that informs you that your submission was suc-
cessful and the submission will be reviewed within 24 hours.

See "Updating Your Profile" for instructions on changing your registration information. The only detail you can-
not change is your username.

Logging In and Out

Logging Into the Website

Before you can log into the PhenoGen website, you must register and receive approval for your registration.
After your registration is approved:

1.
2.

o 0k w

Open your Internet browser.

Type http://phenogen.ucdenver.edu in the location bar, and press Enter on your keyboard. The Phe-
noGen website displays.

Choose Login/Register.

Enter your Username.

Enter your Password.

Click the Login button below the Password field to log in. The Home page displays.



Your Home Page

After you log in, the Home page is personalized. A What would you like to do? box displays actions you may
want to perform.

PhenoGen Informatics

Detailed Microarray Gene List
Transcription  Downloads Analysis ~ Analysis ~  QTL Tools ~
Information Tools Tools

welcome, Dr. Laura Saba

Wyhat Would You Like To Do?

Put my arrays onto this web site

Begin a microarray analysis

Create a list of genes

Research a list of candidate genes

Find the genes in my list that have eQTL

Explore expression relationships among exons in a gene
Download rawnormalized expression data

yhat's Mew
Version: v2.7

Updated: 97152012

« Detailed Transcription Information:
= Yiewy Parental Strain Differential Expression

= Yiew Parental Strain(Rat) Transcriptome Reconstruction

Did You Know? How Do 17
Wou can uze data that others have made available on this A Find the RefSedq Idertifiers for my set of genes? A
wehsite. F| 3
Find the genes that are differertially expressed between my
Wour gene list can contain any combination of idertifiers, and diseaze and control samples?
the vwebsite will translate them for you. ) )
— Put my arrays orto this web site? B
ou can correlate phenotype data with the BXD Recombinart . .
inbred mouse brain data on the website. Corr.elate my phenotype data with MICT OBy data on &
v publicly available panel of (recombinant) inbred strains of v

nty of the Univeriltyof Colorade. All Rights Re ierved. Legal Hotices

Logging Out of the Website

Log out of the website when you are done entering data, creating datasets, and analyzing data. When you log
out, the website knows that you are finished and closes your connection to the website. You can log in again
at any time.

1. Click Account.
2. Click Logout.



Updating Your Profile

You can update the information you provided in the Registration page.

1. Log into the website.

2. Click My Profile at the top right. The Registration page displays.

Q Note: Required fields have an asterisk *.

3. Update your information as required. You cannot change your username.
4. Click Update to update your information, or Reset to return all the fields to their original values.

Using the PhenoGen Website

The PhenoGen website has a number of conventions that are common throughout all the pages and tabs.

Icons

Icons in the tables on some pages show the actions that you can take for specific data:

Icon

Action

% Delete

Click the Delete icon to delete the row in which the icon displays. The
Delete icon allows you to delete datasets, gene lists, and QTL Regions. It
also displays on many detail pages, such as the Grouped and Normalized
page or the tabs for a specific gene list, to allow you to delete specific items
within a dataset or gene list.

IL Download

Click the Download icon to download the data for the row in which the icon
displays. The Download icon allows you to download datasets, gene lists,
and QTL Regions.

@ Click the Magnify icon to display details for the item on the current page,
View Details such as a specific dataset or gene list.

& Click the Help icon to get help that pertains to a specific section of a spe-

~ Help cific page. Choose Help in the main menu then click Help Overview to dis-

play the full version of the help. Or, click Help in the main menu to display
help for the specific page or tab displays.

D Information

Hover over the Information icon for an explanation of the item the icon is
beside.

Click the plus or minus icons to show and hide more information.

= plus
=l minus
* sortA-Z Click the arrows to change the sort order in a column.
 sortZ-A
Rows

Rows in tables change to purple when you mouse over them. Click on a row to select it. Click the View link to

display row details.



Results
- ARTaye

Grouped

&b Al [ . Gual r". & r = Gar D o
Dataset Mame _..«.led Somplata and F -.I-:...r.-.e Control F:I.l:r Sl|ﬂh F.'IJ.II-.l| .ele Details || Dalste .Jnﬂjlnarl
L.reane _! Mormalizad ala Results asuns Tesuls LISIS
i |

Review i 1
CAT ve DIBA awon array 102472011 Reaifls View ®x (L))
sample of C57 vs DBA 10172010 Rur View i £}

Raviaw _ 1
Males versus Females owzaamn ._-\ :.| \I {IEY View b4 £
HAP vs LAF - Line 1 D4r24/2010 v v @® A, @, view ® el

Depending on your browser settings, items you click may display in the current browser window, a new
browser window, or a new tab.

Links

Many pages have links below the "Steps..." and at the top right (Note the Dataset Details link at the top right
in the following screen shot). The links may allow you to:

o Quickly select new data without clicking a tab and starting again at the beginning of the selection proc-
ess.

o View details of your current data.

o Download the current data.

o Perform other actions, like creating a new normalized version or creating a new dataset.

Link options are customized for each page. For example, in the analyzing datasets process, a Choose Data-
set link displays below the Steps to run an analysis and allows you to change datasets.

Detailed Microarray Gene List

Transcription Downloads Analysis - Analysis ~ QTL Tools ~ Help > Account ~
Information Tools Tools

You are Analyzing: Public BXD RI and Inbred Mice - \

D ataset
D etails

Steps to run an analysis:

Choose Choose Eliws
Dataset D ataset Type of

Wersion Aol

Click on a normalized version for analysis.

Using the Online Help

The PhenoGen website has online help to assist you. You can open the full online help or task-based help for
each page in the PhenoGen website. Most instructional pages in the help contain links to related topics ina
See Also section. You can also download the latest PDF version of the PhenoGen User Guide.

10



Full Version of Online Help

e Choose Help in the main menu, then click Help Overview.

Use the table of contents, the index, or the search to find the topics that you want.

Table of

IE FPhenoGen Informatics Overview

W) Getting Started Getting Started

D Analyzing Microarrays

W Researching Genes Before you can use the PhenoGen website, you must register and set up a user profile. Your user profile provides

W) Investigating OTL Regions details such as your name, email address, and the Principal Investigator you are working with. Your user profile can be

[# Download Resources rnodified at any time when you are logged into the website. After your registration is complete, you can use the website
W Frincipal Investigator to create and analyze datasets and research gene lists

W Supplementary Information

To successfully run the PhenoGen website on your browser, your computer must have:
» 1GE RAM
e 3.0 GHz CPU
e One of

I Table of Contents o Firefax 2.0 or later

o Internet Explarer 7.0 or later.

o Safari 2.0 or later

& Index

M Search

Q Note: The features and functionality of the PhenoGen website may work with other browsers, but compatibility is
¥ ¥ P ¥
not guaranteed, and the support provided for those browsers may be limited.

Task-based Version of Online Help

Task-based help is pertinent to a specific page in the PhenoGen website.

e ChooseHelp in the main menu.

« Click Page Specific Help to open the task-based topic related to the current page. The following

image is an example of a task-based topic.

Minimum System Requirements 7

Researching Genes

The Research Genes lab allows you to create, delete, upload. and download gene lists, as well as accass tools for interpreting therm. Chaose an option 1o gel stared
# Upload or type in & niw gens list
® Cresle a gene list from a micorarmay analysis
# Select a gene list for funher irvestigation

Gene list data security requirements depend on the onigin of the gene lists. The vwner of @ gens list can give other users permission 10 see gene lists that they own. If you have permission to
wiew a gene list, because you own it or otherwise, you can slso download that gene kst

See Also

Uploading 3 Gene List

W A0 [ it

11



Detailed Transcription Information

Detailed Transcription Information is available regardless of whether you are logged in. A video provides a
demonstration of the functionality.

On the Detailed Transcription Information page:

1. Enter a gene identifier or region in the gene field. For example:

o Gene identifiers: gene symbol, probeset ID, ensembl ID, etc.
¢ Regions: chr1:1-50000 (Chromosome 1 bp 1-50,000), chr1:5000+-2000 (e.g., Chro-
mosome 1 bp 3,000-7,000), chr1:5000+2000 (e.g., Chromosome 1 bp 5,000-7,000), etc.

OR

2. Click Translate Region to Mouse/Rat to find regions on the Mouse/Rat genome that correspond to a
region of interest in the Human/Mouse/Rat genome.

3. Choose a species.

4. Click Get Transcription Details. If they are available, transcription details for the gene or region you
entered display in a combination of interactive images and graphs.

Q Note: For rats only, whole brain RNA-Seq transcriptome reconstruction data also displays.

Transcriptome Reconstruction (Rat Only)

The rat brain transcriptome was reconstructed using RNA-Seq data from the BN-Lx/CubPrin and SHR/OlaP-
rin strains. PolyA+ RNA was extracted from three rats per strain and sequenced by an Illumina HiSeq2000
using paired-end reads 100 base pairs long. Reads were aligned to the rat genome (r4) using TopHat (Trap-
nell et al 2009) after trimming each read fragment to 70 base pairs. Almost 300 million reads were sequenced
and successfully aligned to the genome. The transcriptome reconstruction was done in each strain separately
using the CuffLinks program (Trapnell et al 2010) and then merged. Transcripts are labeled CUFF.X.Y, where
X is a numeric identifier for the gene and Y is the numeric identifier for a specific isoform/transcript of that
gene. The aligned RNA-Seq data is available for download from PhenoGen as SAM files.

There currently is no data available from a mouse brain transcriptome reconstruction, but the analyses are
underway.

References

1. Trapnell, C., Pachter, L., & Salzberg, S. L. (2009). TopHat: discovering splice junctions with RNA-
Seq. Bioinformatics (Oxford, England), 25(9), 1105-1111. doi:10.1093/bioinformatics/btp120

2. Trapnell, C., Williams, B. A., Pertea, G., Mortazavi, A., Kwan, G., van Baren, M. J., Salzberg, S. L., et
al. (2010). Transcript assembly and quantification by RNA-Seq reveals unannotated transcripts and iso-
form switching during cell differentiation. Nature biotechnology, 28(5), 511-515. doi:10.1038/nbt.1621

Detailed Transcription Information for Gene Identifiers

After you get transcription details for a gene identifier, you can:

o View the resulting images with unfiltered probe sets or with probe sets filtered by detection above back-
ground when you choose an option button below the image.

o Filter the result set and modify the display options.

¢ Click the image to view it in more detail in the UCSC Genome Browser.

12



Detailed Microarray Gene List
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Parental Expression

Parental expression values from Affymetrix exon arrays are derived from normalized expression data from the
Affymetrix arrays using RMA and all probe sets available after masking, regardless of annotation level (see
Public Data Sets). For the mouse data, the parental strains of the ILSXISS recombinant inbred panel that are
used for the remaining analyses are the ILS and ISS strains. For the rat data, the parental strains of the
HXB/BXH recombinant inbred panel are the BN-Lx/CubPrin and the SHR/OlaPrin. For the ILS and ISS
strains, six animals per strain are included and for the BN-Lx and SHR strains, three to four animals per strain
are included, depending on the tissue. The log base 2 difference in means is calculated so that a positive
value indicates higher expression in the ILS (or SHR for rat) strain.
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Panel Heritability

Heritability was calculated on the probe set level for all probe sets, regardless of annotation level. See "Her-

itability Filter" for Affymetrix for details on heritability calculations.

Farental Expression _ Fanel Expression T Fanel Exan Correlation T eQTL ]
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w (=)
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Probesets

Heart

Heritability
Heritability

Panel Expression

Probesets

Liver

All panel expression values are extracted from the public data set of the RI panel on the Affymetrix exon array

that is normalized using RMA and summarized into probe sets (full annotation). See Public Data Sets for more

detail.
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Panel Exon Correlation

The Panel Exon Correlation can also be viewed on the Exon Correlation tab for a gene list. See "Viewing

for details.

Exon-level Correlations
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eQTL

Expression quantitative trait loci (€QTL) were calculated for transcript clusters associated with Ensembl

genes for the mouse RI panel and the rat Rl panel and for each tissue separately.P-values were calculated for
each transcript cluster and SNP combination using strain means of the recombinant inbred panels and the
SNP data sets. Locus-specific p-values were calculated using permutation (10,000 permutations) and con-

verted into negative log base 10 values.

Genome-wide eQTL Information

Ensembl Gene Hame: [ENSRHOGO 0000001300

Select Options Below:

Pualue Threshold for Highlighting: &
Transcript Cluster In; & 7102228 core ¥

Click ta run Gircos Circos: An infarmation aesthetic for comparative genomics.
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Running the Circos Plot

1. Enter a threshold for the p-value and choose a Transcript Cluster ID.
2. Click Click to run Circos. A Circos Plot displays.

The Circos Plot highlights locations in the genome with p-values below the selected threshold. These
locations are connected to the physical location of the selected transcript with a curved line, color-
coded to indicate the tissue type.

You can run the Circos Plot again at this time, with additional choices. A subset of chromosomes can
be selected to expand the plot in areas of interest. For rats, the tissues can be narrowed to include only
one, two, or three selected tissues.

S. Click &. to download the plot as a PDF.

Detailed Transcription Information for Regions

After you get transcription details for a region, you can:

o View the resulting images with Ensembl and RNA-Seq (Rat only) transcripts or alignment to Human
chromosomes when you choose an option above the image.

o Filter the result set and modify the display options.

o Click the image to view it in more detail in the UCSC Genome Browser where you can further cus-
tomize your view of that region within their site..

The first image is generated through the UCSC Genome Browser. The requested region is shown with behav-
ioral and physiological QTL from the Rat Genome Database or the Mouse Genome Database, annotated Ref-
Seq genes/transcripts, and expression data on normal tissue from the UCSC Genome Browser database.
The image can be altered using the Image control options above the image to show or hide transcripts and to
change the track options.
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Genes Physically Located in a Region

All Ensembl genes (including protein-coding and non-coding) are listed in the table. For regions in the rat
genome expressed in brain, derived from genome-guided transcriptome reconstruction using brain polyA+
selected RNA from the BN-Lx/CubPrin and SHR/OlaPrin, strains that do not overlap an Ensembl gene are
also listed. See "Transcriptome Reconstruction (Rat Only)".

The table has a row for each Ensembl gene, and each Ensembl gene may have multiple transcript (i.e., splice
variants).
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# Ensembl Transcripts

The # Ensembl Transcripts column lists the number of transcripts annotated by Ensembil that are associated
with a particular gene.

Transcripts (RNA-Seq)

The Transcripts RNA-Seq column reports the number of transcripts from the transcriptome reconstruction in
rat brain (i.e., the transcript must be expressed in brain to be identified in the reconstruction) that overlap the
annotated gene. The RNA-Seq transcripts identified as being associated with a given gene are only required
to be on the same strand and have some overlap in either exonic or intronic regions. There is no requirement
that exonic regions of either overlap, so it is possible a transcript in this count might be located in an intronic
region of the Ensembl transcript.

Total Probesets

The Total Probesets column reports the number of probe sets from the Affymetrix Exon 1.0 ST array that over-
lap the gene. The count includes any probe sets that fall within the start base pair and stop base pair, such as
any associated RNA-Seq transcript start and stops that may extend past the start or stop of the annotated
gene, and are on the same strand as the annotated gene. This count includes probe sets that fall in an anno-
tated intron as long as the probe set is on the same strand as the gene. The count includes probe sets that
have not been masked due to unreliable data (i.e., SNPs or non-uniquely aligning probe sets).

Probesets > 0.33 Heritability

For each probe set on the Affymetrix Exon 1.0 ST Array (mouse or rat), we calculated a broad-sense her-
itability using an ANOVA model and expression data from the ILSXISS panel (mouse) or the HXB/BXH panel
(rat). See "Public Datasets" for details. The heritability threshold of 0.33 was chosen arbitrarily to represent an
expression estimate with at least modest heritability. In the rat, we include the number of probe sets at least
modestly heritable in the four available tissues: brain, heart, liver, and brown adipose.

Probesets > 1% DABG

For each probe set on the Affymetrix Exon 1.0 ST Array (mouse or rat) and each sample, we calculated a p-
value associated with the expression of the probe set above background (DABG — detection above
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background). Using a p-value threshold of 0.0001, we calculated the proportion of samples from the ILSXISS
panel (mouse) or HXB/BXH panel (rat) that had expression values significantly different from background for a
given probe set. In the table, we report the number of probe sets whose expression values were detected
above background in more than 1% of samples.

eQTLs (Gene/Transcript Cluster ID)

eQTL were calculated for each transcript cluster (approximately gene) on the Affymetrix Exon 1.0 ST Array
using the ILSXISS panel (mouse) and the HXB/BXH panel (rat). See "Public Datasets" for details. Locus-spe-
cific p-values were calculated using permutation methods for each transcript cluster/SNP pair.

Transcript Cluster — The numeric ID that is used by Affymetrix to specify a group of probe sets that have
been combined to estimate expression at the gene level rather than at the individual exon level.

Annotation Level — Affymetrix indicates its confidence in annotation of a particular transcript cluster by clas-
sifying it as core (most confidence), extended, or full (least confidence). This designation is based on the
source of annotation for a gene. For more details, see the Affymetrix website at: http://www.affymetrix.com.

View Genome-Wide Associations — A Circos graphic displays for this particular gene/transcript cluster
when you click the link in this column. The graphic displays the locus-specific (location-specific), p-values
across the genome for the gene. When examining data from rat, the locus-specific eQTL displays for each of
the four tissues available.

Total # of Locations P-value < 0.001 — In this column, we calculated the number of locations (loci) within
the genome that the transcript cluster was significantly associated with (locus-specific p<0.001). For rat, this
is calculated for each of the four tissues separately.

Minimum P-Value Location — This column gives the location of the locus with the smallest p-value for this
transcript. This is the strongest eQTL for that gene. If no loci have a p-value less than 0.001, no results are dis-
played in this column. For rat, this is calculated for each of the four tissues separately. The p-value cutoff may
be adjusted in the filtering section.

bQTLs Overlapping Region

The bQTL Overlapping Region table lists all the behavioral and physiological QTL reported in the Rat Genome
Database (RGD) or the Mouse Genome Database (MGD) that overlap the genomic region selected. The col-
umn identified as References includes two links. The top link takes you to the related entry at the RGD or
MGD and the bottom link takes you to the related journal article through PubMed. The second-to-last column
is the whole region reported for the bQTL. When you click this link, a new window with the detailed tran-
scriptome information for the region of that particular bQTL.
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Transcripts Controlled From Region (eQTL)

The Transcripts Controlled from Region tab displays a Circos Plot that shows the physical location of genes
controlled from the selected region. P-values less than 0.001 are highlighted in yellow, and links are drawn to
connect the physical location of the transcript with the associated loci within the specified region. For rat, infor-
mation on the four tissues available displays in different colors.

1. Click Filter List and Circos Plot to select from a subset of chromosomes and tissues (for rat), and
generate the plot again.

2. Click &I to download the plot as a PDF.
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The table below the Circos Plot lists the genes whose expression is controlled from the chosen region. The
first several columns are identical to the table in the first tab. See "Genes Physically Located in a Region".
The columns that differ are:

P-Value from Region

The minimum p-value in the chosen region is reported for each transcript cluster. For the rat, separate col-
umns are reported for each of the four tissues. If a gene has a significant eQTL in this region in any tissue,
minimum p-values are reported for all four tissues. eQTL that reach the p-value threshold are highlighted in
blue. You can filter on a number of parameters to obtain a more reasonably sized list. You can decreases the

minimum p-value to look for more significant eQTLs, or you can limit your search to particular chromosomes
to view only genes located on the selected chromosomes.

The exact region may be larger or smaller than the region you entered. A list of the exact eQTL regions dis-
plays above the Circos Plot.

# other locations p-value<0.001

This column counts the number of loci (locations) in the genome outside the chosen region that have a sig-
nificant association with expression of this gene.
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Analyzing Microarrays

Microarray Analysis Tools allow you to:

Analyze precompiled datasets. See "Viewing Datasets"for details.

Upload your own data (the raw data files: .CEL files for Affymetrix or .txt files for CodeLink). See
"Uploading Your Arrays" for details.

Create a dataset from public and private arrays. See "Creating Datasets" for details.

View expression values for a list of genes in a dataset. See "Viewing Gene Expression Data" for
details.

Detailed Microarray Gene List

Transcription Downloads Analysis ~ Analysis -~ TL Tools ~
Informat?on Tﬂ'glg Tﬂ'glg q

After the microarray data you want is available, you can:

1.
2.
3.

Designate which arrays you want to include in your analysis.

Run the quality control process to ensure the arrays meet basic quality standards.

Group the arrays based on your hypothesis, and normalize the data using one or more methods. Each
normalized version can be saved and analyzed independently.

Analyze the normalized versions and save the resulting list of genes.
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Viewing Datasets

You can see the collection of all your datasets at any time. The page that displays your datasets shows you
the stage that each dataset is in (e.g., quality control completed, grouped and normalized, etc.)

1. Choose Microarray Analysis Tools in the main menu.
2. Click Analyze precompiled datasets. A page displays your datasets.

At the top of the page, you can click the Create Dataset option if you want to retrieve and select arrays and
finalize them into a new dataset, or click the Upload Arrays option to upload your own arrays and create a

dataset. The page provides four grouped and normalized "Public" datasets for you to analyze and save new
gene lists. See "Public Datasets" for information about public datasets.

Another table displays after the Public Datasets table and shows your "Private" datasets. After you finalize a
dataset, it becomes part of the My Private Datasets table, where your progress on that dataset is denoted in
the columns:

e« QC Complete: The word "Run" displays in the QC Complete column until you perform quality control
checks. At that time, "Review Results" displays in the QC Complete column. You must review your
quality control results and approve them before a checkmark displays in this column.

o Arrays Grouped and Normalized: The word "Run" displays in the Arrays Grouped and Normalized
column until you create a group and normalize the data based on that grouping. You can create multiple
array groupings and normalize each group many different ways. Each normalized grouping is saved as
anew dataset "version". After you create and normalize your grouped arrays, a checkmark displays in
this column.

« Phenotype Data: A magnifying glass displays in this column if there is phenotype data for the dataset.
Results section

¢ Quality Control Results: A magnifying glass displays in this column if there are quality control results
for the dataset.

o Cluster Results: A magnifying glass displays in this column if there are cluster results for the dataset.

¢ Gene Lists Saved: A checkmark displays in this column after you analyze the normalized dataset and
save the resultant gene list.

You can:

o Click a dataset to view that dataset in its current state of processing.

o Click the View link in the Details column to view dataset details such as name, description, organism,
arrays in dataset, and more. See "Viewing Dataset Details" for more information.

® Click the Delete icon b 4 to delete a dataset.

Click the Download icon .i. to download a dataset.
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Public Datasets

The Public datasets available for analysis on the PhenoGen website are pre-compiled groupings of gene
expression data for various strains of inbred and recombinant inbred mice and rats. These datasets are avail-
able for all types of analysis by any registered users but may be most useful for performing correlation anal-
ysis with phenotype data. These datasets are normalized using the most common normalization techniques
and have already had quality control checks run. Additionally, datasets created using the Affymetrix Exon
arrays have been adjusted for batch effects using an empirical Bayes method (Johnson et al 2007). The nor-
malized data or raw data can be downloaded from the Download Resources page.

Inbred Mice

The whole brain gene expression dataset for the inbred mice includes 20 inbred strains. Each strain has four to
seven biological replicates for a total of 90 individual arrays. The whole brain mRNA for each naive 10-12
week old male mouse was hybridized to a separate array, i.e., no pooling of samples.

The inbred mouse data was normalized nine different ways. Five of the normalization methods are available
on the website. For the other four versions, a probe mask was created to eliminate probes whose sequences
did not match to the NCBI m37 Build, matched the genome in multiple places, or harbored a SNP between
any of the 19 strains where genotype data is available at the Imputed Genotype Resource from the Jackson
Laboratory; http://cgd.jax.org/datasets/popgen/imputed.shtml (129P3/J is not available). Entire probe sets

were eliminated if less than four associated probes remained. The version using the probe mask and the RMA
normalization method is the RECOMMENDED version.
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BXD Recombinant Inbred Mice

The whole brain gene expression dataset for the BXD recombinant inbred mice includes 30 recombinant
inbred strains and the two parental strains (C57BL/6J and DBA/2J). Each strain has four to seven biological
replicates for a total of 172 individual arrays. The whole brain mRNA for each naive 10-12 week old male
mouse was hybridized to a separate array, i.e., no pooling of samples.

The BXD data was normalized nine different ways. Five of the normalization methods use all of the probes in
the dataset. A probe mask was created for the other four versions to eliminate probes whose sequences did
not match to the NCBI m37 Build, matched the genome in multiple places, or harbored a SNP between any of
the 19 inbred mouse strains included in the public dataset (according to Imputed Genotype Resource from the
Jackson Laboratory; http://cgd.jax.org/datasets/popgen/imputed.shtml). Entire probe sets were eliminated if
less than four associated probes were eliminated. The version using the probe mask and the RMA nor-
malization method is the RECOMMENDED version.

For the eQTL analysis of this data set, a slightly different mask was used. Instead of eliminated probes with
SNPs between the 19 inbred strains, probes were eliminated if they contained a known SNP between the two
BXD parental strains, based on whole genome sequence data from the Sanger Institute (Keane et al 2011).
Expression values were normalized and summarized into probe sets using RMA. MAS5 was used to evaluate
if expression level measurements were above background noise (present, absent, or marginal). If a probe set
did not have at least one present call throughout all samples, the probe set was dropped from the data set. Of
the 41,581 probe sets retained after masking, 30,031 probe sets remained after filtering by present/absent
calls. Data were thoroughly examined for batch effects related to processing. The microarrays were run over a
year and a half period, resulting in 15 batches. Both batches and strains contribute to non-random data dis-
tribution and a new method for removing batch effects, while retaining strain effects, was used (personal com-
munication, Evan Johnson, Boston University) on the set of 30,031 probe sets detected above background.
This method combines a simple rank test and a Bayesian hierarchical framework similar to the empirical
Bayes method, Combating Batch Effects When Combining Batches of Gene Expression Microarray Data
(ComBat) (Johnson et al., 2007). This version of the data is available in the Download Resources section.

BXD Recombinant Inbred and Inbred Mice

This expression data set represents a combination of the two datasets previously mentioned. In this dataset
there are a total of 50 strains (C57BL/6J and DBA/2J are in both of the previous sets) and 253 individual
arrays. See the preceding topic for details on "masked" versions.

LXS Recombinant Inbred Mice

The whole brain gene expression dataset for the LXS recombinant inbred male mice includes 59 recombinant
inbred strains (one strain (LXS49) was eliminated due to unresolved questions about true strain origin) and two
parental strains (ILS and ISS). Each strain has three to six biological replicates, for a total of 342 individual
arrays that passed quality control standards. In addition, to control for batch effects, C57BL/6J mice were
hybridized to arrays and included in every batch (35 individual arrays), and DBA/2J mice were included in a
few of the final batches (9 arrays). The whole brain mRNA for each naive 10-12 week old male mouse was
hybridized to a separate Affymetrix Mouse Exon Array 1.0 ST, i.e., no pooling of samples.

Individual probes were eliminated prior to normalization if their sequence did not match any part of the NCBI
m37 Build of the mouse genome, if their sequence matched multiple locations in the mouse genome, or if the
location in the genome that the probe did match contain a SNP between any of the 19 strains in the public
Inbred Mice dataset where genotype data is available at the Imputed Genotype Resource from the Jackson
Laboratory; http://cgd.jax.org/datasets/popgen/imputed.shtml (same mask that is implemented on Phe-
noGen). Entire probe sets were eliminated if less than three of the original probes remained after filtering.
Arrays were examined for quality, and arrays that did not meet quality standards were eliminated.
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Data from individual probes was normalized using RMA and summarized either into the full set of transcript
cluster or the core set of transcript clusters. In addition, RMA values for the full set of individual probe sets is
available for download from the resource page, but is not available for analysis on PhenoGen at this time.

Each data set was adjusted for batch effects using the empirical Bayes method outlined by Johnson et al
(2007). After batch effects adjustment, C57BL/6J and DBA/2J arrays were dropped from the data set. The ver-
sion using the probe mask and the RMA normalization method on the core transcript clusters is the rec-
ommended version and was used for calculation of eQTLs.

HXB/BXH Recombinant Inbred Rats

The whole brain gene expression dataset for the HxB/BxH recombinant inbred rats on the CodeLink Whole
Genome Rat Array includes data from 26 recombinant inbred strains, the two parental strains (SHR/Ola and
BN-Lx/Cub), and the SHR-Lx/Cub strain. The whole brain mRNA of four to seven naive 12-14 week old male
rats from each strain were hybridized to separate CodeLink Whole Genome rat arrays (one rat per array) for a
total of 139 arrays.

In addition to the five normalization versions available on the website, an "eQTL version" of the dataset that
was used for all HXB/BXH rat eQTL calculations is available. This version was obtained by first removing
probes from the datasets if they were one of the negative or positive controls placed on the array by the man-
ufacturer. Next, individual values were eliminated based on the quality flags assigned by the CodeLink Expres-
sion Analysis Software. Values were eliminated if they were flagged as M (spot was identified to be defective
through image inspection at manufacturing), C (spot has a high level of background contamination), | (spot
has anirregular shape), or S (spot has a high number of saturated pixels). Values were retained if they were
flagged G (spot is good) or L (spot is below local background noise). Also, to be able to take the log base 2
transformation of the background-adjusted intensity values, all background-adjusted intensity values below
zero were replaced with the value 0.00001. The data was then normalized using a cyclic LOESS procedure
executed in R to account for the missing intensity values.

The HXB/BXH recombinant inbred panel also has four data sets available on transcription levels from the Affy-
metrix Rat Exon array. Data was collected on whole brain, left ventricle (heart), liver, and brown adipose tis-
sue (BAT) of 21 HXB/BXH Rl strains (only 19 Rl strains included in the BAT tissue data set) and 6 related
inbred strains. Each strain has three to four biological replicates for a total of 108 individual arrays from brain,
105 arrays from heart, 106 arrays from liver, and 96 arrays from brown adipose tissue that passed quality con-
trol standards. The mRNA for each naive 10 week old male rat was hybridized to a separate Affymetrix Rat
Exon Array 1.0 ST, i.e., no pooling of samples.

Individual probes were eliminated prior to normalization if their sequence did not match any part of the RGSC
version 3.2 of the rat genome, if their sequence matched multiple locations in the mouse genome, or if the loca-
tion in the genome that the probe did match contain a SNP between the Brown Norway (BN/SsNHsdMcwi)
inbred strains (reference strain) and the spontaneously hypertensive rat (SHR/Olalpcv) strain that was
recently sequenced (Atanur et al 2010) using next generation sequencing or a SNP detected in DNA sequen-
cing of the BN-Lx/CubPrin and SHR/OlalpcvPrin strains (same mask that is implemented on PhenoGen).
DNA sequence data for the BN/SsNHsdMcwi and SHR/Olalpcv was downloaded directly from the Ensembl
ftp site at: ftp://ftp.ebi.ac.uk/pub/databases/ensembl/snp/rat/shr/.

For the 4,022,111 original probes, 604,601 were removed (472,072 did not map uniquely to the genome;
132,529 probes contained a SNP). Entire probe sets were eliminated if less than three of the original probes
remained after filtering. Arrays were examined for quality and arrays that did not meet quality standards were
eliminated.

Data from individual probes was normalized using RMA and summarized either into the full set of transcript
cluster or the core set of transcript clusters. In addition, RMA values for the full set of individual probe sets is
available for download from the resource page, but is not available for analysis on PhenoGen at this time.
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Each data set was adjusted for batch effects using the empirical Bayes method outlined by Johnson et al.
(2007). The version using the probe mask and the RMA normalization method on the core transcript clusters is
the recommended version and was used for calculation of eQTLs.
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Viewing Dataset Details

You can view details for datasets after you finalize them, before, during, and after quality control, grouping, nor-
malization, and after you save the results as a gene list.

1.
2.
3.

Choose Microarray Analysis Tools in the main menu.

Click Analyze precompiled datasets. A page displays your datasets.

Click the View link in the Details column beside a dataset to view the details. You can also view the
dataset details when you click the magnifying glass beside the dataset name.

(Click the & and = icons next to the section titles to open and close the section details)

=] Dataset Details

Dataset Public BXD RI and Inbred Mice
Name: —

This experiment is available t0 all website users. It is a combination of the 'Public B¥D Rl Mice' and
'Fubilic Inkred Mice' experiments. There are a total of 50 strains (CA7 and DBA are in bath
experiments) and 253 individual arrays. The fallowing strains are included: 'BxD1, 'BxD2', 'BXDA,

Description:  'BRDE' 'B=DE' BADA', 'BLD11, 'BRD1 2 B0 3, BRD1 4, 'BED1 S, 'BRD1E', 'BRD18", 'BRD149",
BHD21 'BED22 'BED23, 'BED24 BHDIT, BRD2E BRDIY B0, B3, 'BEDA3, 'BED34,
‘BHD3E' 'BADIE ‘BEDIY, BXDAD, BXD42, DBRAY 'TAT, 1290, 1298vim]", A" AR, 'BTBER,
‘BalhCJ', ‘BalbcBy' 'C3IH', 'CEE' CAST, 'CRA! FVE', KK, Malf!, WOD" RO, WD, 'S

COrganism: M

Date .
Created: 09 22007 0404 P
Platform: Affrnetrix

# of Arrays: 243
Array Used:  Affyrmetrix GeneChip Mouse Genarme 430 2.0 (Moused30_2]

Quality

Control Caomplete

Status:

=) Normalized VYersions
- ’ Mumber of Formalization

# Yarsion Mame Groups Methad

1 Groups hased an 'strain’, Mormalized using rma’ al rma

2 Groups hased on 'strain’, Mormalized using ‘germa’ a0 germa

3 Groups based an 'strain’, Mormalized using 'masa’ al mass

4 Groups based on 'strain’, Mormalized using 'dechip’ al dchip

a8  Groups based an 'strain’, MNormalized using Ysn' al WS

B Groups based on 'strain', normalized using rma’and probe mask =0 .

(recammended varsion)

7 Groups based an 'strain’, normalized using 'masa’ and probe mask al mass

3 Groups based on 'strain’, normalized using 'dehip’ and probe mask al dchip

9 Groups based on 'strain’, normalized using Ysn'and probe mask al WS

= Arrays in Dataset

Array Mame = File Mame
1291 Hu_128_svimJ1_mM430_2.CEL
129-2 Hu_129_svimdJ2_mM430_2.CEL
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The Dataset Details page displays information about the dataset, such as dataset name, organism, date

created, and quality control status. It shows the normalized versions and the arrays in the dataset.

Uploading Your Arrays

The arrays available for analysis on the website using the PhenoGen web-based submission tool.

When you are logged into the PhenoGen website, you can upload microarray data (arrays). Each time an array
is uploaded, it is automatically assigned to the Principal Investigator associated with the user who uploads the

data.

Uploading an Array

1. Choose Microarray Analysis Tools in the main menu.

2. Click Upload your own data. The Upload Arrays page displays and shows a list of Microarray Exper-

iments you have entered.

Detailed Microarray Gene List

Transcription  Downloads Analysis - Analysis ~  QTL Tools ~
Information Tools Tools

Listed below are the microarray experiments that you have created in PhenoGen. Click on an experiment
row to complete the next step in the definition process.

Click e on a particular row to make changes to the experiment design type, factors, and/or protocaols.
Doing so may change the type of information reguired, so the existing experiment will be deleted, and you
will need to upload a new spreadshest.

My Uploaded Arrays (by Experiment) [

B

%

Create New  Analyze

Experiment

Datasets

I = N DZS'E_Q;C{TDS;EE amplesﬂDefined Data FiIesDLIploaded Submission Completed l

I || Defined @ || Il Il
HXE andl BXH Brrain Samples 2011 0407/2011 02:59 PM v v v Wiew %
HXE anc BXH Heart Samples 2010 040702011 11:33 &M v v v Wiy 2
HXE andl BXH Liver Samples 2011 0082011 10:31 A v v v Wiewy ®
Liver Cells 2011 Actually Tissue 0400102011 1231 P v v v Wiy 2
L¥S Run 05M01/2011 0925 PM R4 7 Run Run Wiew ®
L¥5 Run 18 04062011 0257 P v v v Wiy b4
L¥S Runs 1517 030172011 0347 PM v v v Wiewy ®
Test22 0171472011 D8:57 PM y 7/ Run Run Run Wiew ®

3. Click Create New Experiment.
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Gene List
Analysis -
Tools

Detailed
Transcription
Information

Microarray
Analysis -
Tools

Downloads QTL Tools ~ Account

You Are Creating A New Experiment

Fields mark

* Experiment Hame: |

* Experiment Description:

Y

Choose Analyze
Steps for uploading microarray data to PhenoGen: Hew HAte
Experiment
P s
+pP¥°0°0°0°Q g
Dafine Hew Select Download Upload Upload R el
Experiment Frotocals Empty Completed CEL Files Experiment Submiszion

Spreadsheet  Spreddsheet

Enter the name and a description of your experiment:

ed with * are required.

Choose one or more design types and experimental factors:

* Experiment Design Types: * Experimental Factors:

|Seled ” Desian Type - || Description | i | Select || Factor bt || Description | s
0 all pairs Wiy age Wiy
[0 binding site identification design gy = [0 celline Yigwy
[0 eelleycle design iy [0 eeltype iy
|:| cell type comparison design Wiew a |:| compounc Wiew
|:| cellular modification design Wiy |:| developmertal stage Wiy
[0 eelular process design Wigy [0 disease state Wigy =
|:| clinical history design Wiew |:| dose Wiew
|:| o expression design Wiew |:| genotype Wiew
D corqparative genome hybridization iew |:| organism part Wiew
design [0 s=ex “iewy
|:| compound trestment design Wiew |:| species ey
|:| development or differentistion design Wiew |:| strain Wigay
[0 disease state design Wiewy O]  tempersture py—
|:| doze responze design Wiew M tima Sdimns v
[ dye swan desion g v if ather, specify:

if ather, specify:

Q Note: If you do not complete all the steps at once, follow steps 1-3, then click the experiment name, and

the creation process begins where you left off. Click the pencil icon to edit the whole experiment. See "Edit-
ing Your Experiments" for details.
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Creating an Experiment

4.
5.

6.

7.

Enter an Experiment Name.
Enter a description of the experiment.

Q Note: You should enter quality control information for any microarrays that failed quality control in
the Experiment Description field.

Choose one or more Design Type(s) and Experimental Factor(s). Click View beside each fora
description.

Click Next.

Certain protocols are required to enter your data, and there are public protocols available to everyone for
Extraction, Labeling, Hybridization, and Scanning. If you need protocols that are not listed, click Create New
in the appropriate section to enter a new protocol name and description.

Q Note: You can delete your private protocols if they have not been used in an experiment.

8.
9.

10.
1.

12.

Choose the appropriate protocol from each applicable section.

Click Next. A message displays that informs you to continue, you must download and enter data into,
an Excel spreadsheet.

Close the message.

Click Download Empty Spreadsheet. An Excel spreadsheet with the same name as your experiment
is downloaded.

Open the file if you plan to enter your data immediately, or save the file.

Q Note: If you save, the file saves to the default download location for your current browser. See the
browser help for information on downloads.

Downloading the Spreadsheet and Creating Samples

Enter a row for each sample in your experiment.

Important! You must have Internet access when filling out the spreadsheet.

13.
14.

Enter the Hybridization Name and Sample Name.
Fill in as much information as you can for each row. Data must be entered in the following fields to
ensure arrays display correctly in the PhenoGen website. Optional fields and sections are not listed.

Basic Sample Properties

e Organism

e Sex

e Organism Part—E.g., "brain" for whole brain or "brain, left" for left hemisphere of brain.
o Sample Type — In most cases this will be "frozen".

« Development Stage — The developmental stage of the organism's life cycle during which the
biomaterial was extracted.

« Genetic Modification — If you do not find the appropriate modification, select Other, then enter
details. Note that the drop-down list provides options that become searchable in the PhenoGen
website Browse Arrays page.

Protocol Details

o Extract Name

o Extraction Protocol — The procedure of extracting nucleic acid from the biomaterial.

o Labeled Extract Name

o Labeled Extract Protocol — The BioSample after labeling for detection of the nucleic acids.
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Hybridization Details

o Array Design Name — The array platform that was used.

o Hybridization Protocol — The process of incubating one or more labeled extracts with an
array.

« Scanning Protocol — The process of applying a solvent (e.g. water) or a solution (e.g.
SSC/SDS) to a BioMaterial or an array to remove impurities or unwanted compounds.

15. Save thefile in Microsoft Excel 97 format with the same name as the experiment name (this is the
default file name).

Uploading the Completed Spreadsheet
16. Open the PhenoGen website. If you are not already on the Upload Arrays page, choose Microarray
Analysis Tools, then click Upload your own data in the What would you like to do section.
17. Click Run in the Samples Defined column for your experiment.
18. Click Browse to find your Excel file.

Detailed Microarray Gene List
> Account ~

Transcription  Downloads Analysis - Analysis ~ QTL Tools ~ Help
Information Tools Tools

b -
You Are Creating Experiment: LXS Run Iy B
Experiment Choose
| . Details Hew
Steps for uploading microarray data to PhenoGen: Experiment
> 9 5 Y O P © » » 8
+ > PO >Q * g
Lefine Hew Seleat Domnioad Upload Upload Review Finalize
Experiment Protocols Empty Completed CEL Files Experiment Submission

Spreadshest Spreadshest

Upload the completed Excel spreadsheet file called XS Run.xids’ that you downloaded earlier. It should
contain all the information about your arrays.

Upload Hybridization Spreadsheet

File Hame: " Erowse...

19. Click Upload File. A message displays that states if the spreadsheet upload was successful and also
lists warnings and errors (if any). If you have errors, you must fix the errors and upload the spreadsheet

again.
Uploading Data Files
After you upload the completed spreadsheet, you must upload array files that correspond to each hybridization
in the spreadsheet.

20. Click Browse beside each hybridization to find your data file (CEL or TXT format).
21. Click Upload File(s) when each hybridization has an associated array file.
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Detailed
Transcription
Information

Downloads

Microarray

A is -
Toors

Gene List
Analysis -

QTL Tools ~
Tools

+-)

Define Mew

Spreadsheet

You Are Creating Experiment: LXS Run

Steps for uploading microarray data to PhenoGen:

‘g_j-;@-;-@-y.@-;w‘-;a
SRRTOE Upload

Spreadsheet

Select Download Upload Roewi e Finalize
Experiment Protocols Empty Completed CEL Files Experiment  Submission

Specify the file to upload far each array. To ensure success, upload a maximurm of 10 files at a time.

Upload Array Files

Experiment
Details

Choose
New
Experiment

| Hybridization Mame

|| uploaded Fie ||

Choose File

H_M0426_BE_run5
H_M0427_BE_run15

H_M0420_LXS72_runl5
H_M0421_LXS72_runl5
H_M0422_L¥S72_runl5
H_M0435_LXS75_run15
H_MO440_LXS75_run15
H_M0522_LXS76_runl 7
H_MO523_LXSTE_run 7

H_M0524_LXSTE_run1 7

Choose Data File To Uplosd.
Choose Data File To Upload.
Choose Data File To Uplosd.
Choose Data File To Upload.
Choose Data File To Uplosd.
Choose Data File To Upload.
Choose Data File To Uplosd.
Choose Data File To Upload.
Choose Data File To Uplosd.

Choose Data File To Upload.

|[ Erowse..

" Erowse..

|[ Erowse..

|[ Erowse..

|[ Erowse..

|[ Erowse..

" Erowse..

|[ Erowse..

" Browse..

|[ Erowse..

Upload File(s)

22. Click Next after the files are uploaded.

Reviewing the Experiment

23. Click any of the links above the Arrays table to view details from that section of the spreadsheet. Your

options are:
o Basic Sample Details
o Additional Sample Properties
e Treatment Details
¢ Protocol Details
o Hybridization Details

24. Click the pencil icon to edit existing details for the displayed option (e.g., Basic Sample Properties).

Click the red X to delete an array.
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Detailed Microarray
Transcription Downloads Analysis -
Information Tools

Gene List

Al i -
Toors

QTL Tools ~

Accournt

You Are Creating Experiment: LXS Run 18

=

Experiment ~ Choose
Steps f loading mi data to PhenoGen: petails - Haw
eps for uploading microarray data to PhenoGen: Eor——
+ 3 %L s @ + © 2 © 2 P a
. I R -
Define New Select Cownload Upload Uplaad o Finalize
Experiment Frotocals Empty Completed CEL Files e . " SlsmeEE
Spreadsheet Spreadsheet pErmeEn
Click on each of the links to display different information about the hybridizations.  Click ’ on a particular
rowe to rmake changes to that row.  Once you are satisfied with the details of your experiment, click Finalize'
to finalize your submission.
Basic Sample Properties Additional Sample Properties Treatmert Details  » Protocol Details ke Hyhridization Details
Arrays
Basic Sample Properties ||
Hyhridization Mame Sample Name || Organism || Sex Drganism || Sample || Development Ay G'?'.“e“? Inclivichual identifier Edit || Delete
part type stage modification
H_MOS04_BE_rurs 1MO504_BE b male  brain TR | O e et |04 B R
musculus sample days P
H_MOS05_BE_rur S MOS05_BE Mus male  brain frozen 700 red strain MOS0S_BB_runt @ Y s
musculus sample days —
H_MO512_DB& runl8  MOs12_0Ba  MUE male  brain TR | 100 red strain | MOS12_DBA_runts R L
musculus sample days ol
H_MOS13_DBA_rumls  MOS13_DBa S male  brain frozen o IO red strain MOS13_DBA_runis s s
musculus sample days —
H_MO525 L5114 _runi@ wMos2s_Lxstts MUS male  brain TR | 700 recombinant |\ oor | wat14_unis & ®
musculus sample days  inkred strain P
H_MOS26 L5114 _runi@ Mos26_Lxs11a U8 male  brain frozen 700 recombinant opoe | wa14_ums ®
musculus sample days  inkbred strain —
H_MOS27_L %5114 i@ wMos27_Lxstts MUS male  brain TR | 700 recombinant |\ \ooor | wat14_unis & ®
musculus sample days  inkred strain P
H_MOS28 | %543 rums  MDs28_Lysss  MUE male  brain frozen 700 recombinant opos | we4z_umis ®
musculus sample days  inkbred strain —

£

Finalizing the Submission

! Important! After you finalize your submission, you cannot edit your experiment. See "Editing Y our Exper-

iments" for instructions on editing before finalization.

25. Click Finalize when you are certain your experiment details are correct.
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Editing Your Experiments

If you want to change the experiment design types or factors of an experiment, you must edit your experiment

and download a new empty spreadsheet.

1. Choose Microarray Analysis Tools in the main menu.

2. Click Upload your own data. The Upload Arrays page displays and shows a list of Microarray Exper-

iments you have entered.
3. Click the pencil icon beside the experiment you want to edit.

Detailed Microarray Gene List

Transcription  Downloads Analysis - Analysis ~  QTL Tools ~
Information Tools Tools

Listed below are the microarray experiments that you have created in PhenoGen. Click on an experiment
rowe to complete the next step in the definition process.

Click »% on a particular row to make changes to the experiment design type, factors, and/or protocaols.
Doing so may change the type of information reguired, so the existing experiment will be deleted, and you
will need to upload a new spreadshest.

My Uploaded Arrays (by Experiment) [

+

Create New
Experiment

) “Il || besion Tvpe Samples Defined ( Data Files Uploaded | submission Completed ; |

E:xperiment Mame If Diate Created Il &.Fadors [ii] I | Detailz [

Il || Defined i | I 1 Il
HXE andl BXH Brrain Samples 2011 0407/2011 02:59 PM v v v Wiew %
HXE anc BXH Heart Samples 2010 040702011 11:33 &M v v v Wiy 2
HXE andl BXH Liver Samples 2011 0082011 10:31 A v v v Wiewy ®
Liver Cells 2011 Actually Tissue 0400102011 1231 P v v v Wiy 2
L¥S Run 05/01/2011 09:25 PM R4 v Run Run Wiew b3
L¥5 Run 18 04062011 0257 P v v v Wiy b4
L¥S Runs 1517 030172011 0347 PM v v v Wiewy ®
Test22 0171472011 D8:57 PM y s Run Run Run Wiew ®

4. Proceed through the steps for "Creating an Experiment" on page 31.

Q Note: You must upload the completed spreadsheet again.




Creating Datasets
Creating datasets comprises four steps:

"1. Retrieving Arrays" on page 36, to determine which arrays you want in the dataset.

"2. & 3. Selecting and Finalizing Arrays" on page 38, to add them to the dataset you are creating
and finalize the dataset with the selected arrays.

"4. Running Quality Control" on page 39, on the dataset and reviewing the results.

1. Retrieving Arrays

Arrays in the PhenoGen website are uploaded into a local, MIAME-compliant database. There are public
arrays which are available to any user and semi-public arrays which users can use after they are granted per-
mission from the Principal Investigator responsible for the array.

-T Important! The PhenoGen website uses a local database for storing information about arrays, and data
entered is only available on the PhenoGen website. See "MIAME Overview" for details about the Minimum
Information About a Microarray Experiment (MIAME) standard.

The PhenoGen website allows you to take single or multiple arrays from multiple lab experiments and com-
bine them into "in-silico" datasets. Each array is annotated as displayed on the Array Details page. The anno-
tation provides details such as species, gender, and array type. The set of arrays in the dataset can then be
grouped by a particular set of characteristics (e.g., treated vs. untreated) and analyzed using the tools pro-
vided by the website. The goal of such an analysis is a list of genes that can be further investigated.

When retrieving arrays, you can filter a number of ways:

o Platform Attributes
o Single or Two-Channel
o Array type (e.g., Codelink_Rat_Whole_Genome)
o Experiment Attributes
o Experiment name
o Designtype
o Owner Attributes
o Principal Investigator
o Array/Sample Attributes
o Organism
o Genetic Modification (e.g., congenic strain)
o Sex
o Tissue (e.g., brain)
o Strain (e.g., 1 HXB)
o Genotype (e.g., hAC7 transgenic)
o Line (e.g., alcohol accepting)
o Hybridization Name contains...
e Compound Treatment Attributes
o Treatment (e.g., control)
e Duration
e Compound (e.g., saline)
o Dose

Although filtering is not required, it is recommended.
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The following image shows the Advanced Search to retrieve arrays. The Basic Search contains less filters.

Gene List

Analysis -~ QTL Tools ~

Steps to create a dataset:
()
= - [a) ;

o = = = Ch Upload
QPP o> w
Retrieve Select Finalize 70 (BN iy [atazet

Control
Arrays Arrays Dataset Chede
(Dataset cortaine 0 arrays)
Specify criteria to search for arrays you would like to include in your dataset. [Note that the arrays
retrieved will satisfy ALL the criteria chosen, and you may return to this page to change your criteria
and retrieve more arrays before finalizing your dataset.)
Retrieve Arrays By: Basic Search
Platform Attributes Array/Sample Attributes
Single- or . - . izm:
TW%-ChanneI: |S|ng|e Channel {e.q., &ffymetrix or CodelLink) V| zrei:;:m' |A” v|
Arvay Type: | All v| || Modification: [ ~]
Sex: [ v
_ _ Tizsue: All M
Experiment Attributes Strain: Al <
E: iment
N);;:ne;:lme |AII v| Genotype: All b
Experiment Line: All L3
N b
Design Type: | All | Hyhbridization |
Mame contains:
Owner Attributes Compound Treatment Attributes
Principal Treatment: v
Investigatar: All bt restment |A” |
Duration: |A|| v|
Compound: |A|I v|
Dose: |A|I v|
Get Arravs
@ Notes:

o Click Advanced Search to display more filtering options. Click Basic Search to display fewer
options.

e Your choices in the drop-down lists are based on the experiments that have been uploaded into Phe-
noGen and your selection of Single Channel or Two Channel.

o Use the drop-down lists to narrow your criteria and limit the number of results that are returned.
o Leave the drop-down lists set to All to return all the arrays in the database. This is NOT recommended.

o Type a specific array name in the Hybridization Name contains field to retrieve only arrays that
match your input.
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2. & 3. Selecting and Finalizing Arrays

After you retrieve arrays, you can select the arrays that you want to be part of your dataset from the resultant

list. If the Availability column shows "Access Required", the Principal Investigator who owns those arrays

must give you permission to access them if you want to include them in your dataset. Open access arrays do

not require permission to use and show "Public" in the Availability column.

Q Note: Array data is the responsibility of the Principal Investigator (PI). When you select arrays for which
access is required, an email that requests access is sent to each of the Principal Investigators who are respon-
sible for the data. When you are granted permission, you receive an email at the address you provided during

registration.

If you want to review the array details, click View in the Array Details column to view the array information, or

click the experiment name.

Detailed Microarray

Analysis -

Transcription
Information Tools

Downloads

Gene List
Analysis ~
Tools

QTL Tools ~

Steps to create a dataset:

+ o

e - ™~ & . -
i, 3 —~ |9 - Add fenFinalize
"“Q r:.-’l n * . Selected D ataset
Retrieve Select Finalize R”C"ﬁ;‘r::'t" A[;mtyS Tt0
atase
Arrays Artays D ataset - ——
(Dataset containg 0 arrays)
Click one or more rows to select the arrays for your dataset.
Then click the Add Selected Arrays to Dataset icon.
Click the View/Finalize Dataset icon when you are ready to review and finalize' your dataset.
Showing 1 to 5 of 5 entries
|:| Aveailabilit Crganism Categor Sex Tizzue || Treatment | Hyhridization b D A T D Bxperimert Principal array
¥ g gary yhridization Hame fray Type Marme Investigator || Details
Affymetrix i EETE
" Mus . . . Mo GeneChip Mouse . . Dr. Boris .
v b
Public: T inbred strain - male brain S — 129P3-1 Genome 430 3.0 gxpres&_ons in Tahakoft i
inkared mice
[Moused30_2]
Affymetrix Brain gene
" Mus . . . o GeneChip Mouse . . Dr. Boris "
v 5
Public: MuscUls inbred strain male brain Treatment 129P3-2 Genome 430 2.0 faxpresstons in Tabakott e
inbred mice
[Moused30_2]
Affymetrix i EETE
" Mus . . . Mo GeneChip Mouse . . Dr. Boris .
|:| Public: e inbred strain - male brain THEETER 129P3-3 Genome 430 2.0 gxpres&_ons in Tabakotf i
inbred mice
[Moused30_2]

After you select and add the arrays you want to your dataset, click the View/Finalize Dataset link at the right
to review and modify the arrays in your dataset, and finalize the dataset. If you require permission to use any
of the arrays, your dataset remains in Pending status until permission is granted.
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Retrieve More Arrays

To finalize this dataset, enter a name and a description and press the Finalize Dataset
button.

Dataset Name: | |

Descrigtion:

Finalize Dataset

Arrays Included in Dataset

Array Type: Affymetriz GeneChip burine Genome U7 4242 [MG_LUT42v2)
Organism:  Mus musculus

Array Mame Category || Strain || Tizsue || Treatment || Delete
0 A-11H1 A_CSTELE W _037RH_Male_ 1744 inbred strain -- bain Mo Treatment 5§
0 A-11H A_CSTRLE W _D47RH_Male 1744 inbred strain -- brain o Trestmert 3
028-11H1 A_CE7BELE W2 _037RH_Male L7424 inbred strain -- brain Mo Trestment  5¢
Close

4. Running Quality Control

Quality control is an essential process when creating datasets. There are two quality control checks that
ensure that the arrays you want to combine are compatible. They are:

o "Array Attribution Comparison (Step 1)" on page 46

o "Array Integrity (Step 2)" on page 46
When you run quality control, a quality control check of the selected arrays in the finalized dataset is per-
formed. Arrays that are identified as questionable at any or all of the steps should be considered for deletion.

However, some of the small imperfections and minor concerns can be alleviated by an appropriate nor-
malization method. See "Preparing Datasets".

For more details about the QC procedures commonly used for microarrays, see "Additional Quality Control
Sources" on page 160.
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Retrieving Arrays

1. Choose Microarray Analysis Tools in the main menu.

2. Click Create a dataset from public and private arrays. The Retrieve Arrays page displays.
Basic Search:

3. Choose an Organism and a Genetic Characteristic from the drop-down lists. The choices you make
determine which other fields are available.

4. Choose a strain, line, genotype, tissue, and platform from the available options.
5. Click Get Arrays. Arrays that match all of the specified criteria display.

Detailed Microarray Gene List

Transcription Downloads Analysis. - Analysis -~ TL Tools ~
Informat?on To'gI: To'glg .

Steps to create a dataset:
= - ™ 4
(‘“ > o7 Y W Chosse  Upload
-
l‘-‘-q . n ) New IS
Retrieve Select Finalize e (@l iy [ataset
Arrays [rataset Ceniiel
Arays Cheds

Specify criteria to search for arrays you would like to include in your dataset. (Note that the arrays
retrieved will satisfy ALL the criteria chosen, and you may return to this page to change your criteria
and retrieve more arrays before finalizing your dataset.)

Retrieve Arrays By: Advanced Search
Array Attributes
Organism: — Choose an organism — %
Genetic Characterization:
Strain:
Line:
Genotype:
Tizaue:
Platfarm:

Advanced Search:

3. Click Advanced Search if you would like to choose more filtering criteria. Or, choose options from the
Basic Search.

40



Detailed
Transcription

Downloads
Information

Microarray
Analysi
Tools

Gene List

Analysis ~
Tools

QTL Tools ~

Steps to create a dataset:

o

= . [a) ;
(“" - e 2 2 Choose ksl
5
"_-‘Q e n * ; Mew Arrays
Retrieve Select Finalize Rucr; Q:a:lw [atazet
Arra Arrays [rataset antre
¥ Cheds
(Dataset containg [0 arrays)
Specify criteria to search for arrays you would like to include in your dataset. [Note that the arrays
retrieved will satisfy ALL the criteria chosen, and you may return to this page to change your criteria
and retrieve more arrays before finalizing your dataset.)
Retrieve Arrays By: Basic Search
Platform Attributes ArrayfSample Attributes
Single- ar . - . izt
Twi-channel: |S|ng|e Channel {e.q., &ffymetrix or CodelLink) V| zrei:;:m' |A” v|
Arvay Type: | All | || mocificstion: L vl
Sex Al L3
_ _ Tizsue: All M
Experiment Attributes Strain: Al <
Experimert X
Tame: | All B | Genotype: All fr
Experiment Line: All L3
N b
Design Type: | All | Hyhbridization |
Mame contains:
Owner Attributes Compound Treatment Attributes
Principal Treatment: | All 4
Irvestigator: | Al bt | |
Duration: |A|| v|
Compound: | All L3 |
Dose: | All v|

Get Arravs

© © NGO

1

Choose options from the drop-down lists in the Platform Attributes section.

Choose options from the drop-down lists in the Experiment Attributes section.

Choose options from the drop-down lists in the Owner Attributes section.

Choose options from the drop-down lists in the Array/Sample Attributes section.

Enter the whole or partial array name in the Hybridization Name Contains field.
Choose options form the drop-down lists in the Compound Treatment Attributes section.
Click Get Arrays. Arrays that match all of the specified criteria display.

Q Note: You can repeat the preceding steps as many times as necessary to retrieve arrays that match var-

ious criteria.
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Viewing Array Details

You can review details about the arrays on the Array Details page to determine if you want to select them for

your dataset.

1. Choose Microarray Analysis Tools in the main menu.

2. Click Create a dataset from public and private arrays. The Retrieve Arrays page displays.
3. Retrieve arrays. See "Retrieving Arrays".

4. Click View in the Array Details column to view details about the sample and array.

Array Details are shown on six tabs: Sample Details, Experiment Details, Extract Details, Labeled Extract
Details, Hybridization Details, and File Name. Click the tab that contains the information that you want to

view.

RETNICETGHEE Experiment Details | Extract Details | Labeled Extract Details | Hybridization Details | File Name

Sample Name:
Organism:

Gender:

Sample Provider:
Sample Type:
Development Stage:
Unit:

Initial Time Point:
Organism Part/Tissue:
Genetic Modification:
Individual Identifier:
Individual Genotype:
Disease State:
Separation Technigque:
Target Cell Type:

Cell Line:

Strain:
Treatment/Administration Route:
Compound:

Dose:

Duration:

Additional Clinical Information:

Platform:

Array Used:

Growth Conditions Protocol:

Growth Conditions Protocol Description:
Sample Treatment Protocol:

Sample Treatment Protocol Description:

AkO

hus musculus
male

Jean Shih
frozen sample
adult Age: specified Min: 60.0 Max: 0.0
days

not applicable
hrain, right
gene knock out
AKIOD-1 R brain
MAD AR

not applicahle
Mo Treatment

Shih et al Mature Genetics Vol 17:206 Oct 1997, Background Strain
CaTELE1 2957

Affyrn edriz
Affymetrix GeneChip Mouse Gename 430 2.0 [Mouse430_3)

Close

42



Sample Details [@STOENTIRIESCIEE Extract Details | Labeled Extract Details | Hybridization Details | File Name

Submission Description:  AKD BKOWT Right Mouse Brain

Experiment Description:  Gene Expression AROD, BKD and WT right brains sent 3-11-08nfrom Jean Shih lab
Submitter: hhaves

Experiment Design Type(s): genetic modification desian

Close

Sample Details | Experiment Details m Labeled Extract Details | Hybridization Details | File Name

Extract

Name: E_AkO1
Extract ;
Protocol: ABKOWT M Mice
RMA Extractions for GeneChip Assay using RMeasy Lipid Tissue Midi kit for brains and RMeasy Midi kit far livers for RMA
extraction using GlAzal 1. A 4 ml of QlAzol reagent to tissue with the RMALater removed. 2. Homogenize with Polytron for G0
seconds at setting 4. 3. Let samples sit at RT for & minutes. 4. Add 1.0 ml chloroform per sample. 5. Cap tubes securely
and shake vinorously by hand for 14 seconds. 6. Let sit at RT 3 minutes. 7. Centrifuge @ 5,000 g for 15 minutes at 4o, 8.
Transfer the agueous phase to an eppendorftube (1 mitube). 9. Ad4d 1 volume of 70% ethnol (about 3 mil) mix thoroughly by
Extract vortexing. Continue without delay with Rneasy Midi columns. B, RMeasy Midi Kit 1. Add 4 ml ofthe sample onto midi Spin
Protocol cqlumn. C_Inse the tuhe and centlrifuge at 8000 x g for & min at room temp. Discard the ﬂowthrnL_lgh. 2 Repeatthe stlep 1
Description: with remainder of the sample. Discard the flowthrough. 3. Add 4.0 ml of Buffer B onta the spin calumn and centrifuge at

5000 x g for 5 min towash the column. Discard the flowthrouah, 4. Add 2.5 ml of RPE Buffer to the spin column. Close the
tube and centrifuge at 5000 % g for 2 min. Discard the flowthrough. 5. Add another 2.5 ml of RPE Buffer ta the spin column.
Close the tube and centrifuge at 5000 % g for 5 min. Discard the flowthrough. B. Place column in fresh tobe. Add 150 E of
Rnase free water to elute total RMA. Letthe column and the tubes stand for 10 min at room temp and then centrifuge at
5000 g far § min. 7. Repeat the elution with the Aow through (150 ED. 8. Take Ods at 260 and 280 nm an the scanning
spectrophatameter in AFFY core lab .

Close
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Sample Details | Experiment Details | Extract Details |[ITDRSNET-QIEENEE  Hybridization Details | File Name

Label Extract Name: L_AkKOA1
Label Extract Protocol: Affyrmetriy
Label Extract Protocol Description: www affymetriz.com

Close

Sample Details | Experiment Details | Extract Details | Labeled Extract Details Qo ULIFEUTTREEN S File Name

Hybridization Name: ARDA

Hybridization Protocol: Affy MOE4 30v2
Hybridization Protocol Description: VW AFFYMETRH.COM
Scanning Protocol: Affyrmetrix 43002

Scanning Protocol Description:  wwaw Affyrnetriz.com

Close

Sample Details Experiment Details = Extract Details Labeled Extract Details = Hybridization Details

File Name: hopkins_AKC1_RB_Moused30_2 CEL

Close
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Selecting Arrays & Finalizing Datasets

After you retrieve arrays, you can select the ones you want to use in your dataset, then finalize the dataset.

Selecting Arrays for a Dataset

1.
2.
3.

Choose Microarray Analysis Tools in the main menu.
Click Create a dataset from public and private arrays. The Retrieve Arrays page displays.
Retrieve arrays. See "Retrieving Arrays".

Q Notes:

o Use the drop-down list in the Display [number] arrays per page field to choose the number of

arrays to display.

¢ Click any blue column heading to sort the arrays by that column.

Click the arrays or the checkbox beside the arrays you want to add to your dataset. Click the checkbox
in the column header to select all arrays.

Detailed Microarray Gene List
Transcription  Downloads Analysis™ - Analysis ~ QrL Tools ~
Information Tools Tools
Steps to create a dataset: l a
2 2 2 P S 0 9 Add iawFinali
&g paw s
Eetrieve Finalize un tauat frays 1o
Arrays i?,l:yc: Dataset E:r::; e
(Dataset containg 0 arrays)
Click one or more rows to select the arrays for your dataset.
Then click the Add Selected Arrays to Dataset icon.
Click the View/Finalize Dataset icon when you are ready to review and finalize' your dataset.
Showing 1 to 5 of 5 entries
‘ O H Ayailability H Crganism Category H Sew Tizzue || Treatment H Hybridization Mame |:| H Array Type o H Exﬁgr:;em Inzrei;ci:igpailor ;;{:i?;
Affymetrix i EETE
" Mus . . . Mo GeneChip Mouse . . Dr. Boris .
Public: T inbred strain - male brain S — 129P3-1 Genome 430 3.0 g);przs&_ons in Tahakoft i
[Moused30_2] INAres mice
adtymetric Brain gene
" Mus . . . o GeneChip Mouse . . Dr. Boris "
Public: MuscUls inbred strain male brain Treatment 129P3-2 Genome 430 2.0 g);przsspns in Tabakott e
[Mous=430_2] Inbred mice
Affymetrix i EETE
" Mus . . . Mo GeneChip Mouse . . Dr. Boris .
|:| Public: e inbred strain - male brain THEETER 129P3-3 Genome 430 2.0 ;)g:r;s;lizzs in Tabakotf i
[Moused30_2]
" Notes:
o The Availability column shows array accessibility:
o Open access data shows Public.
o Semi-public data shows Access Required.
o If you requested access that has not yet been granted, the column shows Access Pend-
ing.
o When you receive permission to access an array, the column shows Access Approved.
o

If you are denied access, the column shows Access Denied.

5. OPTIONAL: Click View in the Array Details column to view sample information for an array.
6. Click the Add Selected Arrays to Dataset link when you have selected the arrays you want. A con-

firmation message displays. Click Close.
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7. Click View/Finalize Dataset link to view the dataset and the selected arrays. The Finalize Dataset
page displays.

Finalizing a Dataset
After you select the arrays you want to use in your dataset, you can finalize the dataset.

1. Enter a Dataset Name and Description.
2. Click Finalize Dataset. You dataset is finalized, and a confirmation message displays. Click Close.

Your dataset displays in the list of datasets, where you can run quality control, group and normalize, and save
the resultant gene list. If access to arrays is pending, the dataset shows Pending.

Quality Control Checks Overview

The PhenoGen website runs two quality control checks to ensure that the arrays you want to combine are
compatible:

o Array Attribution Comparison
o Array Integrity

For more details about the QC procedures for commonly used microarrays, see "Additional Quality Control
Sources" on page 160.

Array Attribution Comparison (Step 1)

The information for the arrays is compared, and discrepancies are listed for the user. A table displays. Attrib-
utes that differ within a category are highlighted in orange text:

e Sex o Individual Identifier

o Sample type o Individual genetic trait or genotype

* Development « Disease state

Stage
o Age o Separation technique
o Initial Time Point o Cell type ortarget cell type
¢ Organism Part o Cellline
¢ i(f;iig‘([aigﬁ Mod e Strain

Array Integrity (Step 2)

The quality control process looks specifically at each array. There are two steps:

1. Each array image is individually checked using measurements outlined by Affymetrix or CodeLink.
See"Guidelines for Assessing Affymetrix Data Quality" on page 47 and "Guidelines for Assessing
CodeLink Data Quality" on page 61.

2. Arrays within a dataset are compared. See "Within-Array Checks for Affymetrix 3' Arrays" and "Within-
Array Checks for Affymetrix Exon Arrays" on page 52.

Q Note: Neither step indicates definitively whether an array is "bad". Instead, you must balance con-
siderations for quality of data and quantity of data with respect to the analysis at hand.

The output of this quality control check can be seen on tabs that displays graphs for determining whether the
arrays are ready for analysis.
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Guidelines for Assessing Affymetrix Data Quality

After you run quality control on Affymetrix datasets, graphs and tables display on individual tabs.

Q Notes:

o If you choose not to generate images when you run the quality control checks, the Pseudo Images and
MA Plots tabs have no images.

® Click the Download icon @ that displays at the top right when downloads are available, to download
the images from each tab.

Detailed

Microarray

Gene List

Transcription  Downloads Analysis - Analysis ~ QrL Tools ~ Account ~
Information Tools Tools
L R
You are Analyzing: Simple C57 and DBA A
[ratazet Appro.\re
i i Details By
Steps to run quality control on a dataset: Contral
Results
[ % [ R
Choose Fun Quality Rewiew &
Crataset Lontral Approve
Quality
Cantral
Results
The results of the quality control process are shown below. Once you have reviewed them, click the
Approve Quality Control Results icon.
UG e BT Within-Array Checks | Model-Based Checks | Pseudo-Images | MA Plots
This page ensures that the attributes entered for each array are compatible.
Attributes where more than one value exists are shown in orange.
If desired, you may delete one or more of the following arrays:
- Arge Apge Initizl . . . .
Delete Array Organism || Sex Sample || Development Arge Range || Range Time Crganism Category Individual || Dizeasze Separgtlon Strain
Mame Type Stage Status . . Part Genotype State Technigue
hdin Mz Pairit
& CsT_1-1 v et | specified 100 120 " brain MRt me C5TELIE
musculls zample applicable strain applicable
§ csroq M male 0TS0 o specified 100 120 " brain inbred not C5TELIE
musculus sample applicakle strain applicakle
% co7a ks refle [ specified 100 1za M Brain [l e C5TELS
musculus sample applicakle strain applicakle
& o574 Mus male 0TS0 o specified 100 120 " brain inbred not C5TELIE
musculls zample applicahle strain applicahle

See the following for explanations of the data that displays on each tab:

o "Within-Array Checks for Affymetrix 3' Arrays" on page 48.
¢ "Within-Array Checks for Affymetrix Exon Arrays" on page 52.
¢ "Model-based Checks for Affymetrix 3' Arrays" on page 50.
¢ "Model-based Checks for Affymetrix Exon Arrays" on page 54.

¢ "Pseudo Images (Affymetrix)" on page 57.

¢ "MA Plots" on page 59.
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Within-Array Checks for Affymetrix 3' Arrays

The within-array quality control checks are examined using the Bioconductor package Simpleaffy. There are
four checks that are examined:

o Average Background Average background is examined to determine if it is consistent across arrays.
Affymetrix has indicated that typical background averages range from 20 to 100, but there is no sta-
tistically relevant range for these values to fall within.

« Internal Controls There are two internal house-keeping genes ( 3-actin and GAPDH) that are used to
evaluate the RNA and assay quality. Three probe sets have been designed per control. The first probe
set measures the intensity of the 3' end of the gene, the second probe set measures the intensity of the

5’ end of the gene, and the third probe set measures the intensity in the middle of the gene. The ratio of
the intensity from the 3' end to the 5' end should theoretically be around 1. According to Wilson, et al.
(2004), ratios above 1.25 for GAPDH should be considered outliers and ratios over 3 for $-actin should
be considered outliers.

o Percent Present Affymetrix recommends the use of a normalization and summary method called
Microarray Suite 5.0 (MASS5). Within this normalization procedure, each probe set gives a Present, Mar-
ginal, or Absent call. The percent of present probe sets out of all probe sets on the array is used as a
quality control measure. Although the percent of present probe sets measured is highly dependent on
each specific experiment with respect to the number of genes you expect to be expressed, an
extremely low value raises suspicion about the quality of an array. Also, it is expected that duplicate
arrays have similar percent missing levels.

o Scaling Factors As part of the quality control procedure, intensities are normalized using the MAS5
procedure. Within the process of normalization, each array is adjusted by a scaling factor to get the
trimmed mean of all arrays to equal a target signal. This scaling factor indicates how much RNA was
hybridized onto the array. A wide variation of scaling factors across arrays can be a cause for concemn.
Affymetrix defines a wide variation as a three-fold or greater difference.

The Simpleaffy package from Bioconductor calculates the four within-array quality control check measures
from a group of CEL files and displays the results on a single QC Stats graph:
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Along the left side of the graph are the names of the CEL files that were included in this analysis. The next col-
umn has two numbers per CEL file. The top number is the percent present and the bottom number is the aver-
age background for that CEL file. It is expected that the average background measures across arrays should
be similar and, ideally, below 100.

The percent present values are heavily dependent on the type of sample used on the array. If the same type of
tissue is used in all samples, the percent present values should be similar across arrays. However, if you
have multiple tissue types such as liver and brain, the percent present values could vary substantially
between these tissues.

When the average background measures display in red, it indicates that the values across arrays show a "con-
siderable amount of variation". When the percent present values display in red, it indicates that there is a
spread greater than 10% between the lowest and highest percentage.

The solid dots that are attached to a horizontal bar originating from the zero line represent the scale factors
(indicators of how much RNA was hybridized to the array) for each array. The blue shading is the region that
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spans three-fold below and three-fold above the average scale factor. In the graph above, all of the scale fac-
tors fall into this range. However, if one scale factor did not fall within the range, the dot and horizontal line for
that scale factor would display in red.

The intensity of the two internal control housekeeping genes is represented by open triangles and open dia-
monds and measures the quality of the hybridized RNA.

The open triangles represent the log base 2 of the 3' to 5' ratio for 8-actin. In the graph above, a value of 0 for
the ratio would be ideal and a value above 1.6 would be a cause for concern. None of the ratios in the graph are
greater than 1.6.

Similarly, the open diamonds on the graph represent the log base 2 of the 3' to §' ratio of GAPDH. This ratio
should be below 0.32. Again, none of the ratios are above the threshold.

Model-based Checks for Affymetrix 3' Arrays

Another package in Bioconductor looks at a model-based quality control assessment. There are three assess-
ments that are examined at this stage; relative log expressions (RLE), normalized unscaled standard errors
(NUSE), and array pseudo-images. To calculate all three assessments, a probe level model must first be fit to
the data:

log, PMy = Oy tay + 6y

k=1 ... Kprobe sets

i=1.. Ik probes

j=1...Jarrays

In this default model, Bk' is the array effect, a, .is the probe effect, and € ii is the residual error term. The

model can be adjusted t() include other effects, but the default model is usléd for quality control purposes.

Relative log expressions (RLE) The relative log expressions for each probe represent that particular probe’s
deviation from the median value of that probe across arrays. This quality assessment is dependent on the
assumption that most of the genes measured are expressed at similar levels across the arrays. The relative
logs are displayed as box plots. The expectation is that the relative log expressions should be evenly dis-
tributed around zero within each array, i.e., one array does not always have a higher intensity than all the other
arrays when looking at individual probes. Also, if one or more arrays have box plots that are much larger than
the other arrays, then these arrays tend to have more outliers than the other arrays.
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RLE for Sample Data

The RLE graph above displays a variety of box lengths and several boxes that are not centered around 0. This
raises concerns about the distribution of the RLEs within arrays, but these minor issues could be resolved

with normalization.

Normalized Unscaled Standard Errors (NUSE) The normalized unscaled standard errors represent the

standard error between probe intensities within a probe set on a specific array. These errors are normalized by
dividing by the median standard error for that probe set across arrays. The expected distribution of NUSEs

within an array is centered about one. A higher value indicates that the array has more variance for that probe

set than the other arrays.
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NUSE for Sample Data
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The plot above is a concern because the six samples on the right side have much more variation than the
other 14 samples. In other words, the variation between probes within a probe set is consistently higherin
these six samples. The extent of the variation indicates that the samples could be of poorer quality.

Within-Array Checks for Affymetrix Exon Arrays

The within-array quality control checks are examined using data from quality control reports produced by the
Affymetrix Power Tools and graphics from the Bioconductor package Simpleaffy. Quality control measures
are based on an RMA normalization of the core transcript clusters. There are four checks that are examined:

o Average Background The average raw intensity value across probes used to calculated background.
The average is calculated on intensity values prior to any normalization. There is no relevant threshold
for this value. Look for consistency across arrays.

o Percent Present The proportion of all probe sets (transcript clusters) with an intensity value above
detection limits (p-value < 0.01). Although the percent of transcript clusters above detection limits is
highly dependent on each specific experiment with respect to the number of genes you expected to be
expressed, an extremely low value raises suspicion about the quality of an array. It is expected that
duplicate arrays have similar percent-missing levels.

o Pseudo Scaling Factors Represents the replicated scaling factor from the quality control measure
for the 3’ expression arrays. It is the ratio of the average raw intensity value of all probes on the array
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compared to the average raw intensity value across all arrays in the experiment. This value gives a gen-
eral idea of how ‘dim’ or ‘bright’ an array is. Most minor discrepancies among arrays are eliminated with
proper normalization.

« AUC for Distinguishing Positive and Negative Controls The positive and negative controls are
used in a receiver operating characteristic (ROC) analysis to assess the array's ability to distinguish
between the two, based on signal intensity. The area under the curve (AUC) is a descriptive measure
to assess this accuracy. An AUC of 1 indicates the perfect separation of positive and negative controls
based on signal intensity, while an AUC of 0.5 indicates that signal intensity cannot be used to dis-
tinguish between the two types of probes. The AUC can also be calculated based on detection above
background measures.

These measures are displayed in a graphic similar to the one generated by the Simpleaffy package from Bio-
conducter for the 3’ Affymetrix arrays.
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Along the left side of the graph are the names of the CEL files that are included in the analysis. The next col-
umn has two numbers per CEL file: the top number is the percent present and the bottom number is the aver-
age background for that CEL file.
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The percent present values are heavily dependent on the type of sample used on the array. If the same type of
tissue is used in all samples, the percent present values should be similar across arrays. However, if you
have multiple tissue types such as liver and brain, the percent present values can vary substantially between
these tissues. By default, the percent present values are displayed in red if there is a spread greater than 10%
between the lowest and highest values within the experiment. It is expected that the average background
values across arrays should be similar. If they vary by more than 20 units, all values are given in red.

The solid dots that are attached to a horizontal line originating from the solid vertical line through 1 represent
the pseudo-scaling factors (indicators of how much RNA was hybridized to the array) for each array. The blue
shaded region is the area 30% above and 30% below the experiment average. Values that fall outside this
region are displayed in red.

The open circles and open triangles represent the AUC for distinguishing positive and negative controls
respectively, based on intensity values and detection above background values. According to Affymetrix,
“values between 0.80 and 0.90 are typical” (Quality Assessment of Exon and Gene Arrays, 2007) for AUCs
based on signal intensity. AUC values based on detection above background tend to have values between
0.75and 0.85.

Model-based Checks for Affymetrix Exon Arrays

For the Affymetrix Exon Array, two model-based measures are explored that are similar to the model-based
measures calculated for the Affymetrix 3’ Arrays. These are relative log expression (RLE) and mean of the
absolute deviation of the residuals (MAD). All measures are gathered from the summary report generated by
the Affymetrix Power Tools when the experiment is normalized using RMA on the core transcripts.

Absolute Relative Log Expression (RLE). The absolute relative log expressions for each transcript cluster
represent that particular transcript cluster's absolute deviation from the median value of that transcript cluster
across arrays. Displayed in the RLE figure for exon arrays is the mean absolute relative log expression
across transcript clusters within an array and the standard deviation of this value within an array. Consistent
values across arrays are ideal. If an array has a higher mean or a significantly larger standard deviation, the
quality of this array may be suspect.

54



Absolute Relative Log Expression
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The RLE graph above displays consistent results across samples. The final sample, DBA_3, appears to have
a higher mean RLE, indicating that the intensities for that particular array deviated to a greater extent from the
other arrays. However, small deviation is considered only a minor issue.

Absolute Deviation of Residuals (MAD) The absolute deviation of the residuals from the median rep-
resents deviation of probe level intensities from those predicted, as opposed to the transcript cluster level devi-
ations examined in the preceding Absolute Relative Log Expression graphic. The MAD graphic for exon arrays
(below) displays the mean absolute deviation of the residuals from the median for that probe across
probes/features within an array and the standard deviation of this value within an array. Consistent values
across arrays are ideal. If an array has a higher mean or a significantly larger standard deviation, the quality of
this array may be suspect.
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Absolute Deviation of Residuals from Median
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The example MAD graph above displays consistent results across samples. The final sample, DBA_3,
appears to have a higher mean MAD indicating that the intensities for that particular array deviated to a greater
extent from the other arrays. However, small deviation is considered only a minor issue.
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Pseudo Images (Affymetrix)

There are several different pseudo-images that you can inspect for artifacts that are not visible from the raw
images. The first image that is displayed shows (from left to right) the spatial distribution of the weights
involved in the estimation of the probe-level model outlined previously. In some sense, weights can be con-
sidered a "standardized" residual. They range from 0 to 1 where 1 is a small residual and O is a large residual
relative to the variance between residuals for the probe across all arrays.

Bhave 01_M430_2.CEL

The pseudo-image above looks good because the spots appear to be randomly scattered around the array,
rather than being concentrated in any one area. These images are mainly useful for finding spatial artifacts
that may be caused by scratches on the array, bubbles that occurred during processing, etc.

You can also look at the raw residuals using a pseudo-image, which represents the ekij value from the default
model equation. As opposed to the weights, you want to see values in these images that are close to zero,
which indicates that the model is a good fit. There are also several options for looking at the residuals; viewing
both the positive and negative residuals on one array or separating them onto two different arrays. You can
view a pseudo-image that represents just the sign of the residual, not the magnitude. Following is an example
of each choice for the same array.
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Bhave_01_M430_2.CEL Bhave_01_M430_2.CEL

Bhave_01_M430_2.CEL Bhave_01_M430_2.CEL

The image at the top left has both negative (blue) and positive (red) residuals shown. The intensity of each
color represents the magnitude of the residual. The image in the top right shows only positive residuals. The
image in the bottom left shows only negative residuals. Finally, the image in the bottom right represents the

signs of the residuals only. In general, the plots show random distribution of color and intensity, indicating no
major artifacts of concern for this array.
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Some pseudo-images show a definitive ‘spot’ on the array.

DBA_&

Although some spots are obvious, Affymetrix requires that ‘artifacts’ must cover over 10% of the array for the
array to be considered poor quality. The main reason for this is that the image above displays weights on the
probe level. Since probes from the same probe set are scattered about the array randomly, it is assumed that
the effect of these ‘bad’ probes will be eliminated when summarized into probe set values during the nor-
malization procedure.

MA Plots

An MA plot is a scatter plot used to compare two arrays. The y-axis is the log-fold change and the x-axis is the
average log intensity between the two arrays. The example data uses 20 arrays, so instead of looking at each
pair-wise comparison, a "reference" array is used. The reference array in the following graphs is the median
intensities across all arrays. The expectation is a random scatter plot, centered about the zero horizontal line.
The MA plots that follow are for six arrays.
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The blue line in the graph is the zero reference line. The red line is the loess curve, fit to the actual data. The
top middle graph shows a "good" MA plot because the points are scattered evenly about the zero reference
line and the loess line is close to the zero reference line. The normalized data for the three bottom MA plots
shows some biases. Each of the loess curves has a downward slope at the higher average intensities, which
indicates that these arrays tend to have lower values than the other arrays in the sample at higher intensities.

The inter-quartile range (IQR) and median are also reported on the Quality Control Results page and each
graph. A compact IQR indicates that few genes are different, and there is less variation between arrays. A
larger inter-quartile range can indicate that many genes are differentially expressed or that there is more var-
iation between arrays. The IQR for the three bottom graphs is much larger than the IQR for the top center
graph. The four graphs with the downward sloping loess curve (bottom three and top right) are arrays that were
elevated in the NUSE graph.
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Guidelines for Assessing CodeLink Data Quality

Quality control for CodeLink arrays is measured using the distribution of probe intensities, Coefficient of Var-
iation, and a table that displays flags set by the proprietary CodeLink software. After you run quality control on

CodelLink datasets, graphs and tables display on individual tabs.

Q Notes:

¢ If you choose not to generate images when you run the quality control checks, the Pseudo Images tab

has no data.

® Click the Download icon @ to download the images from each tab.

Detailed Microarray Gene List

Transcription Downloads Analysis - Analysis -~ TL Tools ~
Informat?on To'gI: To::!l,lg a

Account ~

> % o[ B
Choose Bun Quality Rewiew &
Dataset Contrel Approve
Quality
Contral
Results

The results of the quality control process are shown below. Once you have reviewed therm, click the
Approve Quality Control Results icon.

e L BTN Relative Log Expressions | Coefficient of Variation | Pseudo-Images | CodeLink Software

9
- = )
You are Analyzing: Codelink QC 4 H
[ratazet Approve
- Details (Bl
Steps to run quality control on a dataset: Contral
Results

This page ensures that the attributes entered for each array are compatible.
Attributes where more than one value exists are shown in orange.

If desired, you may delete one or more of the following arrays:

See the following topics for explanations of the data that displays on each tab:

o "Distributions of Probe Intensities" on page 62.
o "Coefficient of Variation" on page 63.

¢ "Pseudo Images (CodeLink)" on page 63.

¢ "CodelLink Software" on page 64.

o A A Initizl . - . .
Delete i;r:: Organism || Sex S-?m;:éle Dev;tlgprenem StAa?Ss Range || Range Time Or'gjzl:tlsm Category gedll:oltdua; Dgt::e ?:2:;?)(5: Sh
P o Min || Max || Point P &
recombinant
% 081 Rattus e TOZON ot specified 120 140 "% brain inkred meR BHOg)
NoFveRicus sample applicakle - applicable
recambinant
§¢ ompz  FEMS g TOTEM specified 120 140 " Brain inbred not BxHOS
noFveicus sample applicakle strain applicable
recombinant
§ omB3 e [T sz e T rain inkbred me BXHO3
NoFveRicus sample applicakle - applicable
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Distributions of Probe Intensities

The distribution of log expression values for each sample are represented as box plots. This quality assess-
ment depends on the assumption that most genes measured are expressed at similar levels across the
arrays. The expectation is that the log expression values within a sample should have a similar distribution
across samples: e.g., one array does not have a higher median expression value or one array does not show a
much wider interquartile range than the others.

In the following image, all six samples show a similar distribution; the boxes are of similar height and the
median expression value expressed by the thick horizontal bar within the box are all close to 5. When there is
quite a difference between boxes, a quantile normalization or a cyclic loess normalization will force samples
to have similar, if not identical, distributions.

CodeLink QC Boxplot
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Coefficient of Variation

Coefficient of Variation (CV) s a statistical measure of the variation of data points in a data series around the
mean. It is calculated as follows:

CV = standard deviation / mean

In this case, the coefficient of variation represents the ratio of the standard deviation between probe inten-
sities within an array to the mean probe intensity within that array. The CV values are represented on the fol-
lowing graph where a vertical line is dropped down from each CV point to link to its array. You should look for
CVs that are similar across arrays, paying particular attention to the range of CVs displayed.

The image that follows shows the CV for six samples from two different strains. Although there is a difference
between samples, note that the y-axis runs from 2.34 to 2.44 with only a difference of 0.10 between minimum
and maximum values. Differences above 0.5 may require further attention. Also notice that the higher values
are all from one strain while the lower values are all from another strain. When values are similar within some
biological trait, it is more likely that the differences seen are due to some underlying biological explanation
rather than a technical problem.

CodelLink CV Plot
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Pseudo Images (CodeLink)

If images are generated during quality control checks, the pseudo-images tab shows a spatial image of the
raw spot intensity for each array. When there is a pseudo-image generated, you should look for any major arti-
facts that would indicate an area of the array that has been compromised during the hybridization process. For
examples of good and bad pseudo images, see "Pseudo Images (Affymetrix)" on page 57.
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CodelLink Software

Codel.ink proprietary software produces quality control flags that show the integrity of each probe on each
array. These flags may serve as an indication of inferior arrays. The table lists summary statistics for each
array, as well as the number of spots labeled with CodeLink Calls values. For example, arrays having high
number of CodeLink Calls other than G (Good), compared to the other arrays within the dataset, can be con-
sidered for elimination. See "CodeLink Gene Filtering Procedures" for details about the Number of Probes key
(G=Good, L=Near bg signal, C=Contamination, CL=Contamination & Near bg signal, I=Irregular shape,
M=Masked, S=Saturated, IS=Irregular shape & Saturated, CI=Contamination & Irregular shape).

Array Compatibility | Relative Log Expressions | Coefficient of Variation | Pseudo-lmages  [EeGHE R L0147 ]

This page displays the guality control lags that show the integrity of each array.

key: G=Good, L=Mear hackground signal, C=Caontamination, CL=Contamination & Mear hackground signal,
I=lrreqular shape, M=Masked, S=Saturated, 13=Irreqular shape & Saturated, Cl=Contamination & lrregular
shape

Background Walues Mumber of Probes

Array Mame Mean [LEES in ] L [ CL | Tt 5] 13 Cl

12B8_1 a4 2843 47 27448 B3T4 20 4 B4 256 24 1 1
128_2_Redo 54 362 46 26894 T0O09 20 9 114 283 15 0 1
128_32 ol 187 49 27166 6330 13 16 46 223 38 1 1]
128_4 55 2498 47 2T7a6Y G428 16 9 54 236 34 1 1]
1H_1 48 110 41 20909 13217 4 4 90 121 1] 1] 1]
1H_2 a0 95 43 21069 13054 3 2 99 118 a0 a0 ]

Running a Quality Control Check

After you create a dataset, you must run a quality control check on it. Arrays that are identified as ques-
tionable at any of the steps should be considered for deletion. However, some of the small imperfections and
minor concerns can be alleviated by an appropriate normalization method. See "Preparing Datasets".

1.
2.

3.

Choose Microarray Analysis Tools in the main menu.

Click Analyze precompiled datasets. A page displays your datasets. Datasets that require quality
control checks show Runin the QC Complete column.

Click the dataset on which you want to perform quality control. The Quality Control page displays.
Choose whether you want to generate pseudo images from the QC run. If you do not generate images,
the Pseudo Images and MA Plot (Affymetrix) tabs in the quality control results page do not display
results.

Click Run Quality Control Checks. A confirmation message displays. Click Close.
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Detailed Microarray Gene List

Transcription Downloads Analysis = Analysis - TL Tools ~
Infnrmat?nn Tn'gI: Tn::!lflg 4

You are Analyzing: sample of C57 vs DBA =
Dataset
Steps to run quality control on a dataset: Details
s w P N
Choose Fun Quality Rewvien &
[ ataset Contral Approve
- Quality

Control
Results

This dataset needs to be run through the guality control checks before going further. As part of the guality
control checks, you may generate pseudo-images of the arrays as well as MA plots.

It is estimated to take approximately 12 minutes to run the checks without generating the images, or 24
minutes to generate the images in addition to running the checks.

Would you like to generate the images? O Yes ® Mo

Run Quality Contral Checks ]

The quality control checks take time, especially when you generate images. When the checks are complete,
an email is sent to the address you provided in the Registration page, and you can view the results. If the qual-
ity control process encounters errors, you must revise your array selection and re-run the quality control proc-
ess. See "Viewing and Approving Quality Control Results" for instructions on deleting chips.

Viewing and Approving Quality Control Results

After you run the quality control checks on your datasets, you must view and approve the results.

1. Choose Microarray Analysis Tools in the main menu.
2. Click Analyze precompiled datasets. A page displays your datasets.

Each dataset has one of these designations in the QC Complete column, to indicate the stage of the
quality control process:

Run: The quality control checks need to be run.

In Progress: The quality control checks are running.

o Review Results: The results of the quality control checks are available for review.
e Checkmark: The results of the quality control checks are approved.

3. Click a dataset with Review Results in the QC Complete column to review the results of the quality
control checks.

4. Review the information displayed on each tab.

If appropriate, click the Delete icon *x to delete an array from the dataset. If you delete an array, you
must re-run the quality control process.

5. Click the Approve Quality Control Results icon to approve the results.

Q Note: To see the approved Quality Control Result for a dataset, choose Microarray Analysis Tools in

@

the main menu, click Analyze precompiled datasets, then click the View Details = iconinthe QC

Results column.
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Quality Control Results

The quality control results page displays tabs to separate the types of quality control checks. The Array Com-
patibility tab displays the results of the Array Attribution Comparison. The remaining tabs display the results
of the Array Integrity Checks.The tabs that display depend on whether the dataset contains CodeLink or Affy-

metrix data. See "Quality Control Checks Overview" for details.

Each tab after the Array Compatibility tab displays a graph of the results. If you did not choose to display
images when you ran the quality control check, the Pseudo Images tab and the MA Plot tab (Affymetrix
only) do not contain images. See "Guidelines for Assessing Affymetrix Data Quality" and "Guidelines for
Assessing CodeLink Data Quality" on page 61 for an explanation of the data that displays on each tab.

Detailed
Transcription
Information

Microarray Gene List
Analysis - Analysis -
Tools Tools

QTL Tools ~

Downloads

Account

L R
You are Analyzing: Simple C57 and DBA A
[ratazet Appro.\re
i i Details By
Steps to run quality control on a dataset: Contral
Results
[ % [ R
Choose Fun Quality Rewiew &
Crataset Lontral Approve
Quality
Cantral
Results
The results of the quality control process are shown below. Once you have reviewed them, click the
Approve Quality Control Results icon.
UG e BT Within-Array Checks | Model-Based Checks | Pseudo-Images | MA Plots
This page ensures that the attributes entered for each array are compatible.
Attributes where more than one value exists are shown in orange.
If desired, you may delete one or more of the following arrays:
- Arge Apge Initizl . . . .
Delete Array Organism || Sex Sample || Development Arge Range || Range Time Crganism Category Individual || Dizeasze Separgtlon Strain
Mame Type Stage Status . . Part Genotype State Technigue
hdin Mz Pairit
& CsT_1-1 v et | specified 100 120 " brain MRt me C5TELIE
musculls zample applicable strain applicable
§ csroq M male 0TS0 o specified 100 120 " brain inbred not C5TELIE
musculus sample applicakle strain applicakle
% co7a ks refle [ specified 100 1za M Brain [l e C5TELS
musculus sample applicakle strain applicakle
& o574 Mus male 0TS0 o specified 100 120 " brain inbred not C5TELIE
musculls zample applicahle strain applicahle

Q Note: Click the Download icon @ that displays at the top right when downloads are available, to down-

load the images from each tab.
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Preparing Datasets

After you finalize a dataset, run the quality control checks on the dataset, and approve the quality control
results, your dataset is ready to be grouped and normalized, as indicated by the word "Run" in the Arrays
Grouped and Normalized column on the View Datasets page.

Grouping

Data grouping allows you to group arrays and normalize data across groups. Data is then in a state where sta-
tistical analysis can be performed. You can create multiple groupings and normalize each grouping multiple
times. After you create and normalize a grouping of arrays, a checkmark displays in the Arrays Grouped and
Normalized column.

Groups

The term "group” is used to indicate an analysis group. For example, if you analyze mouse data for differential
expression between males and females, group 1 can be all the samples from female mice, and group 2 can be
all the samples from male mice. For inbred strains, replicate samples within a group can be considered bio-
logical replicates, because even though the samples are two different animals, it is assumed that the gene
expression is similar (if not exactly the same) between the two samples.

You can choose groups by:

o Array attribute.
o Previous saved group combinations.
o User-created categories.

Normalization

The purpose of normalization and background correction is to remove systematic noise and reduce technical
variation. To normalize in the context of DNA microarrays means to standardize your data to be able to dif-
ferentiate between real (biological) variations in gene expression levels and variations due to the meas-
urement process. Normalizing also scales your data so that you can compare relative gene expression levels.
In general, the normalization process is subdivided into four sequential steps:

1. Background correction.

2. Data normalization.

3. Adjustment for non-specific binding (Affymetrix arrays only).
4. Data summary methods (Affymetrix arrays only).

The options for normalizing data are based on array platform:

Affymetrix 3' Arrays Affymetrix Exon CodeLink Arrays
Arrays
o MASS5.0 o RMA o None
o dChip o PLIER o Loess (rec-
o RMA (rec- ommended)
ommended) o VSN
o VSN o LIMMA
o GCRMA

Many normalization methods have been developed over the years since microarrays first hit the market.
These different normalization methods have the potential of yielding very different results in candidate gene
searches. Some researchers choose to run their analysis using a couple different normalization methods and
then choose the candidate genes that are identified regardless of normalization method. For Affymetrix, RMA
and the closely related gcRMA are the most common normalization methods published. For CodelLink, the

67



paper cited in the following References section gives an in-depth comparison of normalization methods and
concludes cyclic Loess to be the most accurate.

References

Wu W, Dave N, Tseng GC, Richards T, Xing EP, and Kaminski N (2005). Comparison of normalization meth-
ods for CodeLink Bioarray data. BMC Bioinformatics 6:309.

Normalization Methods

MAS 5.0

Micro Array Suite Version 5.0 (MAS5) is implemented in both the MAS 5.0 software package from Affymetrix
and in the Affy package in R. The PhenoGen website application uses the mas5 function in R. Signal cal-
culation using MAS 5.0 consists of five main steps.

The first step adjusts the raw intensities for a global background by organizing the array into zones. Within
each zone, the lowest 2% of intensities are used as an estimate background for that zone. The transition
between zones is smoothed by taking a weighted estimate of background for each point where the weights
are based on distances from zone centers. The second step calculates an "ideal" mismatch (IM) intensity to
adjust the perfect match intensity with the goal of eliminating background cross-hybridization and stray signal.
The IM value is used instead of the mismatch (MM) value to ensure that the resulting signal (PM-IM) is pos-
itive. The third step transforms the intensity values with a log base 2 transformation. The fourth step combines
probe values within a probe set using the one-step Tukey’s biweight algorithm, which "weights" the data to
reduce the influence of outliers. The fifth and final step scales all probe sets after conversion back to the orig-
inal intensity scale, i.e., not log base 2 transformed, to a target probe set intensity (500 by default). After the
MAS 5.0 procedure is complete, all intensity values are transformed using a log base 2 in preparation for sta-
tistical analyses.

References

1. Affymetrix (2001). Statistical algorithms reference guide. Technical report Affymetrix.

2. Hubbell E, Liu W-M, Mei R (2002). Robust estimators of expression analysis. Bioinformatics
18(12):1585-1592.

3. LiuW-M, Mei R, Di X, Ryder TB, Hubbell E, Dee S, Webster TA, Harrington CA, Ho M-H, Baid J,
Smeekens SP (2002). Analysis of high density expression microarrays with signed-rank call algo-
rithms. Bioinformatics 18(12):1593-1599.

PLIER (Probe Logarithmic Intensity Error)

Probe Logarithmic Intensity Error Estimation (PLIER). The PLIER algorithm is a model-based method that
includes “experimentally observed patterns for feature behavior and handling error appropriately at low and
high abundance”. The probe, or "feature", intensities are first pre-processed by quantile normalization to scale
expression values across arrays. Intensities are then adjusted for background noise by subtracting the
median intensity of control probes with similar GC content. All feature intensities for a probe set are used to
calculate a feature response; “a measure of how much the relative intensity of a feature is due to the feature
itself, as opposed to the common target of a probe set”. After taking into account the difference in features
within a probe set, intensity values across features are combined using a weighting scheme that down-
weights probes with inconsistent behavior. Finally, a mixed error model is used to account for the differences
in appropriate error models depending on the abundance of the transcript.

References
1. Guide to Probe Logarithmic Intensity Error (PLIER) Estimation, Affymetrix Tech Note, 2005.
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dChip (Perfect Match Probes Only)

DNA-chip Analyzer (dChip) is a software package that implements the model proposed by Cheng Li and Wing
Hung Wong. This model is also referred to as the Li Wong method and the resulting values are considered
model-based expression indexes (MBEI). The PM-only model fits the following model to each gene:

PMH. =V + 8, .;aﬁj, + &,

Where:

PMi' is the intensity for perfect match probe of probe pairj on the ith array.
Vj is the baseline response of the jth probe due to nonspecific binding.

el. is the expression index of the gene in the ith array.

';é.i" is the sensitivity of the PM probe of the probe pair .

sij is the random error.

Parameter estimates are determined through iteration. The R code used for normalization on the PhenoGen
website is not identical to the code used in Li and Wong's stand-alone program, dChip. Therefore, nor-
malization on the website might differ slightly from normalization derived from the dChip program. After the
dChip method is completed, all intensities are transformed using a log base 2 in preparation for statistical anal-
yses.

References

1. LiC, Wong WH (2001). Model-based analysis of oligonucleotide arrays: expression index computation
and outlier detection. Proc Natl Acad Sci U S A 98(1):31-6. (uses both PM and MM probes)

2. LiC, Wong WH (2001). Model-based analysis of oligonucleotide arrays: model validation, design
issues, and standard error application. Genome Biology 2(8):1-11. (uses only PM probes)

RMA

Robust Multi-Chip Average/Robust Multi-Array Analysis (RMA). RMA pre-processing consists of three main
steps: background correction, normalization, and summarization of probe level intensities in probe sets. RMA
uses a background correction method to account for optical noise and non-specific binding using only the per-
fect-match probes. The background-corrected probe intensities are then transformed using log base 2 and nor-
malized using quantile normalization. Finally, the probe intensities are combined using a median polish to get
one intensity for each probe set or transcript cluster. The log base 2 transformation of intensity values occurs
within the RMA procedure, so a separate transformation is not needed.

For the Affymetrix Exon Arrays, determine the probe sets to include, based on confidence in annotation (core,
extended, and full), by summarizing on either the exon level or gene level. For more details, see the Affymetrix
GeneChip ® Exon Array whitepaper, Exon Probeset Annotations and Transcript Cluster Groupings (2005).
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VSN

Variance stabilization (VSN). The goal of variance stabilization is to transform the data in such a way as to
eliminate the dependence of the variance on the mean. The VSN accounts for both background correction and
normalization by scaling and shifting the original intensity and then using the inverse of the hyperbolic sine as
a variance stabilizing transformation.

For Affymetrix data, this normalization method is implemented in the Affy vsnrma() procedure. The VSN trans-
formation is done at the probe level on the PM probes only, and then the probe level intensities are combined
into a probe set intensity using a median polish. Affymetrix data is transformed to log base 2 within the VSN
procedure.

For CodeLink data, this normalization method is implemented by choosing either the 'vsn' or the 'limma'’
options on the website. If the 'vsn' option is chosen, it is implemented using the vsn2() procedure in R and the
values are on the natural log scale. If the 'limma’ option is chosen, it is implemented using the nor-
malizeBetweenArrays() procedure, and values are on the log base 2 scale. In either case, data values are
background corrected before VSN is implemented.

Finally, for both Affymetrix and CodeLink data, a quantile of 0.5 is used for the least-trimmed sum of squared
(LTS) regression for the estimation of parameters. This is the most robust value (i.e., a value of 1 offers no pro-
tection to outliers and 0.5 offers the most).
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1. Huber W, von Heydebreck A, Sultmann H, Poustka A, Vingron M (2002). Variance stabilization applied
to microarray data calibration and to the quantification of differential expression. Bioinformatics
18(S1):S96-S104.
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GCRMA

G/C Robust Multi-Array Average (GCRMA). The GCRMA method is related to the RMA method described pre-
viously, in that GCRMA also uses quantile normalization on the log base 2 probe values and a median polish

to summarize probes into a probe set. However, the difference lies in the background adjustment. The RMA
method does not account for probe affinity when calculating background. For GCRMA, the estimate for non-
specific binding is related to the base composition of the nucleic acid molecules, i.e., the proportion of G and

C bases present in the probe sequence.

References

1. WuZ, Irizarry RA, Gentleman R, Martinez Murllio F, Spencer F (2004). A model based background
adjustment for oligonucleotide expression arrays. Johns Hopkins University, Dept. of Biostatistics
Working Papers, Paper 1. http://www.bepress.com/jhubiostat/paper1

LOESS

Locally Weighted Scatterplot Smoothing (LOWESS/LOESS). When applied to normalization of CodeLink
arrays, this method is also referred to as cyclic loess. This method is an iterative approach that is based on

the MA plot. For each distinct pair of arrays, the data is plotted using an MA plot (difference in log base 2
values versus the average of log base 2 values). A loess curve using a one-degree polynomial is fit to each
graph. This loess curve is used to estimate an adjustment for each value. The average adjustment for all pair-
wise comparisons for a particular probe is used to obtain starting values for that probe and array in the next iter-
ation. This method is implemented using the normalize.loess function in R. Initially, expression values from
Codelink are adjusted for background, i.e., spot mean-background median. Because this can result in
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negative values, expression values less than 1 are re-coded to 1. Expression values are transformed using a
log base 2 before LOESS normalization. You can fit the loess curve using a weighted least-squares approach
(family.loess=gaussian) or a re-descending M estimator with the Tukey's biweight function (family.loess="-
symmetric").

References

1. Bolstad BM, Irizarry R A, Astrand M, Speed TP (2003). A Comparison of Normalization Methods for
High Density Oligonucleotide Array Data Based on Bias and Variance. Bioinformatics 19(2):185-193.

LIMMA

Linear Models for MicroArrays (LIMMA). LIMMA refers to the package that is used in R. Two normalization
methods are available under this method: scale and quantile.

o Scale—Datais background corrected, values less than 1 are re-coded to 1, and all values are log base
2 transformed. Values are then scaled so that the median absolute deviations (MADs) are the same
across arrays.

e Quantile — Data is background corrected, values less than 1 are re-coded to 1, and all values are log
base 2 transformed. Values are then adjusted so that each array has the exact same distribution of
intensities. This gives the same results as the normalize.quantiles function in R.

References
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High Density Oligonucleotide Array Data Based on Bias and Variance. Bioinformatics 19(2):185-193.
2. Smyth GK, Speed TP (2003). Normalization of cDNA microarray data. Methods 31(4): 265-273.

Eliminating Probes with Poor Sequence Integrity

Probe masks were created for the Affymetrix Mouse 430 version 2 array, the Affymetrix Mouse Exon array,
and the Affymetrix Rat Exon array to eliminate probes whose sequence did not match to the reference

genome (NCBI m37 build for the mouse arrays and RGSC version 3.2 for the rat array), matched the genome
in multiple places, or harbored a SNP. For the mouse arrays, SNPs were derived from the 19 strains in the pub-
lic Inbred Mice dataset where genotype data is available at the Imputed Genotype Resource from the Jackson
Laboratory; http://cgd.jax.org/datasets/popgen/imputed.shtml (129P3/J is not available). For the rat array,
SNPs were derived from comparing the full genome sequence of the Brown Norway (BN) Inbred strain to the
Spontaneously Hypertensive Rat (SHR) strain that was recently sequenced (Atanur et al 2010) using next-
generation sequencing. We also included SNPs identified from our sequencing of the DNA (Phred quality
score > 150) of the parental strains of the HXB/BXH panel (SHR/OlaPrin and BN-Lx/CubPrin).

Entire probe sets were eliminated if less than four probes remained for the 3' array or less than three probes
remained for the exon array. For the Affymetrix Mouse 430 version 2 array, 68,002 probes were eliminated
because they did not align uniquely to the genome, and 39,430 additional probes were eliminated because
they targeted a genomic region with a known SNP. Of the original 45,101 probe sets on the array, 41,485
remain after masking. For the Affymetrix Mouse Exon array, 329,422 probes were eliminated because they
did not align uniquely to the genome, and 913,592 additional probes were eliminated because they targeted a
genomic region with a known SNP. Of the original 1,180,331 probe sets from the full annotation on the array,
900,079 remain after masking. For the Affymetrix Rat Exon array, 472,072 probes were eliminated because
they did not align uniquely to the genome, and 132,529 additional probes were eliminated because they tar-
geted a genomic region with a known SNP. Of the original 887,561 probe sets on the array from the full anno-
tation, 721,150 remain after masking.
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Grouping and Normalizing Datasets

Your dataset is ready to be grouped and normalized, when the word Run displays in the Arrays Grouped and
Normalized column on the View Datasets page.
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ChooseMicroarray Analysis Tools in the main menu.

2. Click Analyze precompiled datasets. A page displays your datasets.
3. Click the dataset you want to group.
4. Select the parameters of the group:
« Create groups automatically: Choose a criterion from the Create groups based on the fol-
lowing drop-down list. The list contains attributes whose values differ amongst the arrays in the

dataset, and the samples are sorted into groups automatically. If your experiment contains

arrays from replicate lines, Replicate Dataset displays in the list.

OR

« Create a group manually: Manually add samples to the Group or Exclude columns.

Q Notes:

o Click the Create Additional Group link, at the top right of the table, to create a new group.
¢ Click Name this Group in the column headings to enter a descriptive name.

5. Enter a name for the grouping, and click Next.
6. Select the grouping you want to use for this normalized version from the list.
7. Select a Normalization Method from the drop-down list. See "Normalization" for details.
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Normalizing Affymetrix Arrays

If you have an experiment with Affymetrix arrays, choose one of the following options and proceed to
step 8:

e MASS5 (method implemented in Affymetrix GeneChip 5 software).

o dChip (DNA chip analyzer).

e rma (robust multi-array average method).

¢ vsn (variance stabilization normalization method).

e gcrma (G/C robust multi-array average).

o plier (Exon arrays only)

Normalizing CodeLink Arrays

If you have an experiment with CodeLink arrays, choose one of the following options and proceed to
step 8:
e None.

o Loess (Locally Weighted Scatterplot Smoothing) - Select gaussian or symmetric from the
drop-down list that displays.

e vsn (variance stabilization normalization method) - Select Lts.quantile and Number of iter-
ations from the drop-down lists that display.

e LIMMA (Linear Models for MicroArrays) - Select the Limma method from the drop-down list
that displays.

8. Enter aversion name for this normalized version of the dataset.
9. Click Next. The normalization process takes time. When it is complete, you receive an email.

] Important! You can group and normalize the same dataset any number of ways. Each is saved .

Analyzing Datasets

A "dataset" in the PhenoGen website is created using a collection of arrays from one or more lab experiments.
You can create datasets using arrays in the PhenoGen database that are public or that you have been granted
access to use. There are also four pre-compiled "Public" datasets. These can be used by all registered users
for correlating phenotype data with gene expression data in inbred and recombinant inbred mice and rat
strains.

After you group and normalize a dataset, you can analyze it. Data analysis consists of:

1. Filtering out noise by applying optional filters that allow you to eliminate certain probe sets from further
analysis.

2. ldentifying statistically significant genes using statistical analysis tools.

3. Saving the resultant set of probes or probe sets as a gene list.

The above steps can be further broken down into the following process:

1. Select a single normalized dataset version.
2. Choose the type of analysis to perform:

Differential Expression

o Proceed to Step 3, Filter genes.

Correlation Analysis
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a. Create a behavioral phenotype data file off line. See "Uploading Phenotype Data" for the
required format.

b. Upload the phenotype data file.

c. Proceed to Step 3, Filter genes.

Clustering

o Proceed to Step 3, Filter genes.

3. Filter genes.
4. Perform statistical analysis or clustering.
5. Save gene lists or cluster results.

Filtering

A typical microarray consists of thousands of probe sets (10,000 - 1,00,000), and the introduction of mean-
ingless noise is inevitable. Removing this noise increases the chances of finding significant genes. The Phe-
noGen website provides various gene filtering methods for filtering out genes prior to running statistical
analysis. For differential expression analysis and correlation analysis, the filters are based on the types of
arrays used in the dataset. See:

o "Affymetrix Gene Filtering Procedures" on page 74
e "CodeLink Gene Filtering Procedures" on page 76

For clustering analysis, the filters are also based on the types of arrays in the dataset, but additional filters
based on gene expression values are also available. See:

o "Clustering Filtering Procedures" on page 78

@ Note: The PhenoGen website does not provide custom array filtering.

Affymetrix Gene Filtering Procedures
Affy Control Gene Filter

Use the Affy Control Gene Filterto remove internal control probes from the analysis. Affymetrix technology
uses house-keeping genes' intensity values as a means for quality control. A pre-determined concentration of
these control genes was spiked into the cRNA target mixture prior to application onto the microarrays. The
measured intensity values are used for internal quality control. Since these control genes are typically from dif-
ferent species, they have little importance to the analysis.

MASS Absolute Call Filter

Use the MAS5 Absolute Call Filter to either keep or remove probes based on their present or absent call. The
MASS5 algorithm uses probe-pair intensities to generate a detection p-value and assign a Present, Marginal, or
Absent call. Each probe pair in a probe set has a potential vote in determining whether the measured transcript
is detected (Present) or not detected (Absent). The vote is described by a value called the discrimination
score [R]. The score is calculated for each probe pair and is compared to a predefined threshold Tau. Probe
pairs with scores higher than Tau vote for the presence of the transcript. Probe pairs with scores lower than
Tau vote for the absence of the transcript. The voting result is summarized as a p-value. The greater the
number of discrimination scores calculated for a given probe set that are above Tau, the smaller the p-value
and the more likely the given transcript is truly present in the sample. The p-value associated with this test
reflects the confidence of the detection call.

The detection p-value cut-offs, alpha 1 (a1) and alpha 2 (a2), provide boundaries for defining Present, Mar-
ginal, or Absent calls. At the default settings determined for probe sets with 16 - 20 probe pairs (defaults a1 =
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0.04 and a2 = 0.06), any p-value that falls below a1 is assigned a Present call, and above a2 is assigned an
Absent call. Marginal calls are given to probe sets which have p-values between a1 and a2.

DABG Absolute Call Filter

Analogous to the MASS5.0 present/absent calls from the Affymetrix 3’ Array, each probe set on the Affymetrix
Exon array is given a p-value associated with the hypothesis that the intensity values can be distinguished
from background noise. This p-value is referred to as the detection above background (DABG). It is generated
by comparing each probe in the probe set to a set of background probes with similar GC content. The probe-
level p-values are combined into a DABG p-value on the probe set level. For this filter, probe set with a p-value
less than 0.0001 is considered “present” and a probe set with a p-value greater than or equal to 0.0001 is con-
sidered “absent”.

Heritability Filter

Use the Heritability Filter to limit the probe sets analyzed to those with a high genetic heritability. This filter
eliminates probe sets for transcripts whose environmental influence on expression is high compared to the
strict genetic influence. For analyses on the Affymetrix Mouse 430 version 2 array, the broad sense heritability
has been calculated on the public inbred mouse panel (20 strains) normalized using RMA with poor quality
probes eliminated prior to normalization and the public BXD recombinant inbred mouse panel (32 strains) nor-
malized using RMA with poor quality probe eliminated prior to normalization.

For analyses on the Affymetrix Mouse Exon array, the broad sense heritability has been calculated on the
core transcript clusters from the public LXS brain recombinant inbred mouse panel normalized using RMA
with poor quality probes eliminated prior to normalization. For analyses on the Affymetrix Rat Exon array, the
user must choose the tissue of interest (brain, heart, liver, or brown adipose tissue). The broad sense her-
itability has been calculated separately for each tissue on the core transcript clusters from the public
HXB/BXH recombinant inbred rat panel normalized using RMA with poor quality probes eliminated prior to nor-
malization.

The broad sense heritability is calculated for each probe set/transcript clusters separately using an ANOVA
model. Because the public data sets are based on the Affymetrix Mouse 430 version 2 array, the Affymetrix
Mouse Exon arrary, and the Affymetrix Rat Exon array, the Heritability filter is only available for data sets on
these chips. Use either panel's heritability values for this filter and specify a minimum heritability threshold for
inclusion. All filtering is done on the probe set or transcript cluster level.

eQTL/bQTL Filter

Another way to prioritize genes for analysis is to limit those considered to be genes whose transcription levels
are controlled from the same genetic region that controls the phenotype/behavior of interest (e.g., Tabakoff et
al. 2009). We have identified expression quantitative trait loci (eQTL) for probe sets from the BXD recom-
binant inbred panel on the Affymetrix Mouse 430 version 2 array, for core transcript clusters from brain tissue
of the LXS recombinant inbred mouse panel on the Affymetrix Mouse Exon Array, and for core transcript
cluster from brain, heart, liver, or brown adipose tissue of the HXB/BXH recombinant inbred rat panel on the
Affymetrix Rat Exon Array.

When data sets are created based on any of these three array technologies, the respective eQTL data sets
are used. When using the HXB/BXH recombinant inbred rat panel, the user must choose the correct tissue.
The user also chooses a significance threshold for eQTL and the appropriate bQTL to compare to. Probe
sets/transcript clusters are retained if their eQTL is significant and the location of the marker (SNP) with the
maximum association with transcript expression is within the chosen bQTL limits. All filtering is done on the
probe set or transcript cluster level.

Gene List Filter

Filtering by Gene List allows you to select a gene list that has been previously created and either keep or
remove all the genes within that gene list.
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CodelLink Gene Filtering Procedures
CodelLink Control Gene Filter

There are three basic types of CodeLink probes that are used in the Control Gene Filter:

« (D) Discovery - The probes corresponding to the genes of interest for a particular species.

« (P) Positive controls - The bacterial probes corresponding to bacterial transcripts that are spiked in at
the total RNA level and are used to evaluate the sensitivity and dynamic range of the platform.

¢ (N) Negative controls - The bacterial probes used for evaluating the degree of non-specific assay
background and negative control threshold.
When this filter is complete, both P and N are removed.
Codelink Call Filter

Use the CodeLink Call Filterto remove internal control probes from the analysis. The CodeLink Call filter is
based on the quality control flag results measured from the imaging software; CodeLink Expression v4.1 algo-
rithm. The flags are:

Flag Description

G The spot has passed all quality control measures and is defined as good.

M The spotis identified in the MSR (Manufacturing Spot Removed) File and no intensity data is pro-
vided. The probe was masked after printing because it represented a suboptimal probe. Data from
these spots is disregarded.

C The spot has a high level of background contamination. Its background is above the global back-
ground population.

| The spot has an irregular shape.
L The spot has a near background signal.

S The spot has a high number of saturated pixels, typically above 60,000 units.

A spot may receive more than one quality control flag. For example, it may be labeled CI if it has both back-
ground contamination and an irregular shape.

For the filter, you can specify the number of samples with either a G (Good) flag or an L (Low) flag needed, to
keep or remove the probe from further analysis. Samples that have any of the other flags are not counted
towards the number of samples needed for retention or elimination.

GeneSpring Call Filter

The GeneSpring Call Filter uses present/absent calls generated from the imaging software, which was
designed to mimic the present/absent calls generated by GeneSpring software for Affymetrix data. The P
(present), A (absent), M (marginal), and U (unknown) calls are based on the quality control flags listed in the
CodelLink Call Filter.

o (P) Present Call - The spot receives a P call if it has a G quality control flag.

e (A) Absent Call - The spot receives an A call if it has an L quality control flag.

¢ (M) Marginal Call - The spot receives an M call if it has a C, I, or S quality control flag.

e (U) Unknown Call - The spot receives a U call if it has an M quality control flag.
Like the CodeLink Call Filter, you can specify the number of samples with either a P (Good) call or an A (Low)

call needed to keep or remove the probe from further analysis. Samples that have an M or U call are not
counted toward the number of samples needed for retention or elimination.
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Median Variance Filter

Use the Median Variance Filter to retain probes with greater variation than the median variation gene. Genes
whose expression does not vary are unlikely to be differentially expressed. Since it is likely that most genes
are not differentially expressed or associated with a particular phenotype, the median variance across all
genes is a reasonable model of null variation; i.e., the variation due to other factors. The variance (32) is cal-
culated across all subjects for each gene. The null hypothesis is that these variances represent random and
normally distributed noise. For each gene, the statistic W = (N-1)32/median(32) is computed, where N is the
number of observations of the gene. It is approximately chi-square distributed with N-7 degree of freedom
[(Rosner, 2000), p246]. The system calculates a p-value for rejecting the null hypothesis and performs the
False Discovery Rate (FDR) multiple testing correction (Benjamini & Hochberg 1995), setting the FDR to
10%. The result is a list of genes with significantly greater variation than the median variation across genes
with, at most, 10% of that list including genes that have true variation less than, or equal to, median variation.

References

1. Fundamentals of Biostatistics. Bernard Rosner, 5th edition Duxbury Thomson Learning. Pacific
Grove, CAUSA

2. Benjamini Y, Hochberg Y. 1995. Controlling the false discovery rate: A practical and powerful approach
to multiple testing. J R Stat Soc B 57:289-300

Coefficient Variation Filter

Use the Coefficient Variation Filterto remove probes whose variation across samples is higher than a thresh-
old. The Coefficient Variation filter measures the consistency of the probes across all samples. The coef-
ficient of variation (CV) of each probe is calculated as standard deviation divided by mean. A high CV value
reflects inconsistency among the samples within the group. For a two-group comparison study, the CV of
each group is calculated independently. You can predefine a cutoff value, where genes with CVs above the
cutoff value are removed. You can also define different cutoff thresholds to control the consistency levels of
the genes.

Negative Control Filter

Use the Negative Control Filter to keep or remove probes based on whether the negative control probes are
above or below detection limits. The negative control probe filter takes advantage of the negative controls on
the CodelLink arrays to create thresholds for detection. Detection limits are calculated for each array individ-
ually based on the negative controls on that array only. The detection limit is equal to the mean plus two stand-
ard deviations of the set of negative probes with the highest mean. Both the mean and standard deviation are
calculated based on a 5% trimmed data set.

Heritability Filter

Use the Heritability Filter to limit the probes analyzed to those with a high genetic heritability. This filter elim-
inates probes for transcripts whose environmental influence on expression is high compared to the strict
genetic influence. Broad sense heritability has been calculated on the public HXB/BXH recombinant inbred rat
panel normalized using cyclic LOESS. The broad sense heritability is calculated for each probe separately
using an ANOVA model. Because the public data sets are based on the CodeLink Whole Genome Rat Array,
this filter is only available for data sets on that chip. A minimum heritability threshold for inclusion must be
specified. All filtering is done on the probe level.

eQTL/bQTL Filter

Another way to prioritize genes for analysis is to limit those that are considered to genes whose transcription
levels are controlled from the same genetic region that controls the phenotype/behavior of interest (e.g., Taba-
koff et al. 2009). We have identified expression quantitative trait loci (eQTL) for probes from brain tissue of the
public HXB/BXH recombinant inbred rat panel normalized using cyclic LOESS. The user chooses a sig-
nificance threshold for eQTL and the appropriate bQTL to compare to. Probes are retained if their eQTL is sig-
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nificant and the location of the marker (SNP) with the maximum association with transcript expression is
within the chosen bQTL limits. All filtering is done on the probe level.

Gene List Filter
Filtering by Gene List allows you to select a gene list that has been previously created and either keep or
remove all the genes within that gene list.

Clustering Filtering Procedures

Variation Filter

Filter by Variation to reduce the number of probes considered for the clustering analysis by only retaining the
genes with the largest variance across all samples (group is not accounted for in this calculation). You can indi-
cate how many probes to retain by either specifying a percent or an exact number.

Fold Change Filter

Filter by Fold Change to reduce the number of probes considered for the clustering analysis by retaining
probes with the largest difference between the maximum expression value for that probe and the minimum
expression value for that probe. You can indicate how many probes to retain by either specifying a percent or
an exact number.

Types of Statistical Analysis
The PhenoGen website provides three different types of analyses that can be performed on your "in-silico"
dataset:

o "Differential Expression Analysis" on page 79
o "Correlation Analysis" on page 81
o "Clustering Analysis" on page 83

Q Note: You must upload phenotype data for a dataset version if you want to run correlation analysis. See
"Using Phenotype Data in Correlation Analysis" for details.

For Exons only, a Previous Analysis section displays if the dataset has been previously analyzed. Previous
analyses expire after seven days.
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Differential Expression Analysis

The ultimate goal of differential expression analysis is to select genes whose expression values are sig-
nificantly different between two or more groups of samples. Statistical tools are available for the following
types of analysis:

o Differential expression in two groups.

« Differential expression using one-way ANOVA.

o Differential expression using two-way ANOVA.

« Differential expression in replicate datasets.
The type of statistical tools available to the user are dependent on the number of groups specified during the
Preparing Datasets process. If more complicated analyses are needed, you can download the raw CEL files

or the normalized data for analysis using the statistical package of your choice. See "Downloading a
Dataset".

Statistics for Differential Expression in Two Groups

If you have grouped the arrays in your dataset into only two groups, you can perform parametric, non-par-
ametric, or 2-way ANOVA statistical analysis.

Parametric Analysis

The parametric analysis is a two-sample t-test assuming equal variances and is executed using the R func-
tion t.test. This test is considered parametric because it assumes that the distribution of expression values is
normal within each group. However, expression data is often not distributed normally and there are often not
enough observations to assume that the central limit theorem applies.
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Non-Parametric Analysis

A non-parametric test does not depend on the distribution of the expression data. The Wilcoxon rank sum test
is invoked when you specify a non-parametric test. This analysis is done in R using the function wilcox_test
from the coin package. When the sample size is under 50, the exact p-value is used, otherwise a normal
approximation is calculated. The parametric t-test is more powerful when the data is truly normally distributed,
but the non-parametric test is robust for data that is not normally distributed.

Two-way ANOVA Analysis

Use a two-way ANOVA Analysis to input factors or use factors from the array attributes in a two-way analysis
of variance. You can test for four different effects; main effect of factor 1, main effect of factor 2, the inter-
action effect between factor 1 and factor 2, or the overall model effect. To test for the interaction effect or the
overall model effect, a regression model is used that contains the main effects for both factor 1 and factor 2
plus the interaction effect, a true two-way ANOVA. To test for main effects, the interaction effect is not
included in the model. F-statistics are reported in all cases. Factors that are entered as character values are
treated as categorical, and factors that are entered as numerical values are treated as continuous.

Statistics for Differential Expression with More than Two Groups

If you have grouped the arrays in your dataset into more than two groups, the following types of statistical anal-
yses are available:

e One-way ANOVA
o Two-way ANOVA
o T-test with noise distribution

One-way ANOVA Analysis

Use a one-way ANOVA model to compare the within-group variance and the between-group variance of
selected groups. You can choose from any of the possible pair-wise contrasts (e.g., Group1 vs. Group 2) or
the overall effect of group (factor effect) on the model. When there are more than four groups, you can only use
the factor effect. For the pair-wise contrasts, a moderated t-statistic is used to test significance, and for factor
effects, a moderated F-statistic is used. For the moderated t-statistic and F-statistic, the standard deviation of
the ordinary test is "shrunk" to reflect information that is borrowed across genes (Smyth 2004).

References

Smyth GK (2004). Linear Models and Empirical Bayes Methods for Assessing Differential Expression in
Microarray Experiments. Statistical Applications in Genetics and Molecular Biology 3(1), Article 3.

Two-way ANOVA Analysis

Use a two-way ANOVA Analysis to input factors or use factors from the array attributes in a two-way analysis
of variance. You can test for four different effects; main effect of factor 1, main effect of factor 2, the inter-
action effect between factor 1 and factor 2, or the overall model effect. To test for the interaction effect or the
overall model effect, a regression model is used that contains the main effects for both factor 1 and factor 2
plus the interaction effect, a true two-way ANOVA. To test for main effects, the interaction effect is not
included in the model. F-statistics are reported in all cases. Factors that are entered as character values are
treated as categorical, and factors that are entered as numerical values are treated as continuous.

T-Test with Noise Distribution Analysis

Use a t-test with noise distribution to determine a list of genes that are differentially expressed between two
groups in a replicate experiment, i.e., "high" selected line from replicate 1, "low" selected line from replicate 1,
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"high" selected line from replicate 2, and "low" selected line from replicate 2. This method was first introduced
by Eaves et al. in 2002.

This method involves first calculating a modified t-statistic for each probe(set) for each replicate separately
where the traditional sample variances are replaced with a "pooled" variance. The pooled variance is cal-
culated for each group using a weighted mean between the observed variance and a mean local variance. The
weights are 2 to 1 where the larger of the two variances is given the larger weight. To calculate the mean local
variance, the data is first sorted by mean expression for each probe(set), the mean local variance is then cal-
culated as the mean of the variances of the 250 probe(set)s immediately below the probe(set) of interest and
the 250 probe(set)s immediately above the probe(set) of interest.

After t-statistics are calculated for each probe(set) and each replicate, the probe(set)s are separated into two
groups. Probe(set)s are placed in the null distribution if their t-statistics show opposite signs in the two rep-
licate experiments. The t-statistics for these experiments are used to generate a null distribution of t-statistics
for p-values to be based on. Instead of individual p-values being calculated for each probe(set), an initial p-
value threshold is set and it is determined whether or not probe(set)s meet this criteria. Using this method, the
type | error rate (p-value) is determined by the product of the following three probabilities:

1. Probability of a t-statistic greater than the one observed given the gene is not differentially expressed in
replicate dataset1 (i.e., in null distribution).

2. Probability of a t-statistic greater than the one observed given the gene is not differentially expressed in
replicate dataset2 (i.e., in null distribution).

3. Probability of having the two t-statistics showing the same direction of differential expression (i.e. 0.5).

Therefore, the percentiles from the null distribution used to determine 'significance' can be calculated for a spe-
cific error rate by taking the square root of the fraction, the probability of having the two t-statistics showing

the same direction of differential expression divided by the specified error rate. A gene is considered sig-
nificant if the observed t-statistic for each replicate is larger than the threshold t-statistic determined from the
null distribution for that replicate. Exact p-values are not reported for this statistical method, and therefore, mul-
tiple testing corrections cannot be implemented.

References

Eaves IA, Wicker LS, Ghandour G, Lyons PA, Peterson LB, Todd JA, Glynne RJ (2002). Combining mouse
congenic strain and microarray gene expression analyses to study a complex trait: The NOD model of type1
diabetes. Genome Research 12:232-243.

Correlation Analysis

A correlation analysis is used to determine if two variables are associated with each other. The Correlation
Analysis tool on the PhenoGen website searches for genes whose expression value correlates with a phe-
notype value. You can use the correlation analysis tools with one of your own experiments or with one of the
public datasets on the website (see "Public Datasets" on page 24 for details). You upload phenotype data
which can be any continuous measurement.

For example, if you are interested in genes expressed in the brain that are correlated with alcohol preference in
mice, you can upload a file containing alcohol preference values for any or all of the inbred or recombinant
inbred strains for which whole brain gene expression data is available on the PhenoGen website see "Public
Datasets" on page 24 for details). A positive correlation between alcohol preference and the expression value
of a transcript in strains where the expression for that transcript is high might indicate a relationship between
that gene and alcohol preference. Similarly, a negative correlation might indicate an inverse relationship.

Statistics for Correlation Analysis

For correlation analysis, mean expression values are calculated within strain. These mean values are cor-
related with the strain phenotypic measures that you upload. You can choose either a Pearson Correlation
Coefficient or a Spearman Rank Correlation Coefficient to calculate correlation.
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Pearson Test

The Pearson correlation coefficient is a parametric test for a linear relationship between two variables. A par-
ametric test is more powerful when the two variables involved are truly normally distributed, but a non-par-
ametric test is more accurate when this normality assumption is not met.

Spearman Test

The Spearman rank correlation is a non-parametric test that looks at the correlation of the ranks of the values
rather than the actual values. A non-parametric test is necessary when the distribution of either of the var-
iables is not normal.

Multiple Testing Adjustment

There are eleven options for adjusting p-values for multiple testing. Multiple testing adjustments are only used
for statistical analysis when doing a differential expression or a correlation analysis. They are split into four cat-
egories:

o False Discovery Rate (FDR)

o General

e Permutation

e None

False Discovery Rate

1. Benjamini and Hochberg (BH)
2. Benjamini and Yekutieli (BY)
3. Storey

References

Benjamini Y and Hochberg Y (1995). Controlling the false discovery rate: a practical and powerful approach to
multiple testing. JR Statist Soc B 57:289-300.

Benjamini Y and Yekutieli D (2001). The control of the false discovery rate in multiple hypothesis testing under
dependency. Annals of Statistics 29(4):1165-1188.

Storey JD (2002). A direct approach to false discovery rates. JR Statist Soc B 64:479-498.
General

4. Bonferroni

Holm

Hochberg

Sidak Single Step (SidakSS)
Sidak Step-Down (SidakSD)

® N o o

References

Dudoit S, Shaffer JP, Boldrick JC (2002). Multiple hypothesis testing in microarray experiments. UC Berkeley
Division of Biostatistics Working Paper Series, paper 110. http://www.bepress.com/ucbbiostat/paper110

Permutation

9. minP with permutation (only available for two groups)
10. maxT with permutation (only available for two groups)

References
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None
11. NoTest

All multiple testing adjustments are conducted in R. Adjustments 1, 2 and 4 through 8 are done using the R
function mt.rawpZ2adjp. Adjustment 9 uses mt.maxT and adjustment 10 uses mt.minP. Adjustment 3 uses
qvalue.

For several methods, only the threshold value for a needs to be specified to complete the analysis. For Adjust-
ment 3, the method for estimating the tuning parameter must be specified in addition to the alpha threshold.
You can use a "smoother" approach or a "bootstrap" approach. For most cases, the "smoother" approach
works better, but there are situations when it will fail. Therefore, "bootstrap" is overall a safer option.

With the two methods of adjustment that require permutation (9 and 10), two more parameters must be spec-
ified because these two methods require that the statistical analysis be done for each permutation. The two
additional parameters are:

o The type of test to be conducted. The choice here overrides the results from the statistical analysis
specified previously.
e The number of permutations to use in estimating the p-value.

Q Note: The last method, 'No Test', provides the option of not using any of the multiple comparison adjust-
ments.

Clustering Analysis

The PhenoGen website provides the ability to cluster gene expression values by samples, groups, probe sets,
or when using hierarchical clustering, by both samples or groups and probe sets. When you perform clustering
on a dataset, you have additional options for filtering the probes that are included in the analysis.

In addition to the filtering options available for other types of analysis, the following options are also available
for clustering:

o Variation

e Fold Change

See "Clustering Filtering Procedures" for details.
Statistics for Cluster Analysis

After you filter, you must specify the clustering algorithm to use, the expression values to use, which object is
to be clustered, the distance measure to use, how many clusters you want to use, and which dissimilarity
measure to use (for hierarchical clustering).

o Clustering Algorithm - Choose whether to cluster using the hierarchical or k-means algorithm.

« Mean Expression Values - Choose whether to cluster using individual expression values for each
sample in your dataset or, if your dataset has more than two groups, to use the mean expression
values for each group.

o Cluster Object - Choose whether to cluster samples, groups, or probes. When you choose hier-
archical clustering, you can also cluster by both samples or groups and probes to get a heat map rep-
resentation of the data.

o Dissimilarity Measure - Choose the method for determining dissimilarity between clusters.

« Distance Measure - Both clustering algorithms are based on the distance that one cluster object is
from the other, in other words, the dissimilarity between objects. In the PhenoGen website, distance
(dissimilarity) can be calculated using two different measures; Euclidean distance or one minus the
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correlation. The Euclidean distance is the square root of the sum of squared differences. In general,
one minus the correlation is more commonly used in microarray analyses because it is both location
and scale invariant.

Hierarchical Clustering Method

The hierarchical clustering method on the PhenoGen website uses bottom-up methodology where each
cluster object starts off as its own cluster. Next, the two clusters that are the most similar are combined into
one cluster. This process is repeated until all clusters have been combined to form one cluster that contains
all cluster objects. When using hierarchical clustering, you must choose a between-cluster dissimilarity meas-
ure.

Hierarchical clustering is implemented using the hclust function in R. You can also specify the number of
clusters to form. Generally in hierarchical clustering, the number of clusters does not need to be specified a
priori, but on the PhenoGen website, when you specify the number of clusters to form, cluster objects can be
placed into groups, and if the cluster objects are probes, then these individual groups can be downloaded as
gene lists for further exploration and analysis. In addition to a numerical representation of the clusters, a den-
drogram is also created and displayed when a single cluster object is chosen. When you choose to cluster on
both samples (or groups) and probes, you do not have to specify the number of clusters, and the only output
generated is a heat map with samples or groups along the x axis and probes along the y axis. In the heat map,
the expression intensity values are represented as a z-score calculated using the mean and standard devi-
ation for that particular probe. The z-score is represented on a color scale from bright red to bright green where
red indicates a larger negative z-score value, and green indicates a larger positive z-score. See "Viewing Heat
Maps" for details.

Dissimilarity Measure

The distance between clusters is calculated using the Lance Williams dissimilarity update formula according
to the measure you chose. There are four different options for the between-cluster dissimilarity measure:

¢ Single - Minimum difference between points in different clusters.

o Complete - Maximum difference between points in different clusters

o Average - Average of all distances between points in different clusters.

« Centroid - Difference between cluster centroids.

K-Means Partitioning Method

The other clustering algorithm, the k-means partitioning method, iteratively updates the cluster centers until
the sum of squared distances from each observation to its cluster center is minimized. The Hartigan and
Wong method as implemented in the function kmeans in R is used for the k-means analysis. This algorithm
requires that initial estimates of cluster centers be given. Currently, cluster objects are chosen at random to
use as starting locations. Since different starting locations might generate different results, you should be
aware that if the same analysis is carried out again on the website, the results may differ.

References
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3. Sneath, P. H. A. and R. R. Sokal (1973). Numerical Taxonomy. San Francisco: Freeman.
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Filtering and Analyzing Datasets

1.
2.
3.

Choose Microarray Analysis Tools in the main menu.
Click Analyze precompiled datasets. A page displays your datasets.
Click the dataset you want to analyze.

i Note: Datasets that are ready for analysis have a checkmark in the QC Complete and the Arrays
Grouped and Normalized columns.

Click the Normalized version you want to analyze. Click View in the Details column to view the param-
eters used for normalizing the version.
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5. Choose atype of analysis:

« "Differential Expression Analysis" on page 79 - Proceed to step 7.
o "Correlation Analysis" on page 81 - Proceed to step 6.
o "Clustering Analysis" on page 83 - Proceed to step 7.

6. Do one of the following:

1. Click the Create New Phenotype link at the top right, and choose an option:

¢ Upload Phenotype Data - Allows you to upload a phenotype data file.

o Enter New Phenotype Data - Allows you to enter new phenotype data.

o Copy Existing Phenotype Data - Allows you to copy and edit existing phenotype data. If
phenotype data does not exist for the version, this option is not available.

Q Note: See "Using Phenotype Data in Correlation Analysis" for upload, enter, copy, and
delete instructions, then proceed to step 7.

OR

2. Choose a phenotype from the Phenotype Values table, then proceed to step 7.

7. Choose a gene filtering method.

Filtering Affymetrix Arrays

If your experiment contains Affymetrix arrays, choose:
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10.

o Affy Control Genes - Proceed to step 8.

o MASS5 Absolute Call Filter - Specify whether to Keep or Remove probes and the values for
groups, then proceed to step 8.

o Heritability Filter - Specify the panel to use, enter the Minimum Heritability Criteria, then
proceed to step 8.

« ebQTL/eQTL - Choose a QTL list, then proceed to step 8.

o Gene List Filter - Specify whether to Keep or Remove probes for a selected gene list. This is a
good option when you want to review results from a previous analysis. Proceed to step 8.

Filtering CodeLink Arrays

If your experiment contains CodeLink arrays, choose:

e CodelLink Control Genes Filter - Proceed to step 8.

o CodeLink Call Filter - Specify whether to Keep or Remove probes and the values for groups,
then proceed to step 8.

« GeneSpring Call Filter - Specify whether to Keep or Remove probes and the values for
groups, then proceed to step 8.

o Median Filter - Specify the Filter threshold, then proceed to step 8.

o Coefficient Variation Filter - Specify and or or and the values for groups, then proceed to step
8.

« Negative Control Filter - Specify whether to Keep or Remove probes and the values for
groups, specify the Trim percentage, then proceed to step 8.

o Heritability Filter - Specify the Minimum Heritability Criteria then proceed to step 8.
« bQTL/eQTL - Choose a QTL list, then proceed to step 8.

o Gene List Filter - Specify whether to Keep or Remove probes for a selected gene list. This is a
good option when you want to review results from a previous analysis. Proceed to step 8.

Additional Options for Cluster Analysis

If you are doing a cluster analysis, the following additional options are available:
o Variation Filter - Specify how many probes to retain by either entering a percent or an exact
number, then proceed to step 8.
« Fold Change Filter - Specify how many probes to retain by either entering a percent or an
exact number, then proceed to step 8.

Click Run Filter to run the filter. After the filter runs, you can choose another filter to refine your filtering
criteria, and click Run Filter again.

Click Next to proceed to statistical analysis or clustering when you are satisfied with the number of
probes remaining.

Select the type of statistics test you want to run:

Differential Expression

e Parametric or non-parametric
o 1-Way ANOVA, then select the 1-Way ANOVA Parameter.
o 2-Way ANOVA, then select the P-value of Interest and choose the 2-Way ANOVA Factors.

Correlation Analysis

¢ Pearson or Spearman
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Clustering

¢ Hierarchical, then select the use group means or individual sample values, the distance meas-
ure, the cluster object, the between cluster dissimilarity measure, and the number of clusters to
report.

o K-means Partitioning, then select the use group means or individual sample values, the dis-
tance measure, the cluster object, and the number of clusters to report.

11. Click Run Test. You can run statistics multiple times with different options until you are satisfied with
the results. Proceed to Step 12 for Differential Expression or Correlation. Proceed to Step 16 for Clus-
tering Analysis.

12. Click Next to correct for Multiple Testing, if applicable. See "Multiple Testing Adjustment" for infor-
mation about each selection in the drop-down list.

13. Based on your selection in step 12, you may need to:

o Enteranalpha level threshold.

o Select an alpha or multiple correction threshold from a drop-down list.

o Enteran alpha level threshold, select the type of test for permutation, and select the
number of permutations.

o Enterthe clustering parameters.

Q Note: You can only cluster on probes if you have less than 5000 probes available.

14. Click Run Adjustment. You can run adjustments multiple times with different parameters until you are
satisfied with the results.
15. Click Next.

Differential and Correlation Analysis

If the number of statistically significant genes is greater than zero (0) for a differential expression or correlation
analysis, you can save the gene list.

16. Enter a name for the gene list.
17. Enter a description for the gene list.

18. OPTIONAL: Click the Set description to the parameters used checkbox to automatically populate
the description field with the filtering and statistical analysis parameters you used.
19. Click Save Gene List. The gene list is saved, and a confirmation message displays. Click Close.

Clustering Analysis

When you perform a cluster analysis, the results display in a table below the Analysis Parameters table. You
can review and save them. See "Saving Cluster Analysis Results" for details.

16. Click the View Dendrogram link beside the Cluster Results title to see the dendrogram.
17. Click Save Results to save the cluster results as a gene list. A confirmation message displays. Click
Close.
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Using Phenotype Data in Correlation Analysis

If you choose Correlation Analysis when you filter and analyze datasets, a page where you can run correlation

analysis displays.

Detailed Microarray Gene List
Iranscription = Downloads Analysis. ~ “ﬂﬂhﬁls - QTL Tools ~
Information Tools Tools
\.l +
You are Analyzing: Public BXD Rl and Inbred Mice vé A
Dataset Create New
- a Warzion Pl
Steps to run a correlation analysis: DTl
@ @p ¥ B AN
Choose Choose Lhooze Choose Filter Fun Cormect far Save Gene
Dataset [ ataset Type of Fhenotype Frobe(sets Statistical Multiple List
Wersion Analysis Data Test Testing
Click on the phenotype data you would like to use, or enter new phenotype data.
Phenotype Values (Matching 5 or more strains)
| Phencotype Mame - " Description ” Detail= " Delete " Dovvniloscd |
Test dChip Renormalization Inbreds and BXDs test data e ® |_|
Test dChip Renormalization Max Out test g ® &,
Test MASS Renormalization Inbreds and BXD hdae: oot Wiga ® |£|
Test WS Renormalization Inbreds and BxDs test data Wiga ® &,
Test WS Renormalization bz Out max; oLt Wigne ® |£|
Testing & strains Fake data for testing purposes e ® &,
Testing &1 50 Strains fake data e ® |£|
Testing BXD and Inbreds, 19 strainz test combingtion with uploaded phenotype data Wiy ® &,

You can

¢ Click Create New Phenotype at the top right. You have the option of:

o "Uploading Phenotype Data" on page 90.
o "Entering Phenotype Data" on page 91.
o "Copying Phenotype Data" on page 92.

® Click the Delete icon * beside the phenotype values you want to delete.

o Click View to see alisting and graph of the phenotype values.

You can also re-normalize a public dataset during the Correlation Analysis. See "Re-normalizing a Public Data-

set".

See "Filtering and Analyzing Datasets" for instructions to open the Phenotypes page.
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Uploading Phenotype Data

Upload phenotype data from a file. The required format for a phenotype data file is a 2-column, tab-delimited
text file with no column headers. The first column should contain the strain name, and the second column
should contain the phenotype value for that strain. The strain names should exactly match the strain names in
your dataset.

1. Click Create New Phenotype at the top right.

Enter a name for the phenotype.

Enter a description of the phenotype.

Select the Upload Phenotype Data File option button.

Click Browse to select the file that contains the phenotype data.

Click Save Values. A Success page displays with the number of matching strains uploaded.

ook wd

Create Phenotype Data

Step 1. Mame the phenaotype data and provide a description of it.

Phenotype Name:

Phenotype Description:

Step 2. Choose whether you are going to upload a file containing the phenotype data, enter the data manually,
or copy an existing set of phenotype data and make changes to it.

O] Upload Phenotype Data File O Enter Mew Fhenotype Data O Copy Existing Phenotype Data

Note: The phenotype data file should be a 2-column tab-delimited text file with no column headers. The first
column should contain the strain name and the second column should contain the phenotype value for that
strain. The strain names should exactly match the group names shown below.

File Containing Phenotype Data:| |[ Browse.. ]

| Graup Marme | Yalue
BXDTY |
BXD14Ty |
BXD24Ty |
BXDIATE |
|
|
|

BXDAEMy]
DAy
DBAZ]

Step 3. Save the data.

Save Values

Q Note: The strain names in your phenotype data file must match the strain names in the selected dataset
exactly.
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Entering Phenotype Data

o0k wpN =

Click Create New Phenotype at the top right.

Enter a name for the phenotype.

Enter a description of the phenotype.
Select the Enter New Phenotype Data option button.
Enter values for each group in the list.

Click Save Values. A Success page displays.

Step 1. Mame the phenotype data and provide a description of it.

Step 2. Choose whether you are going to upload a file containing the phenotype data, enter the data manually,

Phenotype Name:

Phenotype Description:

or copy an existing set of phenotype data and make changes to it

(@] Upload Phenaotype Data File

Gtep 3. Save the data.

@ Entar Mew Fhenotype Data

O Copy Existing Phenaotype Data

| Group Mame ||

Walue

BED1 Ty
B0 40Tyl
B-D 24Tyl
BFD33Myd
BEDaTy]
BDAMy]
DBASZ]

Save Values
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Copying Phenotype Data

Copy, edit, and save phenotype data. This option is only available if Phenotype Values exist.

1.
2.
3.

No oA

Click Create New Phenotype at the top right.
Enter a name for the phenotype.
Enter a description of the phenotype.

Create Phenotype Data

Step 1. Mame the phenotype data and provide a description of it.

Phenotype Name:

Phenotype Description:

step 2. Choose whether you are going to upload a file containing the phenotype data, enter the data manually,

ar copy an existing set of phenotype data and make changes to it.
O Upload Phenotype Data File O Entar Mew Fhenotype Data @Cupy Existing Phenotype Data

Copy values from:

i~ Select a phenotype — v |

| Group Mame || Walue |
BAD1Tyd
BEAD1 4Tyl
BAD 24Tyl
BAD 33Ty
BADATy
BAD 9Tyl
DBRAZd

Step 3. Save the data.

Save Values

Select the Copy Existing Phenotype Data option button.

Choose an existing phenotype from the Copy values from drop-down list.
Enter or modify values for each group in the list.

Click Save Values. A Success page displays.
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Re-normalizing a Public Dataset

When you run a correlation analysis on a dataset, you may have the option to re-normalize it, using only the

strains for which you have entered phenotype data.

1. Choose a phenotype from the Phenotype Values table.

Detailed Gene List

Microarray

Transcription  Downloads Analysis™ - Analysis ~ QrL Tools ~
Information Tools Tools
\.l +
You are Analyzing: Public BXD RI and Inbred Mice vé A
Dataset Create New
a = Wersion Plieneipe
Steps to run a correlation analysis: Details
-
[ ]
@@ @ T EHAH
-
Choose Choose Lhoose Choose Filter Run Correct for Save Gene
Dataset D atazet Type of Phenotype Frobeizets Statistical hdultiple List
Wersion Analysis Data Test Testing
Click on the phenotype data you would like to use, or enter new phenotype data.
Phenotype Values (Matching 5 or more strains)
| Phencotype Mame - " Description ” Detail= " Delete " Dovvniloscd |
Test dChip Renormalization Inbreds and BXDs test data e ® |£|
Test dChip Renormalization Mae Out test e ® &,
Test MASS Renormalization Inbreds and BXD hdae: oot Wiga ® |£|
Test WS Renormalization Inbreds and BxDs test data Wiga ® &,
Test WS Renormalization Max Cut mia oLt Wiga ® |£|
Testing & strains Fake data for testing purposes e ® &,
Testing &1 50 Strains fake data e ® |£|
Testing BXD and Inbreds, 19 strains test combination with uploaded phenotype data g b 4 &‘

Click Create New Phenotype at the top right.

Enter a name for the phenotype.

Enter a description of the phenotype.

Select the Enter New Phenotype Data option button.
Enter values for the groups in the list.

N OaMODN

want to re-normalize.

Click Save Values. If you do not enter a value for each group in the list, a pop-up displays to ask if you

93



Saving Cluster Analysis Results
After you complete Cluster Analysis, you can save your results to view later.

1. Perform a cluster analysis. See "Filtering and Analyzing Datasets" for details.
2. Click Save Results when the analysis is complete.

Detailed Microarray Gene List

Transcription = Downloads Analysis~ ~ Analysis - QTL Tools ~ Account ~
Information Tools Tools

You are Analyzing: Public BXD RI Mice v3 \-l
[rataset
. Wersion
Steps to run a cluster analysis: e
-
-~
'@ M ¥ BPR 0 H
Thoose Ehoose er Cluster Rewviewn Save Gene
Dataset i Probe(set)g Cluster List
Mersion £ alysiz Rezults

Select the parameters for clustering.

Method: a Analysis Parameters

Cluster Object: zamples ¥ ]
Distance Measure: 1 - correlation v | @

Between-cluster dissimilarity measure: | zingle v @

Use Group Means or Individual Sampl
Values: ' sampleValues ¥ a
#of clusters to report: o

Method: hierarch

Cluster Object:
Expression Values Used: sample

Run “ou may cluster your data using as many Distance Measure: ONE Minus . corr
combinations of parameters as you like, and

samples

Humber of Probes: 13330
wyith each run, vou may save the results if o o )
desired. Press Next' to view the details of the Dissimilarity Measure: ‘single
results you saved. Humber of Clusters: 30

User ID: 1

Current Mumber of

Cluster Results

Clugter Clugter Cluzter Cluzter Cluzter Cluzter Cluzter Cluzter Clugter Cluzter Cluzter Cluzter o}

K= #1 #2 #3 #4 #5 #6 ®T #a #4 #10 #11 #12 #
Dendrogram | contains contains contains contains contains contains cortains cortains contains contains contains contains car
2 zamples || 1 samples |1 Tall 1 Tall 1 Tall 1 Tall 1 ol 1 Tl 3 Tl 1 Tall 4 Tall 2 Tall 1=

Eal i | 2

3. Click Next to view your results now. See "Viewing Cluster Analysis Results" for instructions on view-
ing your results later.
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Viewing Cluster Analysis Results

You can view Cluster Analysis results for all the clustering analyses that you save. See "Saving Cluster Anal-
ysis Results".

1. Choose Microarray Analysis Tools in the main menu.

2. Click Analyze precompiled datasets. A page displays your datasets.
3. Click the dataset for which you want to see cluster results.
4. Click the version that contains the cluster results.
5. . e . .
Click the Magnify icon @1 in the Cluster column. The cluster results display.
Detailed \ 'I'Ilil:'roarray Gene List
Transcription.  Downloads Analysis’ - Analysis ~ QTL Tools ~ Account ~
Information Tools Tools
o
You are Analyzing: Public BXD Rl Mice v3 A
[Dataset Choose
Wersion Hew
Click on a row to view the details of that cluster analysis. o et
Cluster Results
s || G || M [P | e | v || Memwme' || nose foaee
Hierarchical Analysiz samples 13530 sample ONE MinUs .Corr ‘zingle' 30 ?g'ﬁg"iﬂ1 ®
You can:

o Click a Cluster Description to view the results of that cluster analysis.

® Click the Delete icon *x beside the cluster results you want to delete.
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Cluster Results

The Cluster Results page for the specific dataset displays the parameters used in the cluster analysis.

You are Analyzing: Public EXD RI Mice v3 kl
Dataset
. Versi
Steps to run a cluster analysis: b
- | ol
AR &N REWd -
Chooze Chooze ol Filter Cluster Rewiew Save Gene
Dataset Dataset B Probe(setls Cluster List
Wersion Analysis Results
Cluster Object: zamples
Expression Values Used: sample
Distance Measure: One.minus .corr
Humber of Probes: 13530
Dissimilarity Measure: ‘zingle'
Humber of Clusters: 30
User ID: 1
Cluster Results
Save Gene List
Cluster Cluster Cluster Cluster Cluster Cluster Cluster Cluster Cluster Cluster Cluster
\iew Dendrogram #1 #2 #3 #4 #5 #E ®T #a #4 #10 #11
o containg containg containg containg contains containg containg containg cantaing contains containg
2 zamples || 1 Tall 1 Tall 1 Tall 1 Tall 1 zamples || 1 samples || 1 samples || 3 samples || 1 samples || 4 samples
Prabe I - ” hean || hean || hean ” hdean || hean || hean ” hean || hdean || hdean ” hean || hean
1415777 _at 3187 5123 2268 1.067 3276 2873 4259 3.862 4163 374 3444
1415756 _at 5518 4.074 4957 4.944 4473 4.355 666 6.373 4.248 3.802 4.225
1415501 _at 4505 9435 9.547 918 9.966 966 9.379 9.381 10747 11.049 10.857]
1415505 _at 3752 2691 2591 5043 3039 347 4.2 1879 4675 4139 4715
1415809 _at 5815 4601 2539 5.815 3882 B.055 B.7E 352 5144 E.779 5.82
1415510 _at 52594 5528 4.702 5514 2795 5185 5.334 5161 4.391 5599 3564




Viewing Dendrograms

A dendrogram provides a visual of the similarity between cluster objects. Along the horizontal axis, all cluster
objects are listed. The cluster objects are "joined" at different levels until all cluster objects have been joined
together into one group. The similarity between cluster objects or groups of cluster objects is related to the
height at which they are joined. Cluster objects or groups of cluster objects that are joined at a lower height are
more similar than cluster objects or groups of cluster objects that are joined at larger heights. The red boxes in
the dendrogram indicate the groups of cluster objects that are defined at a specific height.

Depending on the type of cluster analysis, a dendrogram of the results may be available. If so, a View Den-
drogram link displays.

Cluster Dendrogram
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Viewing Heat Maps

A heat map displays results when both probes and samples are clustered. It provides a visual representation
of expression levels across all samples and all probes. Probes are represented along the vertical axis and
samples are represented along the horizontal axis. The order of the probes and the samples depend on hier-
archical clustering of the individual dendrograms along the left side and the top of the heat map. The expres-
sion intensity values are converted to a z-score that is calculated using the mean and standard deviation for
that particular probe(set). The z-score is represented on a color scale from bright red to bright green where red
indicates a larger negative z-score value and green indicated a larger positive z-score.

Depending on the type of cluster analysis, a heat map of the results may be available. If so, a View Heat Map
link displays.
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Viewing K-Means Graphs

When k-means patrtitioning is used, a graph is generated for each cluster. The graph has the non-cluster
objects (i.e., if the cluster objects are probes then the non-cluster objects are samples) along the horizontal
axis and gene expression is represented on the vertical axis. Each cluster object within a particular cluster is

represented by a different color of line in the graph.

Depending on the type of cluster analysis, a k-means graph may be available. If so, a View Graph link dis-

plays.
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Downloading a Dataset

You can download raw data files and normalized versions of a dataset.

1. Choose Microarray Analysis Tools in the main menu.
2. Click Analyze precompiled datasets. A page displays your datasets.

3. i

Click the Download icon = beside the dataset you want to download. The normalized data files, phe-

notype data files, and raw data files for each version of the dataset display.

Q Note: If there are no normalized data files, only raw data files display.

column to select or deselect all.

Click the checkbox(es) next to the data files you want to download. Click the checkbox at the top of a
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5.
6.

1ownload Item

Mormalized Data File{s)

File Mame -

Maormalized File for w1 (Groups bazed on 'strain’, Mormalized using 'rma” in comma-delimited format
Mormalized File for v2 (Groups based on 'strain’, Mormalized wsing 'germat) in comma-delimited format
Mormalized File for +3 (Groups based on 'strain’, Mormalized using 'mas3" in comma-delimited format
Mormalized File for w4 (Groups based on strain’, Mormalized wsing 'dehip') in comma-delimited farmat
Mormalized File for +5 (Groups bazed on 'strain’, Mormalized using 'w=n" in comma-delimited format
Marmalized File for w6 (Groups bazed on 'strain’, normalized using 'vma’ and probe mask (recommended
version)] in comma-delimited format

Mormalized File for «7 (Groups based on 'strain’, normalized using 'mass'’ and probe mask) in comma-delimited
format

Marmalized File for v3 (Groups bazed on 'strain', normalized wusing dehip' and probe mask) in comma-delimited
farrmiat

Mormalized File for +9 (Groups based on 'strain’, normalized using “wsn' and probe mask) in comma-delimitecd
farrmiat

O 0O O OOogooad

Phenotype Data Files

File Mame -
Phenotype Data for Manually entered'
Phenotype Data for Uploading a file'
Phenotype Data for hergeson’
Phenotype Data for beth'
Phenotype Data for 'mimiles’
Phenotype Data for test' ol

OOoOoOoooid

Click Download.

Choose to open or save the files, and follow the instructions that display. These instructions vary
depending on your Internet browser (e.g., Internet Explorer, Firefox, Safari, etc.). If files are large, an
email that contains a link for downloading the prepared files is sent to you when they are ready to down-
load.

Deleting Datasets and Versions

Deleting a Dataset

You can delete a dataset and all of its versions, if necessary.

1.
2.

3.
4.

Choose Microarray Analysis Tools in the main menu.
Click Analyze precompiled datasets. A page displays your datasets.

Click the Delete icon * beside the dataset you want to delete.
Click the Delete button. A confirmation message displays. Click Close.

Deleting a Version

You can delete a version, if necessary.

1.

o b~ b

Choose Microarray Analysis Tools in the main menu.
Click Analyze precompiled datasets. A page displays your datasets.
Click a dataset that has been normalized.

Click the Delete icon * beside the version you want to delete.
Click Delete. A confirmation message displays. Click Close.
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Viewing Gene Expression Data

The View Gene Expression page allows you to obtain gene expression intensity values for a gene or gene list
from a normalized dataset, or specify a pre-created gene list. The results table displays group-level infor-
mation for each gene, such as group means and group standard error.

You can view gene expression data from the main menu in two ways: via Microarray Analysis Tools or via
Gene List Analysis Tools:

Microarray Analysis Tools

1.

Choose Microarray Analysis Tools in the main menu.

2. Click View expression values for a list of genes in a dataset. The Expression Values page dis-

Detailed Microarray Gene List

Transcription Downloads Analysis -~ Analysis ~

Information Tools Tools

QTL Tools ~

Account

Expression Values for a List of Genes in a Dataset

Click on a dataset to select it for extracting the expression values for the genes in this list.

©

Download

My Normalized Datasets [0

-

Dataset Mame “| Dstecrested || Details
Public: HXB/BXH Rl Rats (Brown Adipoze, Exon Arrays) 0941972011 Wiewy
Public: HXB/BXH Rl Rats (Liver, Exon Arrays) 002172011 Wiew
Public HXB/BXH Rl Rats (Heart, Exon Arrays) 02472011 Wiewy
Public: HXB/EXH Rl Rats (Brain, Exon Arrays) 002172011 Wiew
Public ILSXISS Rl Mice 0452172011 i
Public: BXD Rl Mice 0941252007 iy
Public BXD Rl and Inbred hMice 09/ 22007 Wigny
Public HXB/BXH Rl Rats 090 22007 g
Public Inbred Mice 09/ 22007 Wigny
HXB/E*H Rl Rats (Brain, Exon Arrays) Re-normalized for correlstion with 'fake data’ 05582012 Wiewy
HAP ws LAP - Line 2 045212010 g
HAP ws LAP - Line 1 045212010 i
F1 cross between C57 and DBA 04152010 Wigay
BHD Rl Mice Re-normalized for correlstion with 'exprs vs QTL 04452010 Wiewy
C57 wersus DBA 12082009 Wigay
HAPILAP - Generation & 04092009 Wigny
HXB 10 ws BXH 12 0352472009 g

Gene List Analysis Tools

>N

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to view gene expression data.

Click the Expression Values tab. The Expression Values page displays.

101



Detailed Microarray Gene List

Transcription  Downloads Analysis ~ Analysis ~ QrL Tools ~
Information Tools Tools
\
You are viewing: new eqtl bqtl overlap 4 &)
Gene List ~ Choose
Details  New Gene
Click on a dataset to select it for extracting the expression values for the genes in this list. LB
B B B B Analysis [ GEETD] Exon
List | Annotation  Location(eQTL} | Literature | Promoter  Homologs Statistics Values Correlation Save As.. | Compare | Share
Normalized Datasets @
Dataset Name |[ patecrested  +|[ Details
Public H¥B/BXH Rl Rats (Browwn Adipose, Exon Arrays) 0951952011 i
Public: H¥B/EXH Rl Rat=s (Liver, Exon Arrays) 042172011 e
Public HXB/BXH Rl Rats (Heart, Exon Arrays) 042172011 i
Public: H¥B/E*H Rl Rat= (Brain, Exon Arrays) 042172011 e
Public H¥B/EXH Rl Rats 094 2/2007 R

On the Expression Values page:

The options on the Expression Values page are the same, regardless of how you navigated to the page.

1. OPTIONAL: Click the View link in the Details column to view dataset details such as name, descrip-
tion, organism, arrays in dataset, and more. See "Viewing Dataset Details" for more information.
2. Click the dataset for which you want to see gene expression data. A page displays the normalized ver-

sions of that dataset.

Detailed Microarray Gene List
Transcription  Downloads Analysis ~ Analysis - QrL Tools ~
Information Tools Tools
<
You are viewing: new eqtl bqtl overlap A &)
Gene List ~ Choose
Detailz ~ Hew Gene
Click on a normalized version of this dataset to select it. Lt
B B B B Analysis GG Exon
List | Annotation | Location{eQTL) | Literature Promoter | Homologs Statistics Values Correlation Save As... Compare | Share
. A ) Select Different Dataset
You have selected: Public HXB/BXH RI Rats (Brown
Adipose, Exon Arrays)
Versions
. Date . Mumber of Marmalization .
‘ “ersion Mame ‘ Crested H Grouping Used H Groups H Method H Dretail=
Groups based on "strain’, Normalized using 'rma’, Transcript level, Core Groups bhased on .
1 annatation, With Mask 0951 472011 e 25 rma-sketch e
Groups hazed on "strain’, Mormalized using 'vma', Transcript level, Full Groups bazed on .
2 annatation, With Mask 091 472011 strain 25 rma-sketch e
Groups based on "strain', Normalized using 'rma’, Probeset level, Full Groups bhased on .
| annotation, With Mask 0951 472011 strain' 25 rma-sketch e

3. Click the normalized version for which you want to see gene expression data. A page displays gene

lists for that version.

4. Click the gene list for which you want to see gene expression data. The View Gene Expression page

displays.
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Detailed Microarray Gene List

Transcription  Downloads Analysis -~ Analysis ~ QrL Tools ~ Account
Information Tools Tools

You are viewing: new eqtl bqtl overlap A

Gene List  Choose
Details  New Gene
Click the "Array Walues" or "Group Means” links to see the different values. Lt

R R R B Analysis [l IEEETLD] Exon
List | Annotation Location{eOTL) | Literature | Promoter | Homologs Statistics Values Correlation Save As... Compare  Share
. A ) Select Different Dataset
You have selected: Public HXB/BXH RI Rats (Brown
Adipose, Exon Arrays) vi
Array Values| | |Group Means
Group Mean Values
Note: The values are fog2 trans formed gene expression valiies
Gene ProbelD A | B-LRiCubPrin || BN-LEACubPrin | | BXHOSCubPrin || BRHOS/CubPrin || BXH10 || BXH10 || BEH1CUbPrn || BEH1CubPrin || BHH13C0bPrin || E
Iddertifier Mean StedErr Mean StelErr Mean || StolErr Mean StdErr Mean
TO2E466 7025466 3.8650 01804 3.8950 0.3256 3.8975 00731 31667 015825 38625 a.
TO2E853 7025850 2.3400 02065 21150 0.0954 23125 00630 18367 00665 24175 a.
TO2E853 70258953 3.9650 0224 3.4475 0.3322 38550 02076 33667 02183 36475 a.
7046445 7046445 6.3730 01355 63325 01058 62750 00744 63333 00658 63950 a.
TOs0174 7050174 §.9700 0.0545 5.9175 00617 58200 00442 85167 00133 §.7200 a.
TO58426 7059426 7.2475 0400 7.3875 0.0501 VE§25 00043 75500 01855 T B825 a.
TO79528  7O79525 45530 0.0554 49173 0.0523 48673 0047 45100 0.0357 4.7700 0.
5. Youcan:

o Click the Array Values link to view the individual array values.
o Click the Group Means link to view the group mean values (this is the default view).

« Click Download to save the group means as well as the individual array values. Follow the
instructions that display as you open or save the files. These instructions vary depending on
your Internet browser (e.g., Internet Explorer, Firefox, Safari).
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Analyzing Gene Lists

Gene Analysis Tools allow you to:

o Analyze a gene list.See "Viewing Gene Lists" for details.
o Upload your own data or type in a new gene list. See "Creating a Gene List Overview" for details.
o Derive alist of genes from a microarray analysis. See "Analyzing Datasets" for details.

Using the above options, you can also delete gene lists and access tools for interpreting them.

Detailed Microarray Gene List
Transcription  Downloads Analysis ~ Analysis ~ QrL Tools ~
Information Tools Tools

Gene list data security requirements depend on the origin of the gene lists. The owner of a gene list can give
other users permission to see gene lists that they own. If you have permission to view a gene list, because
you own it or otherwise, you can also download that gene list.

Viewing Gene Lists

You can view and work with gene lists.

1. Choose Genes List Analysis Tools in the main menu.
2. Click Analyze a gene list. A page displays the gene lists to which you have access.

Q Note: You can only view gene lists that you have created or to which you have been granted
access. See "Sharing a Gene List".

You can:

o Click the Create New Gene List button to upload or manually create a new gene list.

o Click the View link in the Details column to view gene list details. See "Viewing Gene List Details" for
more information.

o Click onarow to view the gene list.

* Click the Delete icon ¥ todeletea gene list.

Click the Download icon &l to download a gene list.
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Detailed Microarray Gene List

Transcription  Downloads Analysis ~ Analysis = QrL Tools ~ Account ~
Information Tools Tools
Click on a gene list to select it for further investigation. I
Create Mew
Gene List
Gene Lists
Gene List Mame B || Mumber of Crganism List Source [ Detailz [0 | Delete || Download
Created Genes

from HAP decTL 0502372012 4 Mm Manuszlly Ertered e ® &,
Rat genes 05852012 4 Fn Manually Ertered Wiew ® &.
Pormc O5M 72012 2 Rn hdanually Entered i b4 &,
Public: H¥B/EXH Rl Rat= (Liver, Exon " |
' 4
newy el botl overlap 002452011 19 Fn Arrays) vl Wiew ® L]
Corrs 1001 252011 2 hdm Public ILSXISS Rl Mice_w1 Wiy *® &,
Human Studies List - Mouse 00 202011 2 Mm Manually Ertered Wiew ® &.
LHS e@TL overlap 001 202011 94 Mm Public: ILSXISS Rl Mice_w1 e ® &,
. Public: H¥B/EXH Rl Rats (Browwn Adipose, Exon " |
' 4
testing eQTL overlap 00 202011 13 Fn Arrays) vl Wiew ® L]
. " Public: H¥B/BXH Rl Rats (Browwn Adipose, Exon . 1
' 4+
Testing Brown Adipose 1000452011 44 Rn Arrays)_vl e ® *
Con? 04/28/2011 1 Mm Manually Ertered Wiew ® &.

When you click a gene list, the following tabs display details for that gene list:

o List: Shows the list of genes in the selected gene list.

¢ Annotation:Allows you to perform annotation on a gene list.

¢ Location (eQTL): Allows you to view the physical location and transcriptional control locations (eQTL)
of your genes on an interactive chromosome map.

o Literature: Allows you to perform a literature search for a gene list

e Promoter: Allows you to run promoter analysis using oPOSSUM, MEME or Upstream Sequence
Extraction on a gene list.

« Homologs: Allows you to obtain information regarding chromosomal location in other genomes.

« Pathways: Allows you to analyze the hypothetical impact of differences in transcription levels of a set
of genes on signaling pathways defined by KEGG (Ogata et al 1999). The Pathways tab only displays
when a full change or correlation coefficient is available.

o Analysis Statistics: - Allows you to view the raw p-values and the adjusted p-values from the sta-
tistical analysis performed to generate this gene list. Depending on the number of groups and the type
of analysis used, it may also display group means, F-statistic, mean intensity, correlation coefficient,
difference in log base 2 intensity, t-statistic, or parameter estimates. The Analysis Statistics tab only
displays if the gene list was created by running an experiment; it contains the statistics related to that
analysis.

o Expression Values: Allows you to view normalized expression values of your genes in any data set.

o Exon Correlations: Allows you to an create an exon correlation heatmap for a specific gene, species,
and tissue.

o Save As: Allows you to save gene lists translated to other types of identifiers.

o Compare: Allows you to compare gene lists, with the option to create, for example, unions or inter-
sections of the gene identifiers.

« Share: Allows you to view users who have access to a gene list and to give permission to other users
to access your gene list.
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Viewing Gene List Details

1. Choose Genes List Analysis Tools in the main menu.

2. Click Analyze a gene list. A page displays the gene lists to which you have access.

3. Click the View link in the Details column beside a gene list to view the details. You can also view the
gene list details when you click the magnifying glass that displays after you select the gene list.

The resulting Gene List Details page provides basic information about a gene list such as name, description,
organism, date created, and source. It also shows the filters, normalization parameters, and statistical anal-
ysis that were used to create the gene list.

A
{Click the = and = icons next to the section titles to open and close the section details) —

=] Gene List Details

Gene List

Hame: nieey gl ot overlap

multiple Test Method -- BH: &lpha level threshold zet to "', @TLFilter; Action zet to 'keep', QTLFilter:
Description:  @TL List Mame =set to "Sample Rat GTLs', Statistical Test: Method set to 1-Way ANOWA' Statistical
Test: P-value set to Wodel’

Organism: Fn
Date Created: 1002402011 01:45 PM
Source: Public HZBBxH Rl Ratz (Liver, Exon &rrays)_wl
wner: Dir. Laura Saba
=/ Parameters Used in Creating Gene List

Category * ” Parameter Mame || Walue
Multiple Test Method -- BH Alpha level threshold 1
OTLFilter Action keep
OTLFilter OTL List Hame Sample Rat @TLs
Statistical Test Method 1-Way ANMOA
Statistical Test P-value hadel

= Gene List Contents

Accession D || GeneSymbol

7025466
025353
TO46445
7050174
059426
073525
TOSE7T2
096350

Creating a Gene List Overview

You can create a gene list from:

o A differential expression analysis of a dataset.
o A correlation analysis of a dataset.
¢ Acluster analysis of a dataset.

You can also manually enter, copy, or upload gene lists. See:
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"Manually Entering a Gene List" on page 109
"Uploading a Gene List" on page 143
"Copying a Gene List" on page 111
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Uploading a Gene List

You can upload an existing gene list to the PhenoGen website for analysis. Your gene list must be a text file

and must contain only one gene identifier per line or it will not upload correctly. When you upload gene list

data, you can give other users permission to see the gene list.

1.
2. Click Upload or create a new list of genes to use for an analysis. The Create a New Gene List

® N O~

Choose Genes List Analysis Tools in the main menu.

page displays.

Detailed Microarray Gene List

Transcription Downloads Analysis - Analysis - TL Tools ~
Informat?on Tﬂ'glg ToEI: a

Create a New Gene List

Step 1. Mame the gene list and provide a description of it.

Hame your gene list: |

Organism: — Select an option — V|

Gene List Description:

Step 2. Choose whether you are going to upload a file containing the gene identifiers, enter the list manually,
or copy an existing list and make changes to it. Note that gene identifiers are case-sensitive!

53 Upload Gene List File O Ertter Gene Idertifiers O Copy Evisting Gene List

Note: The gene list file should be a text file with no column headers and one gene identifier per line.

File Name : |[ Browse..

Step 3. Save the data.

[Reset] [Create Giene List

Enter the Gene List Name.

Select the Organism from the drop-down list.

Enter the Gene List Description.

Make sure Upload Gene List File is selected.

Click Browse, and follow the instructions to select the gene list you want to upload.
Click Create Gene List. The new gene list is created.
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Manually Entering a Gene List

1.

N ok w

Choose Genes List Analysis Tools in the main menu.
2. Click Upload or create a new list of genes to use for an analysis. The Create a New Gene List

page displays.

Detailed
Transcription

Microarray Gene List
Downloads Analysis ~ Analysis ~ QTl Tools ~

Information

Tools

Tools

Create a New Gene List

Hame your gene list:

Organism:

Gene List Description:

O Upload Gene List File

Step 3. Save the data.

Step 1. Mame the gene list and provide a description of it.

— Select an option — V|

Step 2. Choose whether you are going to upload a file containing the gene identifiers, enter the list manually,
or copy an existing list and make changes to it. Note that gene identifiers are case-sensitive!

(@ Enter Gene Idertifiers

[Heset] [Create Gene List

O Copy Existing Gene List

Enter the Gene List Name.
Select the Organism from the drop-down list.
Enter the Gene List Description.

Make sure Enter Gene

Identifiers is selected.

Type in the genes to include in the gene list. You must separate the genes with a space or by pressing
Enter on the keyboard, or they cannot be processed correctly. Genes can be entered in the following

formats:

Gene IDs Example Description
Affymetrix 3' ID 1416283_at

Affymetrix Exon Probe 420693

setID

Affymetrix Exon Tran- 781497

script ID

CodelLink ID

NM_009775_Probe1
GE34729
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Ensembl ID ENS- Begins with ENS, followed by the
MUSG00000022962 three-letter organism, followed by G,

followed by a number.

Entrez Gene ID 14450 Contains three or more numbers.

FlyBase Gene ID FBgn0013277 All IDs are preceded by FBgn and
have numbers following.

Gene Symbols Grin1 Official gene symbols.

MGI ID MGI:95654

NCBI/EMBL RNA AK146355 Begins with one or two letters, fol-

accession number lowed by multiple numbers.

RefSeq RNA acces- NM_010256 Begins with two capital letters, fol-

sion number lowed by an underscore, followed by
numbers.

RGD ID 2203 Contains four or more numbers.

UniGene ID Mm.4505 Contains an organism prefix (Dm,

Hs, Rn, or Mm), followed by a
period, followed by numbers.

Genes not entered in the formats above may not be recognized by the PhenoGen website.

8. Click Create Gene List when you are done. Your gene list displays on the Research Genes page.
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Copying a Gene List

1.
2. Click Upload or create a new list of genes to use for an analysis. The Create a New Gene List

© o Nk ®

Choose Genes List Analysis Tools in the main menu.

page displays.

Microarray

Li
ion  Downloads Analysis - Q7L Tools ~
Information Tools

Create a New Gene List

Step 1. Mame the gene list and provide a description of it.

Hame your gene list: |

Organism: — Select an option — V|

Gene List Description:

Step 2. Choose whether you are going to upload a file containing the gene identifiers, enter the list manually,
of copy an existing list and make changes to it. Note that gene identifiers are case sensitive!
O Upload Gene List File O Entter Gene Idertifiers 53 copy Evisting Gene List

Copy gene list from:

|—Se|edagene list— b

Step 3. Save the data.

[Reset] [Create Giene List

Enter the Gene List Name.

Select the Organism from the drop-down list.

Enter the Gene List Description.

Make sure Copy Existing Gene List is selected.

Select a gene list from the drop-down list. The gene list populates the box.
Type in new genes and delete existing genes as necessary.

Click Create Gene List. The new gene list is created.
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Annotating Gene Lists

Gene lists on the PhenoGen website can contain identifiers from any source and can be translated using a tool
called iDecoder. This tool translates identifiers to and from the following identifier types:

o AFFYMETRIX 3' PROBESET ID

o AFFYMETRIX EXON PROBESET ID

o AFFYMETRIX EXON TRANSCRIPT ID

o CODELINKPROBE ID

e ENSEMBLID

e ENTREZGENEID

e FLYBASE ID

o GENE SYMBOL

e MGIID

o REFSEQPROTEIN ID

o REFSEQGENE ID

e RGDID

e SWISSPROT ID

e UNIGENE ID

The data used to translate these values comes from information downloaded from the following organizations:

o Affymetrix

o Codelink (GE Healthcare)

e Ensembl

o FlyBase

o MGI

o NCBI

e RGD

e Swissprot
Your uploaded gene lists can be a mixture of many ID types, but all identifiers in a gene list must be for the
same organism. For example, you can upload a gene list that contains an Affymetrix probe set ID, an official

gene symbol, an Entrez Gene ID, and a RefSeq Gene ID, and iDecoder translates them into the identifier
types appropriate for the selected tool.

iDecoder is the underlying program for the annotation tools on the PhenoGen website that maps gene iden-
tifiers between databases and . For instance, if database 1 contains entry A and database 2 contains entry B,
and both A and B refer to entry C in database 3, but not to each other, iDecoder identifies that A and B are
related. The method is very efficient in unearthing previously unknown equivalent IDs.

There are two levels of annotation available on the PhenoGen website:
¢ "Basic Annotation" on page 112
¢ "More Annotation" on page 113

Basic Annotation

Basic annotation displays links to the most popular databases for each of the identifiers in a gene list. In addi-
tion to general annotation, the Basic Annotation tool also provides information on expression QTL (eQTL),
based on mouse or rat data. A QTL column displays in the Basic Annotation table and a PhenoGen eQTL link
displays when the gene list entry matches either a probe ID or gene symbol in the eQTL data.
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Expression QTL (eQTL)

The purpose of expression QTLs is to determine the location in the genome that controls the transcription level
of a gene. eQTLs are calculated using traditional QTL techniques where the quantitative trait of interest is the
expression level of a gene as measured by microarray analysis. On the PhenoGen website, eQTLs have been
calculated for both mouse and rat data. When you run Basic Annotation on gene lists for either of these spe-
cies, the eQTLs are reported. See "Expression QTL Derivation".

In the expression QTL table, the physical location of the probe set ID is shown, along with the location of the
marker that represents the maximum LOD score for that transcript. The location of the marker with the max-
imum LOD score indicates the region of transcriptional control. For this analysis, if the physical location of a
gene is near the location of transcriptional control, the gene is considered to be cis (locally)-regulated. Other-
wise, the gene is considered trans (distally)-regulated. The physical location of probe(set)s were obtained
using the BLAT software (http://www.kentinformatics.com) and mapping on the NCBI m37 mouse genome
assembly and the RGSCv3.4 genome assembly obtained from the UCSC Genome Browser (http:/-
/genome.ucsc.edu).

Allen Brain Atlas

You can obtain the regional expression pattern of a given gene in the brain of a C57BL/6J mouse by clicking
on the link provided in the Allen Brain Atlas column in the Basic Annotation table. These links are available
ONLY for mouse gene lists. The Allen Brain Atlas (Lein et al., 2007) is an open-access database of gene
expression in the C57BL/6J brain tissue. This database was created by the Allen Institute for Brain Science
(Seattle, Washington) and contains data for genome-wide RNA expression obtained using high-throughput, in
situ hybridization. In addition to the expression data, the Atlas also has a number of tools available for analyz-
ing and visualizing the in situimages. Click the Instructions link, at the top of the Allen Brain Atlas column, to
see basic instructions for viewing images on the Allen Brain Atlas. Comprehensive help documentation is
available online at: http://www.brain-map.org.

References

1. Allen Brain Atlas [Internet]. Seattle (WA): Allen Institute for Brain Science. © 2004-2007. Available
from: http://www.brain-map.org .

2. LeinES et al. (2007). Genome-wide atlas of gene expression in the adult mouse brain. Nature 445:168-
176, doi:10.1038/nature05453.

3. Markram H (2007). Industrializing neuroscience. Nature 445:160-161.

More Annotation

More annotation options allow you to select a customized set of databases for the annotation of a given gene
list. After you select a gene list, you can perform annotation and select one or more of the different databases
to obtain further annotation. You can download this information. See "Using More Annotation Options" for
details.

Performing Annotation

1. Choose Genes List Analysis Tools in the main menu.
2. Click Analyze a gene list. A page displays the gene lists to which you have access.
3. Click the gene list for which you want to perform annotation.
4. Click the Annotation tab. The Annotation page displays and lists the equivalent ID from five different
ID types:
o Official Symbol
o RefSeq

¢ MGI (Mouse Genome Informatics), RGD (Rat Genome Database), or Fly Base
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e UniProt (Swiss Prot)
e UC Santa Cruz (University of California, Santa Cruz)

It also lists:

o Genetically Modified Animal Available
e QTLs

¢ Genetic Variations

o Allen Brain Atlas (if applicable)

You can:

¢ Click the Download icon to download annotation information for the gene list.

¢ Click any link in a cell to open the website or information page for the ID you selected. If there
are multiple links in a cell, each link opens a related page.

You are Viewing: Results from Two-Way ANOVA < . @ @
Gene List Choose Download hlare
Details Mewy Gene Annotation
This page contains links to other databases for the genes in your list. List

it i 5 fREaRAA - : Expression Exon : 5
List LLEnt) Ml LocationfeQTL) | Literature | Promoter | Homologs Values L) Save As.. | Compare | Share

Links to Other Databases
=
U Santa Cruz Genetically .
Accession offica || oo A e || T Macified Allen Brain
RefSeq ile] UniPrat LICSC with . GTLs D Genetic YVariations EI Atlas
I Syl Animal ;
RMASey dats tovsilable [In=structions)
for ILSHISS Mice
1418329_at  Popept MM_023217  MGH913772 QOESWE  NM_023217  Unavailakle ENSMUSPT;pD:paDD?mn Link
14204723t Mitpn MM_O0B09G  MGL99445  PEZ7T4  MM_00S098  Unavaisble Ph:gﬂfe” ENSMUSTNDﬂDpDnDDDSWBB Link
ENSMUSTO00001 01526
Rpoript MM_OO1168515 MGL1E00948 QI2089 MM_001168515 ) PhenoGen  EMSMUSTOOO00096424 )
st o en MM 023873 MGL1932134 QEEPG2 MM _D23a7g  ravalsble oon Rpgripd Link
Supt1Bh
Phenogen EMEMUSTO0000099337
1423214 8t Pl MM_DIB77  MGL1BH0127 QOGZC2  MM_O18787  Unavalmble 0o C ENSMUSTODDDDDS933S Link
Fl=nct

The Accession IDs display on the left, and the equivalent IDs for these genes from six specified resources are
returned; Official gene symbol, NCBI's RefSeq, Jackson Laboratory's Mouse Genome Informatics (MGl),
SwissProt's UniProt, University of California Santa Cruz, and Ensembl's TranscriptSNPView. These cor-
responding IDs are linked to their respective databases. When you click a link, further annotation is displayed
in a new window. In addition to these links, if there are any genetically modified mice available for a particular
gene, information from the database of genetically modified mice (maintained by MGI) is provided. Similarly, a
link to PhenoGen eQTL data for a particular gene is also provided, if available. For mouse gene lists, a link to

the Allen Brain Atlas may also be displayed for a specific gene. You can download the Basic Annotation infor-
mation.

Using More Annotation Options

More annotation options allow you to select the gene list you want to annotate, then select the links you want
iDecoder to search for.

1. Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to perform more annotation.

Click the Annotation tab.

Click More Annotation.

Select one or more target database links and array name(s), if desired.

ok wbd
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You are Viewing: Results from Two-Way ANOVA

Select ane or more targets.

£ i £ i Expression Exon
List [@4Lle G Location{eOTL)  Literature | Promoter | Homologs Values COITEIana Save As...

Gene List Choose Basic
Cetails Mew Gene  Annotation
List

Compare | Share

ldentifier Types

[ Rat Genome RAE2304 Array

|:| Rat Genome 1348 Array

|:| Rat Genome U345 Array

|:| Affymetriz GeneChip Mouse Exon 1.0 5T Array probeset
|:| Affymetrix GeneChip Mouse Exon 1.0 ST Array transcript
|:| Affymetrix GeneChip Rat Exon 1.0 5T Array probeset

|:| Affymetrix GeneChip Rat Exon 1.0 5T Array transcript

| Available Target Databases " Specific Affymetriz Arrays ” Specific Codelink Arrays
[Jehecktncheck Al [Jehecktincheck Al [Jehecktincheck Al
[ aitymetriz 0 [ mcio [] Drosophila Genome Array [] CodeLink Mause Whale Gename Array
|:| CodeLink ID |:| MCEI Protein D |:| Human Genome U133 Plus 2.0 Array |:| CodeLink Rat Whoale Genome Array
|:| Ensembl 1D |:| MBI RMA 1D |:| Human Genome 19542 Srray |:| CodeLink UniSet Mouse | Array
|:| Entrez Gene ID |:| RGDID |:| Mouse Genome 430 2.0 Array
[ Fiyaze I [] RetSeqPrateinip [ Mouse Genome MOE4308 Array
|:| Full Mame |:| RefSeg RMA 1D |:| Mouse Genome MOE430B Srray
[ mene Symbal [ swissPrat ID [ Murine Gename LT44 Array
[ Genetic varistions [ SwissProt Mame [ Murine Genome UT44v2 Srray
[ Homolagene I [ synonym [ Murine Gename UT4B2 Array
[ Location [ uniene 1o [ Murine Genome U74Cyv2 Array

7. Click Download to download the selected database(s) .

8. Click Run to view annotation results, including the Gene ID, the database(s) searched, and the links

found in each database for your selections.

5
You are Viewing: Results from Two-Way ANOVA A

Gene List
D etails

Shown below are the links to other databases

£ i £ i Expression Exon
List [@4Lme G Location{eOTL)  Literature | Promoter | Homologs Values I Save As...

© ©

Chooze Basic Download
Hew Gene  Annotation
List

Compare | Share

| Gene D | Database Links

4555065 5270215 5335643 536567V 5531132

Affymetrix GeneChip Mouse Exon 1.0 5T Srray transcript;. 6933214
Mousze Genome 430 2.0 &rray; 1418329 st 1460007 st

Mousze Genome 4308 2.0 Array: 1418329 _at

Mouze Genome MOE4304 Array: 1418329 st

Mousze Genome MOE430B Array: 1460001 =t

Murine Genome U74Bw2 Srray: 105951 st

1418329 _at Affymetrix probeset

Affymetrix GeneChip Mouse Exon 1.0 5T Srray probeset: 4337431 4368040 437E108 4712930

Enzemhl EMSMUSGO0000056204  ERSMUSTOO00007 073

4807635 5173034 S273477 5430514 5475557 S450809

Affymetriz GeneChip Mouse Exon 1.0 5T Array transcript. 352700

Mousze Genome 430 2.0 Array; 1420472 st 1420473 st 1420474 st
14585597 _at

1420472 _at Affymetrix probeset 1437457 a st

1437457 _a_at
Mousze Genome MOE430B Array: 1455597 =t

9. Click any of the different links to open the website for the link you selected.

Affymetrix GeneChip Mouse Exon 1.0 5T Srray probeset: 4355749 4490808 4671630 4726017

Mouze Genome 4304 2.0 Areay: 1420472 st 1420473 st 1420474 st 1420475 _at

Mouse Genome MOE4304 Array: 1420472 ot 1420473 st 1420474 &t 1420475 at

1420475 _at 1437457 _a_st
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Viewing Location and eQTL

The location graphic allows you to investigate and use expression QTL (eQTL) datasets. By default, only the
physical locations are shown on the graphic. You can click the "Show locations of transcription control in
brain" check box to display the locations of transcription control. These green arrows represent the genomic
position(s) that control transcription of the candidate genes in the gene list (expression QTLs, oreQTLs).You
can also change the significance level for displaying eQTLs

You can view the location and eQTL data for a gene list in two ways:

Gene List Analysis Tools

1. Choose Genes List Analysis Tools in the main menu.
2. Click Analyze a gene list. A page displays the gene lists to which you have access.

3. Click the gene list for which you want to view location and eQTL.
4. Click the Location (eQTL) tab. The Location page displays.

QTL Tools:

1. Choose QTL Tools in the main menu.

2. Click View physical location and eQTL information about specific genes from a gene list. A
page displays the gene lists to which you have access.

3. Click the gene list for which you want to view location and eQTL. The Location and eQTL page dis-

plays.

Detailed Microarray Gene List

Transcription Downloads Analysis ~ Analysis ~ QTL Tools ~ Help ~ Account ~
Information Tools Tools

u
You are viewing: Rat genes R

Gene List  Choase Mew
Details sene List

. . - ; Expression Exon
List | Annotation [EEIEGLICRE Literature | Promoter | Homologs Values Correlation | S3V€ As... | Compare | Share

Save displayed genes [ | [View in table form [H
Click chramogame for an expandad view E i :
-/ _Gene Graphic Settings
267,010,286 Showphyswallocatmn ofgenes (M)
= == DShowgenom\cIocationsoftranescriptiuncontro\in (4
— == (20TL pvalue <[ 005wy [
(o N —_
— Advanced Settings [ ~
m ™ T .
- = ™ = T
m o ™ — —
1] | - N —
e - p— == T mE
- — N o, — - [ —
D oem === — — = T W
it i 3 4 5 4] 7 8 g 10 11
-
—
= —
— - -m|m _ - -
- o (]
— -—
12 13 14 15 16 17 18 18 20 X MT

The data on the page looks the same, regardless of the way you access the page. You can:
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o Click the View in table form link to see a table of all of the genes currently displayed on the graphic. If
any of the probe sets for a given gene have a significant eQTL, all of the probe sets for that gene are dis-
played in the table, but only the most significant eQTL position ("Max LOD") and the associated marker
locations are shown on the graphic.

o Click the View link in the gene table to display individual LOD plots for each probe set. Copy
these by right-clicking on the image.

o Click the Download button to download the table into a tab-delimited text file.

o Click the Customize this view button to change the default view of the table, which includes
all probe sets for a given gene.

e Choose Genes (and all associated probesets) from the [selected] list that meet the
restriction criteria to restrict the list to those with eQTLs (probe sets) that overlap the
selected bQTL intervals.

o Select Probesets that are in the [selected] gene list to restrict the list to probe sets
(as opposed to genes) whose expression values are significantly correlated with the phe-
notype. These probe sets are also identified by the asterisk in the first column of the
table.

o Selelct Probesets that have eQTL p-value < [selected value] to restrict the list to only
the probe sets passing the desired threshold.

e Choose Genes (and all associated probesets) from the [selected] list with probe-
sets that did not meet the restriction criteria or were not considered in eQTL to
restrict the list to those that were not considered in eQTL.

Click the Download icon & to download the chromosome map as a JPEG graphic.
o Click the Save displayed genes link to save the displayed genes as a gene list.

Click the Magnify ® icon in the graphic to expand the graphic to the full page.
o Click a chromosome in the graphic to show an expanded view. See "Expanded Chromosomal View".
o Set the Gene Graphic Settings:

o Show physical location of genes - Choose this option to mark the physical location of genes
with ared arrow.

o Show genomic locations of transcription control in...Choose this option to mark the tran-
scription control locations with a green arrow, and choose a corresponding eQTL p-value. For
mouse, only brain is available. For rat, options are brain, heart, liver, and brown adipose.

o Click Advanced Settings to enter user-defined regions, such as QTLs. You can also:
o Click View to see details about the specific region.

© Click the Delete icon * beside the region you want to delete.
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User Defined Regions
Select Different Region
Alcohal talerance Wiew 4

Configure Graphic by Region of Interest

O Mo restrictions

@ Fhysical location within region

lG}Tranau:riptinzun control fe@TL) within region

O Either physical location or transcription control (e TL) within region
C Both physical location and transcription control {e@TL) within region

Expanded Chromosomal View

The expanded chromosomal view zooms in on the specific location you choose in the graphic, shows the
zoom location, and allows you to set basepair start (left) and end (right) positions.

You are Viewing: Anova test gene list Y
Gene List ~ Choose
Details Hew Gene
List
Save displayed genes [ | [View in table form [
Click chromosome for an expanded wiew f." F<h [N
197,195,432
il | —
- - g - [ |
—1 |
- = -_— e e - I_ - - = » -
i —— Vo E — > _l =
- . a— | e L R—
e -— — - _—
- - = —
(e mm ] v = B B N = = = EH B = E'S = HEOE = —
1 Z 3 4 3 7] 7 g a 10 11 12 13 14 15 16 17 18 12 X i MT
._‘52"' }3) Zoom |3 b Zoom locatian I. “ . II I
1 Chromosome: 2 121,748 087
€ Basepairs: [5.000,000 > Proximal end: |1 Diztal enct 181,748,087 Set

Literature Search Overview

The Literature Search option is an automated literature search that you can tailor to your area(s) of interest by
selecting a set of query terms. Query terms can be further organized into categories. The automated literature
search tool searches abstract text and article titles that contain the gene ID, plus one or more of the query
terms. The results of the search are organized by the user-defined categories and by gene ID or name. The
return page provides the title, abstract, and PubMed link for each of the documents. The gene identifiers and
keywords from the search are also highlighted to help you sort, read, and work through what is likely to be a
large amount of text.
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Co-reference Analysis

An additional feature of the literature search on the PhenoGen website is that publications are flagged if more
than one of the genes within the gene list are mentioned in a single article. This allows you to easily identify
genes that have previously shown a documented relationship.

Performing a Literature Search

The Literature Search on the PhenoGen website allows you to perform a Literature Search for a gene list as
well as the co-references for each gene in the list.

1. Choose Genes List Analysis Tools in the main menu.

2. Click Analyze a gene list. A page displays the gene lists to which you have access.
3. Click the gene list for which you want to perform a literature search

4. Click the Literature tab. The Literature page displays.

You can:

¢ Click the Delete icon b 4 to delete a literature search.
¢ Click a literature search to view the results of the selected literature search. See "View-
ing Literature Search Results".

e Click Run a New Literature Search to begin a new search.

+

You are Viewing: Results from Two-Way ANOVA \
GenaList  Choose  FunaNew
Dkt e Mew Gene  Literature
. . . i Search
Click on a literature search name to view it, or run a new search. s sare
- e . P ) ) Expression Exon : ) -
List | Annotation | Location{eQTL) Promoter | Homologs e B T Save As...  Compare | Share
Literature Search Results
Literature Search kame i Fun Date Delete
Test 1M 552009 0957 Ak b4

Creating a Literature Search

1. Click Run a New Literature Search on the Literature tab to begin a new search.
2. Select a value from the drop-down list in the Categories field. The category field provides you with a
way to categorize your keywords.

Q Note: The Category name is NOT used in the search, but is a required field. ONLY values in the
keyword fields are used in the search.

Enter a keyword or keywords for the category you selected.

OPTIONAL:Click Clear Fields to clear all the categories and keywords fields.

Enter a Literature Search Name.

Click Submit Literature Search. The Literature Search uses iDecoder to determine the synonyms for
all genes in the gene list that is searched. The search looks at PubMed articles for all synonyms and
keywords that were entered in the search page.

a s wbd

Literature searches take time. When your results are available for viewing, an email is sent to the
address you provided in the Registration page.
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Viewing Literature Search Results

You can view literature search results for all literature searches you have performed. The results provide links
to PubMed articles, organized by category. Links are also provided to articles where more than one gene is ref-
erenced in the same article. The PubMed results contain titles and the associated abstracts that are found for
the search terms.

1.

o wDd

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to see literature search results.

Click the Literature tab. The Literature page displays.

Click aliterature search to view the results of the selected literature search.

You are Viewing: Results from Two-Way ANOVA \ @

Gene List Chooze [rownload
Details Mew Gene

Instructions: Click on any of the available links to see the Publed results by gene, category, or List
gene/category combination.

Expression Exon
List | Annotation | Location{eQTL) Promoter | Homologs :hlu (i B T Save As.. | Compare | Share

4 Select Another Literature Search

Categories and Keywords Chosen

Anatomy hrain
Behavior drunk

Results Summary
{PubMed search valid as of 11/14/2009)

Genes Alternate ldentifiers Uzed in Search Mumber of Pubhed Aricles By Category
Anatomy Biehavior Totals
|=! More
1435638 at 109159, 1429500 _st, 2700056H06R K, 06496, 77124, 913022111 2Rik, 92554 _at, 5 o 5
- EMSMUSGO00000571 77, GEH3L_MOUSE, Gak3a, MGE1924374, MGE2152453, MM _001 031 BET,
MM _175400, MP_001026537, MP_545457, G2MLS1
1446935 _at (= hiore 1 a0 1

The Literature Results page shows the categories and keywords entered. It also displays the results sum-
mary and a list of coreferenced genes below the results summary. Note that gene names and keywords are
highlighted when displaying the abstracts retrieved from a literature search. On the Literature Results page:

o Click any of the available links to see the PubMed results by gene, category, or gene/category com-

bination.

¢ Click More to display the synonyms for a gene that were also listed in the search.
¢ Click the Download icon to download the results.

Promoter Analysis and Extraction

The PhenoGen website allows you to perform oPOSSUM and MEME promoter analysis, and upstream
sequence extraction.

1.

2.
3.
4

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to perform a promoter analysis.

Click the Promoter tab. The Promoter page displays.
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You are Viewing: Results from Two-Way ANOVA A\ Qﬁ + + +
(S Choose Run a Hews Run a Hew Run a New
Details New Gene ©POSSUM WERE Upstream
. . . . List Analysis Analysis  Extraction
Click on a promoter analysis name to view the results, or run a new analysis.
List | Annotation | Location(e0TL) | Literature [Nagiirt@l Homologs | T Diession . EXon 1o o ne.. | compare | Shar
15 nnotation ocationye erature romoler omologs Values Correlation dave AS... Lompare lare
oPOSSUM Results
oPOSSUM Description - Fun Date Delete
Results from Two-Way ANOYA oPOSSUM Analysis on Moy 15, 2009 1M 52009 10:06 A6 b 4
MEME Results
WERE Description e Fun Date Delete
Results from Two-iay ANOYS MEME Snalysis on Mow 15, 2009 1M 572009 10:06 Ak ®
Upstream Sequence Extraction Results
Extraction Description = Fun Date Delete
Results from Two-yWay AMOYLA_2000 bp Upstream Sequence Extraction 1M S2009 1 0:06 AW b 4

oPOSSUM Overview

is a tool for determining the over-representation of transcription factor binding sites (TFBS) within a set of (co-
expressed) genes as compared with a pre-compiled (Ho Sui et al., 2005, Nucleic Acids Res 33(10):3154-64).
The input is a set of gene identifiers and analysis . The system compares the number of hits for each selected
TFBS on the target gene set against the background set. Two different measures of statistical significance
are applied to determine which TFBS sites are over-represented in the target set. The of the analysis are dis-
played in a tabular form.

Q Notes:

e The PhenoGen website uses a customized version of oPOSSUM featuring a sub-set of input param-
eters.

¢ All matrices in the oPOSSUM database with a given minimum specificity are selected. These matrices
are obtained from the JASPAR database.

Selection Criteria

Search Regional Level

This refers to the size of the region around the transcription start site (TSS) which was analyzed for TFBS
sites. The background set was computed using a region extending a maximum of 5000 bp upstream and 5000
bp downstream of the TSS. During the background computation the upstream region was truncated to less
than 5000 bp if it overlapped an upstream exon from another gene.

Conservation Level

To limit spurious TFBS sites, conservation with the aligned orthologous mouse sequence was used as a filter,
and only sites which fell within these non-coding conserved regions were kept. A conserved region was
defined as a span of some minimum length L within the human sequence which had a percent identity with the
aligned mouse sequence of some minimum value X. The background set was pre-computed with three levels
of conservation filter. Level 1 corresponds to the top 10 percentile of non-coding conserved regions with an
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absolute minimum percent identity of 70%. Level 2 corresponds to the top 20 percentile with a minimum per-
cent identity of 65% and level 3 corresponds to the top 30 percentile with a minimum percent identity of 60%.

Matrix Match Threshold

TFBS sites are scanned by sliding the corresponding position weight matrix (PWM) along the sequence and
scoring it at each position. The threshold is the minimum relative score used to report the position as a puta-
tive binding site. The background set was computed using a threshold of 70%.

Statistical measure for over-representation

Two measures of statistical over-representation are available: a one-tailed Fisher exact probability and a Z-
score.

One-tailed Fisher Exact Probability

The one-tailed Fisher exact probability compares the proportion of co-expressed genes containing a particular
TFBS to the proportion of the background set that contains the site to determine the probability of a non-ran-
dom association between the co-expressed gene set and the TFBS of interest. It is calculated using the hyper-
geometric probability distribution that describes sampling without replacement from a finite population
consisting of two types of elements. Therefore, the number of times a TFBS occurs in the promoter of an
individual gene is disregarded, and instead, the TFBS is considered as either present or absent.

Z-score

The Z-score uses a simple binomial distribution model to compare the rate of occurrence of a TFBS in the tar-
get set of genes to the expected rate estimated from the pre-computed background set.

Foragiven TFBS, let the random variable x denote the number of predicted binding site nucleotides in the con-
served non-coding regions of the target gene set. Let B be the number of predicted binding site nucleotides in
the conserved non-coding regions of the background gene set. Using a binomial model with n events, where n
is the total number of nucleotides examined (i.e., the total number of nucleotides in the conserved non-coding
regions) from the co-expressed genes, and N is the total number of nucleotides examined from the back-
ground genes, then the expected value of xisu=B * C, where C =n/ N (i.e., C is the ratio of sample sizes).
Then taking p =B/ N as the probability of success, the standard deviation is given by s = sqgrt(n*p * (1 - p)).

Let x be the observed number of binding site nucleotides in the conserved non-coding regions of the co-
expressed genes. By applying the Central Limit Theorem and using the normal approximation to the binomial
distribution with a continuity correction, the z-score is calculated as z = (x - u- 0.5) / s. Then, the probability of
observing x or more binding site nucleotides in the conserved non-coding regions of the target genes, given
the TFBS is not truly over-represented in the target genes, is the p-value associated with Pr(Z >= z).

MEME Overview

The MEME (Multiple EM for Motif Extraction) search is based on occurrences of known motifs (transcription
factor binding sites). There are many software options available to explore the occurrence of previously
uncharacterized motifs. Although these have not been directly incorporated within the PhenoGen website as
with oPOSSUM, they can easily be applied using other publicly available web servers.

A recent comprehensive review (Tompa et al., 2005, Nature Biotechnology 23:137) of such programs found
that MEME (Bailey and Elkan, 1995, Proc. Int Conf Intell Syst Mol Biol 3:21), was one of the best performing
algorithms on mouse data. Methods like MEME are optimal for analyzing sequences less than 2KB and it is
not recommended to use longer lengths for such tools. Furthermore, many motif software webservers restrict
the input data size. In addition to accessing MEME on the PhenoGen website, MEME can also be accessed
at http://meme.sdsc.edu/meme/meme.html.
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Upstream Sequence Extraction Overview

An important step in understanding the mechanisms that regulate the expression of genes is the ability to iden-
tify regulatory elements, i.e., the binding sites in DNA for transcription factors. Transcription factors are DNA
binding proteins, typically upstream from, and close to, the transcription start site (TSS) of a gene, that mod-
ulate the expression of the gene by activating or repressing the transcription machinery.

Because there is a limited amount of information regarding the majority of the transcription factors and espe-
cially about their target binding sites (even in well-characterized organisms) you could focus on computational
tools designed for the discovery of novel regulatory elements, where nothing is known a priori of the tran-
scription factor or its preferred binding sites. If you provide a collection of sequences that correspond to the
regulatory regions of genes that are believed to be co-regulated, the computational tool identifies short DNA
sequence 'motifs' that are statistically over- or under-represented in these regulatory regions. Accurate iden-
tification of these motifs is very difficult because they are short signals (typically about 10 bp long) in the midst
of a great amount of statistical noise (a typical input being one regulatory region of length 1,000 bp upstream of
each gene). Also, there is marked sequence variability among the consensus binding sites of a given tran-
scription factor, and the nature of the variability itself is not well understood.

There are numerous tools available for this task of motif prediction. They differ from each other mainly in their
definition of what represents a motif and what would be an acceptable model for statistical over-representation
of a motif. A comprehensive list of tools that could be used (table adapted from Tompa et al, 2005, Nature
23(1):137-144) is presented in "Supplementary Information” on page 160. This sequence information can be
used to carry out TFBS analysis, off the PhenoGen website, using any of these tools. See "Promoter Analysis
Tools".

Running oPOSSUM

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to run oPOSSUM.

Click the Promoter tab. The Promoter page displays.

Click Run a new oPOSSUM analysis. The oPOSSUM page displays.

a s N~

Create Mew OPOS5UM Analysis

oPOSSUM Parameters

Search Region Level: -2000 bp to +0 bp bt

Conservation Level: Top 102 of conserved regions (min. consersation 70%2) +
Matrix match threshold: | 802 of maximum possible PWhd scare forthe TFES »
Description: oPOSSUM Refseq IDs oPOSSUM Analysis on Mar 20

|Reset| |RunoPOSSUM

6. Change the parameters as necessary, using the drop-down lists.
o Setthe Search Region Level.
e Set the Conservation Level.
o Set the Matrix Match Threshold.

7. Change the Description, if appropriate.
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8.

Click Run oPOSSUM. Running oPOSSUM takes time. When your results are available for viewing,
an email is sent to the address you provided in the Registration page.

Running MEME

oD~

_

0 ©0©®NO®

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to run MEME.

Click the Promoter tab. The Promoter page displays.

Click Run a new MEME analysis. The MEME page displays.

Create Mew MEME Analysis

MEME Parameters

Upstream sequence length: ¢ Kb upstream region %

Motif distribution: Cne per seguence i

Optimum width of each motif: Min Width (==2) | b M Width (== 3000 |50

Maximum number of motifs to find: |3

Description: aFOE5UM Refseq IDs MEME Analysis on Mar 20, 200

|Feset| | Run MEME

Select the Upstream sequence length.

Choose the Motif distribution.

Specify the Minimum Width and Maximum Width of each motif.

Specify the Maximum number of motifs to find.

Change the Description, if appropriate.

Click Run MEME. Running MEME takes time. When your results are available for viewing, an email is
sent to the address you provided in the Registration page.

Running Upstream Sequence Extraction

The upstream sequence extraction tool is used to extract the upstream genome sequence of a particular gene.

aprwDdN =

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to run Upstream Sequence Extraction.

Click the Promoter tab. The Promoter page displays.

Click Run a new Upstream Extraction. The Upstream Extraction page displays.
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Create Mew Upstream Extraction

Upstream Sequence Extraction Parameters

Upstream sequence length: | ¢ Kb upstream regian V|

Run Upstream Sequence En-drau:tiu:un]

6. Select the Upstream sequence length.
7. Click Run Upstream Sequence Extraction. Running Upstream Extraction takes time. When your
results are available for viewing, an email is sent to the address you provided in the Registration page.

Viewing Promoter Results

Three types of Promoter results may be available, depending on the Promoter analyses you chose to run:
oPOSSUM, MEME, or Upstream Sequence Extraction.

1. Choose Genes List Analysis Tools in the main menu.

2. Click Analyze a gene list. A page displays the gene lists to which you have access.
3. Click the gene list for which you want to view promoter results.
4

Click the Promoter tab. The Promoter page displays with results organized into tables by the type of
analysis performed.
5. Do one of the following:

o Click a promoter analysis to view the results of the selected analysis; oPOSSUM, MEME, or
Upstream Sequence Extraction.

® Click the Delete icon * to delete the results of a promoter analysis.
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You are Viewing: Results from Two-Way ANOVA A
(S Choose Run a Hews Run a Hew Run a New
Details New Gene ©POSSUM WERE Upstream
. . . . List Analysis Analysis  Extraction
Click on a promoter analysis name to view the results, or run a new analysis.
. - - : Expression Exon
List | Annotation | Location{feQTL) | Literature [YGInlCI@ Homologs B Save As... | Compare  Share
C B
oPOSSUM Results
| oPOSSUM Description - Fun Date || Delete
Results from Two-Way ANOYA oPOSSUM Analysis on Moy 15, 2009 1M 52009 10:06 A6 b 4
MEME Results
| MEME Diescription - || Run Date || Delete
Results from Two-iay ANOYS MEME Snalysis on Mow 15, 2009 1M 572009 10:06 Ak ®
Upstream Sequence Extraction Results
| Extraction De=cription = Fun Date || Delete
Results from Two-yWay AMOYLA_2000 bp Upstream Sequence Extraction 1M S2009 1 0:06 AW b 4

Viewing oPOSSUM Results

>N~

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to view oPOSSUM results.
Click the Promoter tab. The Promoter page displays with results organized into tables by the type of

analysis performed.

Click arow in the oPOSSUM Results table. The oPOSSUM Results page displays the parameters
used in the oPOSSUM analysis. It also displays transcription factors based on the One-Tailed Fisher

Extract Probability Analysis and the Z-score Analysis.
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You are Viewing:

_ _ _ _ Expression Exon Mew G
List | Annotation | Location(eQTL) | Literature Homologs ; Save As.. | Compare | Share Ditatls awLi;ne

Results from Two-Way ANOVA 2

Gene List  Choose

Values Correlation

OPOEEUM Reference

TF TF Clasz
(] 5}
MUCLEAR
MR RECEPTCOR
RELA REL
MUCLEAR
ROR&T RECEPTOR
Spzl bHLH-ZIP

oPOSSUM Results Table

Parameter Mame Walle
Search Region Level: -2000 by to +0 by
Level of Conservation: Top 10% of conserved regions (min. conservation T0%)
Matrix Mateh Threshold: 80% of maximum possible PO score for the TFBS

-

4 Select Another Promater Analysis

Parameters Used

oPOSSUM Results

TF Backgrounc Background || Target Terget Background || Backgroundd Target || Target Fizher

SuperGroup Gene Hitz Geng nge GenPT TFBS Hitz TFBS rate TF.BS TFBS || Z-scare soore Povalug
i} o | Mon-Hits Hits || Mon-Hits a a Hits || rate &
o 7] o o a
vertebrate 15924 1217 13933 2 5 1330 0.0028 3 00138 1116 1.035e-01 =0.00004
wertebrate 14757 2280 12870 2 = 2939 0.0043 5 00ME1 100 2.850e-01 =0.00001
vertebrate 17425 756 143394 2 5 G35 0.0017 2 00030 9685 4 436e-02 =0.00004
wertebrate 11.907 2481 12689 El 4 3267 0.0052 5 077 9574 9.005e-02 =0.00001

The table contains the results from o0POSSUM, ordered by p-value from most to least significant (lower to
higher p-value). The columns are:

Column Name Description

TF The name of the transcription factor.

TF Class The class of transcription factors to which the transcription factor belongs.

TF SuperGroup The taxonomic supergroup to which this transcription factor belongs.

IC The information content or specificity of this TFBS profile's position weight matrix.
Background The number of genes in the background set for which this TFBS was predicted within
Gene Hits the conserved non-coding regions.

Background The number of genes in the background set for which this TFBS was NOT predicted

Gene Non-Hits

Target Gene Hits
Target Gene
Non-Hits

Background
TFBS Hits

Background
TFBS rate

Target TFBS hits

Target TFBS rate

within the conserved non-coding regions.

The number of genes in the included target set for which this TFBS was predicted
within the conserved non-coding regions.

The number of genes in the included target set for which this TFBS was NOT predicted
within the conserved non-coding regions.

The number of times this TFBS was detected within the conserved non-coding regions
of the background set of genes.

The rate of occurrence of this TFBS within the conserved non-coding regions of the
background set of genes. The rate is equal to the number of times the site was pre-
dicted (background hits) multiplied by the TFBS profile, divided by the total number of
nucleotides in the conserved non-coding regions of the background gene set.

The number of times this TFBS was detected within the conserved non-coding regions
of the target set of genes.

The rate of occurrence of this TFBS within the conserved non-coding regions of the
included target set of genes. The rate is equal to the number of times the site was pre-
dicted (target hits) multiplied by the TFBS profile, divided by the total number of nucle-
otides in the conserved non-coding regions of the included target gene set.
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Z-score The likelihood that the number of TFBS nucleotides detected for the included target

genes is significant as compared with the number of TFBS nucleotides detected for the
background set. Z-score is expressed in units of magnitude of the standard deviation.

Fisher score The probability that the number of hits vs. non-hits for the included target genes could

have occurred by random chance based on the hits vs. non-hits for the background set.

P-value The probability that the number of hits vs. non-hits for the included target genes could

have occurred by random chance based on the hits vs. non-hits for the background set.

Click a TF ID to open the JASPER website for that transcription factor.
Click alink in the Target Gene Hits column to view a list of associated genes for that link. The Asso-
ciated Genes page displays.

Click alink in the Target TFBS Hits column to view a list of associated genes for that link. The Asso-
ciated Genes page displays.

Viewing MEME Results

Ao~

Choose Genes List Analysis Tools in the main menu.
Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to view MEME results.

Click the Promoter tab. The Promoter page displays with results organized into tables by the type of
analysis performed.

Click arow in the MEME Results table. The MEME Resultspage displays. An explanation of the
MEME results is located at the bottom of the results.
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You are Viewing: Results from Two-Way ANOVA A

Expression Exon

List | Annotation | Location{eQTL) | Literature [fias T T

STl Homologs Save As...  Compare  Share

Gene List Chooze
Details Hew Gene
List

Parameters Used:

Parameter Mame I Yalue
Distribution of Motifs: CIne per secuence
Maximum Motif Width; 20
Maximum Humber of 3
Motifs:
Minimum Motif Width: g
Sequence Length: 2000

MEWE Reference

@ Select Another Promaoter Analysis

Command line FEMRGESELFir st MotifSummary of lv'lotifsmxplmntion

MAST | Search sequence databases for the best combined matches with these motifs using MAST.

FIt0 | Search sequence databases for all matches with these motifs using FIMO.

BLOCKS | Submit these motifs to BLOCKS multiple alignment processor.,

MEME - Motif discovery tool

MEME werzion 4.1 .0 (Release date: Tue Feb 10 15:35:14 PST 20097

For further information on how to interpret these results or to get a copy of the MEME software please access hitp:dineme zdsc edu.

Thiz file may be uzed az input to the MAST algarithm for searching sequence databazes for matches to groups of matifz. MAST iz available for interactive uze and
downloading at hitp:lmeme zdzc edu.

REFERENCE

If you use this program in your research, please cite:
Timothy L. Bailey and Charles Elkan, "Fitting a mixture model by expectation maximization to discover motifs in biopolymers”, Proceedings of the
Second International Conference on Intelligent Systems for Molecular Biology, pp. 23-36, AAAl Press, Menlo Park, California, 19934,

TRAINING SET

DATAFILE= istromaltIlATESTuserFileshennetthiGenalistabethi
MEME et _03192009_100116_2000bp fasta tdt
ALPHABET= ACDEFGHKLMMPQRET Y

Viewing Upstream Sequence Extraction Results

> ODN -

Choose Genes List Analysis Tools in the main menu.
Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to perform a literature search

1415582 _stEMSMUS GO0000006362 1.0000 2000 1422600 _st|EMSMUSGO0000032356 10000 2000

Click the Promoter tab. The Promoter page displays with results organized into tables by the type of

analysis performed.

Click arow in the Upstream Sequence Extraction Results table. The Upstream Sequence Results
page displays.

Click the Download icon to download the results.
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You are Viewing: Results from Two-Way ANOVA N .
Gene List Chooze
Detailz Hew Gene
List
Expression Exon

List | Annotation Location{eQTL) | Literature [EEGIGECIE Homologs Values Correlation Save As. ompare | Share

«w Select Another Upstrearn Extraction
Parameters Used:

Parameter “alue i

Sequence Length 2000 Dow?l‘oad

»1418329_at |ENSHUSG00000056204

AGTGETCTCAAGTAACTCTCTCTCAATTCACAGTTCTCGCTAGCCCTTCCTETCTTCTTCCCCAGCCTAAACTCAGTCCAL
TGAGGGCCCCCATCTACTCATTCTCCTAATTACCCTGCATGTGCTCT TGCTCTCTCTCTCTCTCTCTCTCTCTCTCTCTC
TCTC T TCTCTCTCTCTCTCTCCTAT TGC T o CAACAT ACTATGGATCCGTTTGTCTGTTTATATGCTATGCAGT
CAGAGGAAGGGTTCTTGGCTGTGLATGGEAGCCAGTGTTCCCCCAGTGTCCCGGAACATGEAGGGTCATAACTGCTTGGA
ACAAGATGCTTGTGGCTCAGTAAGGCCCCACCCTGCCTCTGCAGACACAGATAGGGGGCTCTGTTTTCTCCTGGTGTTTT
T AGAL AT A AT A GGAT TACAGGETAGGCAGGGGATETCCCAGGTACCCALATCGTGETTGGECACCAGGTCAAL
CACCAGCCTTCAGCAA AL GGUTGCCTTGACAGGCTAACCCTAAAGCAGCTGAAGTGACACACACCATAGTAACAAATAAG

Homologs Overview

Homologous genes demonstrate high sequence similarity and can demonstrate similarity in function. Homolo-
gous sequences (genes) can be divided into two groups: Orthologs and Paralogs. Homologous sequences
(genes) in two different species originating from a common ancestor are know as Orthologs. Duplication of a
homologous sequence in a given species results in Paralogous sequences with a different chromosomal loca-

tion.

The Homolog tab in the PhenoGen website allows you to obtain information regarding chromosomal locations,
for genes in a given gene list, in other genomes. For example, you can obtain the chromosomal location for a
list of different genes in the mouse genome as well as the chromosomal location for the known homologous
genes in the rat and human genomes.

Viewing Homologs

AN .

Choose Genes List Analysis Tools in the main menu.
Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to view homologs.
Click the Homolog tab. The Homologous Genes page displays a table that shows:
o Gene Identifier
e« HomoloGene ID (NCBI)
o Gene Symbol in other species
 Homolog species, identifier, and chromosomal location
Click alink in any cell to open the website for your selection.
Click the Download icon to download the information in the table.
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You are Viewing: Results from Two-Way ANOVA \ @
Gene List Choose Drownload
Datailz Hew Gene
Shown below are the homalogs found in Entrez; e
_ R R B Analysis | Expression Exon -
List | Annotation | Location{eQTL) | Literature Promoter [IiFTGLILTES Statistics Values Correlation Save As... | Compare | Share
Homologs
Gene Idertifier * || HomoloGene 0 [ Gene Symbol Species -- Identifier -- Chromosome: Location ]
hdm -- Popepd b -- BES22 -- &85 1
1418329 st aras Rn -- Popep! R -- 200645 -- 16:16p14
hdrm -~ hdtpn hdim -- 14455 -- 6:6 B1 &
IRy 2 i SIS Rn -- htpn Rr-- 79215 -- 4:4g22
hitm -- Rporip B - 114741 - 14014 2,14 200
10679 bdm -- Supt1Bh b - TP945 - 1414 C2 14
1421144 st 5207 R -- Rparipd Fr - 305650 - 15:15p14
Rn -- Supt1Bh R -- 305851 -- 15:15p14
bdm -- Plxnc b -- 54712 -- 10:10,10 C3
IR i Sl Rn -- Plxnct Rn-- 362873 -- 7:7q13
1430709 _at bdm -- 45334050 11Rik  bim -- TESEZ -- 1212 A2 12

Viewing Pathways

Signaling Pathway Impact Analysis (SPIA) is a tool for analyzing the hypothetical impact of differences in tran-
scription levels of a set of genes on signaling pathways defined by KEGG (Ogata et al 1999). The input is a set
of gene identifiers and their fold changes. The Pathways tab only displays when a full change or correlation
coefficient is available.

The influence of differences in transcription of the input gene set on a particular pathway is assessed using
two measures:

1. NDE: The number of genes from the set that are in the pathway.

2. PERT: The possible perturbation of the pathway due to changes in expression of genes from the input
gene set, that is, the influence of the input genes on the pathway based on their position in the pathway
and their magnitude of change.

For each pathway, a p-value is calculated for each of these measures. PNDE is the p-value associated with an
enrichment test (i.e., is the number of differentially expressed genes in the given pathway more than one
would expected by chance). The values for PNDE are calculated using the assumption that NDE follows a
hyper-geometric distribution.

The second probability, PPERT, is calculated based on the estimated amount of perturbation in each pathway
due to the differential expression of the input genet set. Each pathway is represented as a network, with
genes/proteins for nodes and directed edges indicating interactions between them. The perturbation of the
pathway caused by each gene/protein is calculated using the number of genes/proteins it influences (either
activates or suppresses) and its magnitude of change.

SPIA takes a table of differentially expressed genes and their fold changes as input and returns a table of sig-
naling pathways containing at least one of the genes on the list. This table summarizes the impact of the dif-
ferentially expressed genes on each pathway and contains links to images from the KEGG pathways site and
to other summary information.

The output also includes a summary plot, where each pathway containing at least one gene from the input list
is plotted to its (Hlog transformed) values for P and P . The plot indicates where the most impacted
pathways lie, with respect to two statistical thresholds. The first is the family-wise error rate, indicated by the
solid red line in the plot. The second is the false discovery rate, indicated by the solid blue line in the plot.
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SPIA two-way evidence plot
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Viewing Analysis Statistics

The Analysis Statistics tab only displays if your gene list was derived from the analysis of a dataset.

1. Choose Genes List Analysis Tools in the main menu.

2. Click Analyze a gene list. A page displays the gene lists to which you have access.
3.

4. Click the Analysis Statistics tab. The Statistics Values table displays.

Click the gene list for which you want to view analysis statistics.
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You are Viewing: Pathway Genelist

This page contains the values from the statistical analysis from which this gene list was derived.

S

Gene List
Details

=@ ©

Choose Cownload

MNew Gene
List

B B B B LUBLTCEE Expression Exon
List | Annotation | Location{eQTL) | Literature | Promoter | Homologs Statistics Values Correlation Save As.. | Compare | Share
Statistics Values
Accession D Genesymbol Fawy P-value 'Tfti:l‘tue: 1_H¥BMean || 12_B¥HMean

GE1127151 5.847E-T 2093E-4 106 5426
Bat1

GE1136694 RT1-&w2 1.555E-6 2.736E-4 1086 5479
RT1-EC2
MtSe3

GE1153031 MiSe3_predicted Q542E-7 2.39E-4 11149 566
Fhxw11

GE1159321 e G.224E-8 2.0953E-4 7549 5053

GET1ET011 RGO 561035 _predicted 9.643E-7 2095E-4 118 7.955
Azap]

GE1165345 Deef_predicted 1.5877E-T 2093E-4 1016 5.264

The tables displays gene identifiers, gene symbols, the raw p-values and the adjusted p-values. Depending on
the number of groups and the type of analysis used, it may also display group means, F-statistic, mean inten-
sity, correlation coefficient, difference in log base 2 intensity, t-statistic, or parameter estimates.

Viewing Gene Expression Data

The View Gene Expression page allows you to obtain gene expression intensity values for a gene or gene list
from a normalized dataset, or specify a pre-created gene list. The results table displays group-level infor-
mation for each gene, such as group means and group standard error.

You can view gene expression data from the main menu in two ways: via Microarray Analysis Tools or via
Gene List Analysis Tools:

Microarray Analysis Tools

1. Choose Microarray Analysis Tools in the main menu.

2. Click View expression values for a list of genes in a dataset. The Expression Values page dis-

plays.
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Detailed Microarray Gene List

Transcription  Downloads Analysis - Analysis ~  QTL Tools ~
Information Tools Tools
Expression Values for a List of Genes in a Dataset @
Click on a dataset to select it for extracting the expression values for the genes in this list. Download
A
My Normalized Datasets ([ b
Dataset Mame “|[ petecrested | Detais
Public: HXB/BXH Rl Rats (Brown Adipoze, Exon Arrays) 0941972011 Wiewy
Public: HXB/BXH Rl Rats (Liver, Exon Arrays) 002172011 Wiew
Public HXB/BXH Rl Rats (Heart, Exon Arrays) 02472011 Wiewy
Public HXB/BXH Rl Rats (Brain, Exon Arrays) 0452172011 g
Public ILSXISS Rl Mice 0452172011 i
Public BXD Rl Mice 090 22007 g
Public BXD Rl and Inbred hMice 09/ 22007 Wigny
Public HXB/BXH Rl Rats 090 22007 g
Public Inbred Mice 09/ 22007 Wigny
HXB/E*H Rl Rats (Brain, Exon Arrays) Re-normalized for correlstion with 'fake data’ 05582012 Wiewy
HAP ws LAP - Line 2 045212010 g
HAP wa LAP - Ling 1 04212010 iy
F1 cross between C57 and DBA 04152010 Wigay
BHD Rl Mice Re-normalized for correlstion with 'exprs vs QTL 04452010 Wiewy
C57 wersus DBA 12082009 Wigay
HAPILAP - Generation & 04092009 Wigny b
HXB 10 ws BXH 12 0352472009 g

Gene List Analysis Tools

1. Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.
Click the gene list for which you want to view gene expression data.

Click the Expression Values tab. The Expression Values page displays.

H> N

Detailed Microarray Gene List

Transcription Downloads Analysis - Analysis - TL Tools ~
Infnrmat?nn Tn::!lflg Tn'gI: 4

-
You are viewing: new eqtl bqtl overlap A

Gene List ~ Choose
Details Mew Gene

Click on a dataset to select it for extracting the expression values for the genes in this list. LB
B B B B Analysis [ GEETD] Exon
List | Annotation  Location(eQTL} | Literature | Promoter  Homologs Statistics Values Correlation Save As.. | Compare | Share

Normalized Datasets [

Dataset Name |[ patecrested  +|[ Details
Public H¥B/BXH Rl Rats (Browwn Adipose, Exon Arrays) 0951952011 i
Public: H¥B/EXH Rl Rat=s (Liver, Exon Arrays) 042172011 e
Public HXB/BXH Rl Rats (Heart, Exon Arrays) 042172011 i
Public: H¥B/E*H Rl Rat= (Brain, Exon Arrays) 042172011 e
Public: HXE/B*H Rl Rats 051 242007 Wigsw

On the Expression Values page:
The options on the Expression Values page are the same, regardless of how you navigated to the page.

1. OPTIONAL: Click the View link in the Details column to view dataset details such as name, descrip-
tion, organism, arrays in dataset, and more. See "Viewing Dataset Details" for more information.

2. Click the dataset for which you want to see gene expression data. A page displays the normalized ver-
sions of that dataset.
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Detailed Microarray Gene List

Transcription = Downloads Analysis ~ Analysis - QTL Tools ~ Account
Information Tools Tools

You are viewing: new eqtl bqtl overlap \)\

Gene List ~ Choose
Detailz ~ Hew Gene
Click on a normalized version of this dataset to select it. List

Analysis GG Exon

List | Annotation | Location{eQTL) | Literature Promoter | Homologs Statistics Values Correlation

Save As... Compare | Share

o : @ Select Different Dataset
You have selected: Public HXB/BXH RI Rats (Brown
Adipose, Exon Arrays)
Versions
. Date . Mumber of Marmalization .
‘ “ersion Mame ‘ Crested H Grouping Used H Groups H Method H Dretail=
Groups based on "strain’, Normalized using 'rma’, Transcript level, Core Groups bhased on .
1 annatation, With Mask 0951 472011 e 25 rma-sketch e
5 Groups_based on "strain’, Mormalized using 'vma', Transcript level, Full 0o 42011 Grou;?s bgsled an a5 [— -~
annotation, With Mask strain
Groups based on "strain', Normalized using 'rma’, Probeset level, Full Groups bhased on .
| annotation, With Mask 0951 472011 strain' 25 rma-sketch e

Click the normalized version for which you want to see gene expression data. A page displays gene
lists for that version.

Click the gene list for which you want to see gene expression data. The View Gene Expression page
displays.

Detailed Microarray Gene List

Transcription  Downloads Analysis -~ Analysis ~ QTL Tools ~ Account
Information Tools Tools

You are viewing: new eqtl bqtl overlap \«l

Gene List ~ Choose
Details Mew Gene
Click the "Array Walues" or "Group Means” links to see the different values. Lt

B B B B Analysis & EEET] Exon
List | Annotation  Location{eQTL) | Literature | Promoter | Homologs Statistics Values Correlation Save As...  Compare  Share
. A ) Select Different Dataset
You have selected: Public HXB/BXH RI Rats (Brown
Adipose, Exon Arrays) vi
Array Values| | |Group Means
Group Mean Values
Note: The values are fog2 trans formed gene expression valiies
Feng ProbelD A || Br-LEACubPrin || BM-LEACubPrin || BRHOSCubPrin || BEXHOSCubPrin || BXHT0 || BXH10 || BXHTTECWbPrin || BXHI1CubPrin || BXHTS30CubPrin || E
Iddertifier hdean StelErr hdean StolErr hean || StoErr hdean StelErr hdean
TO2E466 7025466 3.8650 01804 3.8950 0.3256 3.8975 00731 31667 015825 38625 a.
TO2E853 7025850 2.3400 02065 21150 0.0954 23125 00630 18367 00665 24175 a.
7028953 7028953 39650 0.2241 3.4475 0.3322 38550 02076 33667 02193 3E47S 0.
7046445 7046445 6.3730 01355 63325 01058 62750 00744 63333 00658 63950 a.
TOs0174 7050174 §.9700 0.0545 5.9175 00617 58200 00442 85167 00133 §.7200 a.
TO58426 7059426 7.2475 0400 7.3875 0.0501 VE§25 00043 75500 01855 T B825 a.
TO7SE25  7O79E25 45850 0.0554 49175 00523 48675 0047 45100 0.0ss57 47700 a.
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5. Youcan:
o Click the Array Values link to view the individual array values.
¢ Click the Group Means link to view the group mean values (this is the default view).
o Click Download to save the group means as well as the individual array values. Follow the

instructions that display as you open or save the files. These instructions vary depending on
your Internet browser (e.g., Internet Explorer, Firefox, Safari).

Viewing Exon-level Correlations

You can create an exon correlation heatmap for a specific gene, species, and tissue. The datais retrieved
from multiple databases, so generating the initial graphics may take a few moments.You can display the heat-
maps for two transcripts of a gene side-by-side to determine the transcript that best fits the expression cor-
relation patterns.

Gene List Analysis Tools

1. Choose Genes List Analysis Tools in the main menu.

2. Click Analyze a gene list. A page displays the gene lists to which you have access.
3. Click the gene list for which you want to view gene expression data.

4. Click the Exon Correlationtab. The Exon-Exon Correlations page displays.

You are viewing: Testing Brown Adipose <
Gene List ~ Choose
Detailz Mew Gene
Select a transcript you wish to view, zoorn infout, filter probesets by annotation, or cormpare two transcripts =3
side by side.

Li - _ — N = - " Analysis - Expression Exon o— = =
ist | Annotation | Location(eQTL) | Literature | Promoter omologs | oo | Pathway Values PP Save As.. | Compare hare

Exon-Exon Correlations

Gene™ |Lypla2 ¥ |* Species: |Rattus norvegicus (% | Tissue: | Whale Brain % Get Exon Correlations

"Mote:Some genes maybe missing from the list of available genes. 1Ds that are missing could not be converted to an Ensembl 1D needed to retrieve
transcripts.

1. Choose a Gene, Species, and Tissue

2. Get the Exon Correlations.
‘fou can view the exon-exon correlation heat map for any transcripts associated with the corresponding Ensembl ID provided by iDecoder.
Note: You may be prompted to choose an Ensembl ID if more than one Ensembl 1D corresponds to the gene entered.

On the Exon-Exon Correlations page:

1. Select the Gene for which you want to create an exon correlation.
2. Select the Species and the Tissue to which this correlation pertains.
3. Click Get Exon Correlations. The exon correlations display.
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You are viewing: Testing Brown Adipose \

Gene List  Chooze hlew
Detailz: Gene List

Analysis Expression Exon

List | Annotation | Location{eQTL) | Literature | Promoter | Homologs Statistics Pathway Values Correlation

Save As... | Compare | Share

Exon-Exon Correlations

Gene: PZrd Species: | Ratius norvegicus v | Tissue: | Whale Brain - v Get Exon Correlations

Gene/Transcript

-~ J Filters T Ady. Display Options ]

Annatation Gonfidence: | Gare ¥|  Heritability = 0.33

Gene: | ENSRNOG00000001300 P2r«4 protein_coding chr! 2 17589kp

=]

TranscriptiLefy | ENSRNOT00000001752

<)

FProhesets in % Samples DABG: = 1 %
Transcript(Right) | Mane v Filter
Exon/Probe Information
Exan ID: Hide | Probe SetlD: Location bp:
Exon Length: Annotation: Strand:  Filtered by:
Protein Coding Length: % Samples DABy:  Herilahility
Exclusion Reason(s): ProbeSet Sequence: Probe List:
Frobe Set List for this exon: [.
Probe |D: Strand:
Start Stop:
Seguence
i
v
Display: [Tap_ |¥] ENSRNOGO0000001300(F 2rxd)
scale 5 kbl | rrd
chria: | 24,958, 808 4,955, aaa| 4,960, aoa|
AffdY Rat Exoh Frobesets: Red=Core Green=Full Elue=Extended
BE20200  EER E2EI5H4 | SEE4437 6636531 i STEEALE] EHS5539 B
5953427 1 BE17994 | B145515 | BSA4546 | ESa59fs (EF] EA45519
G472 | B2A1852 | BE428435 | B2E457E |
sysesez | S¥3L411 ]
64085523 | 6191273 |
8577738 |
Exons For Gene EMSRNOGEE@G8881364
AN T | a0 18] ug 128
2] 41 o]
Enzemk 1 Gene Fredictions - Ensemkl &4
MSRMOTGBE0aRR1 7SS — -+ ) ' ]
MSRMOTGEEEaRR1TES  m— & ]
MSRMOTGEEEaRR1 7S] — & ]
& | 5 TranscriptENSRMNOTO0000001 752

= .
61
E
14
- >
Included Exon Calor: Pratein Hen-Protein Excluded Exons: Mo Probesets Wt asked Heritability Annetation Mot DABG Multiple
Coding Coding Confidence Reasons
- 0 1
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4. OPTIONAL:Display two heat maps by selecting both a Left and Right Transcript in the In the
Gene/Transcript section at the top left.

5. OPTIONAL: Hover over the schematic on top of the heatmap or click on individual exons in the sche-
matic to find out more information about individual exons and the probe sets that align to them.

By default, the first graphic, which is generated through the University of California Santa Cruz Genome
Browser (http://genome.ucsc.edu/), displays the probe sets from the exon array and the annotated Ensembl
transcripts (i.e., isoforms) for the input gene.

Display: (Ton v ENSRMNOGO0000001300(P2ne)
scale 5 kb} | rrd
chriz; | =4,958, 888| =4, 955, gao| 24,968, 8o8|
AffY Rat Exon Frobesers:! Red=Core Green=FU1l BIlUe=Extended
coeaznn EEE 5203554 | seo+437 Il Gosaas1 I S786915 | 5653559 B
5983427 1 EE17994 | 5143318 || E504545 | [EEEREEY: . Y |
B24E722 | s2n1Esz | B342043 | E2E4576 |
s75eE62 | 5751411
E4nEEaE | 5191275 |
ES777E0 |
Exons For Gene ENSRNOGAARAAAELSAE
O | 1 | 5@ a0 1s] 18 128
2] 41 &8 al
71
Ensenia] Gene Predictions - Ensembl 64
MERMOTGBAAE6A1 7SS ——ee M4 ' 5 ¥
HERNOTG8a60801 765 - CHH i 0 ]
HERNOTOBEG0001 7S] m——ece s rececose] U kL g . B L ]

The exons are color-coded based on their level of annotation according to Affymetrix. The red probe sets are
included in the core set of probe sets and indicate high confidence in the annotation. The blue probe sets are
included in the extended set of probe sets according to Affymetrix, and the green probe sets are from the full
set of probe sets and indicate the least amount of confidence in the annotation. The next track assigns a
number to each annotated exon of the gene to aid in interpretation of the heatmap that follows.

By default, the second graphic is a heatmap that displays the correlations among exons of a given transcript
of the gene.

\-r:\ | 5 Transcript ENSRMOTO0000001 752

EY

o

o
[+ 2 V3 a4 s — & — 7 8 23 1 }—112]

G

-
[
- >

Prot Mon-Prot Annotat Mutipl
Included Exeon Colar. retein erpratein Excluded Exons: No Probesets Masked Heritability nnotatian Not DABG ultiple
Coding Coding Confidence Reazons

-1 1] 1

T

Each row and column represents a probe set that passed the filtering criteria specified at the top right side of
the page. Along the top of the heatmap is a schematic of the exon structure of the transcript. The boxes rep-
resent exons of the transcript and are numbered, as in the top figure. Grey boxes are exons that are probed by
the array, met the filtering criteria, and are displayed in the heatmap. Exons that do not satisfy these criteria
are colored based on the reason why they are not included in the heatmap.

« No Probesets (Red) indicates that the Affymetrix array does not contain any probe sets that target
this exon.
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o Masked (Light Blue) indicates that the probe set was removed due to poor intergrity of its probes (i.e.,
the probes aligned to many regions of the genome or targeted a region of the genome that harbored a

known SNP).

o Heritability (Blue) indicates that the probe set had a low (according to filtering criteria) heritability in
the Rl panel.

« Annotation Confidence (Orange) indicates that probe sets that align to this exon are not included
due the annotation confidence criteria selected for filtering.

 Not DABG (Green) indicates that the probe sets that align to this exon are not expressed above back-
ground according to the DABG criteria selected for filtering .

« Multiple Reasons (Yellow) indicates that the exon was filtered out for more that one reason, e.g., low
heritability and not DABG

In the top right section, choose the probe sets to display for the heatmap based on the:

¢ Annotation Confidence from Affymetrix (Core, Extended, or Full).
o Heritability of the probe set’s expression in the Rl panel.

o Proportion of samples with expression values above background (Detected Above Background—
DABG).

Choose the Adv. Display Options tab to show advanced display options that allow you to include probe sets
that align to an intronic region of the gene or align to the opposite strand from which the gene is coded.

_ _ _ _ _ Analysis . Expression Exon ~
List | Annotation | Location(eQTL) | Literature | Promoter |'Homologs | o -. | Pathway Values PO Save As.. | Compare | Share

Exon-Exon Correlations
Gene: |P2rd Species: | Rattus norvegicus % | Tissue:|VWhole Brain  * ||Get Exon Correlations
Gene/Transcript J Filters I Adv. Display Options ]
Gene |_ENSRNOGDDDDDDD13DD P2rd protein_coding chrl2 17583hp TJ Annotation Confidence: |_Core v Heritability: = 0.33
TranscriptiLef} | ENSRNOT00000001752 ™ [ r——— Samples DABG: = |1 %
TranscriptRight) | None 7] Filter |
Exon/Probe Information
Exan ID: Hide | Probe SetiD: Location bp:
Bxon Length: Annotation: Strand:  Filtered by:
Protein Coding Length: % Samples DABg:  Heritahility:
Exclusion Reason(g) ProbeSet Sequence: Probe List
Probe Set List for this exan: [-
Prabe IC: Strand
Start: Stop
Sequence:
'y
¥
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Saving a Gene List as Other Identifiers

You can save a gene list using different identifier types.

1. Choose Genes List Analysis Tools in the main menu.

2. Click Analyze a gene list. A page displays the gene lists to which you have access.
3. Click the gene list that you want to edit and save as a new gene list.
4. Click the Save As tab. The Save As page displays.
You are Viewing: Pathway Genelist =
Gene List Choose
Details Hew Gene
Select one or more types of identifiers to save as a new gene list. _—
B B B B Analysis | Expression Exon
List | Annotation | Location{eQTL) Literature | Promoter | Homologs Statistics Values T [ LY. UM Compare | Share
Name the new gene list
Gene List Hame:
Gene List Description:
ldentifier Types
| Ayailable Target Databazes | Specific Affymetriz Arrays | Specific Codelink Arrays
[Jcheckmncheck All [Jcheck Uncheck an [JcheckUncheck Al
. |:| [Tlelin} |:| Drozophila Genome Lrray |:| CodeLink Mouze Whole Gename Lrray
O ATYMEt D ] B Protein ID [] Human Genaime U133 Plus 2.0 Srray [ CodeLink Rat whale Gename Array
[ codeLink D [] NCBIRNA ID [] Human Genome 35852 Atray [ codelink Uriset Mause | Array
D Ensembl ID |:| RGDID |:| Mouse Genome 430 2.0 Lrray
D Entrez Gene D |:| RetSeq Praotein D |:| Mouze Genome MOELI0L Lryay
D FlyBase ID |:| RetSen RS D |:| Mouze Genome MOELINB Lrray
D Full Name |:| SwvizsPrat 10 |:| burine Genome 748 Lrray
D Gene Symbal |:| SwvizsProt Mame |:| burime Genome 74802 Arpay
D Homo!ogene o |:| Synonym |:| hurine Genome UF4EW2 Srray
D Location |:| Unitzene 1D |:| burime Genome UF4Cw2 Lpray
[ Rat Genome RAE2304 Srray
[ Rat Genome 344, Array
[ Rat Genome U34C Arvay
|:| Affemetriz GeneChip Mouze Exon 1.0 5T Arvay probeset
|:| Affemetriz GeneChip Mouze Exon 1.0 ST Arvay tranzcript
|:| Affemetriz GeneChip Rat Exon 1.0 5T Lrvay probeset
|:| Affemetriz GeneChip Rat Exon 1.0 5T Array tranzcript
5. Enteranew Gene List Name.
6. Enterthe Gene List Description.
7. Choose Identifier Types from the Available Target Databases, Specific Affymetrix Arrays, and Spe-
cific CodeLink Arrays.
8.

Click Save As. The gene list is copied and saved with the new name, description,and identifiers from
the selected database. Click Reset to retumn all the fields to their original values.

See "Viewing Gene Lists" for instructions on viewing the new gene list.
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Comparing Gene Lists

The Compare Gene Lists page allows you to compare gene lists.

> ODN -

Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.

Click the gene list that you want to compare with other gene lists.
Click the Compare tab.

You are Viewing: Anova test gene list

To compare this list with only one other gene list, click Tompare With One Gene List' link. To compare this
gene list with all ather gene lists, click the Tompare With All Gene Lists' link.

Analysis | Expression Exon

List | Annotation | Location{eQTL)  Literature | Promoter | Homologs Statistics Values Correlation

Save As...

Gene List  Choose
Dretails Mew Gene
List

Stare

Compare With One Gene List| | |[Compare With All Gene Lists

5. Choose one of the following:
o Compare With One Gene List. A table of gene lists for comparison displays.

e Compare With All Gene Lists.

If you choose Compare With One Gene List:

6. Choose a gene list from the table that displays.

You are Viewing: Anova test gene list

To compare this list with all other gene lists, click the 'Compare With All Gene Lists' link.

Analysis | Expression Exon

List | Annotation | Location{eQTL) | Literature | Promoter Homologs Statistics TS T T

Save As...

Gene List ~ Choose
Details Hew Gene
List

Share

Compare With All Gene Lists

You are comparing: Results from Two-Way ANOVA

Je

0 Select Another Gene List For Comparison

Intersect Gene Lists] [Union of Gene Lists ] [Subtrad List1 From List 2] [Subtrad List 2 From List 1 ]

Zene List 1: Anova test gene list zene List 2 Results from Two-Way AHOVA Results Save Gene List

160090_f_st 1418329_at
160257 _at 1420472_at
160534 _at 1421144 _at
1B0546_at 1423214 _at
160399_at 1430709_at
161207 _at 1435638 _at
161462_r_at 1438989 _s_at
161522__at 1441887 _c_at
1E1553__at 1445955 _at
1E1700_i_st 1451601 _a_st
161790_at 1453694 _at
162083 _f_st 1460284 _at
162138 _=_at

162483 _f_at
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7. Do one of the following:

o Click Intersect Gene Lists to view a list that displays the genes that are in both selected
lists.

¢ Click Union of Gene Lists to combine the two gene lists into one gene list

e Click Subtract List 1 from List 2 to remove the genes in list 1 from list 2. The resultant gene
list displays the genes that are only in list 2.

o Click Subtract List 2 from List 1 to remove the genes in list 2 from list 1. The resultant gene
list displays the genes that are only inlist 1.

8. Click Save Gene List if you want to save the resulting gene list.

If you choose Compare With All Gene Lists, a table displays all the gene lists that contain the same genes as
the list you chose to compare with. Click the name of a gene list to view it.

- - _ _ Analysis | Expression Exon .
List | Annotation | Location{eQTL) | Literature | Promoter | Homologs Statistics Values Eorrelation Save As... [WeTGLEICE Share

Compare With One Gene List

Gene Lists Containing the Same Genes [0

‘ Gene H Gene Listz Containing the Same Identifier

Identifier

1420286 _at Allison's Test  Jeanette's Gene List Test12-06  Really long description Test

Allison's Test  BxD RI_wl1_Parametric_BH-alpha_0.08 BxD RI_v3_BH_para_p0-01  BXD RI_w3_BY_para_p0-01  BxD

RI_v3_Boanferrani_para_p0-01  BxD RI_w3_Bonferroni_para_p0-058  BxD RI_v3_Hochberg_para_p0-01  BXD

RI_v3_Hochberg_para_p0-05  BXD RI_v3_Holm_para_p0-01  BXD RI_w3_Halm_para_p0-05  BxD

RI_v3_SidakSD_para_p0-01  BxD RI_v3_SidakS5_para_p0-01  BxD Rl paramteric p0.05 minT Ttest 10000perm

BxDRIparamtericpd.08minTTtest1 0000perm_ariginalGenelist_FDR  Jeanette's Gene List Test 12-06  Really long description

Test

Allison's Test  BxD RI_w1_Parametric_BH-alpha_0.05 BxD RI_v3_BH_para_p0-01 BXD RI_w3_BY_para_p0-01  BxD

1428137 _at RI_w3_Bonferroni_para_p0-05  B¥D RI_w3_Hochberg_para_p0-05  B¥D RI_w3_Holm_para_p0-05  BxD Rl paramteric p0.05
minT Ttest 10000perm  BxDRIparamtericpl.05minT Ttest1 0000perm_originalGenelist_ FOR  Test

1429452 x_at Allison's Test Test

1431225 at Allizon's Test  Test

4427400 -t Allic ol Tt Toct

14258521 _at
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Uploading a Gene List

You can upload an existing gene list to the PhenoGen website for analysis. Your gene list must be a text file

and must contain only one gene identifier per line or it will not upload correctly. When you upload gene list

data, you can give other users permission to see the gene list.

1.
2. Click Upload or create a new list of genes to use for an analysis. The Create a New Gene List

® N O

Choose Genes List Analysis Tools in the main menu.

page displays.

Detailed Microarray Gene List

Transcription Downloads Analysis - Analysis - TL Tools ~
Informat?on Tﬂ'glg ToEI: a

Create a New Gene List

Step 1. Mame the gene list and provide a description of it.

Hame your gene list: |

Organism: — Select an option — V|

Gene List Description:

Step 2. Choose whether you are going to upload a file containing the gene identifiers, enter the list manually,
or copy an existing list and make changes to it. Note that gene identifiers are case-sensitive!

%l Upload Gene List File O Erter Gene Idertifiers O Copy Existing Gene List

Note: The gene list file should be a text file with no column headers and one gene identifier per line.

File Name : |[ Browse..

Step 3. Save the data.

[Heset] [Create Gene List

Enter the Gene List Name.

Select the Organism from the drop-down list.

Enter the Gene List Description.

Make sure Upload Gene List File is selected.

Click Browse, and follow the instructions to select the gene list you want to upload.
Click Create Gene List. The new gene list is created.

143



Downloading a Gene List

You can download a gene list from the PhenoGen website to analyze it using your own tools or to distribute it
to others.

1. Choose Genes List Analysis Tools in the main menu.

2. Click Analyze a gene list. A page displays the gene lists to which you have access.

3. Click the Download icon &l beside the gene list you want to download.

4. Click the checkbox next to the gene list(s) you want to download. The second and third options only dis-
play if the gene list was derived from a microarray analysis.

Files That Can Be Downloaded For Gene List 'Test'

Salact List Typa Fllenarme
O Gene List Test_GeneListbd
O Gene List Plus Means and P-values Test_GenelistPlusvalues td
O Gene List Expression Values Test_rawvalues td
Diowmload

5. Click Download.

6. Choose to open or save the files, and follow the instructions that display. These instructions vary
depending on your Internet browser (e.g., Intermet Explorer, Firefox, Safari, etc.).

Deleting a Gene List

If you no longer need a gene list, you can delete it.

!I Important! Any references to the gene list, such as literature searches and promoter analysis results, are
deleted when the gene list is deleted.

1. Choose Genes List Analysis Tools in the main menu.
Click Analyze a gene list. A page displays the gene lists to which you have access.

Click the Delete icon * beside the gene list you want to delete.
Review the data that is linked to the gene list.

Click Delete Gene List. The gene list is deleted.

ar w0Dd
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Sharing a Gene List

You can view the users who have access to your gene lists and grant users access to a gene list that you

own. You cannot share a gene list that you do not own.

1. Choose Genes List Analysis Tools in the main menu.

Click Analyze a gene list. A page displays the gene lists to which you have access.

2
3. Click the gene list for which you want to view user access.
4. Click the Share tab.

Q Note: If you are the owner of the gene list, you can allow other users to view the gene list.

You are Viewing: Anova test gene list

Listed below are the users of this website. To share your genelist with other user(s), click the checkbox next
ta their name(s).

Analysis | Expression Exon

List | Annotation | Location{eQTL) | Literature | Promoter | Homologs Statistics VoS Eor Eation

Gene List
[etails

compare m

Users who can view the selected gene list

Lser -

bennett, Or. beth

Bhave, Dr. Sanjiv
Carozane-Link, bz, Phyllis
Chapman, Mr. Sdam
Davis, Ron

Eberlein, Dr. Jens
Edenbery, Dr. Howeard

o o

5. Select the users to whom you want to give view permissions for your gene list.

6. Click Update Gene List Users at the bottom of the window.

Choose
Mew Gene
List
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Investigating QTL Regions

QTL Tools allows you to use QTL tools to assess whether the genomic location of any of the genes in a gene
list fall within the QTL regions for the phenotypes of your choice. Information about the phenotypic QTLs can
be obtained from MGI (mouse QTLs) or RGD (rat and mouse QTLs).

Detailed Microarray Gene List

Transcription  Downloads Analysis -~ Analysis ~  QTL Tools ~
Information Tools Tools

Choose an option to get started:

o Enter phenotypic QTL information. See "Entering Phenotypic QTLs".

o Calculate QTLs for a phenotype. See "Calculating QTLs for Phenotype".

o Download marker set used in eQTL calculations. See "Downloading eQTL Marker Sets".

¢ View physical location and eQTL information about specific genes. See "Viewing Location and eQTL".

Entering Phenotypic QTLs

You can enter phenotypic data to create a list of QTLs for a phenotype. For example, you could define a set of
QTLs for alcohol preference.

1. Choose QTL Tools in the main menu.

2. Click Enter phenotypic QTL information. The Entering Phenotypic QTLs page displays.

3. Enterthe Phenotype or QTL List Name. This field is referenced on the Viewing Location and eQTL
page.

4. Select the organism to which this list pertains.

5. Enterthe Locus/Region Identifier, Chromosome Number/Name, and Start and End base pair (bp)
positions.

6. OPTIONAL: Click the Add New Locus/Region link to create more than one QTL range for a par-
ticular phenotype.

7. Click Save QTL List.
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Detailed Microarray Gene List

Transcription = Downloads Analysis ~ Analysis ~ QL Tools = Account ~
Information Tools Tools

Infarmation about phenotypic (behavioral) @TLs can be obtained from MG (mouse QTLs) or RGO (rat and
mouse QTLs).

Phenotypic @TL boundaries must be defined in bases. This information (base positions for markers at the
boundaries) can be obtained from any of the public databases - RGD, NCEI Map Yiewer, or Ensembl.

Enter a Phenotype or QTL List Name and then enter one Locus/Region in each QTL Work Area
TOW.
This area can be uzed a5 a work area for pasting GTL
Phenotype or GTL List Mame Crganizm information gathered from other sources. The information
| |_ Select an option — v | inthiz work area will not be saved inthe QTL list.

LocusRegion ldentifier  Chromosome Mumber [ Mame Start bp End bp

Addd Mewy LocusiRegion

[Reset] [Save OTL List

Calculating QTLs for Phenotype

You can calculate QTL for uploaded phenotype data using pre-compiled marker sets. The website supports

phenotypic

QTL analysis for BXD recombinant inbred mice and HXB/BXH recombinant inbred rats.

1. Choose QTL Tools in the main menu.

2. Clic

k Calculate QTLs for phenotype. The Calculate QTLs for Phenotype page displays.

Detailed Microarray Gene List

Transcription = Downloads Analysis ~ Analysis ~ Qil Tools = Account ~
Information Tools Tools

First select the marker dataset. I
Then click on the phenotype data you would like to use, or enter new phenotype data. Create New
Fhenotype
@ Public BXD Rl Mice O Public HXB/BXH Rl Rats O Public ILSXISS Rl Mice

Additional Phenotype Data for the above marker sets may be found on Geneketwork.org. Calculsted GTLs may then be imported
back to Phenogen here.

Phenotype Values (Matching 15 or more strains)

| Phenotype Mame * " Description || Dietailz || Delete " Diowvnloacd |
All 32 Strainz Have a Walue fake data Wigay b4 *
Morphine Consumption in BAD and Morphine Consumption from Phillips et al 1991, Behaworial and Biochemical 1zsues in Substance "

Wiew  § )
parentals Abuse
Test Complete BXD Correlstion Al strains given a value e ﬁ |£|
Testing Al Strain in Correlation azd g b 4 &‘
Testing MASS Renormalization in BXD test Wigny b4 &,
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10.

11.

Choose the marker dataset: Public BXD Rl Mice, Public HXB/BXH RI Rats, or Public ILSXISS RI
Mice.

OPTIONAL: Click Create New Phenotype at the top right to upload, manually enter, or copy phe-
notype data. Select Enter Variance Values to enter variances for your groups. See "Using Phenotype
Data in Correlation Analysis" for upload, enter, copy, and delete instructions.

Click arow in the Phenotype Values table.

Choose Yes or No to weight the analysis based on variance. If variance values were not included
when the phenotype information was uploaded, this selection is not available.

Enter the number of permutations between 0 and 1 000 000. Zero indicates that empirical p-values
are not calculated.

Click Run. A LOD plot displays.

Choose an option to narrow the results: LOD threshold, p-value threshold, genomic location, and
enter associated criteria.

Choose a method to calculate confidence interval (see descriptions in the Summary of Results sec-
tion).

Click Run Summary. The results that satisfy your criteria display.

QTL Calculation

Due to the large marker density of the two available marker sets, the QTL calculation is done using a simple
marker regression. LOD (log base 10 odds ratio) scores are calculated for each marker and displayed on the
LOD plot. When strain variances or standard deviations are available you can weight the marker regression by
the inverse of the strain variance, to give more weight to strain means with lower variance.

10
10
10

You are calculating QTLs for this phenotype: beth A\ @

Fhenotype Chooze Crovenload

Details Hew
Fhenotype

QTL LOD plot

Harrow the results by: LOD threshald v Method to caleulate location confidence

) interval: do not calculate b
Markers with a LOD score 2
above:
QTL Analysis Results

chr rmire. kg ma b min. ShP max 5P LoD LR= povalue effect size

E7O7a062 ES555647 r=13480625 r=13480635 216 9487 1 1.37

63907415 58475309 213480635 13450641 274 1263 1 1566

TI019251 TTO18251 r=13480660 r=13480660 22 10145 1 1.394

| |
bl VT il

Ohmmaeams

View Results By Marker
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Marker Sets
Markers for BXD Recombinant Inbred Mice

Markers for the BXD recombinant inbred panel were retrieved from the Wellcome-CTC Mouse Strain SNP
Genotype Set (http://www.well.ox.ac.uk/mouse/INBREDS/). SNPs were retained if their marker ID could be
matched with a SNP in the Ensembl 56 dbSNP 128 mouse data retrieved through BioMart (http://ww-
w.ensembl.org/biomart/index.html) and if the SNP was also give a valid position in the mouse genome. In
addition, individual SNPs were dropped if they did not differ between the two parental strains (C57BL/6J and
DBA/2J) and if they had unknown genotypes for all BXD RI strains.

11 SNPs were removed because they had more than three strains with double recombinant genotypes. A dou-
ble recombinant genotype occurs when a SNP between two SNPs that are less than 1 Mb has a different gen-
otype for a strain than the SNPs on either side. Often these double recombinants represent a genotyping error
rather than two instances of recombination so close together.

As an additional quality control measure, individual SNPs were evaluated for segregation distortion. This
measure looks at the proportion of subjects/samples in each genotype category and assesses the probability
of this distribution. In the case of recombinant inbred strains, the probability of each genotype is 50%. Two
SNPs (rs13459145 and rs 13478690) were dropped because of significant segregation distortion (p < 1.0 X
10e-8).

Finally, a genomic map was estimated from the remaining SNPs, and if a SNP was estimated to have more
than 40 cM between it and another SNP on either side, it was eliminated from the data set (one SNP). These
quality control measures resulted in a final dataset with 91 strains including the parental strains and 6,093
SNPs.

Markers for HXB/BXH Recombinant Inbred Rats

Markers for the HXB/BXH recombinant inbred panel were retrieve from the STAR consortium
(http://www.snp-star.eu/). SNPs were eliminated if they did not differ between parental strains (SHR/Ola and
BN-Lx), if they were not genotype for either parental strain, or if they were heterozygous for either parental
strain. If the genotype for a recombinant inbred strain was unknown, but the two surrounding SNPs had the
same genotype, the missing genotype was assigned the value of the surrounding SNPs (53% of unknown gen-
otypes were changed). These quality control measures resulted in a final dataset with 34 strains including the
parental strains and 13,143 SNPs.

Genome-wide P-Values

A genome-wide p-value is calculated using permutation (Churchill and Doerge 1994) to account for multiple
testing across markers. To calculate these p-values, phenotype and genotype associations are permuted and
for each permutation, the maximum LOD score is retained. The distribution of these maximum LOD scores
then becomes the null distribution from which p-values are calculated. For example the p-value of a LOD
score of 3 is equal to the proportion of permutations where the maximum LOD score was greater than 3.
Although results for all markers are shown in the LOD plot, only unique strain distribution patterns were used
in the calculation of genome-wide p-values.

SNPs have identical strain distribution patterns in inbred panels, and when strains are grouped by genotype
for either marker, the same two groups are formed. When two SNPs have identical strain distribution pattermns,
their LOD score is the same. ldentical strain distribution patterns in adjacent markers are generally caused
by linkage disequilibrium while identical strain distribution patterns in non-adjacent markers may be a con-
sequence of using only a small number of strains.

Summary of Results

After the QTL calculation, you can limit the results to markers that reach some threshold (p-value or LOD
score) or to markers within a certain genomic area. Results are shown on the strain distribution pattern (SDP)
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level. The minimum and maximum basepair positions on each chromosome are shown for each SDP that
meet the criteria.

You can also calculate location confidence intervals for QTLs that met the criteria you specified when you
summarized the results. In addition to not calculating confidence intervals at all, three different methods are
available: non-parametric bootstrap, LOD support interval, and Bayesian credible interval. Confidence inter-
vals are only calculated for the maximum LOD score on each chromosome.

e The non-parametric bootstrap confidence intervals are calculated using the methods outlined by Vis-
scher et al (1996). One thousand bootstrap samples are taken to calculate intervals, and you can
choose your own probability coverage. The bootstrap non-parametric measure is useful when it is pos-
sible that more than one QTL is in the area.

o Forthe LOD support interval, the confidence interval is identified by locating the marker on either side
of the maximum LOD scores were the LOD score first drops by the LOD score threshold you specified.

e The Bayesian credible interval is calculated as outlined in Manichaikul et al (2006). This article also
compares the three methods and recommends against the bootstrap non-parametric method, but their
analysis was done with relatively sparse marker maps on backcross and intercross populations using
only one QTL.
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Downloading eQTL Marker Sets

You can download the data files used to calculate eQTLs.

1. Choose QTL Tools in the main menu.

2. Click Download marker set used in eQTL calculations. The Download Marker Sets page displays.
3. Click the checkbox next to the data file(s) you want to download.

4. Click the Download button.

Detailed Microarray Gene List

Transcription Downloads Analysis - Analysis - T Tools' ~
Informat?on To'l:!l,lss To::!l,lss =

Data Files Used for Calculating eQTLs

|:| File Mame
[0 Marker data used in caloulating e2TLs for BXD Mice

|:| Marker data used in calculsting eQTLs for ILSASS Mice

5. Choose to open or save the files, and follow the instructions that display. These instructions vary
depending on your Internet browser (e.g., Internet Explorer, Firefox, Safari, etc.).
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Viewing Location and eQTL

The location graphic allows you to investigate and use expression QTL (eQTL) datasets. By default, only the
physical locations are shown on the graphic. You can click the "Show locations of transcription control in
brain" check box to display the locations of transcription control. These green arrows represent the genomic
position(s) that control transcription of the candidate genes in the gene list (expression QTLs, oreQTLs).You
can also change the significance level for displaying eQTLs

You can view the location and eQTL data for a gene list in two ways:

Gene List Analysis Tools

1. Choose Genes List Analysis Tools in the main menu.
2. Click Analyze a gene list. A page displays the gene lists to which you have access.

3. Click the gene list for which you want to view location and eQTL.
4. Click the Location (eQTL) tab. The Location page displays.

QTL Tools:

1. Choose QTL Tools in the main menu.

2. Click View physical location and eQTL information about specific genes from a gene list. A
page displays the gene lists to which you have access.

3. Click the gene list for which you want to view location and eQTL. The Location and eQTL page dis-

plays.

Detailed Microarray Gene List

Transcription Downloads Analysis ~ Analysis ~ QTL Tools ~ Help ~ Account ~
Information Tools Tools

u
You are viewing: Rat genes R

Gene List  Choase Mew
Details sene List

. . - ; Expression Exon
List | Annotation [EEIEGLICRE Literature | Promoter | Homologs Values Correlation | S3V€ As... | Compare | Share

Save displayed genes [ | [View in table form [H
Click chramogame for an expandad view E i :
-/ _Gene Graphic Settings
267,010,286 Showphyswallocatmn ofgenes (M)
= == DShowgenom\cIocationsoftranescriptiuncontro\in (4
— == (20TL pvalue <[ 005wy [
(o N —_
— Advanced Settings [ ~
m ™ T .
- = ™ = T
m o ™ — —
1] | - N —
e - p— == T mE
- — N o, — - [ —
D oem === — — = T W
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-
—
= —
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— -—
12 13 14 15 16 17 18 18 20 X MT

The data on the page looks the same, regardless of the way you access the page. You can:
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o Click the View in table form link to see a table of all of the genes currently displayed on the graphic. If
any of the probe sets for a given gene have a significant eQTL, all of the probe sets for that gene are dis-
played in the table, but only the most significant eQTL position ("Max LOD") and the associated marker
locations are shown on the graphic.

o Click the View link in the gene table to display individual LOD plots for each probe set. Copy
these by right-clicking on the image.

o Click the Download button to download the table into a tab-delimited text file.

o Click the Customize this view button to change the default view of the table, which includes
all probe sets for a given gene.

e Choose Genes (and all associated probesets) from the [selected] list that meet the
restriction criteria to restrict the list to those with eQTLs (probe sets) that overlap the
selected bQTL intervals.

o Select Probesets that are in the [selected] gene list to restrict the list to probe sets
(as opposed to genes) whose expression values are significantly correlated with the phe-
notype. These probe sets are also identified by the asterisk in the first column of the
table.

o Selelct Probesets that have eQTL p-value < [selected value] to restrict the list to only
the probe sets passing the desired threshold.

e Choose Genes (and all associated probesets) from the [selected] list with probe-
sets that did not meet the restriction criteria or were not considered in eQTL to
restrict the list to those that were not considered in eQTL.

Click the Download icon & to download the chromosome map as a JPEG graphic.
o Click the Save displayed genes link to save the displayed genes as a gene list.

Click the Magnify ® icon in the graphic to expand the graphic to the full page.
o Click a chromosome in the graphic to show an expanded view. See "Expanded Chromosomal View".
o Set the Gene Graphic Settings:

o Show physical location of genes - Choose this option to mark the physical location of genes
with ared arrow.

o Show genomic locations of transcription control in...Choose this option to mark the tran-
scription control locations with a green arrow, and choose a corresponding eQTL p-value. For
mouse, only brain is available. For rat, options are brain, heart, liver, and brown adipose.

o Click Advanced Settings to enter user-defined regions, such as QTLs. You can also:
o Click View to see details about the specific region.

© Click the Delete icon * beside the region you want to delete.
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User Defined Regions
Select Different Region
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O Mo restrictions

@ Fhysical location within region

'@'Tranacriptinn control fe@TL) within region

O Either physical location or transcription control (e TL) within region
C Both physical location and transcription control {e@TL) within region

Expanded Chromosomal View

The expanded chromosomal view zooms in on the specific location you choose in the graphic, shows the
zoom location, and allows you to set basepair start (left) and end (right) positions.

You are Viewing: Anova test gene list Y
Gene List ~ Choose
Details Hew Gene
List
Save displayed genes [ | [View in table form [
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. |
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Download Resources

Downloads allows you to download:

o Expression Data Files (Expression Values, eQTL, and Heritability).
¢ Genomic Marker Data Files (Markers and eQTL).

¢ RNA Sequencing BED/SAM Data Files

Detailed Microarray Gene List
Transcription © Downloads Analysis - Analysis ~ QTL Tools ~ Account ~
Information Tools Tools
Expression Data Files
Crganism Dataset H Tizsue Array H Expression Heritahility ‘
Walues
" " . Affymetriz GeneChip Mouse Genome 430 2.0
MoLize Fublic BXD Rl Mice yhiole Brain [Mause430_2] LE, LE, L&,
Mouse Public ILSHISS RI Mice Whole Brain  Affymetrix GeneChip Mouse Exon 1.0 ST Array i} i) &
" " . Affymetrix GeneChip Mouse Genome 430 2.0
MoLise Public: Inbred Mice ‘Whiole Brain [Mause430_2] L.El &,
Rat Public HXB/EXH Rl Rats ‘Whole Brain GE Healthcare Codelink Rat Whole Genome Bioarray LE, &, &,
Rat Public HXB/BXH Rl Ratz (Brain, Exon Lrrays) Whiale Brain Affymetrixz GeneChip Rat Exon 1.0 ST Array L&, LE, L&,
Rat Public HXB/EXH Rl Rats (Heart, Exon Srrays) Hesart Affymetrix GeneChip Rat Exon 1.0 5T Array LE, &, &,
Fat Public HXB/EXH Rl Rat=s (Liver, Exon Arrays) Liwer Affymetrix GeneChip Rat Exon 1.0 ST Array L.EI L.EI L.EI
Public HXB/EXH Rl Rats (Brown Adipose, Exon Brown . .
Rat Arrays) Adlipose Affymetrix GeneChip Rat Exon 1.0 5T Array LE, &, &,
Genomic Marker Data Files
Crganism || Panel * || Source || Markers || e=TL |
Mouze B=D Wigllcome-CTC Mouse Strain SMP Genotype Set L.El 2]
Mouze L=s Affymetrix Mouse Diversity SNP Array &, &,
Rat HEEUBHH STAR consariium I
RNA Sequencing BED/SAM Data Files
O ganism || Strain || Tizsue || Seq. Tech. || RMA Type || Read Type || BEL SAM Files |
Rt Bi-LxiCubPrin - Brain lluming HiSeq2000 polyA+ (=200 rt) selected 100 by paired-end L.El
Rat SHRICIslpcvPrin. Brain lluming HiSeq2000  poly&+ (=200 rt) selected 100 by paired-end L&,
Rt Bi-LxiCubPrin - Brain Helicos total RMA (=200 nt) after ribosomal RMA depletion ~33 bp single-end L.El
Fiat SHRICIElpcvPrin Brain - Helicos total RMA (=200 rt) after ribozomal RNA depletion ~33 bp single-snd LE,
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Principal Investigator Overview

Only users with Principal Investigator permissions can see the Principal Investigator pages.

The Principal Investigator (P1) is often the head of a lab, is responsible for the array data, and must grant per-

mission to other users to view arrays which s/he is responsible for. When arrays are uploaded, the Pl can
assign permission individually to any users that s/he wants to have access to the data. If a user wishes to

gain access to an array, the user can add the array to a dataset, and a request for permission is sent to the PI

who owns the array. The Pl can also make array data accessible to all.

A user who is a Principal Investigator sees a Principal Investigator menu on the Home page after Login, below

the What would you like to do box.

Detailed Microarray Gene List
Transcription Downloads Analysis - Analysis - QTL Tools -
Information Tools Tools

What Would You Like To Do?

Put my arrays onto this web site

Begin a microarray analysis

Create a list of genes

BEesearch a list of candidate genes

Find the genes in my list that have eQTL

Explore expression relationships armong exons in a gene
Download raw/normalized expression data

As a Principal Investigator, you may also;

AQQI’DVE array requests
Grant array access

Wyhat's Mew

Version: v2.7

Updated:9/1/2012

= Detailed Transcription Information:
= Yiewy Parental Strain Differential Expression

= Yiewy Parental StrainfRat) Transcriptome Reconstruction

yelcome, Dr. Boris Tabhakoff

Account

Choose an option to get started:

o Approve array requests. See "Approving Array Requests".
e Grant array access to an individual. See "Granting Array Access".
o Grant open access to a set of arrays. See "Granting Array Access".
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Approving Array Requests

Only users with Principal Investigator permissions can approve pending requests for arrays.

The Approval page allows a Principal Investigator to review the users who have requested access to his
arrays. The Pl can approve or deny access to the array.

1.
2.

Click Home in the main menu. The Home page displays.
Click Approve array requests in the Principal Investigator section below the What would you like to
do section. The Approval page displays.
Click Approve or Deny next to each request, or click Approve All or Deny All.

Click Submit Array Approvals. An email is sent to each requester that informs them whether their

array request(s) has been approved or denied.

Detailed Microarray Gene List
Transcription.  Downloads Analysis® ~ Analysis ~ QTL Tools ~ Account
Information Tools Tools
Choose an option for each request and then press "Submit” at the bottorm of the page.
[Approve AII] [DenyAII]
. Genetic Crganism .
‘ Approve || Deny ‘ Crganism H \aristion H Sex H Part H Array Mame H Experiment Mame H Reqguestor
O O Mus musculus  inkbred strain male brain H_MOS06_BE_run13 L¥S run nineteen L.auren
Kiemele
O hus musculus  inkbred strain male brain H_MOSO07_BE_run19 LHS run nineteen L.auren
Kiemele
O O hus musculus .recomblnaljt male brain H_MOS43_L¥=S114_run19 L¥S run nineteen Dr. Laura Saba
inbred strain
recombinant X X Drr. Spencer
O O hus musculus e et male brain H_MOS43_L¥S114_run19 LHS run nineteen Mahatfey
recambinant . . Dr. Laura
O O hus musculus inbred strain male brain H_MOS43_L¥=S114_run19 L¥S run nineteen Clemens
O O Mus musculus BRI mile livver WT-4 Liver AKQ EID gnd R RS DT' L
out Brain and Liver Flirk
gene knock . . AKC BHO and WT Mouse Drr. Stephen
O O hus musculus ot male liver WWT-5 Liver Brain and Liver Flink
[Reset] [SubmitArrayApprovals
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Granting Array Access

Only users with Principal Investigator permissions can grant array access.

The Grant Access page allows a Principal Investigator to give an individual user access to the arrays for
which s/he is responsible. It also allows a Pl to give open access to the array data in a MIAME-compliant

experiment for the use of ALL registered users of the PhenoGen website.
Granting Access

1. Click Home in the main menu. The Home page displays.

2. Click Grant array access in the Principal Investigator section below the What would you like to do sec-

tion. The Grant Access page displays.

Detailed Microarray Gene List
Transcription  Downloads Analysis ~ “l}ﬂhfli'-is *  QTLTools ~
ools

Information Tools

Account

. ¥4 . L .
Click on &3 to choose an individual for granting array access or

L
Click on "% to grant open access to a set of arrays.

| Experiment Mame ” Dste Crested " Experiment Details ” Grant to Individual ” Grant to Public |
02.11.09-HAF3 LAP 3 - Bth - Bth generation 03/11/2009 0217 PM g 3 b 4
AKO BKOWT Right Mouse Brain 0B/26£2008 01:51 PM Wiewy };{, &?‘g
ARO BKO and WT Mouse Brain and Liver 0472372008 10:50 Ahd Wiew };{. &ﬂg
Acute Alcohol Withdrswal BE and D2 OB5/2472008 10032 A Wiew };{I 11'32
Age relsted DID 06242008 051 PM Wigw 3 b 4
Brain Development in SAKO BRO MeolK O WT Mice 1200872009 0122 PM Wiew };{I 1132

Q Note: Click View in the Experiment Details column to see array details for an experiment.

For an Individual

On the Grant Access page:

1. Click the Grant to Individualicon in the row of the experiment to which you want to grant access.

2. Enter the first or last (or both) names of the individual.
3. Click Find User. Any matches display.
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Grant &rray Access to Individual

Fir=t Name|pau|a |
Last Name| |

User found.
Choose Paula Hoffrnan

4. Click Choose [User Name] to give that user access to the array.

Q Note: The useris given access to the current arrays in the PhenoGen array database. As experiments are
added, access must be granted for those new experiments.
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For Everyone

On the Grant Access page:

1. Click the Grant to Public icon in the row of the experiment to which you want to grant access.
2. Click Yes. The data in the chosen experiment is now available to all registered users of the PhenoGen
website.

Grant Open Ac

This will grant open access to the arrays in experiment
02.11.09-HAP3 LAP 32 - 8th - 6th generation

Are You sure?

Yes

Close
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Supplementary Information

Supplementary Information contains additional details about various topics. See:
"Additional Quality Control Sources" on page 160

"All About R" on page 160

"Expression QTL Derivation" on page 161

"MIAME Overview" on page 163

"Promoter Analysis Tools" on page 165

Additional Quality Control Sources

Some of the QC procedures for commonly used microarrays can be found on the manufacturer's websites.
For further details, visit the following URLSs:

o Affymetrix: http://www.affymetrix.com
e CodeLink: http://www.codelinkbioarrays.com

Additional computational QC tools for the R Statistical Package can be found on:

http://biocinformatics.picr.man.ac.uk/research/software/simpleaffy/qcstats.html

http://plmimagegallery.bmbolstad.com/
All About R

R is alanguage and environment for statistical computing and graphics. R provides a wide variety of sta-
tistical (linear and nonlinear modeling, classical statistical tests, time-series analysis, classification, clus-
tering, ...) and graphical techniques, and is highly extensible. R is available as Free Software under the terms
of the Free Software Foundation's GNU General Public License in source code form. It compiles and runs on
a wide variety of UNIX platforms and similar systems (including FreeBSD and Linux), Windows and MacOS.

Citation for R

R Development Core Team (2006). R: A Language and Environment for Statistical Computing. R Foundation
for Statistical Computing, Vienna, Austria. http://www.R-project.org

Citation for Bioconductor

Gentleman RC, Carey VJ, Bates DM, Bolstad B, Dettling M, Dudoit S, Ellis B, GautierL, Ge Y, Gentry J, Hor-
nik K, Hothorn T, Huber W, lacus S, Irizarry R, Leisch F, Li C, Maechler M, Rossini AJ, Sawitzki G, Smith C,
Smyth G, Tiemey L, Yang JYH, Zhang J (2004). Bioconductor: Open software development for com-
putational biology and bioinformatics. Genome Biology 5:R80.

For more details about R, see the topics Viewing the R Project Homepage and Viewing R Manuals.

Viewing the R Project Homepage

1. Open a new browser window.
2. Enterthe URL http://lib.stat.cmu.edu/R/CRAN/
3. Click R Homepage in the vertical menu on the left. The R Homepage displays.

Viewing R Manuals

1. Open a new browser window.
2. Enterthe URL http://lib.stat.cmu.edu/R/CRAN/
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3. Click Manuals in the vertical menu on the left. The R Manuals page displays.
4. Select and click the manual you want to view.

Expression QTL Derivation

For both mice and rats, mean expression levels within strains were used as phenotypic values in a QTL anal-
ysis implemented in QTL Reaper, which is written in C and compiled as a Python module. QTL Reaper can be
downloaded from http://qgtlreaper.sourceforge.net/. A weighted marker regression analysis was used within
QTL Reaper to calculate LRS scores for each marker. LRS scores were transformed to LOD scores for con-
venience by dividing by (2 x In(10)). The regression is weighted to account for the different number of arrays
within strains used to calculate strain means. The weight is based on the repeatability of the transcript inten-
sity and the number of arrays used to calculate the strain mean (Carlborg et al. 2005). The empirical p-value
with respect to the maximum LOD score was calculated for each transcript by permutation (Churchill and
Doerge, 1994). The empirical p-value adjusts for the multiple comparisons due to the multiple markers per tran-
script, but not for the multiple comparisons due to the many transcripts. To adjust for the multiple comparisons
due to many transcripts, false discovery rates were calculated according to Benjamini and Hochberg (1995).

Mouse, whole brain, Affymetrix Mouse 430 version 2 array

Whole-brain gene expression data was obtained for a panel of 30 BXD RI strains plus the two parental strains
on the MOE430v2 array from Affymetrix. Probes were eliminated prior to normalization if their sequence did
not match any part of the NCBI m37 build of the mouse genome, if their sequence matched multiple locations
in the mouse genome, or if the location in the genome that the probe did match contain a single nucleotide poly-
morphism between C57BL/6J and DBA/2J according to the whole genome sequence data obtained from the
Sanger Institute (Keane et al. 2011). Entire probe sets were eliminated if less than four of the original probes
remained after filtering. Probe set intensities were normalized and summarized using RMA. If a probe set did
not have at least one present call throughout all samples, the probe set was dropped from the data set. Of the
41,581 probe sets retained after masking, 30,031 probe sets remained after filtering by present/absent calls.
Data were thoroughly examined for batch effects related to processing. The microarrays were run over a year
and a half period, resulting in 15 batches. Both batches and strains can contribute to non-random data dis-
tribution and a new method for removing batch effects, while retaining strain effects, was used (personal com-
munication, Evan Johnson, Boston University) on the set of 30,031 probe sets detected above background.
This method combines a simple rank test and a Bayesian hierarchical framework similar to the empirical
Bayes method, Combating Batch Effects When Combining Batches of Gene Expression Microarray Data
(ComBat) (Johnson et al., 2007). This version of the data is available in the Download Resources section. The
two parental strains were not included in eQTL calculations.

An original set of 115,183 SNPs markers and their genotypes for 89 BXD RI strains and the two parental
strains was downloaded from the Wellcome-CTC Mouse Strain SNP Genotype Set
(http://gscan.well.ox.ac.uk/gsBleadingEdge/mouse.snp.selector.cgi). The location of these markers is based
on Mouse Build 37/mm9. However, the set of markers used for the eQTL analyses was reduced from the orig-
inal set to eliminate SNPs with missing genotype information for the 30 RI strains, SNPs that did not differ
between the RI strains, and SNPs with genotype calls that did not follow the known breeding scheme of the
panel. This reduced the SNP set to 7,226 SNPs. This set of SNPs was reduced to unique strain distribution
patterns with respect to the 30 Rl strains used in our analysis. This final set contained 986 informative strain
distribution patterns. Both the normalized expression data and the markers used for the eQTL analysis are
available for download from the PhenoGen website.

Mouse, whole brain, Affymetrix Mouse Exon Array

Whole-brain gene expression data was obtained for a panel of 59 LXS RI strains on the Affymextrix Mouse
Exon Array 1.0 ST. Individual probes were eliminated prior to normalization if their sequence did not match
any part of the NCBI m37 build of the mouse genome, if their sequence matched multiple locations in the
mouse genome, or if the location in the genome that the probe did match contained a SNP between any of the
19 strains in the public Inbred Mice dataset where genotype data is available at the Imputed Genotype
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Resource from the Jackson Laboratory; http://cgd.jax.org/datasets/popgen/imputed.shtml (same mask that
is implemented on PhenoGen). Entire probe sets were eliminated if less than three of the original probes
remained after filtering.

Arrays were examined for quality and arrays that did not meet quality standards were eliminated. Probe inten-
sities were normalized and summarized into core transcript clusters using RMA. The dataset, including arrays
from ILS, ISS, C57BL/6J, and DBA/2J, was adjusted for batch effects using the empirical Bayes method out-
lined in Johnson et al (2007). Two C57BL/6J arrays were analyzed in each batch, and most batches also had
two DBA/2J arrays. Strain means were calculated after adjusting for the effect of breeding location. For most
strains, three animals were bred at the Jackson Laboratory in Bar Harbor, Maine and three animals were bred
at the University of Colorado School of Medicine in Aurora, Colorado. The marker set of eQTL calculations
used on the LXS RI panel came from Gary Churchill at the Jackson Laboratory. SNP genotypes were
assessed using the Affymetrix Mouse Diversity Genotyping Array. Of the 314,865 SNP's retrieved, 34,475
SNPs indicated different homozygous genotypes between parental strains (ILS and ISS), had valid dbSNP
identifiers, and had no missing or heterozygous genotype calls. The set of markers used for the eQTL anal-
yses was reduced from the original set to eliminate markers that had identical strain distributions (with respect
to the 59 strains used in our analysis). This final set contained 1,475 informative markers. Both the normalized
expression data and the markers used for the eQTL analysis are available for download from the PhenoGen
website.

Rat, whole brain, CodeLink Whole Genome Rat Array

Whole-brain gene expression data was obtained for a panel of 25 HXB/BXH RI strains plus the two parental
strains on the CodeLink Rat Whole Genome Array. In preparation for normalization, probes were removed
from the datasets if they were one of the negative or positive controls placed on the array by the manufacturer.
Next, individual values were eliminated based on the quality flags assigned by the CodeLink Expression Anal-
ysis Software. Values were eliminated if they were flagged as M (spot was identified to be defective through
image inspection at manufacturing), C (spot has a high level of background contamination), | (spot has an irreg-
ular shape), or S (spot has a high number of saturated pixels). Values were retained if they were flagged G
(spot is good) or L (spot is below local background noise). In addition, to be able to take the log base 2 trans-
formation of the background adjusted intensity values, all background adjusted intensity values below zero
were replaced with the value 0.00001. The data were then normalized using a cyclic LOESS procedure
executed in R, which accounted for the missing intensity values. Genotype information for the rats was down-
loaded from the STAR Consortium's website (http://www.snp-star.eu/). SNP locations are based on RGSC
version 3.2. The downloaded SNP data was cleaned by eliminated SNPs that did not differ between the paren-
tal strains, SNPs that are not genotyped in either parental strains, and SNPs that were heterozygous for either
of the parental strains. Unknowns were recoded if the surrounding SNPs had the same genotype. Double
recombinants were also recoded. SNPs were eliminated if more than two strains were missing genotype infor-
mation. After the dataset had been cleaned, 1,460 unique strain distribution patterns were identified and used
in the eQTL analysis. Both the normalized expression data and the markers used for the eQTL analysis are
available for download from the PhenoGen website.

Rat, whole brain/left ventricle/liver/brown adipose tissue, Affymetrix Rat
Exon Array

Whole-brain, heart, liver, and brown adipose tissue gene expression data was obtained for a panel of 21
HXB/BXH Rl strains (only 19 RI strains for the brown adipose tissue) and six related inbred strains on the
Affymextrix Rat Exon Array 1.0 ST. Individual probes were eliminated prior to normalization if their sequence
did not match any part of the RGSC version 3.2 of the rat genome, if their sequence matched multiple loca-
tions in the mouse genome, or if the location in the genome that the probe did match contain a SNP between
the Brown Norway (BN/SsNHsdMcwi) inbred strains (reference strain) and the spontaneously hypertensive
rat (SHR/Olalpcv) strain that was recently sequenced (Atanur et al. 2010) using next generation sequencing
or a SNP detected in DNA sequencing of the BN-Lx/CubPrin and SHR/OlalpcvPrin strains (same mask that
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is implemented on PhenoGen). DNA sequence data for the BN/SsNHsdMcwi and SHR/Olalpcv was down-
loaded directly from the Ensembl ftp site at: ftp://ftp.ebi.ac.uk/pub/databases/ensembl/snp/rat/shr/. For the
4,022,111 original probes, 604,601 were removed (472,072 did not map uniquely to the genome; 132,529
probes contained a SNP). Entire probe sets were eliminated if less than three of the original probes remained
after filtering. Arrays were examined for quality, and arrays that did not meet quality standards were elim-
inated. Probe intensities were normalized and summarized into core transcript clusters using RMA. The data-
set, including arrays from the six relevant inbred strains, was adjusted for batch effects using the empirical
Bayes method outlined in Johnson et al (2007). Only the 21 recombinant inbred strains (19 for the brown adi-
pose tissue data set) were included in the eQTL analysis. The marker set used of eQTL calculations on the
HXB/BXH RI panel was originally downloaded from the Ensembl link to the STAR Consortium data (http://ww-
w.ensembl.org/Rattus norvegicus/Info/Content?file=star/index.html). SNP locations are based on RGSC
version 3.2. The downloaded SNP data was cleaned by eliminated SNPs that did not differ between the paren-
tal strains, SNPs that are not genotyped in either parental strains, and SNPs that were heterozygous for either
of the parental strains. Unknowns were recoded if the surrounding SNPs had the same genotype. Double
recombinants were also recoded. SNPs were eliminated if more than two strains were missing genotype infor-
mation. After the dataset had been cleaned, 761 unique strain distribution patterns were identified and used in
the eQTL analysis. Both the normalized expression data and the markers used for the eQTL analysis are avail-
able for download from the PhenoGen website
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MIAME Overview

MIAME (Minimum Information About a Microarray Experiment) is a standard for exchanging microarray exper-
imental data in such a way as to make it easily interpreted and allow for easy and independent verification. It
is described in the abstract of the original MIAME proposal [1] as follows:

Microarray analysis has become a widely used tool for the gen-
eration of gene expression data on a genomic scale. Although
many significant results have been derived from microarray
studies, one limitation has been the lack of standards for pre-
senting and exchanging such data. Here we present a proposal,
the Minimum Information About a Microarray Experiment
(MIAME), that describes the minimum information required to
ensure that microarray data can be easily interpreted and that
results derived from its analysis can be independently verified.
The ultimate goal of this work is to establish a standard for
recording and reporting microarray-based gene expression data,
which will in turn facilitate the establishment of databases and
public repositories and enable the development of data analysis
tools. With respect to MIAME, we concentrate on defining the
content and structure of the necessary information rather than
the technical format for capturing it.
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Thus MIAME compliance provides the minimum information required to interpret unambiguously and poten-
tially reproduce and verify an array-based gene expression monitoring experiment. Although details for par-
ticular experiments may be different, MIAME aims to define the core that is common to most experiments.
MIAME is not a formal specification, but a set of guidelines.

One of the major objectives of MIAME is to guide the development of microarray databases and data man-
agement software. A standard microarray data model and exchange format MAGE [2], which is able to cap-
ture information specified by MIAME, has been submitted by EBI (for MGED) and Rosetta Biosoftware, and
recently became an Adopted Specification of the OMG standards group. Many organizations, including Agi-
lent, Affymetrix, and lobion, have contributed ideas to MAGE.

Although MIAME concentrates on the content of the information and should not be confused with a data for-
mat, it also tries to provide a conceptual structure for microarray experiment descriptions [3].

It is therefore of crucial importance that all users of the PhenoGen site closely conform to these guidelines. To
ensure this, the website is structured in such a way that very little room is given for non-conformity.
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Promoter Analysis Tools

Program Operating Technical Data and URL Reference
Principle

AlignACE Gibbs sam- Judges alignments sampled during the course of the algorithm using a 1
pling algo- maximum a priorilikelihood score, which gauges the degree of over-rep-
rithm that resentation. Provides an adjunct measure (group specificity score) that
returnsa takes into account the sequence of the entire genome and highlights
series of those motifs found preferentially in association with the genes under con-
motifs as sideration.
weight
matrices that http://atlas.med.harvard.edu
are over-rep-
resented in
the input set.

ANN-Spec Modelsthe Objective function based on log likelihood that a transcription factor binds 2
DNAbinding atleast once in each sequence of the positive training data compared with
specificity of a the number of timesi it is estimated to bind in the background training data.
transcription Parameter fitting is accomplished with a gradient descent method, which
factor using a includes Gibbs sampling of the positive training examples.
weight matrix.

http://www.cbs.dtu.dk/services/DNAarray/ann-spec.php

Consensus Models motifs Uses a greedy method, first finding the pair of sequences that share the 3
using weight motif with greatest information content, then finding the third sequence
matrices that can be added to the motif, resulting in greatest information content.
searching for )
lhe matrix with http://bifrost.wustl.edu/consensus/
maximum
information
content.

GLAM Gibbs sam- Since the basic algorithm cannot find multiple motif instances per 4
pling-based sequence, long sequences are fragmented into shorter ones, and the
algorithm that alignment is transformed into a weight matrix and used to scan the
automatically sequences to obtain the final site predictions.
optimizes the
alignment http://zlab.bu.edu/glam/
width and eval-
uates the sta-
tistical
significance of
its output.

Improbizer Uses expec- As a background (null) model it uses up to a second-order Markov model 5
tation max- of background sequence. Optionally, Improbizer constructs a Gaussian
imization to model of motif placement so that motifs that occur in similar positions in the
determine input sequences are more likely to be found.
weight ) .
matrices of http://www.soe.ucsc.edu/~kent/improbizer
DNA motifs
that occur
improbably
oftenin the
input
sequences.

MEME Optimizes the Rather than sum of information content of each motif column, the statistic 6
E-value ofa used is the product of the p-values of column information contents. The
statistic motif search consists of performing expectation maximization from start-
related to the ing points derived from each subsequence occurring in the input
information sequences. MEME differs from MEMES3 mainly in using a correction factor
content of the to improve the accuracy of the objective function.
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motif.

http://meme.sdsc.edu

MITRA Uses an effi- For each pattern, MITRA computes the hypergeometric score of the 7
cientdata occurrences in the target sequences relative to the background sequence
structure to and reports the highest scoring patterns.
traverse the . o
space of http://www.ccls.columbia.edu/compbio/mitra/

IUPAC pat-
terns.

MotifSampler Matrix-based The probabilistic framework is further exploited to estimate the expected 8
motif finding number of motif instances in the sequence.
algorithm that .
extends Gibbs http://www.esat.kuleuven.ac.be/~dna/Biol/Software.html
sampling by
modeling the
background
with a higher
order Markov
model.

Oligo/dyad Detects over- These algorithms detect statistically significant motifs by counting the 9,10

analysis represented number of occurrences of each word or dyad and comparing these with
oligonucleotides expectation. The most crucial parameter is the choice of an appropriate
with oligo anal- probabilistic model for the estimation of occurrence significance.
ysis and
spaced motifs http://rsat.ulb.ac.be/rsat/
with dyad anal-
ysis.

QuickScore Basedonan Incorporates an extended consensus method allowing well-defined mis- 11
exhaustive matches and uses mathematical expressions for efficiently computing z-
searching scores and p-values depending on the statistical models used in their
algorithm that range of applicability. Special attention is paid to the drawbacks of numer-
estimates icalinstability. The background modelis Markovian, with order up to 3.
probabilities of o .
rare or http://algo.inria.fr/dolley/QuickScore/
frequent
wordsin
genomic texts.

SeSiMCMC Modification of Includes two alternating stages. The first one optimizes the weight matrix 12
Gibbs sampler for a given motif and spacer length. The algorithm changes the positions
algorithm that of the motif occurrence in the sequences and infers the motif model from
models the the current occurrences. These changes are used to optimize the like-
motif asa lihood of sequences as being segmented into the (Bernoulli) background
weight matrix, and the motif occurrences. The optimization is organized via a Gibbs-like
optionally with Markov chain that samples positions in sequences one-by-one until the
the symmetry Markov chain converges. The second stage looks for best motif and
of a pal- spacer lengths for obtained motif positions. It optimizes the common infor-
indrome or of mation content of motif and of distributions of motif occurrence positions.
adirectrepeat . .
and optionally, http://favorov.imb.ac.ru/SeSiMCMC/
with spacers.

Weeder Consensus- Each motif is evaluated according to the number of sequences in which it 13
based method appears and how well conserved it is in each sequence, with respect to
thatenu- expected values derived from the oligo frequency analysis of all the avail-
merates able upstream sequences of the same organism. Different combinations
exhaustively of canonical motif parameters derived from the analysis of known
allthe oligos instances of yeast transcription factor binding sites (length ranging from 6
up to max- to 12, number of substitutions from 1 to 4) are automatically tried by the
imum length algorithm in different runs. It also analyzes and compares the top-scoring
and collects
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their occur- motifs of each run with a simple clustering method to detect which ones
rences (with could be more likely to correspond to transcription factor binding sites.
substitutions) Best instances of each motif are selected from sequences using a weight
from input matrix built with sites found by consensus-based algorithms.
sequences.
http://159.149.109.9/modtools/
YMF Usesan A p-value for the z-score is used to assess the significance of the motif. 14
exhaustive Motifs themselves are short sequences over the IUPAC alphabet with
search algo- spacers ("N"s) constrained to occur in the middle of the sequence.
rithm to find . .
motifs with the http://bio.cs.washington.edu/software.html#yms
greatest z-
scores.
Composite Uses a multi- Defines a promoter model based on composition of transcription factor 15
Module component fit- binding sites and their pairs. Adjusts the results of the fitness function
Analyst ness function using a genetic algorithm for the analysis of functionally related or
(CMA) for selection of coexpressed genes.
the promoter . o .
model which http://www.gene-regulation.com/cgi-bin/CMA/cma.cgi
fits best to the
observed
gene expres-
sion profile.
REDUCE Motif-based The only required inputs are (i) a single genome-wide set of absolute or 16
regression relative mMRNA abundances and (ii) the DNA sequence of the regulatory
method for region associated with each gene that is probed. REDUCE uses unbiased
microarray statistics to identify oligonucleotide motifs whose occurrence in the reg-
analysis. ulatory region of a gene correlates with the level of mMRNA expression.
Regression analysis is used to infer the activity of the transcriptional mod-
ule associated with each motif.
http://bussemaker.bio.columbia.edu/reduce/
Moti- Combinesthe MotifRegressor first constructs candidate motifs and then applies regres- 17
fRegressor advantages of sion analysis to select motifs that are strongly correlated with changesin
matrix-based gene expression. Itis particularly effective in discovering expression-medi-
motif finding ating motifs of medium-to-long width with multiple degenerate positions.
and oligomer MotifRegressor relies in part on MDScan, a software package developed
motif-expres- by the Brutlag Lab at Stanford University.
sionregres-
sion analysis. http://www.math.umass.edu/~conlon/mr.html
CisModule Employsa Itis based on the hierarchical mixture model, followed by ade novo motif- 18
hierarchical module discovery algorithm using the Bayesian inference of module loca-
mixture tions and within-module motif sites. Dynamic programming-like recur-
approach to sions are developed to reduce the computational complexity from
model the cis- exponential to linear in sequence length.
regulatory ) )
module struc- http://www .stat.ucla.edu/~zhou/CisModule/index.html
ture.
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