
iPathwayGuide
Expression Analysis with 

iPathwayGuide



• What is differential expression
– Where does the data come from
– iPG supported files, organisms, & platforms

• What’s in the data
– Custom tab files
– What if I have more than 2 conditions

• TRY IT! Demonstrate simplicity & flexibility of upload
– Dataset 
– Step-by-step navigation
– Cautions
– Submitting analysis

• Q & A

Agenda: 02. Uploading Data
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• Organism
Human
Mouse
Rat

• File Type
CuffDiff
DESeq(2)
EdgeR
JMP Genomics
Custom Tab-delimited file (*.txt)
GEO2R/Limma
nSolver from NanoString
Affy CEL file
Sciex Protein Assembler

Input Data
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• These files support multiple contrasts in a 
single input file
– CuffDiff
– DESeq(2)
– EdgeR
– JMP Genomics
– nSolver from NanoString
– Sciex Protein Assembler
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Multiple Contrast Files



• Affymetrix CEL files 
require QC & 
Normalization because 
input data is sample-
based

• Takes between 2-8 
minutes (depending on 
# of files)

• Be sure to download 
and save QC and 
Normalization data 
before submitting for 
analysis

Affymetrix CEL file QC/Normalization
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• Project title
• Project description
• Select which contrasts 

to include (max 5)
• Preview data

Contrasts Page
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Thresholds & DEGs Selection
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• Ideally,	you	want	5%-10%	DEGs
• If	less	than	5%,	change	FC=0
• P-value	=	0.05	should	yield	5%	DEG	by	chance	alone.	
• If	DEGs	<	5%,	then	data	may	not	be	good	quality.
• If	DEGs	>	5%,	then	adjust	FC	until	you	have	5%-10%	DEGs



BLASTOMERE DATASET
• Log into your iPathwayGuide.com account
• Choose “Analyze a new experiment”
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LET’S TRY IT! (CUSTOM PROTEIN DATA)
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NAVIGATION: DASHBOARD -> INTAKE -> UL

• Choose: HUMAN
• Select: Custom Tab delimited *.txt
• Choose file: Blastomere_ProteinData_Sample.txt



CHOOSE COLUMNS & UPLOAD

• Type of ID and Column
• LogFC
• pValue

Hit “Upload”
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REPORT INTAKE FORM



ADJUST THRESHOLDS & ADD LABELS

• Adjust FC to 0 to 
assess quality

• Adjust contrast 
labels (if needed

• Give Title and 
Description

• PLEASE DO NOT 
SUBMIT DATA
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DASHBOAD UPDATE

• ETA
• Email when ready



• Information about 
most recent 
experiments

• Search box
• Start new analysis
• Trash / Restore
• Share
• Purchase 

iPG: Dashboard
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• iPathwayGuide will 
display up to 20 
contrasts

• Select which 
contrasts to include 
(max 5)

• Preview data

Multi-Contrast File
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NanoString nSolver dataset:
• Log into your iPathwayGuide.com account
• Choose “Analyze a new experiment”
• Upload “nSolver 3.0 Human data.txt”
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LET’S TRY IT! (NanoString nSolver)
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Multi-Contrast Files

Note that we now see more than one contrast.



• DON’T HAVE A GOOD DATA SET FOR THIS

• Should only do this if we have time.

18

ORDER OF CONTRASTS: CHECK GEO2R!



Advaita Corporation
www.AdvaitaBio.com
46099 Five Mile Road, Plymouth, MI  48170
info@advaitabio.com
+1 (734) 922 - 0110

Questions & Break
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