
RNASeq Gene 
Expression Module

Tutorial #2



Select “Gene 
Expression”
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Select file for analysis

Specify organism and 
data characteristics

Click “Submit”

Click “Proceed”



File should be in tab-delimited format (.txt). Data input should be raw counts 
(not normalized). Two(2) headers are required: #NAME – individual sample labels

#CLASS:XXXX, where XXXX are sample categories/treatment groups (ie., dose)
See example below.

Upon submission of data, a 
message appears that data 
input have been accepted. 

An error message appears 
when data input 

requirements are not met



This screen displays the summary statistics of 
raw data input. It is supported by four(4) 

diagnostic figures to visually inspect raw data. 
Users may configure samples to be included for 

further downstream analysis (See Appendix). 

Click “Proceed”



Click “Proceed”

Set up variance and 

abundance filters 

using the sliders and 

tickbox for 

unannotated genes

Select normalization strategy
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Click “Submit” to implement 

parameter changes

Inspect diagnostic plots (toggle tabs). By default, 

plots were built using the following filters: 

Low abundance = 15

Low abundance = 20

Filtered unannotated genes

Normalized using Log2 counts-per-million (CPM)
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Click “Proceed”

Select statistical method 
and study design.

Select datasets for comparison. If working 
with multiple treatment groups, either 
select a common control or run specific 
comparisons (ie., group1 vs control). In 
running specific comparisons, treated 

group should precede the control group.
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Click “Submit” to 

implement selections.
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This shows current results 
summary. By default, significance 
thresholds are P-value = 0.05 and 

Log2 fold change = 1
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Set significance thresholds

If significance thresholds were changed, 
click “Submit” to update results.

Click “Proceed”4

Toggle between tabs to visually inspect 
differential expression results.
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Click on selection for further 
downstream analysis

To go back to this screen 
and proceed to another 

visual analytics, click on the 
navigation pane and select 

“Analysis Overview”



Select a pathway to 
highlight (blue) associated 
gene(s) in the volcano plot.

Select a gene to display 
response across 

treatment groups
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Click navigation pane and select “Analysis Overview” 
to go back to Visual Analytics main screen.



Click drop-down menus for 
user customization. Click 

“Builder” and select preferred 
genes for reporting.

Enrichment Analysis is done 
in this pane. Select database 

of interest and click “Submit”. 
Pathways are then displayed 

after enrichment analysis.
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Network Enrichment allows interactive view of 
enriched pathways. Select database of interest 
and click “Submit” to show enriched pathways.
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Select a pathway to zooms 
in and centers the network 

to that specific node.

Click a node to display the 
associated gene in the Gene View. 
Clicking the gene opens a new tab 

showing gene information from 
public databases (NCBI).



Select a pathway to display complete pathway network and 
analytics. Measured genes are highlighted in red in the main screen
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Click a gene to display 

expression in each sample

PCA of selected pathway

Heatmap of gene expression 
in selected pathway



Global test overview displays graphical 
statistical summary of enriched pathways. 

This figure is interactive.
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When a pathway is 
selected, the network 

is displayed in the main 
window, highlighting 
dysregulated gene(s).

Click a gene to displays a boxplot of its 
response across treatment groups.



Download all generated files and figures here. 
Users can select individual files or download all 

generated files in a zipped folder (Download.zip)



Appendix



If there’s a need to exclude 
sample(s) after quality 

check, click “Edit group”.
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To remove a group, replace group 
label with “NA”. To remove a 
sample, erase the whole row. 

Click “Submit”.
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Questions?
Contact us at

https://www.ecotoxxplorer.ca/doc/ContactView.x
html

https://www.ecotoxxplorer.ca/doc/ContactView.xhtml

