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These parameters are essential for the analysis.
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RNA-seq Reads.

Paired-end reads must be gzipped and named as follows:

Read 1: SampleID_R1.fastq.gz, SampleID_1.fastq.gz, SampleID_R1.fq.gz, c
Read 2: SampleID_R2.fastq.gz, SampleID_2.fastq.gz, SampleID_R2.fq.gz, ¢
Where "SampleID" is the same string for both members of each pair.

Drag Files to Directories Above or

Drag Files Here

’
e, e,

.

Single-end reads must not have a R1/ 1 or R2/ 2 suffix before the .fq.qz,-
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Name Description
input file * AGCT file containing raw RNA-Seq counts, such s is produced by MergeHTSegCounts
cls file * A categorical CLS file specifying the phenotype classes for the samples in the GCT file. This should contain exactly two classes with the control

‘specified first.

confounding variable cls
file

A categorical CLS file specifying an additional confounding variable, mapped to the input file samples.

output file base * The base name of the output file(s). File extensions will be added automatically.

qc plot format * Choose a file format for the QC plots (or skip them completely)

fdr threshold * FDR threshold to use i filtering before creating the reports of top up-regulated and down-regulated genes

top N count * Max gene count to use when creating the reports of top up-reguiated and down-regulated genes

random seed * ‘Seed to use for randomization

* - required

Input Files

1. input file
The GenePattem DESeq2 module takes RNA-Seq raw count data as an input, in the GCT file format. These raw count values can be generated by HTSeg-Count, which
determines un-normalized count values from aligned sequencing reads and a list of genomic features (e.g. genes or exons). The HTSeq-Count tool is not yet available on
GenePattem. If you have count data from HTSeg-count, run outside of GenePatier, the GenePattern MergeHTSeqCounts module will merge multiple samples together into one
GCT file, which can then be passed to DESeq2. Note that DESeq2 will not accept normalized RPKM or FPKM values, only raw count data.

2. cls file
In addition to the raw count data in GCT format, the DESeq2 module requires a class file in the CLS format, which categorizes samples based on, e.g. phenotype. treatment, cell
type. etc

3. confounding variable cls file
In addition, DESeq2 accepts a confounding class file, which re-categorizes samples according to a secondary class.

Output Files

DESeq2 will create a several output files for each comparison:

The results of the DESeq2 analysis. The results are automatically ordered by the “padj" variable, which is the Benjamini-Hochberg adjusted p-value for multiple hypothesis
testing. The results columns are as follows:

1.%_results_report. TXT
o id: the feature identification value, e.g. gene name, Ensembl ID, barcode, etc.
o baseMean: intermediate mean of normalized counts for all samples. This considers all samples in the dataset and determines the average normalized count
value, dividing by size factors.
o log2FoldChange: log2 fold change when comparing two classes. This estimates effect size. It says how much a gene’s expression seems to have changed
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