Template of the Method Section Using OneStopRNAseq v1.0.0

The RNA-seq analysis was performed using OneStopRNAseq (Li et al., 2020).
Specifically, FastQC (Andrews, 2010) and MultiQC (Ewels et al., 2016) were used for raw
reads quality control and QoRTs (Hartley & Mullikin, 2015) for post-alignment quality
control.

Reads were aligned to the reference genome assembly XXX (e.g. hg38, mm10) with
star_2.7.5a (Dobin et al., 2013) and annotated with XXX (e.g. gencode.v34.primary_assembly,
gencode.vM25.primary_assembly) (Harrow et al., 2012). Aligned exon reads were counted
toward gene expression with featureCounts_2.0.0 (Liao et al., 2014) with default settings
except the following parameters XXX (e.g. *-Q 20 --minOverlap 1

--fracOverlap 0 -p -B -C’ for paired-end strict-mode analysis). Differential expression
(DE) analysis was performed with DESeq2_1.28.1 (Love et al., 2014). Within DE analysis,
'ashr' was used to create log2 Fold Change (LFC) shrinkage for each comparison (Stephens,
2016). Significantly differentially expressed genes (DEGs) were filtered with the criteria FDR
< XXX (please replace XXX with the MAX_FDR you entered) and absolute log2 fold change
(ILFC]|) > XXX (please replace XXX with the MIN_LFC you entered). Heatmaps were created
with pheatmap (Kolde, n.d.). Gene set enrichment analysis were performed with GSEA
(Subramanian et al., 2005).

Alternative splicing analysis was performed with rMATS_4.1.0 (Shen et al., 2014).
Differential exon usage analysis was performed with DEXSeq_1.34.0 (Anders et al., 2012).

If you performed transposable element (TE) analysis, please include the following section.
Transposable element (TE) expression quantification was performed with SalmonTE (Jeong
et al., 2018). The TE expression quantification was combined with regular gene expression
profile and analyzed with DESeq2 together for improved normalization.

Allele-specific gene expression quantification was performed with ASEReadCounter from

GATK package (Van der Auwera et al., 2013).

Note:
XXX: a placeholder to be filled with information from the software and parameter setting
table in the ‘About’ page.

List of reference genome assemblies and annotations in OneStopRNAseq v1.0.0

Species Genome Annotation

Human hg38 gencode.v34.primary_assembly
Mouse mm10 gencode.vM25.primary_assembly
Worm (C. elegans) ‘WBcel235 ‘WBcel235.90

Yeast (S. cerevisiae) R64-1-1 R64-1-1.90

Fruit fly (D. melanogaster) BDGP6 BDGP6.22.96




Zebra fish (D. rerio)

danRerl1

V4.3.2 (Lawson et al., 2020)
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