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Input data: Fastq
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Input data: Fastq
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Step 3 – A typical RNA-seq analysis workflow*

(VANGARD)

* if the reference genome is available

Hisat2



• Essential for downstream analysis.

• Decide sensibly on which data can be filtered 

out from the downstream analysis.

• You might find yourself going back to that step 

several times during downstream analysis. 

Quality Control
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FastQC
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Filtering outliers 
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Alignment
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..GCTGATGTGCCGCCTCACTTCGGTGGT..Reference Sequence

CTGATGTGCCGCCTCACTTCGGTGGT

TGATGTGCCGCCTCACTACGGTGGTG

GATGTGCCGCCTCACTTCGGTGGTGA

GCTGATGTGCCGCCTCACTACGGTG

GCTGATGTGCCGCCTCACTACGGTG

Short-reads

AIM: Given a reference sequence and a set of short reads, 

align each read to the reference sequence



Alignment
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Aliments are reported as SAM
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Annotation and alignment files: SAM

SAM FORMAT



Header

Aligments





Read count 
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Reproducibility

Kim et al (2018) Experimenting with reproducibility: a case study of robustness in bioinformatics


