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Input Data Structure
Fastq File



With the set of reads obtained from the sequencing we need to:



With the set of reads obtained from the sequencing we need to:



Fastq QC

• Before starting a RNA-seq analysis it is better to have a look at the 
overall quality of raw data.
• FastQC is a java tool that allows quality controls at the level of various

type of sequencing files.
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Inspecting raw data

Red median value
Blue mean value

Background code:
Green: good
Orange: reasonable
Red: poor

Francesca Cordero
Low quality base calls



With the set of reads obtained from the sequencing we need to:



RNAseq
Inspecting raw data

The random hexamer
primers have been shown
to cause mismatches in 
the begining of the 
Illumina RNA-seq redas.

The quality associated to 
these positions are good.

The first bases can be 
trimmed by a dedicated
software



miRNAseq
Inspecting raw data

FastQC plots base compositions along the reads
which shuold produce flat line where the amount of 
each base resembles that of the organism.

If the difference between A and T or G and C is
bigger than 10% at any read position, a warning is
reported.



miRNAseqInspecting raw data

Most of the reads should be unique.

High level of identical reads can indicate
PCR overamplification but in the context
of RNA-seq the duplicates are the natural
conseguence of sequencing highly
expressed transcripts.
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Reproducibility - PCA



How does transcription from 10,000 genes get compressed to a single dot on a graph?

PCA is a method for compressinf a loto fo data into somenthing that captures the essence of the original data.
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Francesca Cordero
Some dimensions are more important the others
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