
Annex S2 : MIRNome Sequencing Analysis Pipeline adaptation from Potla et al. (45) 

 

 

 

 

MIRNome Sequencing Analysis Pipeline 

LIBRARY PREPARATION PRE ALIGNMENT STEPS ALIGNMENT STEPS 

Isolate nucleic acid from biospecimen 

Sequencer generated Basecall files 

QIAGEN miARNeasy Kit 

Demultiplexing samples 

Create libraries (UMI addition) 

Illumina’s Bcl2fastq2 

QIAGEN QIAseq miRNA 
Library Kit 

Quality Assessment 

FastQC v0.11.7 and MultiQC 

Verify library quality and quantity 

Agilent Bioanalyser (quality) 
DeNovix Fluorometer (quantity) 

Sequence single-end, 75 base reads 
17 million reads/sample 

NextSeq 500 sequencer (Illumina, USA) 

Adapter trimming and read filtering 

Cutadapt version v.1.18 

Mature miRNAs 

Bowtie 2 
MirDeep2 v0.1.0 

miRNA counts generation 

miRDeep 2 

Normalization 

DESeq2 V1.20 

Statistical Analysis 

Custom scripts 

NOVEL miRNA 
DISCOVERY 

Predict novel miRNAs 

miRDeep2 

miRPara, miRAnalyzer 

miRNA counts 
generation 

Custom scripts 

Statistical Analysis 

Custom scripts 

Reference Genome 


