
QIAseq miRNA libraries generated on firefly

Automating QIAseq® miRNA  
Library Kit on firefly®​

Conclusion

firefly enables reproducible automation  
of the QIAseq miRNA workflow, generating 
libraries with consistent fragment size  
distribution and concentration suitable for 
downstream sequencing.
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Protocol performance

Figure 2. QC profiles of QIAseq 
miRNA libraries prepared using 
the automated workflow on the 
firefly platform show comparable 
fragment size distribution and 
library quality.

Introduction
The QIAseq® miRNA Library Kit from QIAGEN enables Sample to Insight, precision 
next-generation sequencing (NGS) of mature miRNAs on Illumina NGS instruments. This 
highly optimized solution facilitates both enhanced differential expression analysis using  
integrated Unique Molecular Indices (UMIs) and novel discovery of miRNA from cells,  
tissues and biofluids. Here we demonstrate the successful automation of the QIAseq  
miRNA workflow on the compact and intuitive firefly® liquid handling platform.

Workflow overview
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Protocol 1 of 3 - 1. RNA fragmentation 
and FastSelect RNA removal

This protocol rapidly and efficiently  
removes rRNA by using FastSelect.

Prior to executing this protocol:

2.a. Thaw QIAseq FastSelect, 5x US RT Buffer
and Nuclease-Free Water at room temperature.
b.Dilute an aliquot of each FastSelect tube to 0.1x.

3.Prepare the FastSelect rRNA depletion reaction mix.

Protocol 2 of 3 - 2. cDNA synthesis 

This protocol performs the cDNA  
synthesis and purification. A random hexamer 

(N6-T RT) or an oligo-dT (ODT-T RT) primer may 
be used to perform a complete transcriptome  
analysis or 3’ RNA-seq analysis, respectively. 
Both primers may also be combined.

Prior to executing this protocol

Equilibrate beads to room temperature 
20-30 minutes before use. Vortex thoroughly.

1.a. Thaw DTT (100mM), dNTP (10mM), and
Nuclease-Free Water at room temperature.
b.Keep RNase Inhibitor and EZ
Reverse Transcriptase on ice.
c.Process the SID-TS-96S plate as
described in step 5 of the RNA Library Kit
Handbook and transfer the dissolved content
of the wells that will be used to a new plate.

2.Prepare the cDNA synthesis reaction mix on ice.

Workflow overview 

Figure 1. Overview of the steps performed by firefly to automate QIAseq® FastSelect™ RNA Library Kit including HMR rRNA removal. 

Workflow details

Figure 2. Protocol 1 of 3 - 1. RNA fragmentation  
and FastSelect RNA removal initial deck layout.

Figure 3. Protocol 2 of 3 - 2. cDNA synthesis initial deck layout.
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Figure 1. Overview of the 
steps performed by firefly 
to automate QIAseq miRNA 
Library Kit with run times for 
firefly and the thermocycler. 
The input for these  
samples was 10 ng of  
QIAGEN’s Xpress Reference 
Total RNA.  
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https://www.sptlabtech.com/products/firefly

