R-SRSLY”

EFFICIENT SINGLE-STRANDED LIBRARY
METHOD FOR RNA-SEQ WORKFLOWS

RNA-Seq is a next-generation sequencing (NGS) workflow routinely used for gene expression profiling and whole
transcriptome analyses, key to characterizing biological states in all organisms.

R-SRSLY is a directional RNA-Seq library preparation method that uses unique NGS adapters to generate libraries directly
from the first strand cDNA, eliminating second strand synthesis and DNA end-polishing. The result is improved library
quality with significant reductions in cost and time.
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WHAT ARE THE BENEFITS OF USING A SINGLE-
STRANDED APPROACH TO RNA-SEQ?

Methods that require second-strand synthesis must degrade or label one strand in order to maintain transcript directionality.
Single-stranded approaches instead offer a truly directional library.

R-SRSLY libraries have high concordance between replicates, retain library strandedness, and capture true mRNA GC
composition, while saving hours of time and costly reagents.
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R-SRSLY and NEBNext Ultra Il Directional libraries were generated in replicate following manufacturer’s recommendations. Each library was
sequenced to a depth of >10 million reads (lllumina MiSeq 2x76 bp). Mapping metrics and library concordance were calculated after reads
were mapped to the human or spike-in control reference genome using STAR v 2.6.1d. Picardtools CollectRNASeqMetrics was used to obtain
all other quality metrics. Overall R-SRSLY rivals or outperforms NEBNext in library performance metrics.
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