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Introduction

Next generation sequencing (NGS) technology provides fast generation of large amounts of data and has revolutionized genetic research. Despite continuous reductions in NGS
costs, the methods are still expensive and not routinely applied in low budget projects. Sequencing pools of individual RNA samples can reduce the cost of RNA sequencing but the
validity of such pooling strategy to detect differentially regulated genes remains uncertain. Hence, we aimed to validate a RNA sequencing strategy involving pooling of individual
RNA samples, derived from brains of genetically modified mice and of their wild genotype littermate controls.
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Quality of pooled samples were comparable to the individual samples and they yielded similar mappable clean reads as well as covered gene ratios. Correlation between the
fold changes of expression of genes, estimated by pooled and individual samples was statistically significant. However, the sensitivity of the pooling strategy to identify
differentially expressed genes varied depending on the definition of threshold for the fold changes of gene expression.

Sequencing pools of RNA samples is a reliable strategy to measure the fold changes of gene expression and it substantially reduces the cost of RNA-seq. Pooling strategy is
desirable, while working with low amounts of RNA samples. However, the validity of this approach to detect differentially expressed genes demands further evaluation.

Investigations to validate the identified differentially expressed genes by gPCR and by lon Proton RNA sequencing are currently ongoing.
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