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Parekh and coworkers introduce a pipeline to process high throughput scRNA-seq data consisting of cell
barcodes and UMIls. This is an open-source software that also supports features such as reads downsampling
and intron counting - the latter is important for single nucleus RNA-seq data. Overall, this is a useful study
and | would like to support its publication, but the current manuscript could greatly benefit with additional
biological analysis (related to Fig 4) that would prompt users to take notice. | would like to support its
publication, contingent on the authors addressing the following comments. 1. The pipeline appears to
collapse only identical UMIs. We have found in our experience that this can lead to overcounting of
transcripts, and that it is necessary to collapse UMIs mapping to the same gene in the same cell within an
edit distance of 1. | would be curious to see how this impacts the number of transcripts detected per cell. 2.

The authors use simulations to describe the impact of intron counting on differential expression. |
would instead like to see this on real data. In particular | would like to see examples of "before/after" plots
(e.g. violin plots/heatmaps) of specific genes that (1) were called out as differentially expressed (DE) but no
longer are once introns are incorporated, (2) the reverse of (1), and (3) those that remain DE but with
significantly different statistical significances. 3. | am also not convinced of the result claiming more
clusters when introns are included. What is the evidence that these clusters are not spurious? The detection
of additional clusters is not evidence enough that these are real. It would be useful to show a heatmap
demonstrating that there is true, biologically significant differential expression between the novel clusters
detected by the intron counting. 4. For completeness, | would like if the authors could include a
section comparing their "exon-counts™ matrix with the count matrix produced by either the cellranger or
Drop-seq pipeline for datasets that have been classically analyzed by the latter methods. This would produce
some confidence in the base reproducibility of the methods. If on the other hand, zUMIs produces a different
exon count matrix, then the authors must explain why this is the case. 5. In Figure 4, the authors show to
show a confusion matrix to compare how clusters in A map to clusters in B. Also for those clusters that
multi-map (i.e. those resolved by intron-exon mapping but not by exon-mapping alone), is there biologically
meaningful differential expression? Some examples of specific cell types and their gene expression
differences in A vs B would be very informative.
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