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Reviewer Comments to Author:

This manuscript proposed a python-based framework named spacemake, to process and analyze spatial
transcriptomics datasets. It offers functionalities including sample merging, saturation

analysis and analysis of long-reads as separate modules, etc. Overall, this tool holds promises for spatial
analysis, though this manuscript lacks details and explanations of methods and results. Specifically, |
have some concerns regarding this manuscript.

1) As shown in table 1, it is noticeable that spacemake doesn't include H&amp;E integration, which is
kind of necessary in spatial data. | would recommend the authors at least discuss the potential
functionality in including H&amp;E images.

2) From the legend of Fig 2B, | didn't find the plot with Shannon entropy, please double check.

3) I don't understand the meaning of fig 2D. The authors should explain how they calculate the Shannon
entropy and string compression length of the sequenced barcodes, as well as how they define the
expected theoretical distributions. More details are needed here. Though the authors mentioned
related information/details would be in methods (last line in QC section), | didn't find any in methods.
4) In Fig 4 A, the authors show the mapped scRNA-seq of mouse cortical layers. | think a complement
spatial plot with annotations is necessary, as there is a gap between Fig 4A and Fig 4B.

5) Fig 5C lack the annotations of different colors.

6) In page 16, the authors cited a manuscript in preparation, which is not good. | suggest remove the
citation.

7) Supplementary Fig 1 would be better if put as fig 1, thus it would show the overall flow &amp;
functionality of spacemake.

8) Based on Supplementary Fig 1, the authors should add a section illustrating how they annotate the
spatial data and the involved gene markers.

9) The paragraph "Spacemake can readily merge resequenced samples" lacks detailed explanation and
results.

10) Though spackemake claims it is fast in processing data, well, Supplementary Fig 5 doesn't fully
support that. Meanwhile, the authors should explain what the different colors represent.

11) In Supplementary Fig 2, the authors show very high correlation between spacemake and
spaceranger, especially the exon intron and exon sub-figures. It looks like the correlations is close to 1. |
suggest the authors double check the results and give explanations on their correlation analysis.
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