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The authors submitted a manuscript entitled: "IDseq - An Open Source Cloud-based Pipeline and
Analysis Service for Metagenomic Pathogen Detection and Monitoring". The manuscript is well written
and very clearly structured. The theory behind the tool is scientifically sound and benchmarking has
been performed but | had wished for testing more than one SARS-Cov2 samples given the current
pandemic (see below).

Overall, | recommend the manuscript to be accepted with minor revision.

Unfortunately, | can only form an opinion about the paper and not the tool at this moment. | would have
liked to test the tool itself but ran into immediate problems trying to upload a large data file using the
command line. First errors were solved quickly but when another error occurred the response from the
support was unfortunately slow and advice of how to fix this error only came in this morning. As the
deadline for the revision is today, | did not have enough time to test the tool.

Minor revision:

Please comment how you ensure that no human data can be exploited and that you follow international
laws, including GDPR.

Is this platform only useful for lllumina sequencing reads? Is it compatible with other platforms and
platform-specific sequencing errors, e.g. MGl sequencing?

On page 13 you state: "In the context of pathogen-identification, it has been observed that infecting
agents may comprise the majority of sequencing reads in certain circumstances." However, when it
comes to viral infections in the respiratory trackt, including, but not limited to CoV2, this is not the case.
Please make a stronger statement of that and how IDseq works in these cases.

Page 19: It is desirable to include more patient samples with Covid-19, with varying viral loads. Not
many viral reads were found (which is in conflict with one of your statements above). So it is important
to know whether this patient had very low or very high viral load. Where is the detection limit for IDseq,
e.g. related to Ct values in gPCR commonly used in Covid-19 diagnostics, and what may be the false
negative rate for e.g. SARS-Cov2 patients?

Page 24: Could you please explain further how the z-score is calculated if the taxonomic ID is in both
sample and control but at different abundances?

Page 5 (Supplemental text): "Since the IDseq pipeline returns a species-level assignment for all mapped
reads, even in cases where the species may align equally to two different species, it had a notably
greater portion of the total (post-qc) reads mapping across those false positive organisms (3.0 % by nt,
10.0 % by NR) than Kraken2, which had only 0.56 % of reads mapping to the false positive species.
Kraken2 avoids larger percentages of reads being associated with false-positive species calls by calling a



significant portion of ambiguously mapped reads at higher levels of the taxonomic tree... Again, IDseq
NT and NR had greater proportions of total reads mapping to these false-positive species (31.7% and
49.7% for NT and NR, respectively) as compared to Kraken2, with only 0.6 % of reads mapping to false-
positive species and the majority of ambiguous reads mapping at higher levels of classification (70.9%)."
| am concerned about these high false positive rates. Is there information in IDseq output to extract
information on how many reads were ambiguous and to which species? This could be very important
information for the user and then could be followed up with species-specific PCR or other tests.
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