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Reviewer Comments to Author:

The manuscript has been thoroughly revised.

While the BLASTN analyses have been been replaced by One Codex-based analyses, | still think that the
manuscript would have benefited from the use of approaches which are more robust/sensitive to long-
read data, e.g, BLASR or DALIGNER, especially as the manuscript reports on the fundamental
applicability/usefulness of nanopore-based metagenomic sequencing.

As qualified in the manuscript, more sensitive approaches typically also mean longer runtimes which can
be a critical factor, for some areas at least, e.g., diagnosis.

Moreover, due to the fast-paced developments in this field, in particular the increase in sequencing
accuracy, | understand the authors' decision.

As data accession identifiers are provided, interested peers can access the data and perform their own
experiments, e.g, benchmarking more alignment approaches.

In summary, this work represented and does represent an interesting resource for the research
community.

Only a few, minor comments (listed below) remain in the revised document.

- L119: "newer tools aimed at long-read data including". While these tools have been shown to work for
long-read data, | would not necessarily support that they are "aimed" at this kind of data. Hence, |
suggest to qualify this.

- L154: extra period after "taxa", s. "taxa. (Table 3)."

-L178 - 179: | would suggest to maybe add something like "distinct per-species clusters in the PCA
plots", as this sentence reads a bit confusing to me in its current form.

- L232 - 233: "despite the resulting chimerism" reads to me like chimeras would be highly frequent, kind
of dominating the contigs, after assembly. While, chimeric contigs are indeed a problem, this sentence
could be qualified, e.g., "despite the potential for chimeric contig formation".



- L265 - 266: It seems only fair to also highlight the higher rate of Kraken vs. One Codex for the equal
mixture with the version 5 chemistry (97.6% vs 87.4%), even though they are comparable (actually One
Codex is slightly more accurate) for this mixture when using version 6 of the chemistry.

Methods

Are the methods appropriate to the aims of the study, are they well described, and are necessary
controls included? Yes

Conclusions
Are the conclusions adequately supported by the data shown? Yes
Reporting Standards

Does the manuscript adhere to the journal’s guidelines on minimum standards of reporting? Yes

Statistics

Are you able to assess all statistics in the manuscript, including the appropriateness of statistical tests
used? There are no statistics in the manuscript.

Quality of Written English

Please indicate the quality of language in the manuscript: Acceptable
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