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In their manuscript, Arredondo-Alonso et al. provide an evaluation of the new 96 barcode kit from
Oxford Nanopore, as well as some new methods to select a representative set of isolates for long-read
sequencing based on preexisting short-read data. The paper is well-written and clear and the isolate
selection method is interesting; the evaluation as well as the underlying dataset itself (which could be
used for e.g. further methods development or benchmarking) will be of interest to the long-read
sequencing community.

We have, however, a few remarks that we would recommend be addressed prior to the publication of
the manuscript:

Major:

- If short-read data are already available, it is not clear that long-read barcoding is still necessary (as
opposed to sequencing a barcode-less pool of high molecular weight DNA from the samples of interest,
see https://genomebiology.biomedcentral.com/articles/10.1186/s13059-020-01974-9). This should at
least be discussed - of course it would be interesting to see the performance of Ultraplexing on the
generated dataset (simply ignoring the information present in the barcodes), but perhaps this is beyond
the scope of this manuscript.

- Evaluation of the long-read sample selection method. It is not entirely clear whether the method was
applied to the collection collection of 3254 isolates or to a subset of 1085 isolates, and whether the
number of centroids was set to 1085, or to 96 ("the number of centroids of the selection procedure

were set to a large number of desired long-read isolates (n = 1085)"... but the number of centroids
correspondes to the number of samples selected for long-read data generation, and actually sequenced
were only 96 isolates?). Furthermore, the authors report that their selection of isolates covers 99.9% of
variation present in the tsne matrix - this is a relevant statistic, but it would be important to
complement this with additional statistics on how well their selection captures variation in the
underlying matrix of orthologous genes - e.g. it would be important to know how many (of the total
considered set) orthologous genes are present in the selected set, potentially broken down by frequency
(e.g. showing a histogram over orthologous gene frequency on the X axis, and the proportion of genes in
the corresponding bin represented in the selected set shown as an additional metric on the Y axis for
each bin). Also, please provide explicit formulae for between_SS and tot_SS.

- The sequencing here was carried out with FLO-MIN106 (R9.4) flow cells. The base pair accuracy of
Nanopore-only assemblies based on data generated with FLO-MIN111 (R10) flow cells would likely have
been higher. This should be mentioned e.g. in the Discussion.

- For the accuracy of the Nanopore-only assemblies: Empirically we have found that running multiple
rounds of Medaka polishing can improve the quality of the assemblies. Can the authors check on a



subset of samples that this is not the case for the assemblies reported on here, or, if it is the case, also
evaluate the accuracy of these assemblies after two rounds of polishing?

Minor:

- Figure 5: In the legend, A and B are switched (in the figure itself, panel A shows SNPs and panel B
INDELs). The authors could consider showing SNPs and INDELs on the log scale, as the differences in
achieved accuracy between Flye-only, Flye+Medaka and Unicycler are hard to discern for higher
coverages. The authors could also consider combining the Flye-only, Flye+Medaka and Unicycler plots
(perhaps connecting the dots corresponding the same isolate with lines and using color to indicate
assembly method) -- this type of visualization may give an even better idea of the per-isolate differences
in accuracy.

- Typo: Page 8, line 21. 4€zidoneal" maybe should be a€zideal".

- Typo: Page 5, line 21f. 4€Z...is available at as a https://gitlab.com/sirarredondo/long_read_selection
Snakemake pipeline" should be a€Z is available as a Snakemake pipeline at
https://gitlab.com/sirarredondo/long_read_selection".

- Wording: Page 1, Background. a€zBacterial whole-genome sequencing based on short-read sequencing
data ...". "Sequencing based on sequencing data" is phrased strangely. Maybe a€zBacterial whole-
genome sequencing based on short-read technologies..." or d€ZBacterial whole-genome assemblies
based on short-read sequencing data...".
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