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Reviewer Comments to Author:

Overall the paper has been improved, but it is still far from transparent when trying to marry public data
with discussions in the paper, as there is a general lack of consistency in naming conventions between
the public data and the manuscript.

Since the manuscript has been drastically re-arranged | will not attempt to deal with each of my
previous comments, instead | will deal with issues that | have now found in the new version, which may
or may not have been obvious in the previous version.

GigaDB data:

Please ensure the data provided in the private dropbox area of GigaDB (user115) is correct with regards
to the revised manuscript.

Abstract:

In the abstract it is stated "A total number of 171,985 unique transcripts (50% protein-coding)
representing 35,150 unique genes (64% protein-coding)".

The supplemental_file14 contains lists of all genes and transcripts, however it only includes 34882 and
160820 unique genes and transcripts respectively not the same as stated in the abstract, please clarify
which is correct? And ensure other mentions of those numbers in the manuscript are also correct.
Results section:

"The diversity of RNA and miRNA transcript among 50 different bovine tissues and cell types was
assessed..." | am still unclear how the number 50 has been reached? Supplemental_filel includes 51
different names of tissues, however, 5 of those names are actually mammary gland at different time
points, so its debatable if they constitute different tissue or cell type?

From a data archiving perspective the Tissue values should all use valid ontology terms as the tissue field
is not meant for distinguishing different time points of sampling, there are other metadata fields for that
information.

The use of valid ontology terms will enable others to discover and re-use these data appropriately, and
is considered good-practice.

Trait similarity network

The section on trait similarity is perplexing me (and this maybe my lack of experience in this area). Many
of the traits mentioned in the network are related to phenotypic measurements, e.g. sperm volume. So
does that mean you have captured many phenotypic values for all the sampled animals? If so, where are
those data?

In the Methods section



Where the bioinformatics analysis steps are mentioned; "The overview of the bioinformatics analysis
steps is presented in Supplemental file 2: Fig. $39." The authors should include reference to the
annotated script file provided to GigaDB.

In the RNA-seq data analysis and transcriptome assembly section

The statement "...outlier samples were expressed and removed from downstream analysis." requires
evidence. All sequence data generated must be submitted to the archives and cited by accession
number, especially where you have removed it from further analysis as an outlier. If you do not provide
those data you are open to accusations of cherry-picking your data.

Supplemental_file5

The description of the supplemental file 5 in the manuscript differs from the content, please check all
supplemental files contain the expected data and are correctly described in the manuscript.
Supplemental_file23

The addition of supplemental_file23.docx has helped clarify some aspects, but it has also drawn
attention to some (possibly) missing data;

- The section sub headed "Cell sample collections" describes how some cells were grown, however the
main manuscript does not describe these results clearly and | am unable to determine what analysis was
actually done with those cells? Were they sequenced? If so, which BioSample accessions do they relate
to?

For better clarity, would it be possible to list the unique Animal IDs within each section, e.g. Adult tissue
collection change "Eleven cattle (6 males and 5 females) were slaughtered..." to "Eleven cattle (6 males-
M08, M09,M10, M11, M130, M22, M23, and 5 females- FO5, FO6, FO7, F12) were slaughtered..."

As you can see above, by looking at the "Samples_meta-data.tsv" provided and filtering for age
420days* it appears there are actually 7 males and 4 females not 6 and 5 as stated in the MS, please
clarify which is correct.

*- why use 420 days in the archive but 4 months in the paper? Try to be consistent.

"Mammary gland tissue collection. The 14 animals used in this study... Samples were collected from
animals at 4 time points: virgin state before pregnancy between 13 and 15 months of age (virgin), mid-
pregnant at day 100 of pregnancy, late pregnant ~2 weeks pre-calving, and early lactation ~2 weeks
post-calving."

In the supplemental_filel table, when I filter for tissue= mammary gland (virgin), mammary gland (late
pregnant), mammary gland (early lactating), or mammary gland (mid pregnant); | can only find 10
different Animal IDs; mam-01, mam-02, mam-03, mam-09, mam-10, mam-11, mam-13, mam-14, mam-
15, mam-16. Where are the data for the other 4 animals? It appears maybe there is a 5th mammary
tissue "mammary gland (adult)" that may account for the other 4 samples, which means the manuscript
statement of 4 time points is incorrect.

"RNA-seq library construction. Tissue samples (Supplemental file 1) were collected from live" -
supplemental_filel does not contain a list of tissues, it is a table of all different sequence run
experiments.

The section titled "Sequencing the transcriptomes of seven bovine tissues by using the PacBio Iso-Seq
and lllumina RNA-Seq technologies" it is unclear to me why it starts by stating previously published data
were used and then goes on to describe how you extracted RNA. Is that a description of how those
previously published data were created? Or is it describing additional sequencing carried out by



yourselves for this study? If the later, please clarify which NCBI accessions relate to those data.
Despite all the above issues, | believe the manuscript is well intended and contains a lot of useful and
informative details that are worthy of publication. The authors should spend more time and care over
the data and metadata organisation to enable a greater reuse potential by others, and ensure
transparency in their findings.

Methods

Are the methods appropriate to the aims of the study, are they well described, and are necessary
controls included? Choose an item.

Conclusions
Are the conclusions adequately supported by the data shown? Choose an item.
Reporting Standards

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

item.
Choose an item.
Statistics

Are you able to assess all statistics in the manuscript, including the appropriateness of statistical tests
used? Choose an item.

Quality of Written English

Please indicate the quality of language in the manuscript: Choose an item.
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