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Reviewer Comments to Author:

Al-Otaibi et al. describe the proteomic analysis of HL-60 cells upon inflicted cyro-damage. Although of
general interest, I cannot recommend the manuscript for publication at the current state. The authors have
to considerably improve the presentation of their data, including the figures and interpretation of their
results. I also miss tables that summarize the quantitative data, which is a must-have for quantitative
proteomics manuscripts. Also, the authors out-of-a-sudden study carbonylation but do not give a rationale
for this. To me it is unclear why they decided to look for this out of so many modifications. It is also unclear
what the authors mean with "significantly quantified proteins", first I thought they meant significantly
differential, however, the different numbers between the figures and table 1 make me wonder if I got that
right. Thus, it is unclear what the total numbers of identified, quantified and significantly differentially
expressed proteins are. The discussion needs to be expanded, for instance addressing the question about
the dynamic range of this study and the regulated proteome, if possible in the light of other studies on that
cell line or at least compared to other cell lines.

Some other issues:

1) The methods part is incomplete and important steps are not clear. The search algorithm is not clearly
mentioned, it is also unclear what "default parameters for ion accounting" means. The authors should stick
to standard guidelines for reporting proteomic MS data. The whole part is a bit hard to follow, I wonder why
the authors not report things step-by-step, which is first Progenesis alignment and peak detection, then
export of peaklists and then a clearly described search strategy. Also it is unclear what the "Ion-matching
requirements" mean, for instance 1 fragment per peptide and 3 fragments per protein. Why was O-GlcNac
searched as PTM, this is nhot a common PTM one would include in the database search. On what level was
the FDR, protein, peptide, PSM, all of them? Were all proteins that had an ANOVA below 0.05 considered as
regulated, without an additional fold-change cut-off? I would expect high shares of false positives here. The
authors should use a corrected p-value to compensate for that. Tables summarizing the quantitative data
are missing as supplements.

2) It is confusing to have the chapter on "data description" that contains incomplete information about
database searches and quantification in the beginning of the manuscript and the actual part on M&M
including the MS analysis in the end. The M&M part is not always clear. For instance what is "cooled
acetone"?

3) Table 1: Fold changes are log2 I presume from looking at negative fold-changes, but it is not mentioned
in the table. Or is -1.2 a 1.2-fold downregulation, which normally then would be 0.837
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