Answers to editorial and reviewer’s comments - JoVE59589

Mass spectrometry-based proteomics analyses using OpenProt database to unveil novel proteins translated from non-canonical open reading frames

We would like to thank the editor and reviewers for their thoughtful comments regarding the manuscript and supporting materials. We are confident the reviewers’ comments have been addressed and have helped us achieve a better version of the manuscript.
All changes are reported below.

Editorial comments:
General:
1. The manuscript has been thoroughly proofread to correct spelling/grammar mistakes.
2. All formatting recommendations have been followed in this updated version (page size, margins, font and line spacing).

Summary:
1. The Summary has been rephrased to describe the protocol and applications more clearly. Copied here is the updated version: (l. 23-26) “OpenProt is a freely accessible database that enforces a polycistronic model of eukaryotic genomes. Here, we present a protocol for the use of OpenProt databases when interrogating mass spectrometry datasets. Using OpenProt database for analysis of proteomic experiments allows for discovery of novel and previously undetectable proteins.” 

Protocol:
1. We rephrased some steps to ensure the use of the imperative tense. (l. 101, 103, 108, 119, 125, 131, 336 and 339)
2. Everything in the protocol is either numbered or stated as a note. (l.81, 89, 99, 112, 121, 128, 132, 174, 199, 209, 222, 231, 244, 258, 280, 298 and 314)
3. We have highlighted in yellow the protocol steps for the video. This represents 2.75 pages (122 lines in total with spacing).
4. We rephrased some steps to ensure the “how” question was properly answered. (l. 96, 98, 101, 103, 108, 111, 116, 119, 125, 136, 157, 160, 164, 168, 171, 194, 219, 221, 270, 274, 293 and 321)


Specific Protocol steps:
1. The previously numbered step 1 (Definitions of terms used in OpenProt) has been moved to a Table (Table1) and is referenced at the beginning in a note (l. 81-82). All subsequent steps have been renumbered accordingly.

Figures:
1. Figure 3: Percentages now appear as ‘0.001%’.

Table of Materials:
1. We initially did not provide any information in the Table of Materials as all informatics resources used in this protocol are open source (and URLs are mentioned in the text). We have now filled the table with the website names and URLs.
Furthermore, we had not provided any information on the computer used as each server is hosted elsewhere, hence this protocol can be run on any computer, be it a 1 or 20 CPU, with any exploitation system. However, for full disclosure and if needed, the university computer used for the analysis is a laptop Intel® Core™ i7-7600U CPU @ 2.80 GHz, Windows® 10 system. 

Reviewer #1:
Reviewer #1 had no concerns regarding the manuscript. We thank him for his review.

Reviewer #2:
Reviewer #2 had no major concerns, but pointed 3 minor concerns. We thank him for his review.

1. There are some English grammar/spelling errors. Specifically, there are some errors with verb-subject conjugations. The overall meaning is still clear.
The full manuscript has been proofread and mistakes have been corrected.

[bookmark: _GoBack]2. There is a significant reliance on the Galaxy website.
This is a good point that the protocol and supplementary materials provided partly rely on the Galaxy website. We did so to offer a ready-to-use package that someone with no expertise in bioinformatics or proteomics software could use. The Galaxy instance repeatedly pledged maintenance of their services1, 2.
However, as mentioned in the manuscript (l. 71-72 and 83-85), the protocol will work with any proteomics software with minor adjustments specific to the software desired. 

3. Figure 2 is a bit confusing. There is a lot going on. Perhaps break it up into 2 figures or simplify.
Admittedly, the Figure 2 is complex. We believe breaking it up would not provide an adequate solution (not easier to read and not fair to the protocol). However, we have simplified the figure, notably re-organizing it to avoid crossing arrows. We think the updated figure is now easier to read and we thank reviewer #2 for challenging us to simplify a complex workflow representation.

