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Dear Dr. Fang,

Your manuscript, JoVE63089R3 "Uracil-DNA Glycosylase Assay by Matrix-assisted Laser Desorption/Ionization Time-of-flight Mass Spectrometry Analysis," has been editorially and peer reviewed. Please go through the attached file 63089_R3_edit, which I have reviewed and formatted to meet JoVE's requirements. Please address the comments in 63089_R3_edit, tracking your changes and retaining mine. To revise the manuscript 63089_R3_edit uploaded in Editorial Manager, log into your account, click on Submissions needing revision | Action Links | Revise Submission | Proceed (in Article Type selection) | from Attach Files tab, download the files to be revise. The date in the Last Modified column should tell you when those files were modified and uploaded. I have also attached the manuscript to be revised and the iThenticate report with this message.  

Your revision is due by Oct 25, 2021.

To submit a revision, go to the JoVE submission site and log in as an author. You will find your submission under the heading "Submission Needing Revision". Please note that the corresponding author in Editorial Manager refers to the point of contact during the review and production of the video article.

Best,

Vidhya Iyer, Ph.D.
Review Editor
JoVE
​vidhya.iyer@jove.com

RE: Revised as in file 63089-R3_edit(1)
____________________________________
Reviewers' comments:
Reviewer #1:
Manuscript Summary:
This manuscript describes a mass spec based assay to examine DNA glycosylase activity

Major Concerns:
None

Minor Concerns:
None. Please correct the misspelling:" acid quenching/neutrolization .... to neutralization

RE: Revised as suggested in Figure 1A.

Reviewer #2:
Minor Concerns:
The authors have suitably addressed most of the comments. I do note that the reason they give for including Tris buffer in the reactions is that it comes with the commercial UDG that they use. But that is diluted 50-fold in the eventual reactions. On the other hand, they include Tris in practically all the other buffers, and that is not necessary: there is nothing "magic" about it with regard to Tris, and plenty of alternatives are available that don't risk cleavage of the AP site by beta-elimination. They could at least add a note to that effect for the users - perhaps for trouble-shooting problems with a high background of such cleavage.

I do not need to see this manuscript again.

RE: We added following in the Discussion:
“The tris buffer in the reactions came with the commercial UDG. However, various amines including tris can incise AP sites via beta-elimination, but typically requires high reagent concentrations 44. Some of alternatives can be considered such as HEPES and phosphate buffer that don't risk cleavage of the AP site by beta-elimination.”
