Berlin, Dec-15, 2021

Dear Dr. Krishnan,

thank you very much for conveying to us your comments on our revised manuscript (JoVE63320) "Replacement of proline with proline analogs in autofluorescent proteins" and your kind letter encouraging us to perform last changes to the manuscript based on your comments. We dealt with all comments and included the issues in the second revision. 

Please note that according to the spelling change of “analogues” to “analogs”, we slightly changed the title of the manuscript to:
	“Residue-specific exchange of proline by proline analogs in fluorescent proteins: How “Molecular surgery” of the backbone affects folding and stability”
which should be appropriate for a methods article.

Responses to editorial comments:

1. Please note that the manuscript has been formatted to fit the journal standard. Comments to be addressed are included within the manuscript file. Please review and revise accordingly.

[bookmark: _GoBack]All comments have been answered and the corresponding information has been added to the text or figure legends (regarding the abbreviation “LB”, regarding details of protocol steps and regarding the differences between calculated and observed molecular masses). Please note that one comment has been left with an answer to it (in the comment box) in the revised manuscript at point 2.1. of the protocol. Point 2.1. was intended to serve as a headline for the subsequent steps. If this is not allowed, please use the alternative text inserted in the comment box.

2. Please note that we cannot have a figure/scheme labeled as Scheme. Please revise “Scheme 1” to “Figure xx”. Please make sure to reference the figures in their order of appearance in the manuscript.

We integrated Scheme 1 as new Figure 3 into the manuscript and changed the references to subsequent figures, accordingly.

3. Please do not combine the Buffer table and the Table of Materials in one excel sheet. The Table of Materials is now separated and formatted to fit the journal standard (see the attached Table of Materials). The Buffer composition table has steps for the preparation of buffer. So, please revise the Buffer composition table as a Supplementary Material. An example of a Supplementary Material File has been attached for your reference. Please revise the other buffer compositions accordingly.

Thank you for providing a sample supplementary material file. We moved all buffers and media, for which we supplied preparation steps into the new “Supplementary Material” file. We hope that this change meets the requirements of JoVE.

Thank you very much again, and we are looking forward to hearing from you soon.

With kind regards,

Thomas Friedrich, also on behalf of all co-authors

