We appreciate the comments raised by each of the reviewers as well as the editorial comments of our original manuscript. Outlined below are the revisions made to the manuscript to address the comments raised. The revised manuscript is strengthened and improved and we thank the reviewers for their input.

Editorial comments:

We have made all changes (points 1-13) requested by the editorial review.

Reviewers' comments:

Reviewer #1:
We thank the reviewer for stating that, ‘As data and protocol presented here are clear and convincing, I think their work is potentially acceptable for publication in the JoVE in the current style.’ The changes that we have made in response to the other reviewers and the editorial comments have further strengthened the manuscript.

Reviewer #2:
We thank the reviewer for acknowledging that, ‘The method described is of general interest to those studying lipid modifications and…should certainly form a valuable addition to the JoVE video library.’ Please see below for our responses to the technical considerations raised.

1) Presence of ‘shifted’ bands in the no HAM condition: We have further optimized the protocol to substantially minimize such bands and the figure has been updated accordingly. We have expanded the discussion to address this potential issue that might arise for others using the protocol.
2) [bookmark: _GoBack]Variability in total SD1 levels: The revised figure of optimized results shows more consistent levels of protein in the minus and plus HAM conditions. It is possible that protein is lost or possibly degraded in a differential manner during the procedure that results in variable levels. We have noted this limitation in the Discussion.
3) We have indicated in the Discussion that a limitation of the APEGS assay is that it is not exclusive to palmitate as suggested. 
4) We have revised the manuscript to address the minor (stylistic) concerns raised (points i-vii).

Reviewer #3:
We thank the reviewer for acknowledging that, ‘The protocol is very well structured and easy to follow…the manuscript will be useful for any researcher interested in palmitoylation.’ Please see below for our responses to the minor comments raised.

1) Buffers in Table 1: Buffer B (PBS, 4%SDS, 8.9 M urea) was indicated in the referenced protocol (Kanadome et al., 2019) for tissue lysates but we did not find this was necessary in our hands; therefore, we have eliminated this buffer in Table 1. Similarly, protease inhibitors were indicated in the same protocol but in this case we have not compared results in the presence or absence of protease inhibitors. 
2)	We have expanded the discussion as suggested.
