We greatly appreciate all the editorial, production and reviewer’s feedbacks; and we addressed all points as noted below.

Editorial and production comments:

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.

We thoroughly proofread the manuscript.

2. Protocol 2.1: Please provide the composition of the medium or provide a reference.

We added the public Bloomington Drosophila Stock Center website describing the medium composition and making.

Changes to be made by the Author(s) regarding the video:

1. JoVE Video Format
Please add a couple more seconds to the outgoing title card. 

We extended the time of the outgoing title card from 1 sec to 5 sec (@8:07-8:12). 

2. Graphics and Text Usage & Placement
@02:40 Please scale this still image so that it is centered horizontally and vertically, and so that the gaps at the top and bottom of the screen are filled

We scaled the still image to remove all white spaces to fill the entire screen. Then, we centered the image horizontally and vertically.

Please upload a revised high-resolution video here:
https://www.dropbox.com/request/6QgeS5XM3pCoC6QA9tXG?oref=e


Reviewers' comments:

Reviewer #1:

Manuscript Summary:
My comments have been addressed by the authors.

We thank the reviewer for all the comments and feedbacks.

Reviewer #2:

Manuscript Summary:
In MS JoVE61123R1, Delgado et al. describe an alternative methodology to assess the sensitivity and disinhibition of Drosophila melanogaster when exposed to ethanol. The authors have responded well to comments I have provided and I hope they found them helpful, useful and constructive. The manuscript revision has benefitted from restructuring of sentences and proofreading. I had previously highlighted concerns about controls and they appear to have been addressed. I attach below minor corrections that would help the MS in its final stages.

PDF Comments

1) Line 64: Remove second 'for example'

Thanks for catching it. We removed it.

2) Line 97-100: As I suggested in comment 21 of my previous comments, I honestly do not think figure 1 is necessary or intuitive. The paragraph you have here is more than satisfactory for portraying the 'figure'.

The Flypub method can be used by experimenters at all levels ranging from elementary, middle-school, high-school, undergraduate and graduate students to post docs and faculty. In our view, the simple flowchart outlining the key steps of the Flypub assay in Figure 1 would greatly help those whose are not familiar with experimental design, plans and execution, thus we leave it in Figure 1.

3) Line 133-135 and 138: 33 flies. I mention this four times in my previous comments (point 29, 36, 43 and 68). If you use 33 flies, you must have a reason for this. Justify the reason or why less than or more than 33 flies is not suitable. This has to be addressed or data added in the supplementary data.

The number of flies per pub is empirical (i.e. there is no mathematical formula for it) as many parameters of most experimental protocols are. A group of 33 flies that we use is what we found to be optimal (i.e. providing most consistent and reproducible results in numerous independent experiments by multiple experimenters) after surveying different numbers of flies, which is further described in Lee et. al., 2008. In our experience, there is a bit of ranges that also works as well (30-35) thus we added this information. Behavioral output can be sensitive to experimental settings thus a total fly number per pub may need to be adjusted with a control fly line. We added this information as well.

4) Line 249: Change to 'healthy flies'.

Revised

