Editorial 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.

The manuscript is proofread and is in publication-ready form.

2. Authors and affiliations: Please provide an email address for each author in the manuscript.

The e-mail addresses for the co-authors have been provided in lines 9-11 of the manuscript.

3. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials. You may use the generic term followed by “(Table of Materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: Millipore, Nutri-Fly, RedStar, Fly Stuff, Frederick Haer&Co, Narishige, Sutter Instrument, Kodak, Sharpie, etc.

The commercial names in the manuscript have been removed and substituted with generic terminology when needed. In instances where commercial names were used “(Table of Materials)” was substituted instead. The changes were made in section 1.1.1, the note following on lines 68-69, section 1.1.2, 1.1.3, 1.1.4, 1.2.1, 1.2.2, 1.2.3, 1.2.4, 4.1, 4.4, 4.5, 5.1, 5.2, 5.3, 6.1, 6.2, 7.2, and 7.5.

4. Please revise the Protocol to contain only action items that direct the reader to do something (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “NOTE.”

The instances of passive voice have been changed to imperative form in the updated manuscript. Parts of these changes were made to as follows: section 1.1.1, 1.1.2, 1.1.3, 1.1.4, 1.2.1, 1.2.3, 2.1, 6.2.1, 6.2.2. Additionally, notes were added after sections 1.1.1, 3.1.1, 6.2.3.1, and 6.3 to provide clarifying information.

5. 1.1.1: What is the mesh size?

The mesh filter used has 100 µm pores. This point has been addressed in line 65 in the manuscript.

6. 1.2.1: Please specify the settings of the micropipette puller.

The micropipette puller is set to 7% output with an apparatus of 170V of maximum output. This is addressed in lines 87-88. 

7. 4.3: At what temperature are the embryos fixed?

[bookmark: _GoBack]The embryos are fixed after the tracheal trunks and guts are removed from the tissues at room temperature. This comment is addressed in line 157.

8. The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections. Please simplify the Protocol so that individual steps contain only 2-3 actions per step and a maximum of 4 sentences per step. Use sub-steps as necessary.

Section 1.2.2 is divided into 2 parts 1.2.2 and 1.2.3 resulting in a total of 4 sections under upper section 1.2.
Section 4.2 is divided into 2 parts 4.2 and 4.3 resulting in a total of 5 sections under mains section 4.
Section 5.3 is divided into 2 parts resulting in 5.3 and 5.4. The subsequent steps are moved under a new section: “6. Dye Injection into Neurons” to provide clarity between changing steps. Additionally, section 5.5, which is now under section 6, has been divided into 5 distinct steps– 6.2, 6.2.1, 6.2.2, 6.2.3, 6.2.3.1. 
Finally, as a result of creating section 6 for dye injection, imaging step became section 7. Under this, section 7.5 was added to emphasize the software used for image processing. 

9. Please upload each Figure individually to your Editorial Manager account as a .png, .tiff, .pdf, .svg, .eps, .psd, or .ai file.

The figures have been uploaded individually in .ai format to the Editorial Manager account.

10. Table of Materials: Please ensure that it has information on all relevant supplies, reagents, equipment and software used, especially those mentioned in the Protocol. Please sort the materials alphabetically by material name.

The table of materials has been updated to include the objective lenses, cover glass, and the nylon net filter previously addressed only in the manuscript. The ImageJ software was added after the addition of section 7.5 to clarify the software used for image processing. Finally, the table of materials have been alphabetized after these new additions.
 
11. For in-text references, the corresponding reference numbers should appear as superscripts after the appropriate statement(s) in the text (before punctuation but after closed parenthesis). The references should be numbered in order of appearance.

In-text references have been corrected and references are numbered in order of appearance.

12. Please ensure that the references appear as the following: [Lastname, F.I., LastName, F.I., LastName, F.I. Article Title. Source. Volume (Issue), FirstPage – LastPage (YEAR).] For more than 6 authors, list only the first author then et al. Please do not abbreviate journal titles. See the example below:
Bedford, C.D., Harris, R.N., Howd, R.A., Goff, D.A., Koolpe, G.A. Quaternary salts of 2-[(hydroxyimino)methyl]imidazole. Journal of Medicinal Chemistry. 32 (2), 493-503 (1998).

The references have been cited in the appropriate format. 
