Dear Dr. Anna Nam Nguyen, 

We are returning our manuscript, JoVE61061, initially titled "Immunofluorescence staining protocol of whole-mount Drosophila testes suitable for 3D confocal analyses of large spermatocytes," in its revised form. 

1. In response to Comment 3 of the Editor, we propose the more concise title: “Immunostaining of whole-mount Drosophila testes for 3D confocal analysis of large spermatocytes.”  

2. We thoroughly proofread the manuscript and corrected the spelling and grammar issues (comment 1 from Editor and Reviewers comments). We tracked the changes and identified all of the edits; these are most of minor concerns raised by Reviewers 1, 2 and 4 within the manuscript. 

3. We corrected the Table and we sorted the “Materials Table” both by category (Drosophila strains and Materials and the antibodies) and alphabetically, for greater clarity. (Comment 2 from Editor)

4. We now explain how the anesthesia is done and we added a reference (line 88); we also indicate the magnification used for dissection (40x) (line 90) and the dilutions of the antibodies (line 139). We also indicate the approximate volume of the drop of Citifluor (line 153). We include two additional references for steps 1-2 and 1-5 (Comments 5-9 from Editor).

5. We corrected the major concerns of Reviewer 1:
  
a. We explain more clearly that there are two steps to the procedure by adding a second phrase to the sentence: “Place a drop of 4% paraformaldehyde fixative on the slide adjacent to the drop containing the dissected testes, then rapidly transfer the testes to the fixative solution. ” (Line 101). 

  
b.  We define more clearly the 4% paraformaldehyde solution in the Materials Table.

 
c. We define the composition of the PBS/triton (PBS-T) in the Materials Table and we harmonized the text. 

  
d. We corrected the error about the DyLight antibodies in the Reagents Table.

  
e. We mention the incubation period for the DAPI (line 145).
6. We added a line explaining a modification of the protocol when larval testes are used: “When preparing larval testes for fixation, the heptane should be omitted as the testes become more difficult to recover” (line 251).  

7. Reviewer 4 suggested a color code for the Figures. We used a color code in Figure 1: The MINT structure represented by Mad1 is always in red, the DAPI is in in blue and the nucleoporin is in gold (Figure 1). In Figures 2 and 3 we used the classical green and red colors for MINT-associated proteins as they are the most easily distinguishable.
8. We did not ignore that the "old” Bonaccorsi protocol has generated and no doubt will continue to produce a vast collection of high-quality images in the literature. We have cited these protocols directly but also we added these references again in the Discussion (lines 265) instead citing only their squash method.
9. Figures 1A and B and Figure 3 are now cited appropriately on lines 294 and 322, respectively as “Reprinted with permission from previously published figure in 12”.

10. The editorial policy from the Royal Society (https://royalsociety.org/journals/ethics-policies/plagiarism-copyright-ip/) allows re-prints. “Authors opting for open access publication publish their work under a CC-BY licence, which allows redistribution and reuse, with attribution to the authors.”
We hope you will now find the manuscript acceptable.

Sincerely yours,

Natacha Raich 

