Rebuttal letter regarding JoVE submission JoVE59334R2 

After careful reading of the editorial comments, we revised our manuscript and video and hope that we meet the expectations of the JoVE journal.
Please see below the details of our revision with respect to the Editorial comments:
1. The editor has formatted the manuscript to match the journal's style. Please retain the same.
Changes, that have been made, were done in the same format as suggested by the editor and track changes have been used.

2. Please address specific comments marked in the manuscript.
Specific comments have been addressed. In detail:
Line 52: While novelty is not a requirement for a JoVE publication, introduction should also contain 
a) The rationale behind the development and/or use of this technique
b) The advantages over alternative techniques with applicable references to previous studies
c) A description of the context of the technique in the wider body of literature

In this regard, please include a sentence stating that other procedures are also available but xxx is the advantage of your protocol and cite the references as suggested by reviewer 2.  Presently only the last reference is cited. 
	
	We added the following in line 71 – 76 citing two of the articles Reviewer 2 suggested:
“Successful, yet invasive, IVF procedures have been described for other Astyanax species, where gamete production and spawning behavior was primed using hormonal injections8,9. Less invasive IVF procedures, i.e. obtaining gametes from manual spawning without injection of hormonal preparations, have been described but do not consider the differences in the spawning cycle between cave and surface morphotypes of A. mexicanus6.”

Line 179: Please do not use personal pronouns in the protocol text. I have changed this here. Please check. Please removed personal pronouns throughout the protocol text. 
	This has been changed throughout the protocol section and in the video as well.
Line 180: Citation?
	A citation for MS-222 has been added. 
Line 203: How do you differentiate the male fish from female fish?  Just include the information in the text with some citation. 
This is important because the collection of ovum and sperm can only be done if the person performing the experiment knows how to identify the male and female fish.

We added a citation for a protocol that describes the method that we used to determine the sex of the fish in line 170 – 171 and line: 206 – 207.

Line 280 – 281: Please reword.
The sentence has been reworded and states now: “The key factor for a successful IVF procedure in A. mexicanus is the quality of the collected ova.”

Line 374 – 376: Data availability statement
As discussed with the editor via email, this statement has been removed and the sentence about the ODR and the link to it for the underlying data in Figure 3, has been moved to the Figure 3 legend (line 327 – 329)

Video:
In vitro in the title card. Please do not italicize.
This has been changed.

2:15-2:17: There is a complete blackout in the video. Please remove this part.
As discussed with the editor via email, this has been left unchanged.

Please include the title card at the end as well, right after the conclusion section.
The title card has been included at the end.

[bookmark: _GoBack]Finally, we would like to thank the editor for the valuable feedback. We included the comments and suggestions in the revised version of our manuscript and video as good as possible and hope that they meet the standards of the JoVE journal.


Thanks and Best,

The authors

