Editorial comments:

1. Please adjust the numbering of your protocol section to follow JoVE instructions for authors, 1. should be followed by 1.1) and then 1.1.1) if necessary and all steps should be lined up at the left margin with no indentations. Please do not use large paragraphs to describe a technique.
Paragraphs have been shortened and the numbering has been adjusted according to the instructions.


2. Please simplify steps of your protocol section so that individual steps contain only 2-3 actions per step.
Steps have been simplified to a maximum of three steps per protocol section.


3. Please re-write steps of your protocol section in imperative tense, as if you are telling someone how to do the technique (i.e. "Do this", "Measure that" etc.). Please try to avoid usage of phrases such as “should be”, “could be”, “would be” and write in the active/imperative style. For instance, “Compound transgenic zebrafish lines can be created by crossing…”, should be “Create compound transgenic zebrafish lines…”, etc. Please ensure that all the steps of the protocol section are written in imperative tense.
The appropriate paragraphs have been edited according to the guidelines.


4. Please ensure that all the details are provided in the protocol section. For instance, how is a compound transgenic zebrafish line created? Please ask yourself the how question to provide more details and mention the details in step-wise manner.
Further details have been given, including a reference to a more comprehensive JOVE article.


5. Please add a one line space between each step and subsequent sub-steps of your protocol section.
Line space has been added.


6. Please include spaces between all numbers and units.
Spaces were confirmed. 


7. Please use “sec” as the abbreviation for second(s), “min” for minute(s) and hr for hrs or hour(s) when it is next to a number.
Abbreviations have been added.

8. Please use the Greek symbol Mu to indicate “micro” rather than a lowercase “u”, if applicable.
Usage of µ throughout the document has been confirmed. 

9. Due to the nature of being a video based journal, JoVE authors must be very specific when it comes to the humane treatment of animals. Regarding animal treatment in your protocol, please only add the following information to your text where applicable:
a) Please include an ethics statement before your numbered protocol steps indicating your protocol follows the guidelines of your institutions animal research ethics committee.
b) Please specify the euthanasia method
c) Please mention how animals are anesthetized and how proper anesthetization is confirmed.
d) Use of vet ointment on eyes to prevent dryness while under anesthesia.
e) For survival strategies, discuss post-surgical treatment of animal, including recovery conditions and treatment for post-surgical pain.
f) Do not leave an animal5 unattended until it has regained sufficient consciousness to maintain sternal recumbency.
g) Do not return an animal that has undergone surgery to the company of other animals until fully recovered.
h) Discuss maintenance of sterile conditions during survival surgery.
We have stated these points in the initial submission. We have checked again that all necessary statements are addressed. If there are any remaining concerns please highlight them so that we can address them appropriately. 


10. After you have made all of the recommended changes to your protocol (listed above), please re-evaluate the length of your protocol section. There is a 10 page limit for the protocol text, but there is a 3 pages limit for filmable content. If your protocol is longer than 3 pages, please highlight (in yellow) 2.75 pages (or less) of text to identify which portions of the protocol are most important to include in the video; i.e. which steps should be visualized to tell the most cohesive story of your protocol steps. Please see JoVEs instructions for authors for more clarification. Remember that the non-highlighted protocol steps will remain in the manuscript and therefore will still be available to the reader.
We have highlighted 2.75 pages as the most important filmable content.


11. JoVE is unable to publish manuscripts containing commercial sounding language, including trademark or registered trademark symbols (TM/R) and the mention of company brand names before an instrument or reagent. Please remove all commercial sounding language from your manuscript and replace it with a more generic term as much as possible throughout the entire manuscript. All commercial products should be sufficiently referenced in the table of materials/reagents. Examples of commercial sounding language in your manuscript are Leica, etc. (See figures)
We have removed the mention of company brand names (such as Leica) before the instrument and software and have removed the picture of the Leica logo in Figure 3 (previously Figure 3 A). 

12. There needs to be a legend for Video 1 and it is recommended to include this as a supplemental file.
We have now removed the legend for Video 1 from the manuscript body and placed it in supplementary file.

13. If your figures and tables are original and not published previously, please ignore this comment. For figures and tables that have been published before, please include phrases such as “Re-print with permission from (reference#)” or “Modified from..” etc. And please send a copy of the re-print permission for JoVE’s record keeping purposes.

14. Please make sure that the “Discussion” is written under the following sections.
a) Critical steps within the protocol.
b) Modifications and troubleshooting.
c) Limitations of the technique.
d) Significance of the technique with respect to existing/alternative methods.
e) Future applications or directions after mastering this technique.
We can confirm that we have addressed these sections in our discussion.


15. Please revise the manuscript text to avoid the use of any pronouns (i.e. "we", "you", "your", “our” etc.). If you feel it is very important to give a personal example, you may use the royal "we" sparingly and only as a "NOTE:" after the relevant protocol step. Please use the Ctrl+F function to find and replace the pronouns.
We have searched and revised the manuscript for these pronouns and minimized the usage of the royal we as much as possible.


16. Please copyedit the entire manuscript for any grammatical errors you may find. The text should be in American-English only. This editing should be performed by a native English speaker (or professional copyediting services) and is essential for clarity of the protocol and the manuscript. Please thoroughly review the language and grammar prior to resubmission. Your JoVE editor will not copy-edit your manuscript and any errors in your submitted revision may be present in the published version.
We have carefully inspected the manuscript and preformed grammar and spell checks.


17. NOTE: Please include a line-by-line response letter to the editorial and reviewer comments along with the resubmission.
[bookmark: _GoBack]Please find our responses to the individual points raised marked in red.
