Please review the veterinary concerns outlined below and address them through either video edits (via on-screen text or narration changes) or text manuscript edits.

· For text edits, please download the PDF from the text article link provided below, insert your suggested changes as comments, and return the annotated file to us.

· For video edits, we only require your approval/requested information. The JoVE editing team will implement the necessary revisions.

Links to the article:

Text: https://review.jove.com/t/69895?status=a71901k
  
Video: https://review.jove.com/v/69895?status=a71901k
     
Reviewer 1 Comments: 
General Comment: I reviewed the video and the JoVE Animal Use Guidelines; however, the video does not appear to comply with most of the JoVE Animal Use guidelines. For instance, sterile gloves aren’t used, anesthetic depth was not confirmed in the video, the animal is being held, the surgical tools seem to be touching the black nonsterile benchtop prior to use, other animals appear to be in the room during the procedure, etc. It also appears analgesia was not administered, and the withholding was not justified. It does appear that the guidelines are geared towards mammals, so I am unsure if they apply to axolotls. Any direction would be greatly appreciated. 
Suggested change: Clarify the points above.

Location in Text: Not available
Comment: Include analgesics, or please include justification for withholding analgesics.
Suggested change: Please include analgesics or a justification for withholding analgesics.

Location in Text: 2. Complete transverse amputation – 2. Anesthesia
Comment: Anesthesia is spelt wrong.
Suggested change: Change to Anesthesia

Location in Text: 2. Complete transverse amputation – 3. Complete transverse amputation of the jaw
Comment: Why is the animal being held rather than using a moist surface?
Suggested change: Please clarify


Reviewer 2 Comments: 
Time in Video: ~2:10
Comment: Prior to initiating the surgery, a comment should be made about how to assess that the animal has reached a surgical plane of anesthesia. 
Suggested change: Please clarify.

Time in Video: ~2:10
Comment: There is no comment on surgical skin preparation. For mammals, a surgical prep is used to properly perform aseptic technique. If this is not necessary, the prep of the area (irrigation with saline at a minimum?) should be noted.  
Suggested change: Please clarify.

Time in Video: 5:15
Comment: Analgesic provision for minor surgery. The comment in the video is: “Animals showed no changes in swimming, foraging or jaw movement behaviors following surgery, indicating safety of surgical technique”. There should be a comment that normal appetite was noted, and these are indicators that no additional analgesics were indicated. The current narrative does not specifically address analgesic provision. 
Suggested change: Please clarify.

Location in Text: 2.2
Comment: A comment should be made about skin preparation of the surgical area and observations for proper anesthetic depth prior to performing the amputation. 
Suggested change: Include the above information. It is understandable that aquatic species are not prepared for surgery in the same way as mammals, but information should be provided about these two items. 

Location in Text: 3.1
Comment: There is no mention of analgesic provision for this procedure. 
Suggested change: A comment should be made on whether analgesics are needed and factors considered to indicate that pain medications should be provided. 

Location in Text: Protocol 4.1
Comment: There is no mention of anesthesia used for imaging.
Suggested change: Provide anesthesia regimen. 

