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/70379?status=a72385k

Video: https://review.jove.com/v/70379?status=a72385k

  
Reviewer 1 Comments: 
Time in Video: 0:31
Comment: There is no mention of preoperative analgesia.
Suggested change: Add analgesia regimen or mention that analgesia should be given in accordance with IACUC protocol. 

Time in Video: 0:26-01:28; 02:36-02:43; 03:06-03:21
Comment: Thermal support is not provided throughout.
Suggested change: The mouse should be placed on a heat source throughout. Clarify how thermal support is maintained throughout the procedure.

Time in Video: 0:42
Comment: Does not appear to be a toe pinch.
Suggested change: Revise the video to include a video of performing a toe pinch or delete the video and modify the voiceover to mention performing a toe pinch.

Time in Video: 1:07
Comment: The surgical field does not appear clean. Surgical prep should be done in an area separate from the surgical site and a sterile surgical drape applied. 
Suggested change: Delete the surgical preparation video and modify the voiceover accordingly.

Time in Video: 1:00
Comment: The aseptic preparation with alcohol and betadine is performed only once. 
Suggested change: Mention in the audio that the aseptic preparation should be performed three times.

Location in Text: Postoperative care 1.7
Comment: Mentions disinfecting the exposed skin with ethanol, followed by iodine.
Suggested change: Change to disinfect the exposed skin with ethanol followed by iodine at least three times. 

Location in Text: Preoperative care
Comment: There is no mention of applying ophthalmic ointment or providing thermal support.
Suggested change: Add that the ophthalmic ointment is applied and the mouse is placed on thermal support.

Location in Text: Preoperative care
Comment: There is no mention of pre-operative analgesics.
Suggested change: Add the preoperative analgesia regimen.

Location in Text: Postoperative care
Comment: Statement regarding postoperative analgesia.
Suggested change: Suggest changing the sentence to “Postoperative analgesia is determined by IACUC protocol.” And remove the statement that analgesics are typically withheld. 


Reviewer 2 Comments: 
Time in Video: 0:38-0:44
Comment: Video voice-over states to check reflexes and depth of anesthesia by pinching a toe, however the video shows touching the pedal footpad rather than pinching a toe.
Suggested change: Delete the video or refilm the video to be consistent.

Time in Video: 2:52-3:00
Comment: Cage appears to be dirty.
Suggested change: Delete this segment.

Time in Video: 2:50-3:00
Comment: No analgesics are administered. The text addresses why, but there is no mention in the video. 
Suggested change: Recommend adding a caption to the video/voiceover regarding the rationale for why analgesics are not administered.

Time in Video: 3:13-3:21
Comment: The video shows an intramuscular injection (a large volume, ~0.2 ml) performed into the post-surgical leg. This location can cause exacerbation of the injury site, resulting in increased pain and distress, and potentially confound results. NIH recommends a maximum mouse IM injection volume of 0.05ml, see link for details: rodentinjection.pdf
Suggested change: Is that specific location experimentally necessary, or can another leg or another location be used instead? Consider changing the text and video to subcutaneous injection, or reducing the IM volume injected in the video. Alternatively, remove antibiotics entirely or list them as optional since the procedure is performed using aseptic techniques. 

Location in Text: 3. Postoperative care, 4.
Comment: “Administer intramuscular antibiotics for up to 3 days post-surgery to prevent postoperative infection. Antibiotic administration is employed for prophylaxis against postoperative infection”
Suggested change: Consider an alternate route for antibiotic delivery. Alternatively, remove antibiotics entirely or list them as optional since the procedure is performed using aseptic techniques.

Reviewer 3 Comments: 
Time in Video: 0:38
Comment: Preoperative analgesia not described.  
Suggested change: Include pre-operative analgesia regimen or provide justification for withholding analgesia. If withholding, provide the institutionally approved animal ethical protocol.

Time in Video: 2:58
Comment: Post-operative analgesia not described.  
Suggested change: Include post-operative analgesia regimen or provide justification for withholding analgesia. If withholding, provide the institutionally approved animal ethical protocol

Location in Text: Preparation of Animal and Post-Operative Recovery
Comment: No analgesia provided for surgery anticipated to cause pain.
Suggested change: Provide analgesia regimen or clarify for withholding. If withholding, provide the institutionally approved animal ethical protocol.


