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/71140?status=a73146k
 
Video: https://review.jove.com/v/71140?status=a73146k
  
Reviewer 1 Comments: 
Time in Video: 0:33-0:57
Comment: It’s clear in the video that the instruments and needle used are not sterile. This is typically acceptable for terminal surgeries but is not clear in the video. I highly recommend a statement at the beginning of the video noting that this is terminal surgery and the animal does not recover from anesthesia prior to euthanasia. Thus, no analgesia is required, and sterile technique is not fully required.
Suggested change: Suggested statement to add to the ethics statement card at 00:23: 
This is a terminal procedure, and the animal will not recover prior to euthanasia. Therefore, analgesia is not required, and full sterile technique is not necessary.

Time in Video: 1:46-1:56
Comment: In this portion of the video, the mouse appears to be breathing more rapidly than in any other part of the surgery video. To me, as a veterinarian, that indicates that the animal may have had some physiological response to the surgical manipulations – the anesthesia without any analgesia (since it’s terminal) might have been a little light. 
Suggested change: In my opinion, that little 10-second part of the video doesn’t show anything specific and could easily be skipped, especially with the next part being the up-close view.

Time in Video: 2:50-2:52
Comment: Suture material being used non-sterilely – again, this is okay since it’s terminal, but I’m not sure we really need the visual part for this at all, since everyone has seen a needle go through skin before.
Suggested change: Cut that few-second clip.

Time in Video: 3:40-3:50
Comment: The video of the perfusion is particularly “gruesome” with the animal tacked down and the blood. Since this is not a video on how to perform a perfusion, I don’t think its use outweighs the public perception of that clip.
Suggested change: Cut the perfusion video.

Location in Text: Protocol 3.15
Comment: The text can be clearer that the animal is never awake during this entire surgery and following imaging.
Suggested change: Change this sentence to say something like this: 
“While still under anesthesia, perform in vivo imaging of the mouse to monitor dye intensity in the CLNs at various time points (30 min, 60 min). Use the following imaging parameters: exposure time: 0.5 s; excitation filter: 640 nm; emission filter: 680 nm. Continue to monitor anesthetic depth and supplement with additional anesthetics if needed.”


Reviewer 2 Comments: 
Time in Video: 01:33-01:36
Comment: Ophthalmic ointment should be applied right after anesthesia is given, it does not need to be erythromycin ointment.
Suggested change: Delete this video segment.

Location in Text: 3.6
Comment: Apply erythromycin ointment; why use an antibiotic ointment for eyes?  Also, this should be applied in step 3.1 (before cream and shaving is performed). 
Suggested change: Ophthalmic ointment should be applied right after anesthesia and remove the mention of erythromycin. 

