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/71594?status=a73600k

Video: https://review.jove.com/v/71594?status=a73600k
 
Reviewer 1 Comments: 
Time in Video: 00:52-00:58
Comment: Talent is wiping the instruments with disinfectant. If they are performing surgery, the instruments should be autoclaved and be in a sterile pack. I don’t think this is necessary to show for this procedure. 
Suggested change: Remove this portion of the video. 

Time in Video: 1:06-01:18
Comment: Showing process of anesthesia is likely not necessary for this procedure and is against the JoVE animal use guidelines. This should be removed and just discussed once the animal is placed on the stereotaxic unit. 
Suggested change: Delete this portion and adjust the video. 

Time in Video: 1:40
Comment: How is sterility of the needle maintained while it is being marked. What type of pen is used. I would guess it is not sterile. Sterility of the needle must be maintained throughout the procedure. 
Suggested change: Indicate in voiceover that the marker used is sterile.

Time in Video: 2:50
Comment: The video states to administer 0.1 mg/kg ketoprofen. The text states 10 mg/kg. I believe they may have meant 0.1 mL. This needs clarification because 0.1 mg/kg is too low of a dose for this analgesic. 
Suggested change: Please check and revise, if needed.

Location in Text: Not available
Comment: Need to indicate why ocular lubricants are not provided (likely due to the ocular procedure). 
Suggested change: Include the use of ophthalmic ointment in the text or explain why it could not be used.

Reviewer 2 Comments: 
Time in Video: 00:52-00:58
Comment: To begin, the video mentions cleaning and sterilize the stereotaxic stage and all surgical instruments. This is shown being performed with 70% ethanol, which is not a sterilant, but rather a disinfectant. The video also does not show the cleaning of the stereotaxic stage. The user is also wearing nitrile gloves during this whole process. It is not shown, nor mentioned that new nitrile gloves or sterile, surgical gloves are donned prior to the intravitreal injection. 
Suggested change: Remove this segment of the video. Add information that sterile gloves should be worn for the procedure.

Time in Video: 03:51-04:03
Comment: CNO/saline is administered intraperitoneally, however the technique shown is not consistent with technical standards. The needle is introduced while the animal is caudally deviated, not cranially, and prior to the injection the user does not appear to aspirate first to assure proper position. 04:39-04:43 shows another intraperitoneal injection performed using the correct technique. 
Suggested change: Intraperitoneal injection should be refilmed with the mouse cranially deviated, and the syringe aspirated prior to injection. 

Time in Video: 04:44-04:49
Comment: 30 minutes after CNO injection at CT6 animals are then described as being perfused for brain collection, but no method of euthanasia is shown or explained. The video shows the sequence of events as the CNO injection, the mouse restrained while being perfused and then the brain harvested. 
Suggested change: Include text or voiceover narration explaining the euthanasia method prior to perfusion. 

Location in Text: Not available
Comment: No mention of ophthalmic ointment to preserve eye integrity. 
Suggested change: According to the text, injections occur in both eyes; please explain why the use of ophthalmic ointment might interfere with the injections, or if it doesn’t, please add text confirming the mouse receives eye ointment while it is under anesthesia. 

