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. The JoVE editing team will implement the necessary revisions.

Links to the article:
Text:  https://review.jove.com/t/67544?status=a69550k
Video: https://review.jove.com/v/67544?status=a69550k

Reviewer 1 Comments: 
Location in Text: 1.1 and 1.2
Comment: The items in this section appear to be out of order, creating the impression that animals are placed in the stereotaxic device prior to receiving anesthesia and may be in this position for an extended time while other preparations are being made. In point 2. Eye ointment is being administered to the mice at the same time surgical instruments are being autoclaved.
Suggested change: Reorganize this section so that steps are listed in the order they are completed. Consider removing references to placing animals on the stereotaxic frame and eye ointment before anesthesia. Put these details in the Surgical Procedure section, following the anesthesia instructions.

Location in Text: Discussion, paragraph 3, last sentence
Comment: This discusses the possibility of using this method for longitudinal studies with repeated anesthetic (and surgical events). However, one of the anesthetic agents used here (urethane) is considered carcinogenic and is often recommended only for terminal procedures.
Suggested change: Consider adding a statement that other anesthetics may need to be considered to replace urethane to prevent carcinogenic effects. While this is not a central goal of this study, I think it is important to share this method with anyone who may see it and consider its use for longitudinal studies.


Reviewer 2 Comments: 
Location in Text: Protocol section
Comment: The text states that experiments adhered to the NIH “Guideline for the Care and Use of Laboratory Animals”.
Suggested change: The text that needs to refer to is titled “Guide for the Care and Use of Laboratory Animals.” Please update with the appropriate title and include the edition followed (presume 8th ed). 

Time in Video: 01:04, and Location in Text: 1.1 and 2.1
Comment: Urethane and alpha-chloralose were used for anesthesia. These two compounds are not only non-pharmaceutical grade and require strong scientific justification for use, but they are also antiquated methods for anesthetizing animals. This method of anesthesia is not discussed as being required for scientific reasons in the introduction or protocol sections. According to the Guide for the Care and Use of Laboratory Animals, this is a major veterinary and IACUC concern that needs to be addressed.  
Suggested change: Change the anesthetic agents in the text or provide proper scientific justifications for using these.

Location in Text: 1.3
Comment: Were the glass capillary tubes sterilized prior to use?
Suggested change: Edit the text to mention, “Sterilize and store the glass pipettes in a clean container.”

[bookmark: _Hlk194323178]Location in Text: 2.4
Comment: The text mentions ventilation with medical air. However, they do not discuss intubation of the animal. To ventilate, the animal must be intubated. Does the author mean that supportive, flow-by oxygen was provided via a mask? Is isoflurane still being used while the animal is in the stereotax?
Suggested change: Provide details in the text regarding the continuation of isoflurane and ventilation via medical air.

Location in Text: 2.5
Comment: The text mentions sterilizing the skin of the animal prior to the incision using alcohol. There is no mention of alternating use of alcohol and chlorhexidine or povidone surgical scrub.  
Suggested change: The appropriate measures for preparing a surgical site include alternating cleansing with at least 3 iterations of alcohol and a surgical scrub to sufficiently prep the skin for a survival procedure.

Location in Text: 4.7
Comment: The final line discusses euthanizing mice but does not provide information on how to do this. If this is an acute procedure, it needs to be mentioned much earlier in this publication (not the last line!).
Suggested change: Edit the text to alert readers earlier that the procedure is acute. 

Location in Text: Discussion, paragraph 3, last sentence
Comment: The text discusses longitudinal studies with this technique and states that the only change needed is to suture the incision at the end. Numerous concerns exist regarding the lack of aseptic technique, the use of sterile glass pipettes and ultrasound gel, the lack of proper skin preparation prior to procedures, and the anesthetic combination utilized.
Suggested change: For the readers' benefit, add a statement that strict aseptic techniques must be followed for survival studies.

