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/67332?status=a69338k

Video: https://review.jove.com/v/67332?status=a69338k


Reviewer 1 Comments: 
Time in Video: 4:13
Comment: Anesthesia: 4% isoflurane inhalation; Maintenance: 2% isoflurane
Suggested change: Recommend this be a range and include induction, i.e., TXT: Anesthesia: Induction: 3-4% isoflurane; Maintenance: 1-2% isoflurane

Time in Video: 4:18-4:35
Comment: It is stated to remove all hair, but there is very clearly remaining hair in the video. Can a depilatory cream be used? Would that ensure more hair removal? Or clarify if this is sufficient for the procedure and has been approved by your IACUC.
Suggested change: Clarify as suggested or remove this segment from the video.

Time in Video: 5:02-5:07
Comment: The headgear is being placed/cemented to the tissue under the skin, but the person is not wearing sterile surgical gloves. Shouldn’t they be wearing sterile surgical gloves for this part? Is there an instrument that can be used to press the equipment onto the exposed skull? 
Suggested change: Remove the frames showing unsterile gloved fingers pressing the headgear.

Time in Video: 8:34
Comment: The video mentions injecting a dextran-TRITC solution. 
Suggested change: Recommend saying this is injected intravenously. 

Time in Video: 8:46
Comment: Video states “after transferring the mouse to a heated surgical mask…”
Suggested change: Should this be a heated surgical pad/mat? Not sure I’ve ever used a heated surgical mask. 

Time in Video: 8:46
Comment: The video says to remove water-based gel, but it shows the application of an intrasite gel to maintain moisture. 
Suggested change: Please clarify these steps. 

Location in Text: Introduction, 2nd paragraph, end of first sentence
Comment: “…dynamic nature of cellular behaviors and interactions a tissue”
Suggested change: Should this be “…of tissue”?

Location in Text: 2.2
Comment: Recommend including ranges for isoflurane. 
Suggested change: Mention the isoflurane percent as a range. 

Location in Text: 4.2
Comment: “Switch off the isoflurane injection under the microscope…”
Suggested change:  “Switch off the isoflurane under the microscope…”. Remove “injection”. Can change to “inhalation” or “unit”, but injection seems inaccurate. 


Reviewer 2 Comments: 
Time in Video: 4:48
Comment: Clarification is required regarding whether the gloves in use are sterile. The use of sterile gloves is mandatory when conducting survival surgical procedures.
Suggested change: Add a text overlay to indicate that sterile gloves are being used for surgical procedures.

Location in Text: Section 2.1
Comment: Instruments are initially wrapped and sterilized via autoclave prior to the commencement of surgical procedures. For subsequent surgical cases, a glass bead sterilizer may be utilized to re-sterilize instrument tips, provided that the sterile tip technique is rigorously maintained.
Suggested change: Change text to reflect the sterilization strategy noted above.

Location in Text: 2.8
Comment: The use of “central bone scar” is confusing.
Suggested change: Change “scar” to “suture”, or use the anatomical name “sagittal suture”.


Reviewer 3 Comments:
Time in Video: 4:18-4:35
Comment: Per JoVE Animal Use Guidelines, 150% of the surgical area should be shaved - unless approved by the IACUC - and the surgical area must be disinfected several times in a circular motion with both an iodine-based or chlorhexidine-based scrub and alcohol.
Suggested change: Clarify that the shaved area is sufficient per the IACUC. Also, include a text overlay in the video clarifying how appropriate surgical site disinfection was achieved (e.g., chlorhexidine-based or iodine-based scrubs and alcohol) OR remove this segment from the video.  

Time in Video: 5:02-05:07
Comment: Consider using sterile gloves since they were touching the surgical site with their hands. 
Suggested change: Remove the frames showing fingers touching the surgical site. Freeze the frame and cover the voiceover before the fingers touch the sterile site.

Location in Text: 2.2
Comment: Preemptive analgesia is required for any rodent survival surgery.
Suggested change: Suggest giving one dose of NSAID such as carprofen subcutaneously or local analgesia like bupivacaine before making an incision, OR provide justification for why preemptive analgesia was not administered. Also, provide specific documentation from your animal ethics committee (in English) indicating its non-use.

Location in Text: 2.2. 
Comment: The mouse should not be added to a prefilled induction chamber with isoflurane. There is an occupational health concern. When people open a prefilled chamber, they will be exposed to isoflurane by inhalation.
Suggested change: The authors should consult with their institutional EHS (environmental health service) team to correct it. The text may be changed to “Place the mouse in the anesthetic induction chamber and fill it with 4% isoflurane and atmospheric oxygen.”



