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/68235?status=a70241k

Video: https://review.jove.com/v/68235?status=a70241k


Reviewer 1 Comments: 
Time in Video: 2:00
Comment: The video should note that ophthalmic gel was applied to prevent eye drying. 
Suggested change: Add text overlay to the video: TXT: Apply ophthalmic ointment to both eyes

Time in Video: 6:00
[bookmark: _Hlk204074432]Comment: The video should indicate the analgesia regimen as described in the text.
Suggested change: Add text overlay to the video: TXT: Ketoprofen (2.5 mg/kg, IM)

Location in Text: Protocol
Comment: “C57Black/6 mice” should be written as “C57BL/6 mice”
Suggested change: Edit the text to change as above.

Location in Text: 3.7 
Comment: Dexamethasone alone is insufficient for adequate post-procedural analgesia. Dexamethasone is commonly used as a corticosteroid to reduce inflammation and brain swelling after a craniotomy in mice, but it is not typically considered a primary analgesic. Its primary role is to mitigate the inflammatory response associated with the surgery. 
Suggested change: Consider adding appropriate analgesics to the text.

Location in Text: Virus injection, 4.2
Comment: Using pressurized air to blow away bone dust can contaminate the surgical field.
Suggested change: Clarify the source of pressurized air to demonstrate that surgical field contamination is minimal as a result of this activity.


Reviewer 2 Comments: 
Time in Video: 1:47
Comment: Ideally, shaving/fur removal should occur in an area separated from the surgical field to ensure fur does not contaminate the space. Alternatively, if shaving in the same place as surgery occurs, care needs to be taken to clean and remove all shaved fur remnants prior to continuing with surgical prep.
Suggested changes: 
1. Additional text can be added to the text manuscript to capture these suggestions.
2. Text overlay should be added to the video to indicate that fur must be removed prior to continuing. 

Time in Video: 1:59
Comment: If lidocaine is applied topically following skin preparation, the product's sterility needs to be clarified. 
Suggested change: Add a text overlay to indicate the product's sterility.

Time in Video: 1:49-1:59
Comment: While specific steps for aseptic skin preparation vary between institutions, steps should ensure adequate contact time using an iodine or chlorhexidine-based solution followed by alcohol. The skin should be cleaned in a circular motion centered at the area of the incision and moving outward towards the fur, consistent with JOVE Guidelines. The video only depicts a single application of alcohol followed by a povidone iodine solution.
Suggested change: Add text overlay to the video TXT: Repeat disinfection 3x

Time in Video: 1:59
Comment: Eye lubricant is appropriately referenced in the text, but not captured or applied in the video.
Suggested change: Add text overlay to the video: TXT: Apply ophthalmic ointment to both eyes

Time in Video: 2:12
Comment: Indications for whether/how anesthetic depth is confirmed prior to surgical incision are not provided.
Suggested change: Add text overlay to the video: TXT: Confirm anesthetic depth via a toe-pinch before making the incision

Time in Video: 2:12
Comment: A sterile surgical drape is recommended, when possible, to ensure maintenance of the aseptic surgical field.
Suggested change: Add text overlay to the video: TXT: Drapes are omitted for demonstration purposes 

Time in Video: 4:06-4:56, and Location in Text: 4.5
Comment: Placing the sterile moist gauze/paper across the surgical site and extending into furred regions and then placing the non-sterile plastic film over the moist gauze and open incision does not meet standards for aseptic technique, as the moist towel has the potential to wick bacteria into the surgical site. Preparation and loading of the microinjection syringe prior to surgery or in an area not directly overlying the incision would be preferred. Alternatively, a barrier would need to be in place to ensure asepsis is maintained. Please provide clarification as a text overlay if dye was used specifically for demonstration purposes or if this is routinely used for placement of the injections. If routinely included within the injection solution, please add the specifics of this to the text.
Suggested change: If it is routinely included within the injection solution, please add the specifics to the text. Alternatively, if it is added solely for better visualization during the video, please add a text overlay to help clarify this.

Location in Text: First line within the “Protocol” section
Comment: Please update the nomenclature for the mouse strain used to match standard nomenclature
Suggested change: “Experiments were performed on adult C57BL/6 mice….”.

Location in Text: 3.6
Comment: While steps for aseptic skin preparation vary between institutions, steps generally include alternating circular scrubs with either an iodine or chlorhexidine based solution, followed by alcohol. The skin should be cleaned in a circular motion centered at the area of the incision and moving outward towards the fur. 
Suggested change: Update text to capture repeated (2-3) alternating scrubs with Povidone iodine followed by alcohol in a circular pattern. 

Location in Text: 3.7
Comment: Provide clarification as to the location for the lidocaine and dexamethasone administration.
Suggested change: Edit the text to “Apply 4% lidocaine solution topically to the skin along the anticipated incision line and dexamethasone (0.02 mL at 4 mg/mL) subcutaneously in the dorsal scapular region to prevent pain…”

Location in Text: 4.2
Comment: Please clarify the source of the pressurized air and the steps taken to ensure maintenance of the sterile field when air is applied across the surgical site.
Suggested change: Clarify the source of pressurized air and how sterility is maintained.

Location in Text: 6.1
Comment: Animals are being euthanized by exsanguination under deep anesthesia, but the narrative does not indicate assessment of anesthetic depth prior to thoracotomy.
Suggested change: Please add text to indicate how the anesthesia depth is assessed before performing the thoracotomy. 

