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/68308?status=a70314k

Video: https://review.jove.com/v/68308?status=a70314k


Reviewer 1 Comments: 
Time in Video: 1:14, and Location in Text: 2. Focal ischemic stroke model and 3.2
Comment: The video mentions, “Double dose of 1.25% Avertin.” Double dose” is very imprecise. Avertin, also known as Tribromoethanol, is a controversial anesthetic agent to use in modern medicine- especially for survival surgeries- due to the possibility of it causing severe and painful side effects when given IP. These side effects are attributed to tribromoethanol being non-pharmaceutical grade. Avertin is the trade name of the pharmaceutical-grade product; however, the pharmaceutical-grade compound is no longer produced, meaning this is a non-pharmaceutical-grade product. 
Suggested change: 
Change the anesthetic agent to any other injectable anesthesia that is pharmaceutical-grade.
OR
Add in the scientific justification for why tribromoethanol (“Avertin”) was used instead of simply relying on alternative anesthetic agents (such as isoflurane). Also, provide specific documentation from your animal ethics committee (in English) that indicates the use of Avertin. If avertin is to be used, the text overlay can simply mention 0.4 mL of 1.25% Avertin per 10 g of body weight (include the route of administration, which is likely intraperitoneal) for terminal anesthesia.

Time in Video: 1:14
Comment: Check for anesthetic depth before starting all painful procedures, including the needles impaling the limbs. The video includes that statement before the incision, but the disclaimer should be moved earlier.
Suggested change: Move the disclaimer about checking the depth of anesthesia earlier and modify it to “Confirm the depth of anesthesia via a toe-pinch”.  

[bookmark: _Hlk205288196]Location in Text: 2.2 and 2.7
Comment: Sterile skin preparation for survival surgery is not included in steps 2 and 7. 
Suggested change: Edit the text to include the methods for preparing the skin for sterile survival surgery (alternating rounds of chlorhexidine or iodine-based scrubs and alcohol, at least 3 times in a circular pattern). 

Location in Text: 2.13
Comment: There is no inclusion of post-operative analgesia for survival surgery nor any justification for why it is not administered.
Suggested change: 
Include any post-operative medications given for the survival surgery.
OR
Include the justification for why none was given. Also, provide specific documentation from your animal ethics committee (in English) that indicates analgesia is not used.


Reviewer 2 Comments: 
Time in Video: 01:14, and Location in Text: 3.2
Comment: The use of non-pharmaceutical-grade anesthetics does not align with the Guide for the Care and Use of Laboratory Animals or contemporary veterinary standards. Continued publication of the use of such agents falsely perpetuates the validity of the use of these agents when pharmaceutical-grade alternatives exist.  
Suggested change: Change the anesthetic agent to any other injectable anesthesia that is pharmaceutical-grade.

Time in Video: 01:14
Comment: No assessment of anesthetic depth is performed before the animal is pinned (painful procedure) to the board.
Suggested change: Move the disclaimer about checking the depth of anesthesia earlier and modify it to “Confirm the depth of anesthesia via a toe-pinch”.  

Time in Video: 01:26
Comment: Ophthalmic forceps are referenced; however, ophthalmic forceps are typically very small (0.1-0.3mm wide) to allow for very fine detailed work. These appear to be standard serrated thumb forceps. 
Suggested change: Change wording to reflect tools in use.

Location in Text: 2. Focal ischemic stroke model
Comment: “Mice may be alternatively anesthetized using a solution of 1.25% avertin at a dosage of 0.2 mL per 10 g of body weight.” The use of non-pharmaceutical grade anesthetics is not in alignment with the Guide for the Care and Use of Laboratory Animals or contemporary veterinary standards. 
Suggested change: Remove the statement and indicate that any alternative injectable anesthetic regimens well described for rodents may be used. 

Location in Text: 2.1
Comment: “Anesthetize the mice using 3% isoflurane, maintaining a dosage of 1.5% with a gas anesthesia apparatus.” 
Suggested change: Edits for clarity with respect to induction and maintenance. Something like “Induce anesthesia of the mouse with 3-4% isoflurane in 0.8-1.0 L/min of oxygen, then maintain anesthesia with 1-1.5% isoflurane.”

Location in Text: 2.1 NOTE
Comment: “NOTE: This study emphasizes the importance of verifying the attainment of the surgical plane prior to the initiation of the procedure. This step is crucial to ensure optimal access to the targeted area and to minimize potential complications during the surgery.”
Suggested change: State the process for this assessment. Something like “NOTE: this study emphasizes the importance of verifying that anesthetized animals have reached a surgical plane of anesthesia prior to incision. This is accomplished by assessing the paw withdrawal reflex by performing a firm pinch of the hindlimb digits to confirm an absence of response. If none observed, the animal is adequately anesthetized.”

Location in Text: 2.2
Comment: No pain relief, no local anesthetic is provided for incisional pain. Preemptive and multimodal analgesia are standards of care that should be included. A preemptive dose of a non-steroidal anti-inflammatory and long-lasting opioid should be given.  A local block should be performed for skin incision using lidocaine or similar. Add 5 mg/kg of meloxicam subcutaneously prior to injection, and 3.25 mg/kg of sustained-release buprenorphine or 0.05 mg/kg buprenorphine SQ prior to incision. Prior to incision, intradermal injection of up to 4 mg/kg lidocaine diluted in saline along the incision line is performed.
Suggested change: 
Include any pre-operative medications given for the survival surgery.
OR
Provide justification for why none was given. Also, provide specific documentation from your animal ethics committee (in English) that indicates none of these are used.

Location in Text: 2.2
Comment: Application of ophthalmic lubricant to prevent painful corneal desiccation is the veterinary standard of care for surgery. Indicate the length of the incision (0.5 cm?). Aseptic surgical site preparation is not indicated in the text and should be a requisite step for surgical incision. 
Suggested changes: 
1. Edit the text to include ophthalmic lubricant on the surface of the eyes to prevent corneal desiccation. 
2. Mention the length of the incision.
3. Add disinfection details (something like, aseptically prepare the skin for incision by cleaning the site with alternating 1:10 dilute povidone iodine with 70% isopropyl alcohol three times, taking care not to introduce cleaning solutions or alcohol to the eye surface).

Location in Text: 2.5
Comment: Please indicate the suture type. More details are needed. What type of knot is used? Are the ends of the suture cut and removed?
Suggested changes: 
1. Add the type of suture (nylon, silk, etc.).
2. Add details on the knot type, suture cut, and removal.

Location in Text: 2.6
Comment: “Reposition the tissue to its original state and close the facial skin incision with tissue adhesive.” An incision in an area that is associated with high movement (during eating, drinking) should be closed with a suture. Nylon sutures should be used to close, and removal should occur 7-14 days later.
Suggested change: If appropriate, edit the text as needed.

Location in Text: 2.8
Comment: There are not enough details to reproduce. The instrument used and purpose of the dissection of the submandibular glands should be stated. A transverse incision using a scalpel is made through the skin, allowing visualization of the submandibular glands to either side of the midline. The submandibular gland is blunt dissected using forceps and blunt-ended scissors to expose the underlying carotid artery.
Suggested change: Consider adding additional details to the dissection.

Location in Text: 2.10.
Comment: Please indicate the suture type (nylon).
Suggested change: See comment.

Location in Text: 2.12
Comment: Tissue adhesive is inappropriate for incisions >1cm; if this incision is >1cm, the closure should be made with non-absorbable sutures that must be removed 7-14 days later.
Suggested change: See comment.

Location in Text: 2.13
Comment: “Keep the mouse on a warming pad until it is completely awake.” Mice should be recovered in a cage devoid of bedding and placed halfway atop the heating pad so as to allow the animal to move away from the heat source if the animal begins to overheat.
Suggested change: See comment.

Location in Text: 3.2 NOTE
Comment: “NOTE: The mouse should be thoroughly confirmed to be fully anesthetized before proceeding to the next step.” 
Suggested change: State the process for this assessment. Something like “NOTE: this study emphasizes the importance of verifying that anesthetized animals have reached a surgical plane of anesthesia prior to incision.  This is accomplished by assessing the paw withdrawal reflex by performing a firm pinch of the hindlimb digits to confirm an absence of response.  If none observed, the animal is adequately anesthetized.”

Location in Text: 3.4
Comment: Ophthalmic forceps do not appear to be used in the video and are not necessary- please change to serrated thumb forceps.
Suggested change: See comment.

Location in Text: 3.5
Comment: Indicate which auricle.
Suggested change: “…and sever the right auricle, then depress”

Location in Text: 3.7
Comment: “Decapitate the mouse just above the spinal cord using straight surgical scissors.” The spinal cord continues from the proximal tail to the brain. This should be edited for clarity.
Suggested change: “Decapitate the mouse by severing the cervical spine using straight surgical scissors.”


