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/69537?status=a71543k
 
Video: https://review.jove.com/v/69537?status=a71543k
  
Reviewer 1 Comments: 
Location in Text: NA
Comment: No analgesics used and no statement on why they are contraindicated. Animals must receive post-surgical treatment, such as recovery housing and treatment for post-surgical pain (ideally including a preemptive dose of analgesics immediately prior to the initial incision). The author needs to include a statement as to why analgesics were not used, including local (bupivacaine, lidocaine or similar) at the incision site, and why a systemic agent was not used (opioid, NSAID or both). There are potential scientific justifications that these agents may alter infarct size or confound recovery data; however, that needs to be clearly stated and citations provided to justify the omission of analgesics.  
Suggested Change: Include analgesia regimen or provide justification for why analgesia was not administered.

Location in Text: 2.1.2
Comment: The terms anesthesia and analgesia are used interchangeably in this sentence and create ambiguity and concern for the lack of appropriate analgesics. The JoVE animal use guidelines require “Confirm a surgical plan of anesthesia prior to starting surgery with appropriate monitoring (e.g., toe pinch).” Which the author has failed to include. In addition, no description is given of the supportive care (heat support) or monitoring parameters used to assess and maintain adequate anesthetic depth.
Suggested change: Suggest changing the current text to state the following in support of providing anesthesia:
“Anesthetize the rats via intraperitoneal injection of Pentobarbital Sodium (50 mg/kg). (Recommend adding a citation such as PLUMBs veterinary drug handbook). Confirm anesthetic depth (author needs to add monitoring parameters such as negative response to noxious stimuli, and vital sign monitoring) 
Note: Sodium pentobarbital is a barbiturate commonly used as an anesthetic in rodent species; however, this drug class contains several adverse effects and safety precautions. Therefore, it is recommended to handle this drug in a fume hood, wear appropriate PPE, including gloves and safety goggles, and store it in a locked cabinet according to institutional regulations and in accordance with its controlled status.

Location in Text: 2.2.2
Comment: Text states “Shave the neck fur and disinfect the skin with an appropriate disinfectant (e.g., 75% ethanol).” But JoVE surgical guidelines require “The surgical area must be disinfected several times in a circular motion with both an iodine-based or chlorhexidine-based scrub and alcohol.” Additional items not mentioned but are required under JoVE animal use guidelines include: no description of sterile gloves, no description of sterilized tools, and no description of surgical drape.
Suggested change: Edit the text to provide a complete disinfection procedure.

Location in Text: 2.5.1
Comment: “Maintain ischemia for 2 h (strictly timed with a stopwatch).” A single injection of Pentobarbital will only maintain a surgical plane of anesthesia for 20-40 min. The author must elaborate if animals are allowed to recover from surgery and re-anesthetized or if additional doses of anesthetics are used to maintain sedation for the duration of this procedure. 
Suggested change: Clarify it in the text.


Reviewer 2 Comments: 
Location in Text: 2.1.1
Comment and Suggested Change: Please include a statement indicating that these surgeries are performed under aseptic technique, that the surgical instruments are sterilized before use and sterile gloves will be used. 

Location in Text: 2.1.2
Comment and Suggested Change: If pre-operative analgesia is withheld for scientific reasons, please provide justification here. If there is no justification for withholding analgesia, please describe the pre-operative analgesia given to rats to decrease pain from the surgical procedure for an appropriate time. Sodium pentobarbital is an anesthetic and not considered an analgesic. 

Location in Text: 2.1.2
Comment and Suggested Change: Please indicate if ophthalmic ointment is used on the eyes to decrease eyes from drying out during the surgical procedure.

Location in Text: 2.2.1
Comment and Suggested Change: Indicate if rats are provided with heat support during surgery

Location in Text: 2.2.2
Comment and Suggested Change: Surgical preparation describes only ethanol. The surgical area must be disinfected several times in a circular motion with both an iodine-based or chlorhexidine-based scrub and alcohol. Please also indicate that a sterile surgical drape will be used for each rat.

Location in Text: 2.6.2
Comment and Suggested Change: Please indicate that post-operative analgesia will be given to the rats or provide scientific justification for withholding analgesia from these rats.  

