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/67238?status=a69244k

Video: https://review.jove.com/v/67238?status=a69244k


Reviewer 1 Comments: 
Time in Video: 01:15-01:20
Comment: Demonstration of the pedal withdrawal reflex. I appreciate this demonstration as it is very important for the determination of the depth of anesthesia and is often overlooked. While it is always good to perform it initially, it should also be performed before any painful procedures, such as the incision, occur. This should be stated in the video, since later, when they perform the incision, the rat moves and does not appear to be at an adequate surgical plane of anesthesia.
Suggested change: Add a text overlay to the video at timestamp 02:01. TXT: Confirm the depth of anesthesia via a toe-pinch before making the incision.

Time in Video: 01:48-01:51 and Location in Text: 1.5
Comment: A proper surgical scrub, including multiple alternating scrubs with iodine and alcohol, was not performed. Instead, a single swab of iodine was performed.
Suggested changes:
1. Edit the text to include alcohol along with iodine in surgical preparation.
2. Delete this segment from the video and have the information as a text overlay.

Time in Video: 02:00	
Comment: The rat moves during the initial skin and muscle incisions, indicating that it was not at an appropriate surgical plane of anesthesia.
Suggested change: Remove the video segment that shows the rat reacting to skin incision. 

Time in Video: 03:37-03:45; 03:52-03:55 and 04:33-04:40
Comment: Application of povidone iodine to the muscle layer and skin. This is not standard practice and would not be recommended without subsequently flushing it out of the tissues with warmed sterile saline prior to the closure of the skin. However, even then, the step is excessive. Iodine is extremely irritating to the tissues, and this step is unnecessary if proper aseptic technique is followed. 
Suggested change: Delete these segments and adjust the narration accordingly.

Time in Video: 03:58-04:03
Comment: Recovery of the rat in deep bedding. The rat should not be placed into a cage with bedding until it is fully conscious and ambulatory to prevent accidental asphyxiation and aspiration of bedding during recovery.
Suggested change: Delete this segment and have the information as a text overlay.

Time in Video: N/A and Location in Text: N/A
Comment: There is no mention of any analgesia (both NSAIDs or opioids) nor any justification for why such agents must be withheld with this model. This model really requires an opioid since it involves a laparotomy and ureteral obstruction with related renal sequelae. It is not uncommon for NSAIDs to be withheld in similar unilateral ureteral obstruction models because of their renal effects. Also, there is no description of analgesia in the subsequent “relief” surgical procedure described.
[bookmark: _Hlk157424419]Suggested change: The analgesia regimen should be included in the text manuscript at appropriate places and added as text overlays to the video.
OR 
Provide justification for why analgesia was not administered. Also, provide specific documentation from your animal ethics committee (in English) for not using analgesia.

Location in Text: 1.5
Comment: “Drape a sterile fenestrated sheet to maintain a sterile field. Prepare the skin with povidone-iodine solution. Make a midline skin incision along the abdomen….”. The order of steps does not match the video, where the skin is first prepared with povidone-iodine solution, and then the sterile field is draped with the sterile fenestrated sheet. Additionally, a proper surgical scrub was not performed with alternating swabs of povidone iodine and alcohol in a circular motion for a minimum of 3 times before the sterile sheet (surgical drape) was placed.
Suggested change: Please change the order of events described to match that in the video. Please describe a proper surgical scrub. Start with the povidone iodine swab in the center of your intended sterile field and swab in a circular motion out toward the hair. This should be alternated with alcohol for a minimum of 3 times.

Location in Text: 2.6
Comment: “Suture the abdominal muscle and fascial layers using a 2-0 non-absorbable suture with a curved cutting needle in a continuous fashion to provide adequate tensile strength.” 2-0 suture is rather large for 6-week-old rats. Would 3-0 be more appropriate? Also, was a non-absorbable suture selected specifically to allow for ease of removal at the “relief surgery”? If yes, this should be stated, as absorbable suture material should be used for all internal sutures.
Suggested change: Please consider a smaller suture, add the purpose for using non-absorbable suture material in the abdominal wall, and include specific suture patterns.

Location in Text: 3.6
Comment: “Perform euthanasia via CO2 asphyxiation followed by cervical dislocation following ethical guidelines.” This method of euthanasia would not be acceptable according to the 2020 AVMA Guidelines on Euthanasia. Cervical dislocation cannot be performed reliably on rats weighing over 200 g. I estimate this based on the rats being about 8 weeks old at the time of euthanasia, at which point Sprague Dawley rats should weigh more than 200 g.
Suggested change: Since the rat is already anesthetized and the kidneys removed, you could confirm euthanasia via bilateral thoracotomy. Alternatively, an overdose of pentobarbital would be appropriate if they exceed 200 mg/kg IP.


Reviewer 2 Comments: 
Time in Video: 1:17
Comment: The narration refers to the animal as a mouse, not a rat
Suggested change: Change to “rat”.

