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/68904?status=a70910k
 
Video: https://review.jove.com/v/68904?status=a70910k

Reviewer 1 Comments: 
Time in Video: 1:52-2:02
Comment: The rat in the video is connected to a gas anesthesia system, but the rat is clearly dead in the video. Further, the system is not used for any of the procedures involving the rats because they are all euthanized. 
Suggested change: Delete this segment from the video.   

Time in Video: 2:03-2:11
Comment: The video shows the animal being placed in a cage for euthanasia. 1) This is inconsistent with the Animal Use Guidelines, 2) The euthanasia method appears to be carbon dioxide inhalation but the text and video refer to isoflurane for euthanasia, 3) The cage for euthanasia is on the floor 4) The voiceover is describing a different procedure than what is show (submerging the euthanized rat in 75% ethanol).
Suggested change: Delete this segment from the video.  

Time in Video: 2:12 – 2:15 
Comment: Previously, the rat was soaked in ethanol for 10 minutes. This part of the video shows the rat’s abdomen being disinfected again with 75% alcohol using gauze to apply.    
Suggested change: Modify the voiceover narration to state, “To begin, disinfect the abdomen of the euthanized rat with ethanol”, and provide the euthanasia details as onscreen text overlay. 

Time in Video: 4:43-4:45
Comment: The term “sacrificed” should not be used.
Suggested change: Modify the voiceover to say “euthanizing” and provide the anesthesia and euthanasia details as onscreen text overlay.

Location in Text: 1.2
Comment: Use of the word “sacrificed”
Suggested change: Replace sacrificed with “euthanized”. 

Location in Text: 1.4 – 1.5
Comment: The text does not match the video. In the video, the incision is made before injecting PBS. Here, the incision is made after injection and massaging of the abdomen.
Suggested change: Resolve the discrepancies. 

Location in Text: 2.2
Comment: The text indicates, “Collection of rat heart blood”, but the rest of the description is for collecting from the tail vein. 
Suggested change: Appropriately describe the blood collection. 

Location in Text: 2.2
Comment: Use of the word “sacrificed”. 
Suggested change: Replace sacrificed with “euthanized”.


Reviewer 2 Comments: 
Time in Video: 2:03 – 2:11
Comment: The narration states, “Place the sacrificed rat in a beaker, completely cover it with 75% ethanol . . .”  The video clip shows a live, struggling rat being placed in a chamber.  This clip likely shows the animal being placed in a euthanasia chamber, but the narration does not mirror what is being done.  There is a chance that some viewers might attempt to place a live rat in a container of ethanol, which would not be humane.  Additionally, the text states that euthanasia will be accomplished with an overdose of isoflurane anesthesia.  However, the video depicts use of carbon dioxide asphyxiation based on the tubing attached to compressed gas cylinder.
Suggested change: Delete this segment from the video.
