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/69716?status=a71722k

Video: https://review.jove.com/v/69716?status=a71722k
 
Reviewer 1 Comments: 
Time in Video: 00:28 and Location in Text: Protocol
Comment: There is a minor conflict between the text and video for the animal ethics statement.
Suggested change: Correct it to maintain consistency between text and video.

Time in Video: 03:22 and Location in Text: NA
Comment: Although it was not a surgical procedure, anesthesia was not adequately described. Clarify that anesthesia was performed using a fume hood designed to minimize gas exposure to the experimenter.
Suggested change: Clarify the above-mentioned points regarding anesthesia.


Reviewer 2 Comments: 
Time in Video: 3:22-3:42
Comment: While the animal is anesthetized for 30 minutes, it is laying directly on a stainless-steel table with no thermal support. Any anesthetic event lasting for 30 minutes should have some type of thermal support, especially for a study investigating obesity (hypothermia will drastically alter metabolism).
Suggested change: Provide thermal support (e.g., heating pad or blanket) and monitoring as needed
Time in Video: 3:22-3:42
Comment: Unsafe method of anesthesia for the duration of the procedure. What is pictured is considered the “Open Drop” method of inhalant anesthesia and is frequently used in terminal procedures (where euthanasia is intended) or for very short procedures where only a short window of anesthesia is required. This method has been modified with the usage of a conical tube, but it is generally considered a crude form of anesthesia control and comes with significant risk of the animals dying from inhalant overdose, since there are minimal safeguards present to prevent overdose from occurring. While there may be some debate as for how long this method should be relied upon for anesthesia, the absolute maximum recommendations I have seen are to not exceed 10 minutes (even with constant human observation of the animal’s depth of anesthesia). Numerous sources to back this statement can be provided upon request, but here is one: https://research.uky.edu/division-laboratory-animal-resources/open-drop-or-nose-cone-method-isoflurane-anesthesia-mice-and-rats 
Suggested change: In addition to listing the type of inhalant anesthetic used for reproducibility purposes, a precision vaporizer with a nose cone should be utilized and shown. 

Location in Text: 6. In vivo application in HFD-induced obese mice. Also, the Materials Section.
Comment: There is no mention of what type of anesthesia is utilized to chemically restrain the animal for 30 minutes, which then recurs every 2 days for 28 days. The type of anesthesia utilized will dramatically affect parameters directly measured in this study, including food intake and body weight. This is because various injectable and inhalant anesthesia agents have variable effects on animal physiology both during and after administration, including how long it takes to recover from anesthesia and metabolism for the next several hours. Not including the type of anesthesia utilized will prevent reproducibility for any other researchers or collaborators attempting this procedure. There is one mention in the Materials section that Chloral hydrate is the anesthetic utilized, but this would be highly irregular. Chloral hydrate has many serious side effects, is recommended only for terminal procedures, and is also given as an injectable, not as an inhalant. Here’s a quick synopsis about the unsuitability of Chloral hydrate for survival procedures in rodents: https://journals.lww.com/anesthesiology/fulltext/2009/07000/chloral_hydrate_is_not_acceptable_for_anesthesia.40.aspx 
Suggested change: Include the anesthetic drug used for sedating/anesthetizing the mice for 30 minutes, every 2 days, for 28 days total. 

