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/67312?status=a69318k

Video: https://review.jove.com/v/67312?status=a69318k


Reviewer 1 Comments: 
Time in Video: 01:29 – 01:40
Comment: Per the guide, monitoring of animals undergoing fluid restrictions should include weekly body weights (at a minimum). Likewise, in the case of conditioned-response research protocols, use of a highly preferred food or fluid as positive reinforcement, instead of restriction, is recommended. Consider removing the fluid restriction or reducing the severity of the restriction.
Suggested change: Remove this video segment (01:29 – 01:40) if applicable.

Location in Text: 1.2.8
Comment: Per JOVE guidelines, a sterile drape should be used whenever possible. However, a drape is not mentioned. Draping for stereotaxic surgeries can be accomplished using sterile Tegaderm or Glad Press and Seal.
Suggested change: Edit the text to describe the use of a drape.

Location in Text: 1.3
Comment: Doses are listed as xxx mL, relevant text sections bolded for convenience. (1. Subcutaneously inject 0.05 mL of bupivacaine (local analgesia) with a 25G needle into the surgical incision site on the scalp. 2. Subcutaneously inject 1 mL of saline (hydration) with a 25G needle into one side of the interscapular region. 3. Subcutaneously inject 0.05 mL of buprenorphine (whole-body analgesia) with a 25G needle into the opposite side of the interscapular region.)
Suggested change: For anesthetics and analgesics, the dose should be listed in mg/kg or mg/g to allow for the proper amount of administration per animal, as weights will vary.

Location in Text: 1.4.1
Comment: Per JOVE guidelines, Scissors should not be used to make skin incisions for recovery surgeries. The text indicates “Use micro scissors to create an incision of the skin….”
Suggested change: Change the text to a scalpel instead of scissors.

Location in Text: 1.4.4
Comment: Hydrogen peroxide is not recommended for cleaning the skull. Instead, sterile saline on a cotton swab or a dry cotton swab should be used. This prevents damage to adjacent tissues/structures. Some literature states the use of ethanol, but caution should also be used in this case.
Suggested change: Edit the text to change to sterile saline on a cotton swab for cleaning the skull.

Location in Text: 1.7.1 and 1.7.2.
Comment: Surgical glue is not sufficient for wound closure. Wound clips or sutures (removed 10-14 days post-op) should be used.
Suggested change: Edit the text as suggested.

Location in Text: 1.7.5
Comment: The text states, “To prevent interference with the head-bar, house these mice individually.”  Historically, there has been resistance to group-housed animals with head implants; however, based on a refinement survey, published in 2022, only 55% of individuals are single-housed animals, meaning that 45% are successfully pair or group-housed (https://doi.org/10.1016/j.jneumeth.2022.109705). Note, this is reference 20 in the text. The same publication demonstrates no difference in implant damage between animals housed singly, in groups, or in pairs (Table 6), indicating that the species preference should be used. Reference 19 () also indicates that “pair housing mice after surgery benefited their wellbeing but did not increase trauma to the surgical incision site or disturb wound clips as compared with individually housed mice.”
Suggested change: As mice are social animals, group housing is the preferred method to maintain normal behavior, which is one of the main premises being studied in this paper. Do not recommend single housing; Instead, recommend group housing.

Location in Text: 2.7
Comment: A daily mouse dose of 1 mL of fluid per day is suggested. The average mouse's daily water intake is 6-7 mL per mouse per day.
Suggested change: This is a very substantial water restriction. Consider using a less drastic method of fluid restriction, as defined in the following article (https://doi.org/10.1016/j.jneumeth.2022.109705). Note, this is reference 20 in the text.

Location in Text: 2.8 NOTE
Comment: It is unclear how positive reinforcement, the most common training method for behaviorists, would compromise task engagement. Please explain what this comment means.
Suggested change: Edit the text as applicable.

Location in Text: 3.2.4
Comment: The text states, “Notably, enhanced performance across multiple experimental cohorts was observed with the introduction of sugar water”. If sugar water produced such a substantial reward and increase in performance, was it ever trialed to have tasks performed using solely positive reinforcement (sugar water) without water deprivation?
Suggested change: Consider refinement as previously recommended.


Reviewer 2 Comments: 
No comments on the text and video.
