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/71345?status=a73351k

Video: https://review.jove.com/v/71345?status=a73351k
  
Reviewer 1 Comments: 
Time in Video: 1:54-2:11
Comment: Animals are being restrained for RFID confirmation via dangling by the tail.  Though tail-base handling has historically been used, many recent publications demonstrate the large amount of stress caused by free-dangling when restrained by the tail-base (https://nc3rs.org.uk/3rs-resource-library/mouse-handling).  A preferred method of animal transfer would be using non-aversive methods, such as a cupped hand or tunnel, both of which would still be amenable to RFID confirmation prior to relocating into a new cage. Even if a standard tail-base handling method is being used, the length of time these mice are left dangling is rather excessive and unnecessary. Recommend use of non-aversive handling, especially since the end outcome of this experiment is behavioral.  At a minimum, the length of time the mice are left dangling by the tail should be reduced.  Note that RFID confirmation can be done with the animal standing on a clean surface (e.g. placed on a flat surface prior to moving to the new home cage) instead of hanging in the air.
Suggested change: Please address the above comment.

Location in Text: Introduction, 3rd paragraph
Comment: Typo “Here, the authorss present an operant intermittent alcohol
drinking paradigm”
Suggested change: Change authorss to authors

Location in Text: Protocol, 1. Preparing the apparatus, line 1-2
Comment: Typo, missing or additional misplaced information, “which up to 16 same-sex mice can reside.theprevious cohorts ranged in size from 8–16 mice/cage”
Suggested change: Correct for clarity

Location in Text: 4. Running the experiment, line 4-5
Comment: The text indicates “experimenters should check on mice at least three times per week to assess animal well-being”.  It is unclear as to if this is in addition to daily monitoring of animals for health and well-being.  As per the guide for the care and use of laboratory animals, “All animals should be observed for signs of illness, injury, or abnormal behavior by a person trained to recognize such signs. As a rule, such observation should occur at least daily, but more frequent observations may be required, …”
Suggested change: Clarify that daily monitoring is still occurring for signs of illness, injury, or abnormal behavior.

Location in Text: 4. Running the experiment, 1. Cage changes, subpoint 1
Comment: It states “NOTE: Optionally, investigators may add a small amount of the old bedding material to the new, clean cage. This minimizes disruption to established group hierarchies and may lower the risk of fighting.”  Old bedding material/soiled bedding can be a cause of stress in mice.  Instead nesting material only (and not soiled bedding) should be transferred to decrease aggression. (https://pubmed.ncbi.nlm.nih.gov/14599305/ and https://pmc.ncbi.nlm.nih.gov/articles/PMC13086194/ )
Suggested change: Correct to indicate “NOTE: Optionally, investigators may add a small amount of the old nesting material (clean and dry) to the new, clean cage. This minimizes disruption to established group hierarchies and may lower the risk of fighting.”

Location in Text: 4. Running the experiment, 5. Day 16+: Quinine-adulterated alcohol test, line 4
Comment: Typo. Text states “testing done bythegroup”
Suggested change: Correct “bythegroup” to “by the group”


Reviewer 2 Comments: 
Time in Video: 2:07
Comment: The narration says to place up to 16 same sex mice in the intellicage setup, but they should specify that for males no unfamiliar males should be combined – they will fight and traumatize each other so we would never do that 
Suggested change: Clarify that unfamiliar males should not be combined.

Time in Video: 3:14, 4:19 (and earlier where for habituation filling bottles from the tap is discussed).
Comment: An animal facility would rarely allow you to provide tap water; water for rodents is almost always treated – RO and chlorinated and for these experiments the source water from the cages the animals experience within their normal housing should be used – it will also likely impact the experience because the taste of RO and chlorinated water is different than tap, so that’s introducing a variable. They actually address this in the text somewhat, but I think it's really important it's in the voiceover in case people miss that detail because it can have an impact on welfare. 
Suggested change: Would clarify that they should acquire and start with water from the housing facility.

Location in Text: 2.1.4.2
Comment: The skin should be wiped with alcohol before injection.
Suggested change: Edit the text to include the alcohol-wiping step.

