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/68435?status=a70441k

Video: https://review.jove.com/v/68435?status=a70441k

Reviewer 1 Comments: 
Location in Text: 6.1
Comment: Presumably, cervical dislocation without anesthesia is performed because anesthetics or carbon dioxide would alter RNA expression in the brain and affect the miRNA analysis. Cervical dislocation without anesthesia is considered “Acceptable with Conditions” in the AVMA Guidelines for the Euthanasia of Animals and requires a scientific justification.  
Suggested change: Add a note explaining why cervical dislocation is used as the method of euthanasia so that it is clear that the method is justified.  

Reviewer 2 Comments: 
Time in Video: 4:13, 5:04, 5:14, 5:45, 6:48, and 7:03
Comment: Mice are transferred from cage to cage, picking them up and holding them by the tail.  JoVE’s guidelines state, “Do not hold/pick up animals by the end of the tail. If picking up animals by the tail, grab the base of the tail and reposition the animal so that prolonged tail holding doesn't occur.” While that was not prolonged tail holding, cupping the mice for transfer would have worked as well. Showing the mice being held by the tail does not add to the understanding of the procedure. Note that at 5:45, the mouse is lifted by the middle of the tail, not the base of the tail, even worse for animal welfare. Note that at 6:48 and 7:03, the mouse is lifted by the tip of the tail, not the middle or base, the worst location for animal welfare.
Suggested change: Edit out the tail holds.

Time in Video: 2:50, 05:07, and 05:30
Comment: The chambers used for the novel object recognition test/ social interaction test/ open field test appear to be painted wooden boxes. The paint has flaked away, leaving exposed, unsanitizable wood.  In addition, dirt, dust, or debris appears to be present along the edges of the chamber, although the focus is not certain to be clear. Residual odors and scents from previous animals in the chamber can alter the behavior of the animals. By having debris and non-sanitizable surfaces, it is likely that scents and odors from previous animals are still present. 
Suggested changes: 
1. Add a text overlay at 02:50: TXT: Clean the surface/walls thoroughly between animals
2. Remove/minimize the shots of the chambers wherever possible.

Time in Video: 6:33
Comment: The chamber used for the Morris water maze test has a large amount of white debris that floats (perhaps tempera paint?). This indicates that the pool or chamber was not cleaned prior to use. Residual odors and scents from previous animals in the chamber can alter the behavior of the animals. By having leftover debris, it is likely that scents and odors from previous animals are still present. 
Suggested change: Remove/minimize the shots of the chambers wherever possible.


