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/68480?status=a70486k
  
Video: https://review.jove.com/v/68480?status=a70486k


Reviewer 1 Comments: 
Location in Text: Not available
Comment: I see that the protocol was approved by Rush Univ.  I am curious if the IACUC approved this as a Category E study since it appears that these animals will be experiencing unrelieved pain or distress (for many) when not being tested due to the surgical creation of DMM. These mice would also be experiencing similar continuing distressful circumstances and certainly this would be justifiable as a Category E study.  This is an important welfare consideration as such studies do require enhanced attentiveness to consideration of unalleviated pain or distress and an ethical basis or mitigation actions for the unalleviated situation.  I do not read such considerations in this study.,
Suggested change: Clarify if this was approved as a Category E study and if any special measures were taken regarding animal welfare, as the animals were subjected to unalleviated pain/distress.


Location in Text: Not available
Comment: There was no discussion about animal assessment prior to manipulation (other than to say they were allowed to acclimate to the test space for a period of time). Did the DMM cause any other signs of animal discomfort? Signs such as altered ambulation, squinting of eyes, ruffled fur, decreased feed, modified behavior, and increased nesting?  If none of these things were observed, then it is not clear if the pressure being felt by the mouse was indicative of OA (if there were no cage signs of pain/distress) or simply a response due to increased digital pressure on the joint. 
Suggested change: Consider clarifying these points.

Location in Text: Not available
Comment: The statement in the Jove submission: ‘In that case, knee hyperalgesia has to be assessed in both knees, which is tricky because the contralateral knee cannot be used to determine the individual pain responses in each mouse. This requires a more experienced experimenter, …’  also causes this reviewer pause from a welfare perspective. The author does not define ‘experienced,’ but the assumption is that one must manipulate many animals with potentially painful events to develop ‘experience.’ Has the author considered a non-human manipulated process (a tool or a device) that would elicit the response desired in a reproducible and repeatable system?  Such would be highly desirable to eliminate ‘experience’ development with animals in discomfort.  It does not seem to this reviewer that the ethical trade-off of researchers developing ‘experience’ using sentient test animals is reasonable.
Suggested change: Consider clarifying these points.


Reviewer 2 Comments: 
No comments on the text and video
