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/68205?status=a70211k

Video: https://review.jove.com/v/68205?status=a70211k


Reviewer 1 Comments: 
Time in Video: 1:43 and Location in Text: 2.1
Comment: It is common to indicate the dosage per animal in mg/kg rather in mg/mL (100 mg/kg ketamine, 20 mg/kg xylazine) in order to readily evaluate the dose strength, the animal will receive. 20 mg/kg is a rather high xylazine dose, predisposing animals to unwanted side effects (bradycardia, ileus, hyperglycemia, respiratory depression) that can have animal welfare acts.  Is there a reason for such a high dose?  Typically, 5-10 mg/kg is recommended.
Suggested change: Edit the text to provide the correct dose in mg/kg and correct it in the text overlay.

Time in Video: 1:53, and Location in Text: 2.2
Comment: The narration states that the animal is clipped, which is consistent with the expectations of the Guide for the Care and Use of Laboratory Animals (8th ed); however, the video doesn’t appear to show a clipped animal. It is difficult to say if an adequate clipping was used or if the fur is just moistened, giving the impression of fur reduction. Clipping should obviously result in fur removal at the site to align with the expectations of the Guide for non-survival surgeries. 
Suggested change: Remove the mention of clipping to match what is being shown.

Location in Text: Protocol
Comment: It is not clear why this procedure must be performed on anesthetized living animals rather than freshly euthanized animals. The right-sided heart perfusion for lung insufflation by chemicals could be performed on a dead (rather than living) animal with the same outcome, particularly since perfusion can be aided by the still beating heart that is observed immediately following CO2-mediated respiratory arrest.  This approach introduces the risk of recovery of an animal due to reversible anesthesia that euthanasia would not.  If a rationale can be made for the use of living animals for this procedure vs recently euthanized, this should be provided. 
Suggested change: Something like “The following technique requires the use of live animals under anesthesia [due to significant loss of viable cells observed following euthanasia versus collection from a living, anesthetized animal]”. Please edit the bracketed text for accuracy. 

Location in Text: 2.2. 
Comment: “Make sure that the mouse is in a deep state of unconsciousness by assessing a toe pinch response.” For clarity, please include the intended outcome of the toe pinch before proceeding with painful procedures.
Suggested change: Edit the text to “Make sure that the mouse is in a deep state of unconsciousness by assessing a toe pinch response; a lack of response indicates the animal is sufficiently anesthetized for subsequent steps.”

Location in Text: 2.3 NOTE 
Comment: “NOTE: This will assure an instantaneous death as the thoracotomy will cause a cessation of breathing while the mouse is anesthetized”. Death is not instantaneous following the thoracotomy as evidenced by still beating hearts following respiratory arrest, indeed, if the animal were positively ventilated after the thoracotomy, cerebral function would continue.  Suggest wording change for accuracy. 
Suggested change: Edit the text to “NOTE: The thoracotomy will assure death as spontaneous respiration may no longer occur; if properly performed, this part of the procedure will take up to 3 min from the start of the procedure till the thoracotomy, followed shortly by the death of the animal.”


Reviewer 2 Comments: 
Time in Video: 1:48 – 1:52, and Location in Text: 2.2
Comment: There is an inconsistency between what is shown in the video and what is stated in the narration with respect to the preparation of the mouse for harvesting the lungs. The same inconsistency is present in the written text. The narration and text indicate that the “surgical site”(the mouse’s ventral abdomen) should be clipped, whereas the video shows a surgeon cutting into a fully haired, unclipped abdomen with scissors. The statement in the text is, “Remove the loose hair and visible dirt/debris from the surgical site, clip and wipe clean the surgical site using 70% alcohol for disinfection.”

The procedure shown in the video is acceptable only because it involves a brief, non-survival procedure. 
Suggested change: Change the text and the narration to be consistent with the video by omitting any mention of clipping the hair. In that case, state only what the video shows, i.e., wetting and wiping the hair with alcohol.  


