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/67011?status=a69017k

Video: https://review.jove.com/v/67011?status=a69017k


Reviewer 1 Comments: 
No comments on the text and video

Reviewer 2 Comments: 
Time in Video: 02:49-03:42; 05:09-05:16
Comments: 
1. Long hair not removed by the depilatory cream can be seen through the hole in the surgical drape. All hair should be removed from the sterile field. The surgical incision can be seen extending into the area that still contains hair, breaking the aseptic technique. The surgical sponge is shown to contact the long hair, again breaking the aseptic technique. 
2. Hemostats are shown to be inappropriately used to retract tissue and expose the skull. Hemostats crush tissue and are intended to stop bleeding, not for retraction. Stay sutures or retractors should be used rather than hemostats.
Suggested change: Refilm these video segments with a well-shaved animal using proper aseptic techniques and appropriate use of instruments.

Time in Video: 2:28-2:36
Comment: The video says to inject lidocaine subcutaneously in the rat’s neck as an analgesic. Lidocaine is a local anesthetic, not a systemic analgesic. It would only provide pain relief at the injection site. Injecting lidocaine into the neck and then performing a surgical incision on top of the head (a different location). If lidocaine is to be injected, it must be infused into the surgical site prior to making the incision.
Suggested change: Delete the segment showing lidocaine injection.

Time in Video: 4:31, and Location in Text: 1.16
Comment: The text states, “Turn off isoflurane 5s right before the impact.” What is the purpose of discontinuing the anesthetic prior to the impact? This has the potential to allow the animal to awaken and feel pain from the procedure. Why not turn off the isoflurane immediately after the procedure? The explanation currently provided, “To specify the righting reflex due to brain injury, temporary cessation of isoflurane was performed”, does not make sense. The additional information in the discussion section is somewhat helpful, but it still does not fully explain the need to turn off isoflurane prior to impact as opposed to immediately post-impact.
Suggested change: An explanation for discontinuing anesthesia prior to impact is needed in the text and can be placed as a short text overlay to the video.

Time in Video: 4:48-5:03
Comment: When the rat is placed on the heating pad, its open surgical wound is now in contact with a nonsterile paper towel, breaking aseptic technique.
Suggested change: The video should be refilmed to ensure proper aseptic technique.

Time in Video: 5:04-05:08
Comment: When replacing the rat into the stereotaxic apparatus, the handler can be seen touching the open surgical wound with the same gloved hands, handling the rat in the equipment, and again breaking the aseptic technique.
Suggested change: The video should be refilmed to ensure proper aseptic technique.

Time in Video: 5:50-5:59
Comments: 
1. The handler performs a toe pinch, a procedure commonly used to check the depth of anesthesia prior to or during surgery. However, surgery has already been completed at this point. There would be no reason to perform a toe pinch and make the rat flinch.
2. The film of the rat recovering in the cage, ataxic and with a fresh wound on the head could be distrustful to the public in any individuals not familiar with the appearance of postoperative rats. The narrator is only indicating that the rat should be recovered from anesthesia before being returned to its own cage. That point could be made without the visually distressing video.
Suggested change: This section of the video could be edited out, and the information can be placed as a text overlay to the video.

Location in Text: 1.1
Comment: The text states, “Remove the rat from the chamber until it is non-responsive to a paw or tail pinch.” This sentence does not make sense. Do the authors intend to mean “Remove the rat from the chamber when it is non-responsive to a paw or tail pinch.”
Suggested change: Please rephrase for clarity.

Location in Text: 1.4 NOTE
Comment: The text states, “The instruments were sterilized before surgery using a steam autoclave, and their tips were additionally sterilized with a bead sterilizer during the procedure.” This is unusual. If the instruments were steam autoclaved prior to surgery and aseptic technique was used throughout the surgery, there would be no need to use a bead sterilizer on the tips during the procedure.”
Suggested change: Wording about using a bead sterilizer during the procedure could be removed.

Location in Text: 1.6
Comment: The text states, “Inject 1 mL/kg body weight of lidocaine (20 mg/mL) subcutaneously into the rat's neck as an analgesic.” The statement is incorrect. Lidocaine is a local anesthetic, not a systemic analgesic. It would only provide pain relief at the injection site. Injecting lidocaine into the neck and then performing a surgical incision on top of the head (a different location) makes no sense. If lidocaine is used, it should be infiltrated into the incision site prior to making the surgical incision.
Suggested change: Edit the text according to the comments.

Location in Text: 1.21 NOTE
Comment: Typo - the text states “After confirming the stability of the helmet on top of the stull…”
Suggested change: This should be “After confirming the stability of the helmet on top of the skull…”

Location in Text: 1.25
Comment: The text states, “Apply topical antibiotics (Dermanest cream) to the surgical site to prevent infections.” An Internet search for “Dermanest cream” yielded results indicating that it is a butter-based cream intended for cosmetic purposes, not for preventing infection. A topical antibiotic may not be needed if excellent aseptic technique is used during the surgery. If a topical antibiotic is used, it could be described in the text by its active ingredients rather than by a brand name.
Suggested change: Edit the text according to the comments.

NOTE from JoVE: The reviewer has recommended refilming in multiple places. We can provide further instructions if you would like to proceed with refilming.

