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/68668?status=a70674k

Video: https://review.jove.com/v/68668?status=a70674k


Reviewer 1 Comments: 
Time in Video: 2:03-2:14, 2:18-2:20, 2:31-2:50, 3:00-3:31, 3:35-3:56, 4:13-4:22
Comment: Cranial implant placement with prolonged restraint (>30 minutes) on an awake animal is a serious deviation from animal research standards and does not follow the JoVE Animal Use Guidelines. 
Suggested change: Animals should be under anesthesia for the cranial implant placement as cranial window exposure is considered a surgery. Analgesia should be provided. Please omit these sections or re-film with appropriate anesthesia and analgesia. Follow the JoVE Animal Use Guidelines.
NOTE from JoVE: We can provide further instructions if you would like to proceed with refilming.

Location in Text: 2.1.1 NOTE and 2.1.2
Comment: The text states, “In this case, the preparation of the cranial window is performed by an outsourcing service” and “Fix the mouse restrainer to the mTPM micromanipulator. Fix the head of the mouse to the restrainer through the metal plate.”
Suggested change: Animals should be under anesthesia for the cranial implant placement as cranial window exposure is considered a surgery. Analgesia should be provided. Please edit to describe anesthesia, analgesia, and other preparations as described in the JoVE Animal Use Guidelines. The cranial window creation and implant placement should all be under one anesthetic event.

Location in Text: 2.2.2
Comment: The text states, “Hold the mouse by its tail using one hand.” According to the JoVE Animal Use Guidelines, “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.”
Suggested change: Edit the wording to “Hold the mouse by the base of the tail using one hand.”


Reviewer 2 Comments: 
Time in Video: 2:03
Comment: Carbomer gel is being added to the cranial window. Is the mouse anesthetized for this procedure? The mouse appears stressed during this procedure and when eye gel is being added. Would a drill also be used while the mouse is awake? There is no rationale for why anesthesia is not provided. 
Suggested change: Animals should be under anesthesia for the cranial implant placement. If the mouse is not anesthesized, it needs to be mentioned that acclimation to the restraint. Analgesia should be provided.

Time in Video: 3:14
Comment: Fill the gap using a hyperperformance adhesize, this has to be cured for 30 minutes.  Is the mouse awake in the head platform the whole time? 
Suggested change: Attach them more quickly if the mouse is awake or anesthetize the mouse for this portion. 

Time in Video: 4:49
Comment: Helium balloons are being attached.
Suggested change: Suggest a size or amount of helium based on the head post attached. 

Location in Text: 2.1.2
Comment: “Fix the head of the mouse through a restrainer”
Suggested change: Is the mouse anesthetized for this procedure?  If not anesthetized, this is stressful, especially when the mouse has to wait for the adhesive to cure for 30 minutes.  

