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/68612?status=a70618k

Video: https://review.jove.com/v/68612?status=a70618k
  
Reviewer 1 Comments: 
Location in Text: 1. Animal Preparation 
Comment: It appears animals, mice and rats, respectively are placed in the stereotaxic frame, and then a toe or tail pinch is applied to ensure adequate anesthesia. Stereotaxic placement can be a noxious stimulus, so I would recommend applying a toe/tail pinch prior to placement in the frame. First, this ensures the animals are truly anesthetized and won’t feel any discomfort, and secondly, if placed before fully anesthetized, the discomfort caused by the stereotaxic frame could potentially rouse them from anesthesia or delay full unconsciousness. 
Suggested change: Recommend applying a toe/tail pinch prior to placement in the frame.


Reviewer 2 Comments: 
Location in Text: 1. Anesthesia and animal preparation in mice
Comment: There are a few steps in this section that need to be clarified (#4 and #5).
Suggested change: Please change #4 to “prevent eye ulceration and cataract formation” as the ointment is mainly to keep the eye moist. Please also change #5 to “Apply a depilatory cream, let it sit for 1-1.5 min maximum then rinse thoroughly…” Depilatory cream can be very caustic to mouse skin if not handled appropriately so this should be clear. 

Location in Text: Protocol- 2. Anesthesia and animal preparation in rats
Comment: You mention the use of Ketamine-Xylazine for rats, but used isoflurane anesthesia for mice. 
Suggested change: If possible, please consider adding isoflurane for rodents as well. Assuming this can be set up in the stereotactic equipment as in mice, isoflurane will give users more options and allow for better control of anesthetic depth. 

Location in Text: Protocol- 3. Tail vein catheterization; 4. Probe positioning
Comment: Under #1, you only recommend one tail catheter size (assuming the one listed is for mice). However, rat and mouse tails are drastically different sizes. Similarly, you only mention probe position as 1 mm above the head. Is this referring to mice or rats? Each species has a different approach (transcranial vs cranial window) so specificity is important.
Suggested change: Please list a catheter/tubing size for each species and clearly indicate which can be used for rats versus mice. Under 3. Tail vein catheterization #6, please add “retro-orbital sinus/plexus” as rats have a plexus (versus a sinus in mice). Please also clarify if the probe position is the same between the two species (4. Probe positioning #1).

