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/69482?status=a71488k
 
Video: https://review.jove.com/v/69482?status=a71488k
  
Reviewer 1 Comments: 
Time in Video: 03:19 and Location in Text: 4.1
Comment: The dose of xylazine is too high (could be a typo). I think it is supposed to read 10-15 mg/kg.
Suggested change: Review and correct it in the text and video.

Time in Video: 04:37-04:50 and Location in Text: NA
Comment: 150% of the area surrounding a surgical site should be shaved or cleared of fur using depilatory cream. The text does not discuss the euthanasia method. It is unclear whether it is a survival or terminal procedure. If it is survival, this poses sterility issues. Can be dismissed if terminal. Anesthetic depth is not confirmed or mentioned. 
Suggested change: If this is non-survival surgery, mention the anesthetic depth confirmation and the euthanasia method OR if this is a survival surgery, the skin incision video, 04:37-04:50 (made with scissors instead of a scalpel blade per the guidelines) has to be deleted.

Time in Video: 03:47-03:51 and 06:07-06:12
Comment: The operator isn’t wearing gloves when handling the animal
Suggested change: Consider deleting these segments.

Time in Video: 04:16, and Location in Text: 4.7
Comment: The dose of lidocaine is too high if you are injecting 1 mL (1 mg) into a 25 g mouse- that is 40 mg/kg, which is too high in mice.
Suggested change: The recommended dose for local anesthesia of an incision in mice is no more than 7-8 mg/kg. 

Time in Video: 06:50, and Location in Text: NA
Comment: The mouse is on a heating element, but the body temperature is not monitored, and the respiratory rate and other measures of depth of anesthesia and vitals are not measured while the mouse is under anesthesia. The total procedure length and whether additional anesthetics are required to maintain the animal under anesthesia for the duration of the procedure are not discussed. 
Suggested change: Clarify how body temperature is monitored and to mention that depth of anesthesia is assessed at regular intervals as described in their approved protocol. Please also add a procedure duration of time to the description and include details about whether anesthesia should be redosed (ketamine/xylazine). 

Time in Video: 07:00
Comment: It appears that the mouse tail is moving in the video and hits the temperature-controlled platform wires.
Suggested change: Do not include the frames that show tail movement. 

Reviewer 2 Comments: 
Time in Video: 03:19 
Comment: The video/manuscript indicates Ketamine and Xylazine (100 mg/kg; 10-156 mg/kg, respectively). This must be a mistake. The xylazine dose, depending on the reference, is 5-10 mg/kg, sometimes up to 12 mg/kg, but 156 mg/kg seems very off.
Suggested change: Correct the doses.

Time in Video: 04:37-05:47 sterile field too small with incision visibly contaminated by fur
Comment: It is not discussed whether it is a survival or terminal procedure. If it is survival, it is a major change that should be addressed. Can be dismissed if terminal.
Suggested change: Delete the segment showing fur and the jagged skin incision using scissors, if it is a survival surgery OR add text at the beginning of the video that this is a terminal procedure and add the euthanasia details at the end.

Location in Text: 4.1. and Anesthesia at other places
Comment: The video/manuscript indicates xylazine 10-156 mg/kg /ketamine 100 mg/kg for induction. This must be a mistake. The xylazine dose, depending on the reference, is 5-10 mg/kg, sometimes up to 12 mg/kg, but 156 mg/kg seems very off. In addition, the text talks about follow-up procedures, including up to 5 hours of imaging time, without clearly addressing anesthesia maintenance. In the text, section 6 (Two-photon in vivo monitoring of the cLV contractility), authors refer to 30 min intervals but don’t address the total experimentation duration and anesthesia. In section 7, (Two-photon analysis of lymph flow in cLVs), they refer to another protocol for imaging, which lasted 5 hours and used isoflurane for maintenance, but the video and the pictures in the text showing how to prepare mice for the procedure do not show animals being maintained with isoflurane. If they are maintained only with ketamine/xylazine for more than induction and a short procedure, it is not appropriate. In addition, they do not address at all whether it is a terminal or a survival procedure. I am assuming it is terminal, but I am not sure, and neither recovery nor euthanasia is addressed in the text (or video). 
Suggested change: Clarify duration of procedures and when to switch to isoflurane, clarify if mice are intubated or a face mask is used to iso administration.

Location in Text: NA
Comment: It seems to be a terminal procedure, but it is not addressed, and euthanasia is not described and if it is a recovery procedure, sterile and surgical techniques are inappropriate.
Suggested change: Clarify whether the procedure is terminal or not, and if it is, provide information on euthanasia. 


