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/69201?status=a71207k
 
Video: https://review.jove.com/v/69201?status=a71207k
  
Reviewer 1 Comments: 
Time in Video: 00:34-06:00
Comment: The animal should be shaved with a wider margin, as currently sterile instruments contact fur. Scissors were used to make a skin incision.
Suggested change: Refilm the video with a wider margin cleared of fur and use a scalpel blade to make a skin incision.

Location in Text: Procedure
Comment: The anesthetic described is pentobarbital and is less than ideal. 
Suggested change: Edit the text manuscript to change the anesthetic agent OR provide your animal ethics committee-approved protocol that mentions the use of pentobarbital for internal documentation.
 
Reviewer 2 Comments: 
Time in Video: 00:34-06:00
Comment: Fur is not shaved to a reasonable margin, and sterile instruments are shown dragging through fur. The surgical area was disinfected with iodine only, no alcohol (as stated in the video and written in text). The surgical area is not draped. No mention is made of thermal support. Scissors were used to make a skin incision (This shows multiple small snips, leaving a ragged line). No mention of any analgesic. The video is out of frame for many steps, and there are so many cuts in the action that it is impossible to follow the surgical technique.
Suggested change: Refilm the video with a wider margin shaved/wiped of fur. Ensure to use a scalpel blade to make a neat skin incision, disinfect with both iodine and alcohol, and apply sterile surgical drapes. Mention analgesic details as onscreen texts. Shoot the video with the surgical field centered on the screen and in-focus.

Time in Video: 02:23
Comment: Voiceover about clearing intravascular erythrocytes. 
Suggested change: Just call this blood. You cannot see erythrocytes, and you definitely cannot clear them all.

Time in Video: 03:11
Comment: The voiceover says, “make an incision”, but the video shows them cutting off a chunk. An incision is a cut without removing anything. This is a confusing instruction.
Suggested change: Please use appropriate surgical terms and modify the voiceover narration.

Time in Video: 05:58
Comment: The instruction says to “give heparin”.  HOW?  Administer to the animal, administer topically? This is also unclear in the text.
Suggested change: Show/mention how heparin should be administered. Edit the text to detail this procedure.

Location in Text: 1.2
Comment: Using a blunt-tip needle, slowly administer Evans blue (EB) solution (approximately 60-100 µL/kg, 5%)5 into the nasal mucosa of a unilateral nasal cavity. Position the rat in a semi-lateral recumbent position with the abdomen facing upward and the EB-injected nostril facing downward.
Suggested change: Neither unilateral nor semi-lateral is the appropriate word here. Change unilateral nasal cavity to “one nostril”. Delete the phrase “in a semi-lateral recumbent position”. Please explain why you are doing this (presumably to dye the lymph node blue). Also, explain how far you need to do this in advance.

Location in Text: 2.1
Comment: “Disinfect the midline of the rat's neck three times with iodine tincture to ensure a sterile surgical field.” Iodine alone is not considered sufficient for disinfection
Suggested change: Edit the text to mention alternating iodine and 70% isopropyl alcohol.

Location in Text: 2.2
Comment: Scissors are not appropriate for making a skin incision; this should be done with a scalpel. Scissors make a ragged incision line that is harder to close, more painful, and harder to heal.  
Suggested change: Edit the text to change to a scalpel.

Location in Text: 2.3
Comment: “Retract the surgical incision to expose the sternothyroid muscle (STM), sternocleidomastoid muscle (SCM), and the omohyoid muscle (OHM).”
Suggested change: Change to “Retract the skin to expose the ….”.

Location in Text: 3.5
Comment: “Irrigate the isolated vascular segment thoroughly with heparinized saline (0.1% sodium heparin in 0.9% NaCl) until intravascular erythrocytes are completely cleared.” Erythrocytes are microscopic and cannot be seen by the eye or even with surgical magnification. It is highly unlikely that all red blood cells will be completely cleared.
Suggested change: Just call this blood. 

Location in Text: 6.1
Comment: “Perform continuous suturing for the subcutaneous fascia and interrupted suturing for the epidermis.” Calling it epidermis implies you are specifically suturing only the epidermis and not the dermis, which is not correct.
Suggested change: Just call this skin. 

Location in Text: 6.3
Comment: “Postoperatively, administer penicillin sodium (800,000 units/kg) via intraperitoneal injection once daily for five consecutive days to reduce the risk of infection.” This is overkill and should not be medically necessary. This amount of antibiotics is not only medically unnecessary, but it is actively harmful, both because of repeated painful IP injections and mainly because of wiping out beneficial gut flora. If good surgical technique is used, no post-op antibiotics are needed, or at most one prophylactic dose.
Suggested change: Remove this step

Location in Text: NA
Comment: No analgesics are mentioned in the text. Appropriate pain management would include pre-operative infusion of a long-acting local anesthetic such as bupivacaine (prior to making the incision) and at least one dose of an NSAID such as meloxicam.
Suggested change: Add analgesia regimen to the text OR add scientific reasons for withholding and along with it submit the animal ethics committee-approved protocol that mentions this withholding.

NOTE from JoVE: As both the reviewers have recommended refilming, we can provide further instructions when you are ready for refilming.

