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Author Questionnaire 
1. We have marked your project as author-provided footage, meaning you film the video yourself and provide JoVE with the footage to edit. JoVE will not send the videographer. Please confirm that this is correct. 
☐ Correct 
☐ Incorrect 

2. Interview statements: Which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

☐ 	Interview Statements are read by JoVE’s voiceover talent. 


[bookmark: Text5]3. Proposed interview filming date: Please indicate the proposed date that your group will self-film interviews: MM/DD/YYYY

When you are ready to submit your video files, please contact our China Location Producer, Yuan Yue.

To ensure that your script can be filmed in one day, the protocol sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  24
Number of Shots:  31 

Introduction 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer up to 2 introduction and up to 3 conclusion questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Answer in full sentences, the questions will not be displayed in the video. 
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

INTRODUCTION:

What is the scope of your research? What questions are you trying to answer? 
1.1. Enter author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

What are the most recent developments in your field of research?
1.2. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
What technologies are currently used to advance research in your field?
1.3. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
What are the current experimental challenges?
1.4. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

CONCLUSION:

What significant findings have you established in your field?
1.5. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

What research gap are you addressing with your protocol?
1.6. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

What advantage does your protocol offer compared to other techniques?
1.7. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
How will your findings advance research in your field?
1.8. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
What new scientific questions have your results paved the way for?
1.9. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
What questions will future research focus on?
1.10. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee at the Harbin Medical University 


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that you/your videographer will capture. 

2. Surgical Incision and Preparation of the Posterior Facial Vein (PFV)
Demonstrator: Click here to enter name of demonstrator(s)

2.1. To begin, disinfect the midline of the rat's neck three times with iodine tincture to ensure a sterile surgical field [1].
2.1.1. LAB MEDIA:  69201_Video 1.MOV 00:00 – 00:08

2.2. Then, make a midline incision approximately 3 centimeters in length using surgical scissors [1].
2.2.1. LAB MEDIA:  69201_Video 1.MOV 00:18 – 00:25

2.3. Take care not to damage the submaxillary gland and blood vessels during dissection [1].
2.3.1. LAB MEDIA:  69201_Video 1.MOV 01:01 – 01:08

2.4. Retract the surgical incision to expose the sternothyroid muscle, sternocleidomastoid muscle, and the omohyoid muscle [1].
2.4.1. LAB MEDIA:  69201_Video 1.MOV 01:57 – 02:09

2.5. Identify the preauricular facial vein, a tributary of the external jugular vein, along the lateral margin of the sternocleidomastoid muscle [1].
2.5.1. LAB MEDIA:  69201_Video 1.MOV 02:25 – 02:33

2.6. At the bifurcation between the preauricular facial vein and the external jugular vein, occlude the preauricular facial vein using a microvascular clip [1].
2.6.1. LAB MEDIA:  69201_Video 1.MOV 02:54 – 03:01

2.7. Continue to bluntly dissect the preauricular facial vein to obtain sufficient length, and clamp it at the distal end [1]. Ensure the preauricular facial vein segment remains as loose as possible to allow for subsequent traction during anastomosis with the deep cervical lymph node [2].
2.7.1. LAB MEDIA:  69201_Video 1.MOV 04:42 – 05:00
2.7.2. LAB MEDIA:  69201_Video 1.MOV 05:00 – 05:20

2.8. Now, create a longitudinal incision parallel to the vessel axis using microvascular scissors [1].
2.8.1. LAB MEDIA:  69201_Video 1.MOV 05:31 – 05:38

2.9. Make sure the preauricular facial vein incision is longitudinal, as the transverse incision can be enlarged and ruptured by traction [1].
2.9.1. LAB MEDIA:  69201_Video 1.MOV 05:38 – 05:45

2.10. Irrigate the isolated vascular segment thoroughly with heparinized saline, prepared as 0.1 percent sodium heparin in 0.9 percent sodium chloride, until intravascular erythrocytes are completely cleared [1].
2.10.1. LAB MEDIA:  69201_Video 1.MOV 05:48 – 06:05



3. Lymph Node-Vein Anastomosis 
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Explore and fully expose the deep cervical lymph node and its afferent lymphatic vessel in the middle of the sternothyroid muscle and sternocleidomastoid muscle [1].
3.1.1. LAB MEDIA:  69201_Video 1.MOV 03:02 – 03:12

3.2. Dissect the deep cervical lymph node gradually using a blunt technique [1]. Carefully incise the fascia between the deep cervical lymph node and surrounding tissues, avoiding damage to both the node and its afferent lymphatic vessel [2].
3.2.1. LAB MEDIA:  69201_Video 1.MOV 03:35 – 03:41
3.2.2. LAB MEDIA:  69201_Video 1.MOV 03:41 – 03:50

3.3. Ensure that the preauricular facial vein and the deep cervical lymph node are close to each other to minimize tension after anastomosis [1].
3.3.1. LAB MEDIA:  69201_Video 1.MOV 04:10 – 04:19

3.4. Next, make an incision at the distal end of the deep cervical lymph node [1]. Ensure that the width of the incision is smaller than or similar to the diameter of the preauricular facial vein, so that the blood flow in the vein is not significantly affected [2].
3.4.1. LAB MEDIA:  69201_Video 1.MOV 06:56 – 07:03
3.4.2. LAB MEDIA:  69201_Video 1.MOV 07:03 – 07:13

3.5. Using a 12-0 (12-oh) nylon suture, anastomose the proximal end of the preauricular facial vein incision to the proximal end of the deep cervical lymph node incision [1].
3.5.1. LAB MEDIA:  69201_Video 1.MOV 07:45 – 07:55

3.6. Continue to expand the incision length of the preauricular facial vein to the distal end so that it is slightly larger than the length of the deep cervical lymph node incision [1].
3.6.1. LAB MEDIA:  69201_Video 1.MOV 09:18 – 09:28

3.7. Then, pass the needle sequentially through the outer edge of the deep cervical lymph node transection and the inner edge of the preauricular facial vein incision, thereby pulling the lymph node transection into the lumen of the vein [1].
3.7.1. LAB MEDIA:  69201_Video 1.MOV 09:40 – 09:80 and 10:25-10:36

3.8. Perform a continuous suture from the inferior to the superior edge of the deep cervical lymph node transection [1]. Administer heparin sodium once more just prior to completing the final suture to prevent thrombus formation within the preauricular facial vein lumen [2]. Maintain appropriate tension on the suture during the continuous closure to ensure a secure closure and prevent subsequent leakage [3].
3.8.1. LAB MEDIA:  69201_Video 1.MOV 14:50 – 15:00
3.8.2. LAB MEDIA:  69201_Video 1.MOV 15:20 – 15:29
3.8.3. LAB MEDIA:  69201_Video 1.MOV 17:06 – 17:15


4. Lymphatic Vessel-Vein Anastomosis
Demonstrator: Click here to enter name of demonstrator(s)

4.1. Transect the afferent lymphatic vessel and preserve the surrounding tissue to serve as a suture anchor point [1].
4.1.1. LAB MEDIA:  69201_Video 2.MOV 00:43 – 00:50

4.2. Using a 12-0 suture needle, insert it about 2 millimeters proximal to the preauricular facial vein incision and advance it to exit through the opening of the vein incision [1].
4.2.1. LAB MEDIA:  69201_Video 2.MOV 04:40 – 04:51

4.3. Enter the tissue near the stump of the afferent lymphatic vessel with the suture needle to catch the vessel [1].
4.3.1. LAB MEDIA:  69201_Video 2.MOV 05:18 – 05:24

4.4. Now, pass the needle into the preauricular facial vein incision and out through its proximal edge [1], then tie the suture to fix the afferent lymphatic vessel stump within the lumen of the vein [2].
4.4.1. LAB MEDIA:  69201_Video 2.MOV 05:58 – 06:20
4.4.2. LAB MEDIA:  69201_Video 2.MOV 06:36 – 06:45

4.5. Completely insert the afferent lymphatic vessel stump into the lumen of the preauricular facial vein, orienting it toward the proximal direction to maintain physiological drainage [1].
4.5.1. LAB MEDIA:  69201_Video 2.MOV 06:24 – 06:35

4.6. Finally, suture the surrounding tissue near the stump of the afferent lymphatic vessel to the inner edge of the preauricular facial vein incision to provide external fixation [1] and give heparin sodium before the last stitch to keep the preauricular facial vein lumen free of clot [2].
4.6.1. LAB MEDIA:  69201_Video 2.MOV 08:05 – 08:13
4.6.2. LAB MEDIA:  69201_Video 2.MOV 08:13 – 08:17



Results
Please review this section to make sure that it accurately reflects your findings.
· You/Your videographer does not have to record this section. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 102.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 

5.1. In deep cervical lymph node-vein anastomosis, the average hue angle of the post-anastomosis posterior facial vein was biased towards the blue tone at 278.2 degrees [1], compared to the adjacent anterior facial vein at 327.9 degrees [2], and showed a greater difference than the pre-anastomosis posterior facial vein at 24.8 degrees [3].
5.1.1. LAB MEDIA: Figure 3E. Video editor: Highlight the  value labeled “PFV-2=278.2°” 
5.1.2. LAB MEDIA: Figure 3E. Video editor: Highlight the value labeled AFV=327.9°.
5.1.3. LAB MEDIA: Figure 3E. Video editor: Highlight the value labeled PFV-1=24.8°.

5.2. For deep cervical lymphatic vessel-vein anastomosis, the average hue angle of post-anastomosis posterior facial vein was 282.4 degrees, showing a stronger blue tone [1] than the adjacent anterior facial vein at 303.7 degrees [2], and the difference was more distinct than the pre-anastomosis posterior facial vein at 39.6 degrees [3].
5.2.1. LAB MEDIA: Figure 3J. Video editor: Highlight the value labeled PFV-2=282.4°.
5.2.2. LAB MEDIA: Figure 3J. Video editor: Highlight the value labeled AFV=303.7°.
5.2.3. LAB MEDIA: Figure 3J. Video editor: Highlight the value labeled PFV-1=39.6°.
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