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Author Questionnaire
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.
Enter make and model of microscope.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter Yes or No.
If Yes, we will need you to record using screen recording software.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, please upload all screen-captured video files to your project page as soon as possible.

3. Filming location: Will the filming need to take place in multiple locations?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.

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:  21
Number of Shots:  42

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: 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 30 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 30 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 30 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 30 or fewer words.

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 30 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 30 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 30 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 30 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 30 or fewer words.
What research questions will your laboratory focus on in the future?
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 30 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.

Testimonial Questions (OPTIONAL): 

Videographer: 

· Please ensure that all testimonial shots are captured in a wide-angle format, while also maintaining sufficient headspace, given that the final videos will be rendered in a 1:1 aspect ratio.
· Also, kindly note that testimonial statements will be presented live by the authors, offering their spontaneous perspectives.

· Note: Testimonial statements will not appear in the video but may be featured in our promotional materials.
· Provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author delivering the testimonial. This will appear in our journal’s promotional materials.
· During the shoot, the author should speak naturally in their own words, using complete sentences and a conversational tone—no script will be provided.

How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: (authors will present their testimonial statements live)
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. Enter author name, Enter author title: (authors will present their testimonial statements live)


Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee (IACUC) at the Paris Brain Institute



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.) with purple font 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 the videographer will capture. 

2. Preoperative Preparation for Jugular Vein Surgery in Mice
Demonstrator: Click here to enter name of demonstrator(s) 

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, transfer female C57Bl6/J (C-Fifty-seven-B-L-Bar-6-J) mice aged 6 to 8 weeks and weighing approximately 20 grams into the experimental room [1].
2.1.1. WIDE: Talent gently lifting a C57Bl6/J mouse from a cage and placing it in the experimental room.
2.2. Using insulin needles sized 30 to 31 gauge, administer the subcutaneous injections for each mouse [1]. 
2.2.1. Talent using a 30–31 G insulin needle to inject subcutaneously.
AUTHORS: This is a representative action. Please perform any 1 injection
AND
TEXT ON PLAIN BACKGROUND:
Buprenorphine 0.1 mg/kg (12.5 µg/mL; 200 µL)
Carprofen 20 mg/kg (50 mg/mL, diluted 1:20 in sterile 0.9 % NaCl; 200 µL)
Sodium Chloride 0.9 % (200 µL) for pre-anesthesia hydration.
Video Editor: Please play both shots side by side

2.3. After anesthetising the animal, remove the fur from the mouse's neck at the surgical site using a depilatory cream [1-TXT]. Then apply ophthalmic gel on both eyes of the mouse to prevent dryness during surgery [2].
2.3.1. Talent applying depilatory cream to the mouse's neck and removing fur. TXT: Turn on isoflurane flow to the anesthetic nose mask
2.3.2. Talent applying ophthalmic gel to the mouse’s eyes.
2.4. Position the mouse in a supine posture on sterile drapes placed over a heating pad [1]. Make sure the mouse's head is fully enclosed within the anesthetic nose mask [2].
2.4.1. Talent gently placing the mouse on its back on drapes above a heating pad.
2.4.2. Talent adjusting the mouse’s head into the nose cone until completely covered.
2.5. Extend the forepaws at approximately 90 degrees from the body axis for optimal neck exposure [1]. Then tape the hind paws in alignment with the body axis to stabilize the mouse during the procedure [2].
2.5.1. Talent pulling the forepaws outward and aligning them.
2.5.2. Talent taping hind paws in straight alignment with the torso.
2.6. Use surgical tape to further stabilize the mouse's paws [1]. Ensure the head remains extended. If needed, gently insert a pair of forceps into the mouth to maintain this position [2].
2.6.1. Talent reinforcing paw position with surgical tape.
2.6.2. Talent extending the head and inserting forceps gently into the mouth. 
2.7. Verify the depth of anesthesia by gently pinching the mouse’s tail or paw [1]. Monitor the mouse's body temperature using a rectal probe [2] and adjust the heating pad to maintain a constant temperature of 37 degrees Celsius [3].
2.7.1. Talent performing a toe or tail pinch and observing the absence of reflex.
2.7.2. Talent inserting a rectal probe into the mouse.
2.7.3. Talent adjusting the heating pad accordingly.
2.8. To disinfect the surgical field, apply povidone-iodine scrub with a sterile cloth [1], rinse the area with sodium chloride-soaked cotton swabs using three passes [2], then dry and apply povidone-iodine solution [3].
2.8.1. Talent scrubbing the neck region with povidone-iodine using sterile cloth.
2.8.2. Talent rinsing the site with sodium chloride-soaked swabs three times.
2.8.3. Talent drying the site and applying povidone-iodine solution.
3. Surgical Exposure and Ligation of the Jugular Vein in Mice
Demonstrator: Click here to enter name of demonstrator(s)
3.1. Make a longitudinal skin incision approximately 1.5 centimeters long using small surgical scissors along the midline of the ventro-cervical region, about 5 millimeters above the sternal manubrium [1]. Using two fine forceps, gently separate the submandibular glands along the midline to access the underlying vessels [2], then perform blunt dissection to release the superficial and pre-tracheal layers of the cervical fascia [3].
3.1.1. Talent making a precise midline incision above the sternal notch using small surgical scissors.
3.1.2. Talent using fine forceps to spread apart the submandibular glands.
3.1.3. Talent performing blunt dissection to release fascia layers.
3.2. Carefully displace surrounding tissues using small blunt retractors to improve visibility of the surgical field [1].
3.2.1. Talent placing blunt retractors to open the surgical field.
3.3. Now identify the external jugular veins located just above the thoracic cage, laterally, where they lie superficially [1]. Dissect each vein carefully starting from its caudal portion above the thoracic cage and extending approximately 1 centimetre cranially [2].
3.3.1. Talent pointing to the external jugular veins located bilaterally near the thoracic inlet.
3.3.2. Talent dissecting external jugular veins cranially.
3.4. Dissect the fascia connecting the tracheal and lateral neck muscles using fine forceps [1]. Then use retractors to gently move the sternocleidomastoid muscle laterally and the pretracheal muscles medially [2]. 
3.4.1. Talent dissecting fascia between trachea and neck muscles using fine forceps.
3.4.2. Talent placing retractors to separate the sternocleidomastoid and pretracheal muscle groups.
3.5. Now, gently pinch and elevate the fascia to separate the internal jugular vein from surrounding structures with minimal tissue manipulation [1].
3.5.1. Talent isolating internal jugular vein by carefully elevating the fascia.
3.6. For jugular vein ligation, slide ultrafine forceps beneath the dissected vessel to isolate it and remove any remaining connective tissue [1]. Hold a 6.0 (Six-zero) braided suture without a needle with the forceps tips and pass it behind the jugular vein while gently lifting the vein with a semi-blunt forceps [2].
3.6.1. Talent sliding ultrafine forceps under the jugular vein to clean connective tissue.
3.6.2. Talent threading the suture behind the vein using forceps while elevating it.
3.7. Perform a surgeon's knot by crossing the ends of the suture material and tightening it to secure the vessel [1]. Make two to three additional throws to ensure a firm knot [2].
3.7.1. Talent tying a surgeon’s knot securely around the jugular vein.
3.7.2. Talent completing the knot with multiple throws.
3.8. Place the dissected tissues back in their original anatomical positions [1]. Then gently grasp the edges of the skin incision using forceps to expose them clearly [2].
3.8.1. Talent repositioning internal tissues back into place.
3.8.2. Talent holding skin edges apart with forceps.
3.9. Ensure both edges of the incision are clean and well-aligned [1]. Hold a non-absorbable 5.0 (Five-zero) polypropylene suture thread with the needle holder at the swaged part of the needle [2].
3.9.1. Talent aligning and inspecting incision edges.
3.9.2. Talent positioning the needle in the holder at the swaged junction.
3.10. Then insert the needle at one end of the incision, about 3 to 5 millimeters from the edge, at a 90-degree angle to the tissue surface [1]. Move the needle evenly through both sides of the tissue [2]. 
3.10.1. Talent inserting needle perpendicular to tissue surface.
3.10.2. Talent guiding needle through both incision edges.
3.11. Tie the first knot gently, avoiding excessive tension on the tissue [1]. Make two additional throws to secure the knot [2]. Trim the suture ends, leaving 1 to 2 millimeters beyond the knot [3].
3.11.1. Talent tying the first gentle knot.
3.11.2. Talent completing additional throws for knot stability.
3.11.3. Talent trimming suture ends with scissors.
3.12. Repeat the suturing procedure to completely close the incision with six evenly spaced stitches placed at intervals of approximately 0.25 centimeters [1].
3.12.1. Talent closing the incision with six well-aligned sutures along its length.
3.13. After the surgery, place the animal in a heated recovery chamber [1]. Monitor the animal's respiration visually for 2 minutes every 5 minutes until full recovery of consciousness [2]. Ensure the animal receives adequate warmth throughout the recovery period [3].
3.13.1. WIDE: Talent transferring the mouse into a pre-warmed recovery chamber.
3.13.2. Talent crouching near the recovery chamber and observing the mouse’s breathing.
3.13.3. Talent adjusting the heat settings or repositioning the mouse under the heating source.

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. 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.

4. Results 

4.1. Immediately after ligation, the external jugular vein appeared dilated upstream of the ligation site [1], while the downstream segment collapsed and turned pale due to obstructed blood outflow [2].
4.1.1. LAB MEDIA: Figure 2. Video editor: Highlight the thick, bulging vessel above the white arrow in the boxed region in Figure 2B
4.1.2. LAB MEDIA: Figure 2. Video editor: Highlight the flattened, pale segment of the vein shown by the black arrow in the boxed region in Figure 2B
4.2. Among the mice that underwent jugular vein ligation surgery, 77.5% developed visible swelling of the face and head by 1 day post-surgery [1], which partially resolved in 15.3% by day 7 [2], and fully resolved in all animals by day 14 [3].
4.2.1. LAB MEDIA: Figure 3. Video editor: Highlight the mouse on the right labeled "After JVL-surgery" showing facial swelling in 3A
4.2.2. LAB MEDIA: Figure 3. Video editor: Highlight the point at day 7 on the line graph in 3B
4.2.3. LAB MEDIA: Figure 3. Video editor: Highlight the point at day 14 in 3B
4.3. Magnetic resonance venography with 3D reconstruction revealed clear enlargement of the extracranial facial veins two days after jugular vein ligation surgery, confirming successful redirection of blood flow [1].
4.3.1. LAB MEDIA: Figure 4. Video editor: Highlight the blue venous structures on 4B
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