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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.


4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.  
If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position


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: 08
Number of Shots: 18 

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 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 30 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.
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This research has been approved by the Ethics Committee at the Institut Curie CEEA-IC



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. Sciatic Nerve Injection Procedure
Demonstrator: Click here to enter name of demonstrator(s) 


2.1. To begin, place the anesthetized mouse on its right side and gently spread its hind legs apart [1-TXT] and cover the surgical area with a sterile drape before making the incision [2].
2.1.1. WIDE: Talent positioning the anesthetized mouse on its right side and gently spreading its hind legs. TXT: Anesthesia: Ketamine (80 mg/kg); Xylazine (15 mg/kg); i.p
2.1.2. Talent placing a sterile drape over the surgical area.

2.2. Use povidone-iodine followed by 70 percent ethanol to prepare a sterile surgical field [1].
2.2.1. Talent applying povidone-iodine to the surgical area.

2.3. Then, with a number 15 scalpel, make a 5-millimeter skin incision parallel to the femur [1]. Use fine forceps and micro scissors to gently separate the underlying muscle layers while avoiding damage to blood vessels [2]. Identify the sciatic nerve as a white, cord-like structure located medial to the femur [3].
2.3.1. Talent using a No.15 scalpel to make a small skin incision along the femur.
2.3.2. Talent using fine forceps and micro scissors to dissect muscle layers carefully.
2.3.3. Close-up shot of the exposed sciatic nerve, showing its distinct white cord-like appearance.

2.4. Next, take the cell suspension to be injected in a 1.5-milliliter tube [1] and gently flick the tube to resuspend any settled cells [2]. Load 4 microliters of the suspension into a 10 microliter Hamilton syringe fitted with a 33-gauge needle [3].
2.4.1. Talent picking up the tube with suspension from storage rack.
2.4.2. Talent flicking a 1.5 milliliter tube to resuspend cells.
2.4.3. Talent loading 4 microliters of cell suspension into a 10 microliter Hamilton syringe with a 33 gauge needle.

2.5. Now, insert the needle parallel to the sciatic nerve axis to a depth of approximately 2 millimeters [1] and inject the suspension slowly over 45 to 60 seconds, avoiding any tension or movement of the nerve during injection [2].
2.5.1. Talent inserting the needle alongside the sciatic nerve.
2.5.2. Talent pushing the plunger of the syringe.

2.6. Perform the injection without stretching the sciatic nerve and do not use clamps [1]. Wait for 10 to 15 seconds before slowly withdrawing the needle to minimize reflux [2].
2.6.1. Shot of the injection site with the needle held still.
2.6.2. Talent slowly withdrawing the needle from the site.

2.7. Ensure that the sciatic nerve appears slightly swollen at the injection site with no leakage or discoloration [1]. A stable nerve appearance without extravasation confirms a successful injection [2].
2.7.1. Close-up shot of the sciatic nerve showing slight swelling and no visible leakage.
2.7.2. Talent pointing to the nerve without extravasation.

2.8. Finally, close the surgical incision using 3 to 4 simple interrupted sutures with non-absorbable material to avoid inflammation [1] and administer Meloxicam at 5 milligrams per kilogram subcutaneously immediately after the surgery [2].
2.8.1. Talent suturing the incision site using the specified suture technique.
2.8.2. Talent administering a subcutaneous injection of Meloxicam to the mouse

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: 86.
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 

3.1. Bioluminescence imaging showed localized signal at the sciatic nerve as early as day 5 post-injection, indicating successful tumor engraftment [1], with exponential signal increase by day 33, reflecting progressive tumor growth [2].
3.1.1. LAB MEDIA: Figure 1A. Video editor: Highlight the bright bioluminescent region in the left leg of both mice at day “5”
3.1.2. LAB MEDIA: Figure 1A. Video editor: Highlight the expanded, more intense bioluminescent region in the left leg of the mice at day “33”

3.2. Dissection of the sciatic nerve at day 33 revealed a clearly visible, well-integrated tumor mass without signs of abscess formation [1], consistent with the bioluminescence imaging [2].
3.2.1. LAB MEDIA: Figure 1B. Video editor: Highlight the large, bulging tumor at the sciatic nerve pointed by the red arrow
3.2.2. LAB MEDIA: Figure 1B. Video editor: Highlight the excised tumor mass on the right-hand image

3.3. Hematoxylin and eosin staining confirmed the presence of tumor tissue within the sciatic nerve, showing dense cellularity and focal invasion in all three representative samples [1].
3.3.1. LAB MEDIA: Figure 2. 
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