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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:  20
Number of Shots:  32 

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): 

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. 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 50 or fewer words.
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: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.


Ethics Title Card
This research has been approved by the Animal Ethics Committee at the Longhua Hospital 


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 the videographer will capture. 

2. Subarachnoid Hemorrhage (SAH) Induction in Mouse
Demonstrator: Click here to enter name of demonstrator(s) 


2.1. To begin, place the mouse on a heating pad preheated to 37 degrees Celsius and maintain this temperature until the surgery is completed [1].  
2.1.1. WIDE: Talent placing the mouse on the heated pad and monitoring the temperature.

2.2. After positioning the mouse in a supine position, secure all the limbs using tape [1-TXT].  
2.2.1. Talent taping each limb of the supine anesthetized mouse. 
TXT: Anesthesia: 
Induction: 2 - 2.5% Isoflurane
Maintenance: 1 - 1.5% Isoflurane (0.4 - 0.6 L/min flow rate)

2.3. Now, using scissors, incise the skin along the midline of the anterior neck [1].  Dissect the connective tissue and expose the left common carotid artery and its bifurcations [2].  
2.3.1. Talent performing a precise incision along the anterior neck midline with scissors.
2.3.2. Talent using forceps to spread tissue and reveal the common carotid artery and its branches.

2.4. Loop the common carotid artery with a 6-0 (6-oh) nylon suture [1] and leave both ends free without tying them [2].  
2.4.1. Talent looping the suture around the artery.
2.4.2. Shot of the end of the suture left free.

2.5. Then, attach both ends of the suture to tape [1] and gently pull them downward and to the right at a 45-degree angle from the horizontal [2]. Now, secure the tape to the operating table to temporarily block the artery [3].  
2.5.1. Talent attaching both ends of the suture to tape.
2.5.2. Talent pulling them downward and to the right at a 45-degree angle from the horizontal.
2.5.3. Talent securing the tape to the operating table .

2.6. Next, ligate the external carotid artery using a nylon suture [1].  
2.6.1. Talent tying off the external carotid artery with a nylon suture.

2.7. Using an electrocautery pen, fuse the external carotid artery distal to the ligation site [1]. Pull the artery downward to expose the internal carotid artery and align both vessels into a straight line [2].  
2.7.1. Talent sealing the distal artery with the electrocautery pen.  
2.7.2. Talent gently pulling and aligning the external and internal carotid arteries in a straight line.

2.8. With a sharpened tip of the filament, locate the black mark positioned 8 millimeters from the tip [1].  
2.8.1. Talent trimming the filament and checking the placement of the 8 millimeter mark.

2.9. Use scissors to make a small incision for inserting the filament into the external carotid artery [1] and insert the filament using forceps [2].  
2.9.1. Talent making the incision with scissors near the artery.  
2.9.2. Talent inserting the filament precisely using forceps.

2.10. Slowly advance the filament with forceps until the black mark passes completely through the carotid bifurcation [1]. Then, advance it an additional 2 millimeters to perforate the vessel [2].  
2.10.1. Talent guiding the filament through the artery to the marked position.
2.10.2. Shot of slightly advancing further and inducing perforation of the vessel.

2.11. Immediately retract the filament following perforation [1].  
2.11.1. Talent quickly pulling the filament back after completing the perforation.

2.12. Then, fuse the external carotid artery using an electrocautery pen [1].  
2.12.1. Talent applying the electrocautery pen to seal the external carotid artery.

2.13. Remove the tape and withdraw the nylon suture from the common carotid artery to restore blood flow [1] and observe the clear pulsation of the artery [2].  
2.13.1. Talent removing the securing tape and gently pulling out the nylon suture.
2.13.2. Shot of the artery’s pulsation.

2.14. Now, close the neck incision using 5-0 (5-oh) absorbable sutures [1].  
2.14.1. Talent stitching the neck incision with 5-0 absorbable sutures.

2.15. For the sham group, perform the identical surgical procedures but only advance the filament partially into the internal carotid artery and withdraw it without causing a puncture [1].  
2.15.1. Talent demonstrating partial advancement and withdrawal of the filament, without vessel puncture. Authors: Do you wish to show this step with another animal or should we simply move this information as text only?


3. Post-Operative Procedures and Tests
Demonstrator: Click here to enter name of demonstrator(s)
3.1. 24 hours post-surgery, assess neurological performance using a modified scoring system in a blinded manner [1]. Evaluate spontaneous activity, movement of all limbs, forelimb strength, ability to climb a wire cage, tactile response on both sides of the trunk, and reaction to vibrissae stimulation [2].  
3.1.1. Talent examining the animal after surgery.
3.1.2. LAB MEDIA: Table 1.

3.2. After anesthetizing the mouse, place the mouse in a supine position [1-TXT] and tape its limbs to the surgical table [2]. Using scissors, make a midline abdominal incision, cut through the abdominal wall, and carefully expose the thoracic cavity [4]. Then, cut the sternum to reveal the heart [4].  
3.2.1. Talent positioning the anesthetized mouse supine on the operating table. TXT: Anesthesia: Isoflurane
3.2.2. Talent taping the mouse limbs.
3.2.3. Talent performing abdominal and thoracic incisions.
3.2.4. Talent cutting the sternum, exposing the heart. 

3.3. Now, carefully insert the infusion needle into the left ventricle, ensuring it remains stable and does not puncture the heart [1].  
3.3.1. Talent guiding the infusion needle into the ventricle with precision, checking for stability.

3.4. Begin perfusion using precooled 1x PBS at 4 degrees Celsius at a flow rate of approximately 10 milliliters per minute [1-TXT].  
3.4.1. Talent operating the perfusion. TXT: Continue until the exiting liquid turns clear

3.5. Once perfusion is complete, remove the infusion needle and stop the fluid flow. Proceed with the collection of brain tissue [1].  
3.5.1. Talent extracting the needle and picking up tools for brain extraction procedure.



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: 49.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Representative Results 

4.1. The average neurological score 24 hours after surgery was significantly lower in the subarachnoid hemorrhage group compared to the sham group [1].
4.1.1. LAB MEDIA: Figure 2. Video editor: Highlight the SAH data points.

4.2. Blood clots visibly accumulated around the circle of Willis in the subarachnoid hemorrhage group [1], while no such accumulation was observed in the sham group [2].
4.2.1. LAB MEDIA: Figure 3B. Video editor: Zoom in on the right panel (SAH) showing red clots
LAB MEDIA: Figure 3B. Video editor: Zoom in on the left panel (sham).
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