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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:  09
Number of Shots:  30

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 Xuzhou University Animal Care and Use Committee


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. Training for Tube Competition, Winner Screening, and CD1 Aggressor Screening
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, place a 10-centimeter-long, 26-millimeter internal diameter acrylic tube in each cage of female subject mice and winner candidates to allow them to acclimate and learn to pass through it over 3 days [1-TXT].
2.1.1. WIDE: Talent placing an acrylic tube in the cage of a female subject mouse. TXT: Handle the mice for 1 – 2 min/day for 3 days to reduce stress from unfamiliar experimenters
2.2. To train mice for tube competition, gently grasp the tail of each mouse and place it on the table [1]. Then, hold the mouse by the tail and place it at one end of the tube [2]. Release the tail once the mouse enters the tube [3] and allow it to pass through voluntarily [4]. Now, place the mouse at the opposite end of the tube and repeat the same procedure [5]. Return the mouse to its home cage [6].

2.2.1. Talent picking up a female mouse by its tail and placing it gently on the table.
2.2.2. Talent holding the mouse by the tail and placing it at one end of the acrylic tube.
2.2.3. Talent releasing the tail as the mouse enters the tube.
2.2.4. The mouse walks through the tube.
2.2.5. Talent placing the mouse at the other end of the tube and releasing the tail as the mouse enters the tube.
2.2.6. Talent placing the mouse back into its home cage.

2.3. For winner screening, draw a visible middle line on the tube [1]. Hold both mice by their tails and place them at opposite ends of the tube [2]. Allow them to enter and meet at the midpoint [3], then simultaneously release them and start the timer [4]. Identify the winner as the mouse that pushes the other out of the tube and award it 1 point [5-TXT]. 

2.3.1. Talent drawing a visible middle line on the tube.
2.3.2. Talent holding two mice by their tails and positioning them at opposite ends of the tube.
2.3.3. Mice approaching each other at the midpoint inside the tube.
2.3.4. The mouse being released and the talent starting the timer.
2.3.5. One mouse pushing the other out of the tube. TXT: Reverse the mice’s starting positions and score the outcome again

2.4. Return both mice to their home cage [1-TXT]. Rank the mice based on their total scores [2].

2.4.1. Talent placing both mice back into their home cage. TXT: Use a round-robin format to match each mouse with other cage mates
2.4.2. Talent analyzing a ranking chart or table where the total scores of mice are being updated and sorted. Authors: In this shot, if possible, open a ranking chart or a table containing scores on a computer and instruct the videographer to record the talent looking at the scores or analyzing them.

2.5. For CD1 (C-D-one) aggressor screening, place a C57BL/6J male mouse directly into the home cage of a CD1 male for 3 minutes [1]. Record the latency to the first attack, the number of attacks, and the duration of aggressive behaviors within the 3-minute period as indicators of aggressiveness [2]. Authors: How do you want to pronounce C57BL/6J?

2.5.1. Talent placing a C57BL/6J male mouse into a cage containing a CD1 male.
2.5.2. Talent reviewing the data logging interface (such as a table or a chart) displaying the above-mentioned recorded metrics. Videographer: Please make sure the computer screen and the talent reviewing the data both are visible in this shot.

3. Modeling Procedure for Inducing Social Stress in Mice
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Place a Multiple Integrated Social Stress or MISS mouse and a "winner" mouse at opposite ends of the tube [1] so that they walk forward and meet at the midpoint [2]. Switch the positions of the two mice and repeat the interaction [3]. Return both the MISS and “winner” mice to their home cages [4-TXT]. Authors: How do you want to pronounce MISS? “Miss” or “M-I-S-S”?

3.1.1. Talent placing the MISS mouse and the winner mouse at opposite ends of the tube.
3.1.2. The mice walk forward and meet at the midpoint.
3.1.3. Talent switching the mice’s positions and the mice walk forward and meet at the midpoint.
3.1.4. Talent placing both mice back into their home cages. TXT: Introduce a novel winner mouse and repeat with the same MISS mouse
3.1.5. Talent introducing a new "winner" mouse and repeating the interaction setup with the same MISS mouse.

3.2. For the modified vicarious social defeat stress modeling, place a female MISS mouse inside a CD1 aggressor’s cage, confined beneath a perforated acrylic cover, to allow vicarious observation of aggressive interactions [1]. Introduce a male C57BL/6J intruder mouse into the cage [2] to be physically attacked by the CD1 mouse for 10 minutes [3]. After 10 minutes, remove the male intruder [4] and allow the female MISS mouse an additional 5 minutes of sensory exposure to the CD1 mouse [5]. Return the MISS mouse to its home cage [6].

3.2.1. Talent placing a female MISS mouse inside a CD1 aggressor’s cage, confined beneath a perforated acrylic cover.
3.2.2. Talent introducing the male C57BL/6J intruder mouse into the cage.
3.2.3. The CD1 mouse attacking the male C57BL/6J intruder mouse.
3.2.4. Talent removing the intruder mouse.
3.2.5. A shot of the MISS mouse staying under the cover inside the cage, observing the CD1 mouse.
3.2.6. Talent returning the MISS mouse to her home cage.

3.3. To model inescapable overcrowding stress, place an opaque sleeve inside a standard cage containing bedding [1]. Introduce 12 to 15 female mice, either all MISS mice or mixed with other females, into the sleeve for 30 minutes daily [2].

3.3.1. Talent positioning the opaque sleeve inside a cage with bedding.
3.3.2. A shot of a group of female mice into the sleeve.

3.4. For social isolation, house MISS mice individually when they are not undergoing social competition failure, vicarious defeat stress, or overcrowding stress, for the remainder of the 10-day modeling period [1].

3.4.1. Talent placing a single MISS mouse into an individual cage, isolating it from other mice.

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: 157.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Representative Results 

4.1. The sucrose preference test, which evaluates anhedonia by measuring preference for a sweet solution over water [1], showed that sucrose preference was significantly lower in MISS-exposed mice compared to naïve controls [2].
4.1.1. LAB MEDIA: Figure 3B.
4.1.2. LAB MEDIA: Figure 3B, 3C. Video Editor: Highlight the blue bar in 3C.
4.2. Total liquid intake in the sucrose preference test, including both water and sucrose, did not differ significantly between MISS and naïve mice, indicating that the reduced sucrose preference was not due to altered fluid consumption [1].
4.2.1. LAB MEDIA: 3D.
4.3. The tail suspension test, which assesses behavioral despair by measuring passive immobility, revealed that [1] MISS-exposed mice had significantly longer immobility times than naïve mice [2].
4.3.1. LAB MEDIA: Figure 3E.
4.3.2. LAB MEDIA: Figure 3E, 3F. Video Editor: Highlight the blue bar in 3F.
4.4. Additionally, the open field test, used to evaluate anxiety by measuring the time spent in the center of an open arena, showed that [1] MISS-exposed mice spent significantly less time in the central zone compared to naïve mice [2].
4.4.1. LAB MEDIA: Figure 4A,
4.4.2. LAB MEDIA: Figure 4A, 4B. Video Editor: Highlight the blue bar in 4B.
4.5. The elevated plus maze, which measures anxiety through avoidance of open arms, showed that [1] MISS-exposed mice spent significantly less time in the open arms than naïve controls [2].
4.5.1. LAB MEDIA: Figure 4D.
4.5.2. LAB MEDIA: Figure 4D, 4E. Video Editor: Highlight the blue bar in 4E.
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