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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: 12
Number of Shots: 29 

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 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.


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


Ethics Title Card
This research has been approved by the Animal Care and Use Committee at Beijing University of Chinese Medicine



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. Assessment of Poststroke Depression and Antidepressant Interventions in a Rat Model Using Behavioral Tests
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.
AUTHORS: Please note that all pronunciation guides are given in red, italics. Kindly go through the same and change where necessary.
2.1. To begin, perform behavioral restraint and isolation housing on post-middle cerebral artery occlusion day 7 to avoid the acute stroke phase [1]. Prepare the custom T-shaped restraint platform [2-TXT].
2.1.1. WIDE: Talent preparing animals for restraint and isolation housing on post-middle cerebral artery occlusion day 7.
2.1.2. Talent assembling the T-shaped restraint platform using measured components. TXT: Dimensions: Base: 20 cm x 10 cm x 2.8 cm;
Restraint area: 22 cm x 6.6 cm
2.2. Ensure the restraint area contains slots for fixing the rat’s head and limbs and three adjustable straps to fit different rat sizes [1].
2.2.1. Talent inserting adjustable straps and aligning the slots designed for the head and limbs on the platform.
2.3. At any random 2-hour window each day, secure each rat to the platform using the slots [1] and strap then adjust the tightness to prevent struggling without causing respiratory suppression [2-TXT]. 
2.3.1. Talent securing a rat on the restraint platform.
2.3.2. Shot of the straps being carefully adjusted. TXT: Restrain for 2 h every day for 7 days
2.4. Transfer rats initially grouped in 5  to individual cages at the start of behavioral restraint [1]. Maintain single housing until behavioral restraint is completed on post-middle cerebral artery occlusion day 14 [2].
2.4.1. Talent moving each rat from a shared cage to individual single housing cages.
AND
TEXT ON PLAIN BACKGROUND:
Groups of 5
PSD: Poststroke Depression
FXT: Fluoxetine Hydrochloride
YNJP: Yi-Nao-Jie-Yu Prescription

Video Editor: please play both shots side by side in a split screen
2.4.2. Shot of  singly housed rats in individual cages.
2.5. For the sucrose consumption test, randomly select 6 rats from the groups at 2, 4 and 8 weeks post-middle cerebral artery occlusion [1] Fast and deprive the rats of water for 24 hours before the sucrose consumption test [2]. Ensure the testing room temperature is maintained at 23 plus or minus 2 degrees Celsius and the lighting matches the housing environment [3].
2.5.1. Shot of random rats being selected from labeled cages with rats at 2-8 weeks post MCAO. 
2.5.2. Talent removing food and water from the cages. 
2.5.3. Talent checking the testing room thermostat and lighting to confirm environmental consistency.
2.6. Then place two 150-milliliter bottles in each cage, one containing tap water and the other containing 1 percent sucrose solution [1]. After 1 hour of free drinking, record the volumes of sucrose solution and water consumed [2].
2.6.1. Talent placing the two labeled bottles in each rat's cage. 
2.6.2. Talent measuring and documenting the volume of liquid consumed from each bottle after 1 hour.
2.7. To calculate sucrose preference, use the given formula [1]. Swap the positions of the two bottles halfway through the drinking period to eliminate position bias [2].
2.7.1. TEXT ON PLAIN BACKGROUND:
Sucrose preference (%) = (Volume of sucrose solution consumed / Total volume consumed) × 100%
2.7.2. Talent switching the positions of the two bottles during the 1-hour test.
2.8. For the open-field test, set up a black square box with the floor divided into 25 equal grids [1]. Keep the testing room quiet and dimly lit [2].
2.8.1. Talent placing the open-field apparatus on the floor and ensuring the grid layout is clear. 
2.8.2. Talent turning off overhead lights and closing doors to maintain a dim, quiet environment.
2.9. Place each rat in the center grid of the box and start a 5-minute timer [1]. Record horizontal activity as the number of grid crossings using three-fourths of the paws in a new grid [2-TXT], and vertical activity as the number of rears with two-fourths of the paws off the floor [3]. Optionally, record time spent in the central grids and grooming frequency for additional behavioural insights [4].
2.9.1. Talent placing a rat in the center grid and starting a stopwatch. 
2.9.2. Shot of rat performing horizontal activity. TXT: Use handheld counters for counting
2.9.3. Shot of rat performing vertical activity
2.9.4. Talent observing and recording central grid time and grooming behavior.
Videographer: Please note that this is an optional step 
2.10. To conduct the forced swim test, first fill a glass cylinder with water [1-TXT]. Adjust the water temperature to 25 plus or minus 1 degree Celsius [2].
2.10.1. Talent filling the glass cylinder with water and checking the depth. TXT: Ensure water level is high enough that rat cannot touch the bottom with its feet
2.10.2. Talent using a thermometer to verify the water temperature.
2.11. Place each rat in the cylinder and let it swim for 5 minutes [1]. Record the total immobility time during the 5 minutes [2]. Define immobility as passive floating with only minimal movements to keep the nose above water [3] and activity as limb paddling or wall-scratching [4].
2.11.1. Talent gently placing a rat into the cylinder. 
2.11.2. Talent monitoring and timing the duration of immobility. 
2.11.3. Shot of animal showing passive floating.
2.11.4. Shot of animal showing limb padding or wall-scratching.
2.12. After the test is complete, remove the rat from the cylinder [1], dry it with a towel [2], and place it under a heating lamp set to 30 plus or minus 2 degrees Celsius for 30 minutes to prevent hypothermia [3].
2.12.1. Shot of rat being removed from the cylinder.
2.12.2. Talent drying the rat with a towel. 
2.12.3. Talent positioning dried rat under a heating lamp.

2.12.4. 

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: 208.
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 
AUTHORS: Please confirm that the results are accurately summarized
3.1. At 4 weeks, the immobility time of post-stroke depression rats in the Forced Swim Test was significantly higher than that of stroke group rats [1].
3.1.1. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “PSD group” and “Stroke group”  at “4 Weeks” in the “Forced Swim Test” graph.
3.2. At both 4 and 8 weeks, the sucrose preference of PSD rats in the Sucrose Preference Test was significantly lower than that of the stroke group rats  [2].
3.2.1. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “PSD group” and “Stroke group” at “4 Weeks” and “8 Weeks”  in the “Sucrose Preference Test” graph.
3.3. After YNJYP (Y-N-J-Y-P)  treatment, the immobility time of PSD (P-S-D)  rats in the Forced Swim Test was significantly reduced at both 4 and 8 weeks [1]. YNJYP treatment also significantly increased the sucrose preference of PSD rats in the Sucrose Preference Test at both 4 and 8 weeks [2].
3.3.1. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “TCM group” at “4 Weeks” and “8 Weeks” in the “Forced Swim Test” graph.
3.3.2. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “TCM group” at “4 Weeks” and “8 Weeks”  in the “Sucrose Preference Test” graph.
3.4. At 8 weeks, the rearing frequency of PSD rats was significantly lower than that of the sham-operated group in the Open Field Test [1].
3.4.1. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “PSD group” and “Sham operated” at “8 Weeks” in the “Rearing Frequency” graph.
3.5. At 2 weeks, the locomotor activity of PSD rats was significantly lower than that of the stroke group in the Open Field Test [1].
3.5.1. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “PSD group” and “Stroke group”  at “2 Weeks” in the “Locomotor Activity Counts” graph. (top right graph) 
3.6. At 8 weeks, the rearing frequency of both the TCM group and the conventional medicine group was significantly higher than that of the PSD group [1]. The locomotor activity of the TCM (T-C-M) group and the conventional medicine group was significantly higher than that of the PSD group at both 2 and 8 weeks [2].
3.6.1. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “TCM group” at “8 Weeks” in the “Rearing Frequency” graph.
3.6.2. LAB MEDIA: Figure 6. Video editor: Highlight the bar for “TCM group” and Conventional medicine group”  at “2 Weeks” in the “Locomotor Activity Counts” graph.
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