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A.  Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? NO
B.   Software Usage: Does your protocol include detailed, step-by-step, descriptions of software usage? NO 
C.  Which steps of your protocol will viewers benefit most from having filmed? Steps 1.1, 1.2, 1.3, 6.3.
D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  Steps 6.1, 6.2
E.  Will the filming need to take place in multiple locations? YES
 If yes, how far apart are the locations? 500 m

1. Introduction (Experimental Goal and Author Interviews) – As the beginning of your video, the introduction should clearly present the goal of your method to the viewer and its significance.  Other information can be provided according to the various statements below, but the total introduction should not exceed 150 words. 

A.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)

 	(Author Comment: According to the actual situation, the order of Interview Statements are 1.1, 1.2, 6.3, 1.4, 1.3, 6.1, and 6.2) (Editor: I’m unsure if this is the order they’re filmed, or if this is the order the authors want them presented. I did not move 6.3 up here because Jia-Xu Chen has already provided all of the interview statements they’re allowed to in the introduction)
1.1. Jia-Xu Chen: This method can help answer key questions in the field of depression prevention and treatment using traditional Chinese medicine, such as Xiaoyaosan, a widely used formula for psychological diseases for thousands of years in China.
1.2. [bookmark: _Hlk519406795]Jia-Xu Chen: The main advantage of this technique is to provide experimental support for the availability of Xiaoyaosan for the prevention and treatment of depression.

B.  Optional Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.3. Zhi-Yi Yan: The implications of this technique extend toward preclinical research on the treatment of depression, because it provides a standardized protocol for assessing the antidepressant effects using traditional Chinese medicine.
1.4. Yue-yun Liu: Generally, individuals new to this method will struggle because the modeling process is very complicated and the important measurement parameters for depressive behaviors is not easy to master. 

D.  Ethics title card: (for human subjects or animal work, does not count toward word length total)
1.5. Procedures involving animal subjects have been approved by the Animal Ethics Committee of Beijing University of Chinese Medicine.

Protocol: (read by voice talent at JoVE)
2. Induction of Depression in Mice
2.1. To induce depression, expose mice daily to any two of the following seven stressors for 21 consecutive days [1-MED-TXT]. Note, administer medicine to the mice in the two treatment groups every day before modeling, and provide 0.5 mL of distilled water to the mice in the control and model groups [2-CU-TXT].  
2.1.1.  Show mice in cage. TEXT: See text protocol for model in plan. 
2.1.2. Demonstrate injection of medication in one mouse. TEXT: Xiaoyaosan 0.25 g/kg/d
2.2. Expose mice to food deprivation by emptying the feed of each cage [1-MED-TXT] or water deprivation by removing the water bottle for 24 h [2-MED-TXT]. 
2.2.1. Empty the feed of each cage. TEXT: 24 h, 8:00 a.m. to 8:00 a.m
2.2.2. Remove water bottle TEXT: 24 h, 8:00 a.m. to 8:00 a.m
2.3. Expose mice to restraint stress, where the mouse is restrained in a small plastic tub for 3 h [1-MED], or an empty cage with the padding removed [2-MED-TXT]. 
2.3.1. Show mouse in small plastic tub.
2.3.2. Show talent place mouse in empty cage. TEXT: 11 h, 8 am to 19 pm. 
2.4. As another option, expose mice to wet and soiled cages by pouring water into each cage and keeping wet for 24 h [1-MED-TXT].
2.4.1. Talent pours water into the cage. TEXT: 8:00 a.m. to 8:00 a.m.
2.5. Expose mice to crowded cages, in which 5 mice are placed in one cage for 25 h [1-MED-TXT]. 
2.5.1. Talent places one mouse in a cage with 4 other mice. TEXT: 8:00 a.m. to 8:00 a.m.
2.6. For the last option, expose mice to ice-cold swimming by forcing each mouse to swim in a clear glass aquarium with ice water for 5 min [1-CU].
2.6.1. Show mouse swimming in ice water.  
2.7. Finally, record the coat state and body weight weekly until the end of modeling at day 21, and calculate the total score of the coat state [1-MED-over shoulder].
2.7.1. Talent at computer entering in the data. 
3. Sucrose preference test 
3.1. On the first two days of the sucrose preference test, house the mice individually with two bottles filled with tap water [1-MED].
3.1.1. Show two separate cages of mice. 
3.2. For the next two days, give the mice two bottles filled with 1% sucrose solution [1-CU].
3.2.1. Show bottle labeled with sucrose solution as talent places it in cage. 
3.3. On the last day, give the mice two bottles for 24 h, one with tap water and the other with 1% sucrose solution [1-CU]. To eliminate a side preference of the mice in drinking behavior, switch the position of the two bottles after 12 h [2-MED].
3.3.1. Show labels for bottles, one tap one sucrose.
3.3.2. Talent switches position of bottles. 
3.4. Record the volume of both the consumed sucrose solution and tap water [1-MED-over shoulder].
3.4.1. Talent writes down volume of solution and water. 
3.5. Lastly, calculate the sucrose preference [1-MED-over shoulder-TXT].
3.5.1. Talent calculates sucrose preference on computer. TEXT: sucrose preference (%) = sucrose consumption/total liquid consumption × 100%.
4. Open Field Test
4.1. Begin by dividing the floor of a four-sided wooden black lusterless box into 25 equal squares by blue lines [1-MED-TXT].
4.1.1. Show shot of entire box already covered in squares. Show talent drawing final blue line. TEXT: Use dimly lit and quiet room. 
4.2. Clean the open-field box with 5% alcohol prior to the access of each mouse [1-MED].
4.2.1. Talent cleans the box.  
4.3. Then, place the mouse in the center of the open field [1-MED].
4.3.1. *Film as written.
4.4. Suspend a high definition digital camera approximately 200 cm right above the field, and record the behavior of each mouse for 5 min [1-MED-TXT].
4.4.1. Talent places camera above the field and starts the camera. TEXT: 5 min recording
4.5. Finally, evaluate and analyze the mice behavioral video by the video-tracking system software and record the data of the total running distance and number of entries into the center zone [1-MED-over shoulder].
4.5.1. Talent analyzing video data on computer.  
5. Results: Model mice behavior improved by the treatment of Xiaoyaosan and fluoxetine.
5.1. The coat state of mice was notably improved after continuous treatment with Xiaoyaosan or fluoxetine compared to the model group [1-LM]. A significant reduction in body weight was manifested by the third week [2-LM].
5.1.1. Figure 1a: Video editor - Highlight data line for Xiaoyaosan and fluoxetine.
5.1.2. Figure 1a: Video editor - Highlight ‘day 21’ on x-axis, and data point at y = 5. 
5.2. At baseline, mice in all groups had a similar sucrose preference [1-LM]. However, a significant drop in sucrose preference was observed after three weeks of stress procedure in model group [2-LM].
5.2.1. Figure 2a: Video editor – Highlight ‘baseline’ in title, and highlight each label on the x-axis one at a time.
5.2.2. Figure 2a and 2b: Video editor –Put 2a and 2b side by side. Highlight ‘model group’ column in 2b. 
5.3. [bookmark: _Hlk519352785]Further, all mice exhibited a similar behavioral state before stress exposure at baseline [1-LM].   However, after stress exposure for three weeks, the total distance moved in five minutes was significantly lower in the model group than the control group [2-LM]. The number of entries into the central zone of the model group significantly decreased as well compared with the control group [3-LM]. 
5.3.1. Figure 2d: Video editor - Highlight ‘baseline’ in title, and highlight each label on the x-axis one at a time.
5.3.2. Figure 2f: Video editor – Highlight ‘model group’ column in 2f.
5.3.3. Figure 2c and 2e: Video editor – Put 2c and 2e side by side. Highlight the model group column in 2e. 

6. Conclusion (said by authors on camera)

6.1. Zhi-Yi Yan: While attempting this procedure, it’s important to remember to conduct the behavior tests as well as administer the two medicines 1-2 hours before daily modeling, in order to confirm the effects by the medicine itself.
6.1.1. Video editor - Step connected to 2.1.2. 
6.2. Zhi-Yi Yan: Following this procedure, other methods like the force swimming test can be performed in order to answer additional questions like “can Xiaoyaosan improve the desperate behavior of depressed mice in the force swimming test?”
6.3. [bookmark: _Hlk519406856]Jia-Xu Chen: After its development, this technique paved the way for researchers to learn more about the effect and underlying mechanism of Chinses medicine in order to prevent and treat depression.








Provided Media

Authors, Please list all images, movie files, or 3-D rendered animations that can be included in the video per editor’s request.  The step in the script/video where these images will be inserted should be specified.   For example:

6.2 –  0123_PIname_Figure1.tif -  dual color imaging of tumor angiogenesis at 40X 
6.2 –  0123_PIname_Figure2.tif -  dual color imaging of tumor angiogenesis at 100X

Formats:  For static images we prefer .tiff, .eps, Illustrator, Powerpoint or Photoshop files at dimensions of at least 720X480 pixels and 300 dpi.  The higher resolution, the better.  Likewise any exported movie files should have at minimum these dimensions and be rendered to .mov, .mp4, or .avi files.  

Insert your media filenames here.
58276fig1.jpg
58276fig2.jpg

General Preparation

It’s critical for a smooth and organized shoot that all reagents are accounted for, in advance.   

Any overnight or long incubation steps should be recognized and specimens/samples be prepared in advance so that prior steps can be recorded and shooting can continue with pre-prepared specimens/samples.  

All tubes/flasks should be pre-labeled neatly before we arrive.  

Ex. Luciferase assay done in 96 well plates should be labeled with negative/positive control wells and experimental samples are labeled accordingly.

You will receive more detailed preparation instructions are included in the email accompanying the finalized script.
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