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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol demonstrate software usage? N
3. Which steps from the protocol section below are the most important for viewers to see? 
n/a
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
n/a
5. Will the filming need to take place in multiple locations (greater than walking distance)? N


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements (Said by you on camera): All interview statements may be edited for length and clarity.

1.1. Zi-Wei Liu: Sexual behavior is a dynamic and complex process that is influenced by biological, social, and environmental factors. The study of mouse sexual behaviors can provide more information about these interactions [1].

1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

1.2. Zi-Wei Liu: This procedure facilitates the recording of the number and duration of male mouse sexual behaviors to allow the identification and characterization of mouse sexual behavior interactions and patterns [1].
	
1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.3. Procedures involving animal subjects have been approved by the Academy of Experimental Animal Center Institutional Animal Care and Use Committee (IACUC) or equivalent body of at (the Institute of Medicinal Plant Development and the Second Xiangya Hospital of Central South University insert Institutional Name).	Comment by Bridget Colvin: Authors: Please indicate the name of the ethics committee and the institute that approved these studies.


Section - Protocol
2. Hormone-Induced Estrus and Sexual Behavior Test Setup
2.1. Forty-eight hours before the sexual behavior test, inject 20 micrograms of estradiol benzoate in 100 microliters of sterilize olive oil [1] intraperitoneally into a 6-8-week-old female mouse to induce estrus [2].
2.1.1. WIDE: Talent loading syringe with estradiol benzoate, with estradiol benzoate container visible in frame
2.1.2. Mouse being injected

2.2. On the same day, place the male mice to be tested in the center of a 40- x 40-x 40-centimeter, square, open field box with three black Plexiglass walls and one transparent front wall open field box [1] and allow the animals to explore the environment freely for 30 minutes per day for the next two days [2].

2.2.1. Talent placing mice into box, with at least one black and one transparent wall visible in frame
2.2.2. Mice exploring environment

2.3. On the day of the test, four hours before the experiment, inject 500 micrograms of progesterone in 100 microliters of sterile olive oil intraperitoneally into the female mice [1-TXT] and set the room lighting to 650 lux [2-TXT].

2.3.1. Mouse being injected, with progesterone container visible in frame TEXT: Eligibility determined by female accepting genital insertion of male mouse ≥3 times
2.3.2. Talent setting lights TEXT: Do not illuminate mice directly

2.4. Then set up a digital camera linked to a computer to videotape the movement and behavior of the mice [1].

2.4.1. Talent placing camera to film cage

3. Behavioral Assay

3.1. To conduct the behavioral assay, during the first hours of the dark cycle, turn on the camera [1] and place the male mouse to be tested in the center of the open field in the test box for 5 minutes [2].

3.1.1. WIDE: Talent turning on camera
3.1.2. Talent placing mouse into box 

3.2. When the mouse has acclimated to the test environment, place a female mouse in hormone-induced estrus into the test box [1] and record the social and mating behaviors and interactions between the male and female mice for 30 minutes [2].

3.2.1. Mouse being placed into box
3.2.2. Shot of mouse behavior/mouse interactions

3.3. At the end of the test period, confirm that the video has been saved [1] and turn off the camera [2].

3.3.1. Shot of saved video
3.3.2. Talent turning off camera

3.4. Return the mice to their individual home cages [1-TXT] and clean any urine, feces, and padding within the apparatus [2].

3.4.1. Talent placing mouse into home cage TEXT: Do not use female mouse that accepted mating in additional experiments 
3.4.2. Box being cleaned 

3.5. Then remove the smell of the tested animals with 75% ethanol [1] and begin the test for the next male mouse as just demonstrated [2]. 

3.5.1. Talent wiping box with ethanol, with ethanol container visible in frame
3.5.2. Talent placing mouse into box

4. Behavioral Data Extraction

4.1. To analyze the behavioral data, when all of the mice have been tested, play back the video recording [1] and record the number of mounts [2] and the number of intromissions that occurred during the 30-minute experimental period [3].

4.1.1. WIDE: Talent at monitor, playing back recording, with monitor visible in frame
4.1.2. LAB MEDIA: To be provided by Authors: Shot/video of one mount TEXT: Male is mounting the female	Comment by Bridget Colvin: Authors: Please submit all requested lab media files to your project page as soon as possible to avoid delays in the editing process.

All lab media has been submitted. 
4.1.3. 
4.1.4. LAB MEDIA: To be provided by Authors: Shot/video of one intromission TEXT: 1 pelvic thrust = 1 intromission

4.2. Record the time from the introduction of the female to the first mounting as the mounting latency [1], the time from the introduction of the female to the first intromission as the intromission latency [2], and the time from the first intromission to the first ejaculation as the ejaculation latency [3]. 

4.2.1. Talent at monitor, watching introduction/mounting, with monitor visible in frame, while looking at watch/checking time
4.2.2. [bookmark: _GoBack]LAB MEDIA: To be provided by Authors: Shot of mouse approaching other mouse TEXT: Male is approaching the female before mount
4.2.3. 
4.2.4. LAB MEDIA: To be provided by Authors: Shot/video of ejaculation TEXT: Ejaculation after several intromission
4.2.5. 

4.3. Then record the number and the time of all of the copulatory series in 30 minutes [1-TXT].

4.3.1. Talent at monitor, watching copulation and/or writing, with monitor visible in frame TEXT: Copulatory series: each sequence from mounting to ejaculation


Section – Results
5. Results: Representative Sexual Behavior Analyses 

5.1. The success rate of copulation tends to be lower in isolation-reared groups than in group-housed groups [1], likely due at least in part to the longer mounting latency observed in isolation-reared groups compared to the group-housed groups [2].

5.1.1. LAB MEDIA: Figure 3A
5.1.2. LAB MEDIA: Figure 3A: JoVE Video Editor please emphasize Isolation-reared group data box

5.2. The intromission latency is also longer in isolation-reared groups, indicating that these animals require a longer time to perform the insertion of the penis into the female’s vagina [1].

5.2.1. LAB MEDIA: Figure 3B: JoVE Video Editor please emphasize Isolation-reared group data box

5.3. No statistically significant difference between the two groups is observed in terms of ejaculation latency or post-ejaculatory mount latency [1] and the duration of the copulatory series is shorter in the isolation-housed group than in the group-housed group [2].

5.3.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Ejaculation latency and Post-ejaculatory mount latency data rows
5.3.2. LAB MEDIA: Figure 3C: JoVE Video Editor please emphasize Isolation-reared data bar
[bookmark: _Hlk16155420] 
5.4. [bookmark: OLE_LINK10][bookmark: OLE_LINK20]No statistically significant differences between the two groups are observed in terms of the number of mounts [1], number of intromissions [2], or number of copulatory series [3]. 

5.4.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Number of mounts data row
5.4.2. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Number of intromissions data row
5.4.3. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Number of copulatory series data row




Section - Conclusion
6. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
6.1. Zi-Wei Liu: Sexual behavior is a reflection of neural and neurocrine function. Understanding mouse sexual behavior patterns can help further our understanding of human sexual behaviors and interactions [1].
6.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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