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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? NO

2. Does your protocol include software usage? NO
If yes, we will need you to record using screen recording software to capture the steps. If you use a Mac, QuickTime X also has the ability to record the steps.

3. Which steps from the protocol section below are the most important for viewers to see? 
Steps 2.4, 2.5 

4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
Steps 2.4.1, and 2.4.2.

5. Will the filming need to take place in multiple locations? Y
If yes, how far apart are the locations? Other floors in the same building


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. Prof. Dong Kun Lee: This protocol provides a highly reproducible, standardized, and simplified protocol to induce depression-like behavior [1].

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

1.2. Prof. Dong Kun Lee: Unlike other complex processes, this protocol provides a readily accessible chronic stress model, modified from a restraint model that induces depressive-like behavior using a restrainer [1].

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


[bookmark: _GoBack]OPTIONAL Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.


1.3. Dr. Hyeonwi Son: This technique provides a simple behavioral test model to determine the effects of drugs related to depression therapy [1].

1.3.1. 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)

1.4. Procedures involving animal subjects have been approved by the University Animal Care Committee for Animal Research of Gyeongsang National University.


Section - Protocol
2. Induction of Depression
2.1. Begin by setting the room to ‘light’ at 200 Lux using a digital lux meter [1].
2.1.1. MED: Talent uses lux meter to set light to 200 Lux.

2.2. House the mouse in a separate cage at least a week before testing and place the mouse in the testing room for at least 30 min before the experiment [1].

2.2.1. MED: Show mouse in the testing cage moving around. 
2.3. Gently hold the mouse tail to avoid tensing the mouse, and then carefully place it on a rough surface [1].
2.3.1. MED: Talent picks up mouse, and places it on top of the wire bar of the cage.

2.4. Cover the restrainer with a small white towel [1], and then gently place the mouse at the opening of the restrainer so that the mouse enters the restrainer voluntarily [2]. 
2.4.1. MED: Talent covers the restrainer with a white towel.
2.4.2. MED: Talent places mouse at opening of the restrainer.
2.5. Next, place the closure to restrain the mouse as tight as possible, being careful to avoid damage to the body, such as tail, feet, and testicles [1-TXT].
2.5.1. MED: Talent closes the restrainer.
TEXT: Restrain for 2 hours/day (9:00 A.M. to 11:00 A.M.) for 15 consecutive days.
2.6. Lastly, during exposure to the restrainer, measure body weight and food intake every 48 hours [1-TXT].
2.6.1. MED: Talent measures body weight. 
TEXT: Place control mice in home cages during weight measure of experimental mice.
3. Sucrose Preference Test
3.1. Prior to testing, habituate the mice to the presence of two drinking bottles, one containing 0.1 M sucrose and the other containing plain water, for 48 hours [1-TXT]. 
3.1.1. CU: Show two drinking bottles in cage.
TEXT: Day 1 - Habituation; 48 hours
3.2. Switch the positions of the two bottles after 24 hours to reduce any confounding produced by a side bias [1-TXT].
3.2.1. [Videographer - Capture multiple shots for later use] MED: Talent switches the positions of the two bottles. 
TEXT: Day 2 

3.3. On the 3rd day, deprive the mice of water for 24 hours [1-TXT].

3.3.1. MED: Talent removes both water bottles from cage. 
TEXT: Day 3

3.4. Then, on the day of the experiment, expose the mice to two drinking bottles for 6 hours [1-TXT]. After 3 hours, switch the position of the water bottles [2].
3.4.1. MED: Talent places 2 drinking bottles in the cage.
TEXT: Duration 6 hours
3.4.2. MED: Use shot 3.2.1.

3.5. Record the volume (mL) of sucrose solution and water consumed and then calculate the animals’ affinity to sucrose [1]. 
3.5.1. MED-over-shoulder: Talent at computer, logs the volume of sucrose and water solution consumed. 

3.6. Finally, calculate sucrose preference as a percentage of the volume of sucrose consumption over the total fluid consumption during the test [1].
3.6.1. MED-over-shoulder: Talent at computer calculates sucrose preference as a percentage of the volume of sucrose consumption over the total fluid consumption.  Show data column title ‘sucrose preference’ to highlight calculation. 
4. Tail Suspension Test

4.1. Begin by bringing the chronic restraint stress induced mice into the testing room at least 30 minutes before beginning the tail suspension test [1].

4.1.1. WIDE: Talent brings mice into testing room.
4.2. Set the room light to ‘dim’ conditions at 50 Lux [1].
4.2.1. MED: Talent uses lux meter to set light to 50 Lux.
4.3. Next, place the camera about 40 cm from the mouse [1].
4.3.1. MED: Talent places camera 40 cm from mouse. 
4.4. Suspend the mouse firmly from the horizontal bar using adhesive tape [1].
4.4.1. MED: Talent uses tape to suspend the mouse 30 cm from the bottom line. 

4.5. After the mouse is positioned in the middle of the suspension box, start recording and observe the behavioral alterations continuously for 6 minutes [1-TXT]. If the mouse attempts to climb its tail [2], use a stick or climb stopper to prevent it from doing so [3].
4.5.1. MED: Talent begins the recording and watches the mouse. 
TEXT: Observe for 6 min.

4.6. At the end of the experiment, move the mouse to its home cage [1] and carefully remove the tape from its tail [2].

4.6.1. MED: Talent moves mouse to home cage.

4.6.2. CU: Talent removes tape from tail. 
4.7. Finally, use video tracking software to analyze the accumulated time of immobile periods [1].
4.7.1. MED-over-shoulder: Talent at computer. Show mini video clips on computer screen during analysis. 




Section – Results
5. Results: Chronic immobilization stress (CIS) induces depressive-like behaviors well and releases the stress marker corticosterone 
5.1. Results indicate decrease in body weight for the CIS group [1], and significantly less food intake at day 4 [2].
5.1.1. Figure 2B. Video editor: Highlight y-axis label and the red trace for the CIS group. Put legend on graph. 
5.1.2. Figure 2C. Video editor: Add graph on screen next to 2B. Highlight y-axis label and the red trace for the CIS group. Highlight day 4 data points. 
5.2. Compared to controls, a decrease was shown for sucrose preference in the CIS group, while there was a significant increase in immobility time and corticosterone [1].
5.2.1. Figure 2D-F. Video editor: Highlight y-axis when ‘sucrose’ is mentioned. Likewise, when ‘immobility’ is mentioned in VO, and then when ‘corticosterone’ is mentioned. 
5.3. Further, a glutamine-supplemented diet ameliorates depressive-like behaviors as shown for body weight, food intake, sucrose preference, immobility, and corticosterone [1].
5.3.1. Figure 3A-E.  Video editor: Highlight y-axis and the green data when each graph is mentioned in the VO one at a time:  body weight, food intake, sucrose preference, immobility, and corticosterone.



Section - Conclusion
6. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

6.1. Dr. Hyeonwi Son: When inducing depression, minimize other stressors except CIS. All mice should be habituated in a new environment, such as a testing room, for 30 min. Additionally, 1-2 times training sessions are necessary to use the restrainer [1].

6.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. [Video editor: This shot relates to steps: 2.2 – 2.5]
6.2. Dr. Hyeonwi Son: The forced swim test can be performed to confirm the induction of CIS instead of TST or SPT [1].

6.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
6.3. Dr. Hyeonwi Son: Researchers can apply the CIS model in the neuroscience field to investigate new target genes or testing the effect of new drugs involved in depression therapy [1].

6.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
6.4. Dr. Hyeonwi Son:  The only risk factor in this experiment is mouse handling. Researchers should be careful to avoid getting bitten by the mouse [1].
6.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.


 2018, Journal of Visualized Experiments	Page 2 of 8
image1.png




