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A.  Will you require JoVE to record video microscopy, such as filming a complex dissection or microinjection technique? NO
B.   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 2.1, 2.2, 3.2, 3.3, 3.6, 3.7, 3.8

D.  What is the single most difficult aspect of this procedure and what do you do to ensure success? Step 3.10 – stopping the TSST due to non-optimal responses from participants. To ensure success, we practiced for hours with the confederates before letting them run the TSST, and checked in weekly to debrief non-optimal reactions from participants. 
E.  Will the filming need to take place in multiple locations? NO
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. 
(AUTHORS: Please memorize the interview statements prior to filming)

A. Experimental Goal (read by voice talent at JoVE):
The overall goal of this procedure is to induce psychological stress using a modified version of the Trier Social Stress Test, or TSST, among vulnerable adolescents. (Intro)
B.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.1. Megan Johnson: This method can help answer key questions in the psychobiology field, such as how the human body biologically responds to stress in a laboratory environment using indices such as hormone reactivity. 
1.2. Megan Johnson: The main advantage of this technique is that it is modified in a culturally sensitive way for vulnerable Mexican American adolescents, yet still it still induces a significant cortisol response to the stressor.   

D. Introduction of Demonstrator: (Said by you on camera. Don’t forget to smile!)
1.1. ** Megan Johnson: Demonstrating the procedure will be Ernesto Rivera, Jennifer Diaz, Roya Massoudi, and Lizari Garcia, undergraduate research assistants from our laboratory. 

1.1.1. Interview style: Author saying the above 

1.1.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.

E.  Ethics title card: (for human subjects or animal work, does not count toward word length total)
1.9. Procedures involving human subjects have been approved by the Institutional Review Board from the University of California, Berkeley and the University of California, San Francisco
INSERT ANOTHER CARD: It is important to note that the following represents a reenactment of the Trier Social Stress Test by undergraduate researchers from University of California, Berkeley. Confederates and participants were similar aged teenagers of Mexican descent in the actual experiment.
Protocol (read by voice talent at JoVE):
2. Experimental Preparation
2.1. Begin by greeting the participant into the lab [1-WIDE].
2.1.1. *Film as written 
2.2. Then, ask them to rinse out their mouth with cold water for 5-10 s and spit in the sink [1-MED].
2.2.1. *Film as written  

2.3. After the participant rinses their mouth, escort them into a solitary room [1-WIDE]. For the next 10 min, have them complete a non-invasive questionnaire and watch a 3-minute peaceful video of sea life [2-MED-over shoulder].
2.3.1. *Film as written 
2.3.2. Talent completing a questionnaire and watching a sea life video on the screen.  
2.4. Next, to collect the first sample of saliva, place a line to indicate 1 mL of saliva on a 2 mL cryovial [1-CU-TXT], and tell the participant to fill the cryovial to this line [2-MED]. Collect the participant’s saliva via passive drool through a two-inch straw into the 2 mL cryovial [3-MED] and freeze immediately at -80 oC [4-WIDE-TXT].
2.4.1. Show talent making a line at the 1mL mark. TEXT: Pre-stress saliva sample; Collect 1 mL.
2.4.2. Talent points to cryovial, then hands it to the participant. 
2.4.3. Show participant with straw in their mouth, holding the cryovial.

2.4.4. Talent places sample in the freezer. TEXT: Freeze saliva at -80 oC. 
2.5. After the participant has provided the saliva sample, offer them some water [1-MED]. Be sure to take back the cup after they have finished drinking [2-MED]. Note, this procedure will be repeated 3 more times, at 15, 30, and 45 minutes after stressor onset [3-MED-TXT]. 
2.5.1. Talent hands the participant a cup of water.

2.5.2. *Film as written. 

2.5.3. Talent points to a nearby clock, then hands the subject another cryovial. TEXT: Collect saliva samples at 15, 30, and 45 min post-stressor onset. 

3. Trier Social Stress Test (TSST)
3.1. To prepare for the stress test, inform the participant that they will deliver a speech [1-MED].
3.1.1. Talent talking with the participant.  COMBINED WITH 3.2.1
3.2. “In a few minutes, we would like you to give a five-minute speech about how you are a good friend. There is a committee of two trained reviewers who are in the room next door who are going to be listening to your speech. Your job is to make the reviewers believe that you are a good friend.” [1-MED-TXT]
3.2.1. Record talent speaking the above words to participant.  
3.3. Provide the participant with paper, pen, and a clipboard to allow them to take notes alone in the room for 3 minutes [1-WIDE]. TEXT: Speech Preparation
3.3.1. Talent provides the materials, and then leaves the room.   

3.4. During the time the participant is alone, start the video recording in an adjacent testing room [1-MED]. 

3.4.1. Talent starts the video recording in another room.

3.5. After 3 minutes, return the solitary room, and tell the participant it is time to deliver the speech [1-WIDE]. Take any written notes from the participant at this time [2-MED].
3.5.1. Talent walks into the solitary room, and speaks to the participant. 

3.5.2. Participant hands a sheet of paper and the clipboard back to the talent.  
3.6. Then, escort the participant to the testing room and ask them to face the confederates and the video camera [1-WIDE]. Set the timer for 5 min [2-CU], and ask the participant to begin their speech [3/4-MED-TXT]. 

3.6.1. Talent and participant enter the testing room. Talent gestures for the participant to face the confederates and the video camera.
3.6.2. [Multiple shots] *Film as written. 

3.6.3.  [Multiple shots] Talent speaks to the participant. TEXT: TSST Speech Task

3.6.4. ADDED - MED on participant

3.7. After 5 min…, stop the participant. Inform them that time is up and that there is a second task.  [1-WIDE].
3.7.1. Show participant giving their speech. Then, show the talent raising their hand, and speaking to participant.  
3.8. “We are now going to ask you to count out loud backward. Start at 423, and count backward by 7's. Keep counting backward by 7's out loud until we tell you to stop. If you make a mistake, we will let you know and ask you to start over. Please be as quick and accurate as possible.” [1-MED-TXT].
3.8.1. Record the confederate 1 speaking the above words to the participant. TEXT: TSST Math Task 
3.9. Set the timer for 5 min [1-CU], and then ask the participant to begin [2-MED].
3.9.1. Use shot 3.6.2.

3.9.2. Use shot 3.6.3.
3.10. Note, during either task, if the participant cries, becomes angry or aggressive, or otherwise shows distress, stop the study immediately in a calm and non-distressed manner [1-WIDE].
3.10.1. Show participant speaking to the confederate as they count backwards. [Video editor: Pause the video when ‘stop’ is mentioned in the VO, and continue with the narration]
3.11. Finally, after 5 minutes, inform the participant that time is up, and escort them back to the solitary room [1-WIDE]. 

3.11.1. Talent gestures that time is up, and escorts the participant out of the door. 

3.12. Fifteen minutes after the participant re-enters the solitary room after the stress test, have them complete the identical saliva collection procedure as before. Collect additional saliva samples at 30 and 45 min as well [1-WIDE-TXT].
3.12.1. Talent walks into the solitary room with a cryovial and hands it to the participant. Show participant putting the straw in their mouth. TEXT: Collect saliva samples 15, 30 and 45 min after the stress test.

3.13. Lastly, after the experiment is complete, debrief the participant about the speech and math activities [1-MED].
3.13.1. Talent speaks to the participant.  Participant nods along. 
4. Results: Adolescents show significant cortisol reactivity after stress
4.1. Results from the TSST indicated significant changes in mean cortisol levels from pre-stress to 15 min post-stressor onset, from 15 min post-stressor onset to 30 min post- stressor onset, and from 30 min post-stressor to 45 min post-stressor [1-LM]. 
4.1.1. Figure 1: Highlight the x and y axes labels. Highlight the 0 column first, followed by 15, 30 and 45 min columns, one at a time according to the VO. 

4.2. Additionally, the greatest change in cortisol occurred when comparing the pre-stress cortisol concentration to the 30 min post- stressor concentration [1-LM], and lower 45 min post-stressor cortisol concentration suggests that individuals began to recover from the stressor at this time [2-LM].
4.2.1. Figure 1: Highlight the 0 column, then the 30 column. 

4.2.2. Figure 1: Highlight the 45 column. 
5. Conclusion (said by authors on camera)
5.1. Megan: Once mastered, this technique can be completed in 15 minutes if it is performed properly.

5.2. Megan: While attempting this procedure, it’s important to remember to maintain a neutral state, follow the script, and use unfamiliar staff for confederate and debriefing roles.

5.3. Megan: Following this procedure, other methods like self-report measures can be performed in order to answer additional questions about the emotional response to the TSST, personality traits, or behaviors that could be related to aberrant stress response and history of life stress.

5.4. Megan: After its development, this technique paved the way for researchers in the field of psychology to explore biological stress reactivity in vulnerable adolescents. 
5.5. Megan: After watching this video, you should have a good understanding of how to conduct the TSST in a culturally sensitive manner.

5.6. Megan: Don't forget that working with biospecimens can be hazardous and precautions such as wearing gloves should always be taken while performing this procedure.   

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.

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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