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PLEASE READ THE INSTRUCTIONS IN THE GRAY BOXES CAREFULLY AND USE TRACK CHANGES WHILE MAKING ANY EDITS TO THE DOCUMENT. 
This document has several sections on separate pages, so take care to view each page.


Author Questionnaire:
Authors, please fill out the unanswered questions below.  

1. Microscopy: Does your protocol involve video microscopy? No

2. Does your protocol include software usage? Yes	Comment by Jacqueline Chin: Uploaded two videos: tracking of fish in first and last minute
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.
Authors: please upload all screen captured files to your project page.



3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. (You do not need to include steps that will be screen captured. Please do not list entire sections.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.
Steps 3.1, 2.4, 3.3, 3.4, 3.5. These steps show preparation of the drug in beakers, then an initial novel tank test, followed by drug treatment in the prepared beakers, and finally the second novel tank test to assay the effect of the drug.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. (Please do not list entire sections.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.

The assay is overall very simple, however, many researchers struggle with transferring adult fish into the novel tank. The step requires that animals be transferred gently; if animals are stressed during the transfer, fish will spend a longer-than-usual amount of time at the bottom. 
The step in which this is done is step 2.4.2.
5. Will the filming need to take place in multiple locations? Y, same floor different rooms


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.

· The total introduction length (i.e., Required and Optional Interview Statements) cannot exceed 150 words. 
· Restrict the length of each statement to no more than 30 words.
· Please answer the questions below in full sentences to highlight the significance of your protocol. You will be expected to memorize and deliver these sentences as spoken interview statements during filming. 
· Indicate the full name of each author who will give each statement. If only one author is giving the REQUIRED statements, the same author may speak both statements.

Why is your protocol significant? OR What key questions can this method help answer? 

1.1. Author NameErik R. Duboué: _ _This assay, when combined with powerful tools unique to zebrafish, offer a method to dissect how the brain modulates stress, and how these circuits may be dysregulated.
_________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).

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


What is the main advantage of this technique?

1.2. Erik R. DubouéAuthor Name: _Genetic and neuronal signaling pathways are highly conserved between zebrafish and mammals. This technique, when coupled with genetic and neuronal manipulations in zebrafish, will help us understand mechanisms underlying stress. __________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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





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

· The following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· These OPTIONAL statements must be spoken by different authors than those who gave the Required Interview Statements.
· The length of each OPTIONAL statement is restricted to no more than 30 words and contributes to the total introduction length, which cannot exceed 150 words. 
· Indicate the full name of each author who will give each OPTIONAL statement. 

Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?

1.3. Author Name: ___Skip________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).

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

Are there any specific areas of research that this method could provide insight into? 
Can this method be applied to any other systems?

1.4. Author NameJacqueline SR Chin: _The method is not specific to zebrafish and has been used in other species such as the Mexican blind cavefish, so it can potentially be extended to other fish species. __________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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

How would you expect an individual who has never performed this technique to struggle? 
Do you have any advice to offer to somebody who is trying this technique for the first time?

1.5. Author NameJacqueline SR Chin: _An individual can potentially struggle with getting proper illumination and contrast of the animal against the background hence affecting tracking. Also, expertise may be needed in transferring animals to the novel tank without stressing them. It is advisable to do a trial run to test the response, and ensure proper tracking with the current setup. __________ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

1.5.1. INTERVIEW: Above Talent speaking the statement above in an interview-style shot, looking slightly off-camera


Why is visual demonstration of this method critical?

1.6. Author NameJacqueline SR Chin: ______The assay is widely used, but can be an involved process. Visualizing the steps will help other researchers execute successfully the procedure._____( Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
1.7. 
1.8. 
1.8.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Introduction of Demonstrator (Said by you on camera):

· Please use this statement ONLY if any of the individuals who will be demonstrating the procedure on camera have not given a required or optional Introduction interview statement already.
· Include the full name(s) of the person(s) demonstrating the experiment followed by their title (e.g., technician, post doc, grad student, clinician, etc.) 
· Also indicate the full name of the author who will introduce the demonstrator(s). 

1.9. Erik R. DubouéAuthor Name: Demonstrating the procedure will be _Jacqueline _Chin and Lydia Albert_______ (name of the person or persons),, a  _postdoctoral ___fellow and an undergraduate student _____ (technician, post doc, grad student) from my laboratory. (Add additional mention of demonstrators as necessary).  

1.9.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
1.9.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.


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

1.10. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) or equivalent body at (insert Institutional Name).Florida Atlantic University.
	OR
Procedures involving human subjects have been approved by the Institutional Review Board (IRB) or equivalent body at (insert Institutional Name).


Section - Protocol
· Read through the entire protocol carefully to understand what you will need on the filming day and prepare accordingly. 
· The two-digit numbers (e.g. 2.1., 2.2.) represent the “steps” of you protocol and will be read by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the “shots” that our videographer will capture at your lab. 
· To ensure that your protocol can be filmed in a single work day, the protocol is restricted to 30 steps and/or 60 shots.
· It is critical for a smooth and organized shoot that all materials and work spaces are prepared and labeled (if applicable) in advance.   
· Any specimens/samples that require long or overnight incubation steps should be prepared in advance. (i.e. day 0 sample preparation will be filmed on the day of the shoot; day 1 samples should be prepared the day before the shoot so their processing can be filmed on the day of the shoot/after their overnight culture/treatment/etc.) 
· Each section must contain a minimum of 3 steps (~6 shots), so short sections may be combined.
2. Novel Tank Test 
2.1. Begin by filling a 250-milliliter beaker and at least two holding tanks with fish system water [1].
2.1.1. WIDE: Talent adding water to beaker, with tank(s) visible in frame
2.2. On the morning of the test, transfer at least 10 test adult zebrafish for each experimental condition into individual holding tanks [1] before transferring all of the first to the behavior room to acclimate for at least one hour [2].
2.2.1. MED: Talent adding fish to tank
2.2.2. MED: Talent entering behavior room with tank 
2.3. Label the tanks such that the condition or genotype of the animals is blind to the experimenter [1]. After acclimation,  and use a net to gently place a single adult into the pre-filled beaker [2].
2.3.1. MED: Talent placing label onto tank
2.3.2. MED: Talent catching fish in tank
2.4. Allow the adult fish to acclimate in the beaker for 10 minutes [1] before gently pouring the water and the fish from the beaker into the experimental novel tank [2-TXT].
2.4.1. CU: 8-10 s fish swimming in beaker
2.4.2. CU: Fish and water being poured into novel tank TEXT: See text for novel tank setup details
2.5. As soon as the fish is in the tank, start the camera recording [1] and move away from the setup to prevent additional distress to the fish [2].
2.5.1. MED: Talent starting camera
2.5.2. MED: Talent moving away from setup
2.6. When the recording has finished, remove the individual from the novel tank [1] and place the fish into a new holding tank [2-TXT].
2.6.1. CU: Fish being captured with next
2.6.2. MED: Talent placing fish into new holding tank TEXT: Repeat for each fish
3. Drug Pretreatment 
3.1. To assess the effects of specific drugs of interest, dilute the drug to a working concentration in 250-milliliter beakers of system water [1], using a beaker with system water only as a control [2].
3.1.1. WIDE: Talent adding drug to beaker(s), with drug container and other beakers visible in frame
3.1.2. CU: Shot of beaker labeled “Control”, then system water being added to beaker
3.2. Mask the identities of the drug and control beakers to ensure that the tester is blind to the treatment conditions until post-analysis [1] and perform a novel tank test as demonstrated to obtain a baseline behavioral stress response [2].
3.2.1. MED: Talent masking beaker(s)
3.2.2. CU: Fish being placed into novel tank
3.3. At the end of the baseline recording, use a net to immediately transfer the fish into one of the test beakers for 10 minutes [1] before transferring the fish to a washout beaker containing fresh system water only [2]. TEXT: Use separate nets designated for each treatment beaker to prevent cross-contamination.
3.3.1. MED: Talent adding fish to beaker, with novel tank visible in frame as possible
3.3.2. CU: Fish being added to washout beaker with “Washout” label or similar visible in frame. Net used is visible that it is labeled and specific for use with each beaker. 
3.4. After 10 minutes, place the fish into a new novel tank for a second novel tank test [1].
3.4.1. MED: Talent adding fish to novel tank
3.5. At the end of the test, transfer the adult zebrafish into a new holding tank [1] and replace the system water in the second novel tank with fresh system water for the next step to prevent cross-contamination of the experimental drug [2-TXT].
3.5.1. CU: Fish being added to tank
3.5.2. MED: Talent removing water from novel tank TEXT: Repeat for each fish
3.6. At the end of all of the trials, return individuals back the fish facility [1].
3.6.1. MED: Talent leaving lab with tank

OPTIONAL – Critical Step Statement:
· An OPTIONAL brief statement may be submitted for further elaboration of the best way to perform the required technique for the single most critical step of this procedure. 
· If there is no single critical step, then there is no need to fill out this statement.
· This will be an interview style shot interjected after the relevant step within the Protocol section of the video. 
· This statement is limited to 30 words or less. 
· Please indicate the full name of the Author who will give this statement and the step of the protocol to which the statement pertains using the step numbers from the Protocol section (above).
Fill in the details below based on the instructions above for the “Critical Step Statement”
Jacqueline SR ChinAuthor name, Step  3.3          :    It is important to use separate nets designated for each treatment beaker to prevent accidental dosing of control fish. Especially when several drug treatments are involved, cross-contamination of drugs is not ideal.      (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


Section – Results
The Results section is restricted to 200 words of narrative. Please read through the results as presented to make sure that it accurately represents your findings. If you would like to highlight other data, please revise this section accordingly, keeping in mind the word count restriction. Please note that we cannot include narrative without an accompanying visual. 

4. Results: Representative Zebrafish Innate Stress Analyses 

4.1. Here the locomotor activity of a single zebrafish [1] during the first and last minute of a 10-minute novel tank test is shown [2].

4.1.1. LAB MEDIA: Figure 2A: JoVE Video Editor: please emphasize data line in First minute in novel tank graph	Comment by Jacqueline Chin: Maybe at the side, show a video of the tracking of a fish. The suggested video has been uploaded and named First minute video
4.1.2. LAB MEDIA: Figure 2A: JoVE Video Editor: please emphasize data line in Last minute in novel tank graph	Comment by Jacqueline Chin: Uploaded Last minute video

4.2. When first introduced into the tank, the fish typically spend the majority of the time in the bottom of the novel tank [1].

4.2.1. LAB MEDIA: Figure 2B: JoVE Video Editor: please emphasize 1-minute data point

4.3. Over time, however, the adult fish demonstrate a gradual increase in the amount of time spent in the top of the tank [1].

4.3.1. LAB MEDIA: Figure 2B: JoVE Video Editor: please emphasize 2-10-minute data points/data line from 2-10 minutes

4.4. Indeed, the total time spent in the top of the tank during the first minute [1] is significantly shorter compared to the last minute of the novel tank test [2].

4.4.1. LAB MEDIA: Figure 2C: JoVE Video Editor: please emphasize first minute data bar 
4.4.2. LAB MEDIA: Figure 2C: JoVE Video Editor: please emphasize last minute data bar 

4.5. By contrast, the total distance traveled between the first and last minutes reveals no significant differences [1].

4.5.1. LAB MEDIA: Figure 2D: JoVE Video Editor: please add bracket and “n.s.” text over data bars 

4.6. In this representative experiment, analysis of the adult zebrafish locomotor paths revealed little difference between [1] the zebrafish swimming activity before and after treatment for groups of adults exposed to vehicle alone [2].

4.6.1. LAB MEDIA: Figure 3B: JoVE Video Editor: please show only Control graphs and emphasize data line in Pre-treatment graph
4.6.2. LAB MEDIA: Figure 3B: JoVE Video Editor: please show only Control graphs emphasize data line in Post-treatment graph

4.7. By contrast, adults exposed to buspirone, an anxiolytic drug, spent a large amount of time in the top of the tank [1] compared to the locomotor paths of the same fish before the drug exposure [2].

4.7.1. LAB MEDIA: Figure 3B: JoVE Video Editor: please show only Buspirone graphs emphasize data line in top of Post-treatment graph
4.7.2. LAB MEDIA: Figure 3B: JoVE Video Editor: please show only Buspirone graphs emphasize data line bottom of Pre-treatment graph

4.8. These differences were not due to less locomotion in general, as no significant differences in travel distance were measured for any of the groups [1].

4.8.1. LAB MEDIA: Figure 3D: JoVE Video Editor: please add bracket and “n.s” text across all 4 data bars



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

· Below are questions for statements that can be used to further emphasize the significance of your protocol. At least one statement is required.
· Each statement is limited to 30 words.
· Answer the questions in full sentences, as you will be expected to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each Conclusion Interview statement. 
What is most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section this advice correlates to. What are other important aspects to remember before attempting this procedure?	Comment by Jacqueline Chin: Suggest to change this question to : What are other important aspects to remember before attempting this procedure?
5.1. Author NameJacqueline SR Chin: _Use proper controls for animals and vehicle solvent for the drug tested. In addition, behavioral rhythms are affected by circadian processes, and thus experimental replicates done on different days should be performed within the same hours. ___ (Step: __) (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
5.2. Author NameErik R. Duboué: _Additional behavioral assays such as the open field test or fear conditioning, as well as other physiological measures of stress such as measuring cortisol the stress hormone, can be done to further validate the stress response. ___ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
5.3. [bookmark: _GoBack]Author NameErik R. Duboué: _Yes, this assay has allowed for a high-throughput assay for assessing questions related to stress, fear, and anxiety.___ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take.
5.4. Author Name: ___(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.

Thank you for following the instructions and addressing our questions. We will incorporate your answers/suggestions and send you the finalized script before your shoot. You will also receive detailed shoot preparation instructions in the email accompanying the finalized script.
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