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Author Questionnaire
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.
Enter make and model of microscope.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter Yes or No.
If Yes, we will need you to record using screen recording software.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, please upload all screen-captured video files to your project page as soon as possible.

3. Filming location: Will the filming need to take place in multiple locations?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.

4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.

If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position

To ensure that your script can be filmed in one day, the protocol sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length
Number of Steps: 12
Number of Shots:  34 

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context

INTRODUCTION:

REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
Describe the research contexts or systems in which this protocol can be applied.
1.3. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
CONCLUSION:
What does this protocol allow researchers to study or measure?
1.4. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.

Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee (IACUC) at Wayne State University 

Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) with purple font are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
2. Fish Weighing and Feed Volume Calculation
Demonstrator: Click here to enter name of demonstrator(s) 

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, fill a hundred milliliter glass beaker with fifty milliliters of system water [1]. Place it on a digital scale [2] and tare the scale to subtract the beaker weight and reset the scale to zero [3]. 
2.1.1. WIDE: Talent filling a 100 ml beaker with 50 ml water
2.1.2. Talent placing the beaker with water on the balance
2.1.3. Talent pressing the “Tare” button on the balance
2.2. Use a fine-mesh net to gently remove a single fish from their home tank [1]. Remove excess water by briefly touching the net to a dry paper towel [2] and place the fish carefully into the beaker without spilling water onto the scale [3]. 
2.2.1. Talent removing a fish using fine-mesh net.
2.2.2. Talent touching the net to paper towel to remove excess water
2.2.3. Talent transferring the fish into the beaker.
2.3.  Record the weight [1] and calculate the required feed volume as one-percent volume per body weight for each individual fish [2].
2.3.1. Talent recording the weight of the fish.
2.3.2. Talent calculating the required amount of feed based on fish’s body weight.
3. Preparation of Brine Shrimp Extract and Gelatin-based Feed:
Demonstrator: Click here to enter name of demonstrator(s)
3.1. Suspend brine shrimp powder in distilled water to a final stock concentration of two hundred and fifty milligrams per milliliter [1]. Stir for one hour [2], centrifuge the suspension and collect the supernatant [3-TXT]. 
3.1.1. Talent adding water to the pre-weighed brine shrimp powder. (Authors: Could you please specify the total batch volume of brine shrimp stock to be prepared for a standard cohort of fish?
3.1.2. Talent placing the brine shrimp suspension on a stirrer.
3.1.3. Talent centrifuging the stirred suspension. TXT: 12,500 × g; 10 min; RT
3.2. Centrifuge the liquid again to remove any remnant suspended debris and collect the clear supernatant [1]. Store at minus twenty degree Celsius up to six months [2].
3.2.1. Talent centrifuging the supernatant again.
3.2.2. Talent placing the centrifuged solution in a −20 °C refrigerator.
3.3. For preparation of gelatin-based feed, thaw the brine shrimp extract [1]. Acquire and measure [2-TXT] the required weights of gelatin, spirulina and the drug compound into one-point five milliliters microcentrifuge tubes [3]. (Authors: Could you please specify the appropriate volume of gelatin feed to be prepared for each experiment?)
3.3.1. Talent thawing the brine shrimp extract at room temperature (Authors: We have added room temperature for clarity here. Please specify if this is appropriate?)
3.3.2. Talent assembling and weighing the drug compound, gelatin and spirulina into separate 1.5 mL tubes. TXT: Record actual mass; Ensure actual mass meets or exceeds target mass for desired final volume
3.3.3. TEXT ON A PLAIN BACKGROUND
Target Final Concentrations of Components
Gelatin (porcine-derived; Bloom ≈ 300 g) = 12% (w/v)
Spirulina = 4% (w/v)
Brine shrimp extract (250 mg/ mL Stock) = 80 mg/mL
Drug (10 mg/ mL Stock) = 0.4 mg/µL (4 mg/kg at 1% BW)
Water = To adjust to desired final volume

3.4. Calculate and add the appropriate volumes of brine shrimp extract, drug compound, and water to the spirulina-containing tube [1] and vortex thoroughly to homogenize [2]. Transfer the required volume of the mixture to the gelatin-containing tube and ensure the precise final concentrations of all components [3]. 
3.4.1. Talent adding brine shrimp extract, drug compound and water to the spirulina tube. 
3.4.2. Talent vortexing the mixture to homogenize.
3.4.3. Talent transferring the spirulina mixture to the gelatin tube. 
3.5. Place the tube on a pre-warmed forty-five-degree Celsius heating block for five minutes [1]. Vortex intermittently until the gelatin is completely dissolved [2-TXT]. Aliquot hundred microliters of the homogenized mixture into labeled one-point five milliliter microcentrifuge tubes [3] and solidify at minus twenty degree Celsius overnight [4]. 
3.5.1. Talent placing the tube on heating block set at 45 °C.
3.5.2. Talent vortexing the mixture intermittently. TXT: Incomplete dissolution: Homogenize using sterile wooden or metal stick
3.5.3. Talent transferring 100 µL mixture into labelled 1.5 mL tubes.
3.5.4. Talent placing the tubes in −20 °C refrigerator.
4. Formation of Individual Feed Morsels and Gelatin Feed Administration
Demonstrator: Click here to enter name of demonstrator(s)
4.1. Align a flat sheet of paraffin film in a Petri dish [1]. Reheat and vortex the prepared gelatin feed [2] and pipette the volume corresponding to one percent of the fish’s body mass onto the paraffin film to form individual morsels [3]. 
4.1.1. Talent placing a sheet of paraffin film in a Petri dish.
4.1.2. Talent reheating and vortexing the gelatin feed containing tube.
4.1.3. Talent pipetting out the liquified feed on to the paraffin film to make morsels.
4.2. Solidify the morsels by placing the petri dish at minus twenty degree Celsius for at least twenty minutes [1] and keep on ice until feeding [2]. 
4.2.1. Talent placing the petri dish with morsels at −20 °C refrigerator.
4.2.2. Talent placing the solidified morsels on ice until feeding.
4.3. Transfer fish from the housing rack to the behavior room to acclimatize for one hour [1]. Use transparent barriers to temporarily isolate each fish in the tank for two to five minutes prior to feeding [2]. Use forceps to place an individual gelatin morsel onto the water surface for each fish [3]. 
4.3.1. Talent transferring the fish to behavior room for acclimatization.
4.3.2. Talent placing transparent barriers to separate the fishes in the tank.
4.3.3. Talent placing the feed morsels into the tank for each fish using forceps.
4.4. Observe each fish for five minutes to confirm consumption of the entire morsel [1]. Remove the barriers after feed consumption [2] and return the fish to home tanks or for experimental procedures [3]. 
4.4.1. Fish consuming the entire morsel.
4.4.2. Talent removing the barriers after feed consumption.
4.4.3. Talent returning the fish to their home tanks.
4.4.4. 

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 159.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 
5.1. When adult AB (A-B) and TL (T-L) zebrafishes were given gelatin feed for five mornings instead of their usual meal, all TL zebrafish consumed the morsels within five minutes on the first day [1], whereas AB fish required four days of acclimation to reach a consistent consumption rate for 15 out of 16 individuals [2]. TL fish of both sexes consumed the feed rapidly from the first exposure within four to twenty seconds [3], whereas AB fish showed longer initial consumption times ranging between seven to one hundred and forty-four seconds, but improved over time [4].
5.1.1. LAB MEDIA: Figure 2A: Video Editor: Please emphasize the red line.
5.1.2. LAB MEDIA: Figure 2A: Video Editor: Please emphasize the gray and brown lines.
5.1.3. LAB MEDIA: Figure 2B: Video Editor: Please emphasize the red and pink lines.
5.1.4. LAB MEDIA: Figure 2B: Video Editor: Please emphasize the gray and brown lines.
5.2. Following two days of acclimation to gelatin morsels, male and female adult AB fish were divided into control and treatment groups, then fed with water and MK-801 containing morsels [1]. Behavior was analyzed as distance from the bottom in a novel tank test and both male [2] and female drug-treated fish spent more time near the top of the tank compared to control indicating reduced anxiety-like or predator-avoidance behavior [3].
5.2.1. LAB MEDIA: Figure 3: Video Editor: Please emphasize the two purple and two green boxes in the figure sequentially.
5.2.2. LAB MEDIA: Figure 3: Video Editor: Please emphasize the fourth moss green box in the figure.
5.2.3. LAB MEDIA: Figure 3: Video Editor: Please emphasize the second emerald green box in the figure.
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