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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.

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:  22
Number of Shots:  41 (6 SC) 

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.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: What is the scope of your research? What questions are you trying 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 30 or fewer words.

What are the most recent developments in your field of research?
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 30 or fewer words.
What technologies are currently used to advance research in your field?
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 30 or fewer words.
What are the current experimental challenges?
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 30 or fewer words.

What significant findings have you established in your field?
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 30 or fewer words.

What research gap are you addressing with your protocol?
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 30 or fewer words.

What advantage does your protocol offer compared to other techniques?
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 30 or fewer words.
How will your findings advance research in your field?
1.8. 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 30 or fewer words.
What new scientific questions have your results paved the way for?
1.9. 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 30 or fewer words.
What research questions will your laboratory focus on in the future?
1.10. 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 30 or fewer words.


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

Testimonial Questions (OPTIONAL): 

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. 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 50 or fewer words.
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. 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 50 or fewer words.


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.) 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. 

2. Electroshock Probe Construction	Comment by Poornima  G: Authors, to maintain a good flow in the video, the steps are arranged differently than what is given in the manuscript. Please check the sequence of steps and confirm if it is okay or if any step needs to be moved
Demonstrator: Click here to enter name of demonstrator(s) 
2.1. To begin, cut two lengths of electrical wire, each approximately 2 by 1 meter, ensuring they are thin and flexible and rated for about 3 amperes [1]. Wind a 5-centimeter piece of tungsten wire around the exposed end of each electrical wire [2] and solder it in place to maximize contact [3]. 
2.1.1. Talent measuring and cutting electrical wire segments.
2.1.2. Talent winding tungsten wire around the exposed electrical wire.
2.1.3. Talent soldering the wire.

2.2. Solder push-fit connectors, such as banana plugs, to the opposite ends for easy connection to the voltage stimulator [1].
2.2.1. Talent soldering push-fit connectors onto the free end of the wire.

2.3. Secure both tungsten wires to the electrode holder so that they are positioned parallel to each other [1]. Use small 2-centimeter segments of glass capillaries to hold the wires in place beneath the probe lock screw [2].
2.3.1. Talent positioning tungsten wires in the electrode holder.
2.3.2. Talent inserting glass capillaries and tightening the probe lock screw.

2.4. Using forceps, bend the tungsten wires until they come within 1 to 2 millimeters of each other near the wire holder’s exit [1]. If needed, use electrical insulating tape or modeling putty like Blu-Tack to maintain the wire alignment and distance [2].
2.4.1. Talent bending tungsten wires into position using forceps.
2.4.2. Talent securing wire alignment with Blu-Tack and electrical tape.



3. Larval Preparation, Probe Calibration and Electroshock Procedure
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Ensure that stocks of approximately 100 wandering third instar larvae from both a wild-type control strain and a seizure mutant strain are available [1].
3.1.1. Talent checking and labeling vials containing wild-type and seizure mutant larvae.
3.2. Remove a single wandering third instar larva from the vial wall [1] and place it into a small plastic Petri dish [2-TXT]. Using a small paintbrush, gently wash the larva with double-distilled water to remove any food residue [3].
3.2.1. WIDE: Talent removing a wandering larva from the side of a vial.
3.2.2. Talent transferring the larva to a Petri dish using a paintbrush. TXT: Use actively moving larvae that have left the food to crawl up 
3.2.3. Talent gently washing the larva in the Petri dish using the paintbrush.

3.3. Now, transfer the washed larva to an empty plastic dish [1]. With forceps, hold a small fragment of paper towel and gently dry the larva [2]. Remove excess water without fully drying the larva to prevent it from sticking to the dish [3].
3.3.1. Talent transferring the washed larva to a dry dish using a paintbrush.
3.3.2. Talent using forceps to dab the larva with a paper towel fragment.
3.3.3. Close-up shot showing minimally dried larva.

3.4. Let the larva recover for 30 seconds to ensure easy handling during probe placement [1].
3.4.1. Talent placing the dish with larva aside.

3.5. Next, view the larva under a dissection microscope at 15 to 20 times magnification [1]. Once the larva resumes normal crawling, gently place the electroshock probe on the anterior dorsal surface above the central nervous system [2]. Apply enough pressure to compress the larva to about one-third to one-half of its depth to ensure proper conductivity without causing damage [3].
3.5.1. Talent adjusting the microscope and aligning the dish under it.
3.5.2. Talent gently lowering the electroshock probe onto the dorsal surface of the larva.
3.5.3. SCOPE: Under magnification, show probe tip compressing the larval body at the correct site.

3.6. Apply a 2-second pulse of constant voltage using an isolated voltage stimulator, the intensity of which was previously calibrated through a titration curve [1].
3.6.1. Talent pressing the activation button on the voltage stimulator.

3.7. Immediately start a timer as soon as the shock is delivered [1]. Observe the larva for signs of transitory paralysis, spasms, or rolling behavior [2].
3.7.1. Talent starting a timer.
3.7.2. SCOPE: Close-up of the larva exhibiting spasms and disrupted crawling motion.

3.8. Stop the timer once the larva clearly moves away from its original position, indicating recovery through forward peristaltic movement [1].
3.8.1. SCOPE: The larva moving away from the initial site in the dish.

3.9. Then, rinse the probe wires first with 100 percent ethanol followed by double-distilled water [1]. After inspecting the wires under magnification, gently scrape off any residue using forceps without changing the wire spacing [2].
3.9.1. Talent rinsing probe wires with ethanol.
3.9.2. Talent using forceps to scrape residue cautiously.

3.10. Use the probe to deliver a 2-second pulse of varying voltages to around 15 larvae per voltage for each genotype [1]. Shock each larva only once [2].
3.10.1. Talent adjusting voltage on stimulator and applying shock to a larva. TXT: Voltages: 0, 2, 4, 6, 8, 10, and 12 V
3.10.2. Talent placing the larva back onto the vial or dish.

3.11. Measure the recovery time for each larva and compute the average recovery time for each voltage across genotypes [1].
3.11.1. SCREEN: Spreadsheet with recovery time values and average calculations by voltage and genotype.
[bookmark: _Hlk162020732][bookmark: _Hlk162020892]Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible (download the guidelines from the link given in the email): https://review.jove.com/account/file-uploader?src=20871503 


3.12. Plot the average recovery times on a graph and fit a straight line to the data [1].
3.12.1. SCREEN: Graphing software showing recovery time data points and linear fit being plotted.

3.13. Choose a voltage that shows a distinct and significant difference in recovery time between wild-type and seizure mutant larvae [1]. Ensure the selected voltage does not cause prolonged recovery that would hinder throughput [2].
3.13.1. SCREEN: Cursor hovering over voltage point on graph showing clear separation between genotypes.
3.13.2. SCREEN: cursor hovering over the recovery time of the selected data.



4. Drug Screening and their Effect on Larval Seizure 

Demonstrator: Click here to enter name of demonstrator(s) 

4.1. For drug preparation, add drugs dissolved in an appropriate solvent directly onto the surface of solid fly food [1] and allow time for it to soak in and evaporate [2-TXT].
4.1.1. Talent pipetting drug solution onto food in open vials.
4.1.2. Talent keeping the vial aside. 

4.2. Alternatively, scoop out the food from vials and re-melt it [1]. When the temperature cools to 40 degrees Celsius, add the drug solution [2] and mix thoroughly using a vortex mixer [3]. Pour approximately 5 milliliters of the treated food back into vials and let it solidify before use [4].
4.2.1. Talent scooping out the food from the vial.
4.2.2. Talent adding the drug to the molten food.
4.2.3. Talent vortexing the mixture.
4.2.4. Talent pouring treated food into fresh vials and keeping them aside.

4.3. Run a concentration gradient by testing a range of drug concentrations to determine the optimal dose [1].
4.3.1. Shot of several vials placed in series.

4.4. Apply electroshock to larvae of the test genotype or those exposed to a drug and measure the seizure recovery time [1-TXT]. 
4.4.1. Talent applying electroshock to larvae and starting the timer. TXT: Use a sample size of 20 larvae; Have a negative and positive control

4.5. Apply a cutoff time of 300 seconds to eliminate excessively long recovery durations [1]. Only record seizures with recovery times greater than 30 seconds as quantifiable [2].
4.5.1. SCREEN: setting the cut off timer at 300 seconds.
4.5.2. SCREEN: Cursor hovering over data rows showing inclusion of seizures over 30 seconds.


4.5.3. 

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: 75.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 

5.1. The probe was calibrated, and it was evident from the line fits that the mutant showed an increased seizure recovery time at all voltages compared to the wild type [1]. 
5.1.1. LAB MEDIA: Figure 3 Video editor: Highlight blue line

5.2. Seizure recovery times varied significantly across Drosophila genotypes, with para-bang-senseless exhibiting the longest recovery time [1] and julius seizure the shortest among mutants [2].
5.2.1. LAB MEDIA: Figure 4 Video editor: Highlight data points for “para-bss”
5.2.2. LAB MEDIA: Figure 4 Video editor: Highlight data points for “jus”


5.3. Sodium valproate and Phenytoin treatment significantly reduced seizure recovery time in the para-bang-senseless mutant [1] compared to the vehicle controls [2].
5.3.1. LAB MEDIA: Figure 5 Video editor: Highlight data points for “para-bss+ PHY” in A and “para-bss+ VPA” in B
5.3.2. LAB MEDIA: Figure 5 Video editor: Highlight data points for “para-bss” in A and B
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