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Author Questionnaire 
1. Microscopy: Does your protocol demonstrate the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or similar?  Enter Yes or No.  
If you require a microscope but need a scope kit in order to be able to film with your own camera, please list the make and model of your microscope so that JoVE can send you a scope kit: Enter make and model of microscope.

2. Software: Does the part of your protocol being filmed demonstrate software usage?  Enter Yes or 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. As these files are necessary for finalizing your script, please upload all screen captured video files to your project page by your script return date or as soon thereafter as possible.


3. Proposed filming date: To help JoVE process and publish your video in a timely manner, please indicate the proposed date that your group will film here: 

When you are ready to submit your video files, please contact our Content Engineer, Devon Halley.

· To ensure that your video paper meets our publication requirements, the protocol is restricted to 25 steps and/or 55 shots. 

Protocol Length
Number of Steps: 18
Number of Shots: 38

 

Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which will be incorporated into the script. Authors will memorize the statements and then deliver them on camera.
· Enter the full name of the author who will deliver the statement on camera.
· Each author should deliver no more than two statements.
· Fill out both required statements. Additional optional statements may also be selected.
· Please 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: Why is your protocol significant? OR What key questions can this method help 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.[1].

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

REQUIRED: What is the main advantage of this technique?

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.[1].

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

OPTIONAL: Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?
1.3. 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.[1].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
OPTIONAL: Are there any specific areas of research that this method could provide insight into? OR Can this method be applied to any other systems?

1.4. 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.[1].

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

OPTIONAL: 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. 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.[1].

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

OPTIONAL: Why is visual demonstration of this method critical?

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.[1].

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

Is each interview statement 30 words or fewer? ☐ Yes
Has any author been assigned more than two statements? ☐ No

Introduction of Demonstrator on Camera

Complete this statement ONLY if any of the individuals who will be demonstrating the procedure on camera will not be delivering an Introductory Interview Statement.

1.7. Enter name of author who will introduce demonstrator: Demonstrating the procedure will be Click here to enter name of demonstrator(s)., a Click here to enter demonstrator job title. from my laboratory. Include additional demonstrators as needed.[1][2].

1.7.1. INTERVIEW: Author saying the above
1.7.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera

Ethics Title Card

1.8. All animal procedures were performed in accordance with the guidelines of Institutional Animal Care and Use Committee (IACUC) at University of California, Irvine.

Protocol
Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The one-digit numbers represent sections of the video. The text will appear as a title onscreen.
· The two-digit numbers (e.g., 2.1., 2.2.) represent steps of your protocol. The text will be recorded by JoVE’s voiceover talent. 
· The three-digit numbers (e.g., 2.1.1., 2.2.2.) represent the shots that your videographer will capture in your lab. 

Please use this draft script to help you prepare for filming day.
· If a step will take more than 10 minutes, we recommend preparing the product for that step in advance.
2. Preparation for the Heat-Induced Seizure Assay
2.1. Start by switching on the mouse heat chamber [1] with the Power On button and then press the Heat On button [2]. Using the keypad on the digital temperature controller, set the temperature of the heat chamber to 50 degrees Celsius [3].
2.1.1. WIDE: Talent at the lab bench; the heat chamber in view.
2.1.2. Talent pressing the Power On and the Heat On button.
2.1.3. Talent setting the temperature of the heat chamber.

2.2. Line the floor of the heat chamber with cob bedding [1]. Mount a video recording camera in front of the heat chamber [2]. Line a 140-millimeter diameter Petri dish with thick layers of tissue paper [3] and place it on ice to serve as a cooling pad [4].
2.2.1. Talent adding cob bedding in the heat chamber.
2.2.2. Talent mounting a camera in front of the heat chamber.
2.2.3. Talent lining a Petri dish with tissue paper.
2.2.4. Talent placing Petri dish on the ice.

2.3. For the screening assay, ensure the body weight of the mouse is 15 grams or more [1]. 
2.3.1. Talent recording the body weight of the mouse; the mouse on the weighing balance.

2.4. Before starting the procedure, confirm that the mouse is completely anesthetized with a toe pinch [1-TXT]. Coat the metal tip of the rectal temperature probe with a lubricant [2] and gently insert it into the mouse [3]. Secure the rectal probe to the tail of the mouse with tape [4].
2.4.1. Talent pinching the mouse. TEXT: Anesthesia: a few drops of isoflurane in a bell jar for 10–15 s
2.4.2. Talent applying lubricant to the metal tip of the rectal temperature probe.
2.4.3. Talent inserting the probe into the mouse.
2.4.4. Talent securing the probe with a tape.

2.5. Place the mouse in a new recovery cage lined with cob bedding [1]. 
2.5.1. Talent placing the mouse in the recovery cage.

2.6. Start a timer [1] and observe the mouse for 5 minutes while monitoring the core body temperature [2] until the mouse completely recovers from anesthesia [3] and the temperature stabilizes at 35 to 36 degrees Celsius [4]. 
2.6.1. Talent starting the timer.
2.6.2. Talent monitoring the core body temperature of the mouse.
2.6.3. The mouse moving in the cage.
2.6.4. Body temperature of the mouse at 35–36 °C

2.7. At the end of 5 minutes, note the body temperature of the mouse as the initial body temperature at zero minute [1].
2.7.1. Talent recording the body temperature of the mouse on the sheet.

2.8. Transfer the mouse quickly to the floor of the preheated mouse heat chamber to START the experiment trial [1].
2.8.1. Talent transferring the mouse into the preheated mouse heat chamber.

3. Heat-induced Seizure Assay
3.1. After the mouse is placed into the preheated mouse chamber, start the camera [1] and the stopwatch [2]. 
3.1.1. WIDE: Talent turning on the camera.
3.1.2. Talent starting the stopwatch.

3.2. Increase the temperature of the heat chamber at regular intervals such that the body temperature of the mouse increases at a rate of 0.25 degrees Celsius per minute [1]. Begin recording the body temperature of the mouse at 1-minute intervals for the duration of the experiment [2].
3.2.1. Talent increasing the temperature of the mouse heat chamber. 
3.2.2. Talent recording the body temperature of the mouse on a worksheet.

3.3. At 9.5 minutes, set the temperature of the heat chamber to 55 degrees Celsius [1], to stabilize the temperature of the heat chamber to 55 degrees Celsius by the tenth minute [2]. 
3.3.1. Talent setting the temperature of the heat chamber to 55 ˚C.
3.3.2. The temperature of the heat chamber stabilized at 55 ˚C.

3.4. Similarly, achieve a stable temperature of the heat chamber to 60 degrees Celsius by the twentieth minute. Each seizure screening trial lasts for 30 minutes [1].
3.4.1. The temperature of the heat chamber stabilized at 60 ˚C. 

3.5. If the mouse experiences a seizure, record the body temperature of the mouse during the seizure as a seizure threshold temperature [1]. Take note of the seizure behavior characteristics displayed by the mouse [2-TXT]. Then, quickly pick up the mouse from the chamber and place it on the cooling pad [3].
3.5.1. Talent recording the seizure threshold temperature.
3.5.2. The mouse experiencing a seizure. TEXT: Refer to TEXT  
3.5.3. Talent picking up the mouse and placing it on the cooling pad.

3.6. If a mouse does not experience heat-induced seizures within the 30-minute observation period [1] or the body temperature of the mouse reaches 44 degrees Celsius, place the mouse on the cooling pad [2].
3.6.1. Mouse in the heating chamber.
3.6.2. Talent placing the mouse on the cooling pad.

3.7. When body temperature of the mouse comes down to 36 to 37 degrees Celsius, transfer the mouse to a recovery cage [1-TXT].
3.7.1. Talent placing the mouse in a recovery cage. TEXT: Only one mouse in a recovery cage at a time

3.8. To remove the rectal probe from the mouse, carefully cut the tape between the mouse tail and rectal probe wire [1]. Wipe and clean the metal tip of the rectal probe with 70% alcohol [2].
3.8.1. Talent cutting the tape and removing the probe.
3.8.2. Talent cleaning the metal tip of the rectal probe with 70% alcohol.

3.9. Observe the mouse until it recovers before returning it to the home cage. Keep monitoring the status of the mouse [1]. Mark the END of the experiment trial [2].
3.9.1. Talent returning the mouse to its home cage.
3.9.2. The mouse in the home cage/ Talent viewing data on the spreadsheet.

3.10. Reset the temperature of the mouse heat chamber to 50 degrees Celsius and allow it to equilibrate before the next assay [1]. 
3.10.1. The temperature at 50 ˚C on the digital temperature controller.



Results
Please review this section to make sure that it accurately reflects your findings.
· Use Track Changes when making edits or revisions.
· If you would like the video to include different results, please revise this section.
· When revising, please keep the length of the voiceover below 200 words. Current word count: 185. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 
· Notes in blue italics are for JoVE’s video editor.

4. Results: Screening for Occurrence of Heat-induced Seizures in Mice with the Different Genetic Backgrounds
4.1. In the heat seizure assay, the mean body temperature of the mice was recorded every minute [1], and the rate of the body temperature change over time was evaluated [2]. There was no difference in the rate of change of body temperature between 129X1 heterozygous mutant mice and B6NJ wild-type littermates [3].
4.1.1. LAB MEDIA: Figure 2 A.
4.1.2. LAB MEDIA: Figure 2 B, C.
4.1.3. LAB MEDIA: Figure 2 B, C. Video Editor: Emphasize Scn1aKT/+ and data line with orange circles in both graphs

4.2. Different species of mice displayed different behavior when exposed to the periodic increase in body temperature [1]. All heterozygous mutant mice from 129X1 or B6NJ genetic backgrounds exhibited heat-induced seizures [2]. 
4.2.1. LAB MEDIA: Figure 2 D. 
4.2.2. LAB MEDIA: Figure 2 D. Video Editor: Emphasize orange bars

4.3. None of the wild-type mice in the 129X1 enriched background experienced seizures [1], while only a third of the mice from the seizure-sensitive B6NJ background showed seizures [2].
4.3.1. LAB MEDIA: Figure 2 D. Video Editor: Emphasize Scn1a+/+ bar from 129X1 columns
4.3.2. LAB MEDIA: Figure 2 D. Video Editor: Emphasize Scn1a+/+ black bar from B6NJ columns

4.4. A mean seizure threshold temperature of 129X1 mutant mice [1] was not significantly different from the mean seizure threshold temperature seen in B6NJ mice [2]. In contrast, the average seizure threshold temperature differed among the species of similar genetic backgrounds [3].
4.4.1. LAB MEDIA: Figure 2 E. Video Editor: Emphasize Scn1aKT/+from 129X1 column
4.4.2. LAB MEDIA: Figure 2 E. Video Editor: Emphasize Scn1aKT/+from B6NJ column
4.4.3. LAB MEDIA: Figure 2 E. Video Editor: Sequentially emphasize both bars from 129X1 and  B6NJ

4.5. The severity of the seizures was measured using the modified Racine scale [1]. The maximum Racine score of heterozygous mutant mice in 129X1 enriched background [2] was not significantly different from heterozygous mutant mice in B6NJ genetic background [3]. 
4.5.1. LAB MEDIA: Figure 2 F.
4.5.2. LAB MEDIA: Figure 2 F. Video Editor: Emphasize 129X1 column
4.5.3. LAB MEDIA: Figure 2 F. Video Editor: Emphasize B6NJ column







Conclusion
5. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one or two of the statements.
· Each statement is limited to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each statement. 
What is the most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section of the script that this advice applies to.
5.1. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.[1].

5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Enter step numbers referred to.) 
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
5.2. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words. [1].

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. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words. [1].

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

Thank you for addressing our questions. We will incorporate your answers and suggestions and send you the final script before your filming day. You will also receive detailed preparation instructions in the email accompanying the final script.
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