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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  Y  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If No, JoVE will need to record the microscope images using our scope kit (through a camera port or one of the oculars). Please list the make and model of your microscope.
Enter make and model of microscope.

2. Software: Does the part of your protocol being filmed demonstrate software usage?  N

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

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.
· 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

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. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) or equivalent body at (insert Institutional Name).


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 onscreen.
· The two-digit numbers (e.g. 2.1., 2.2.) represent steps of your protocol. The text will be recorded 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 one day, the protocol is restricted to 30 steps and/or 60 shots. Current script of protocol: 23 steps, 41 shots.

Please use this draft script to help you prepare for filming day.
· Filming should take no more than 10 minutes per step. If a step will take more than 10 minutes, prepare the product from that step in advance.
2. Cerebellar Slice Culture Dissection
2.1. For cerebellar slice culture dissection, place the head from a postnatal day 0-2 mouse into a Petri dish containing dissection medium under a microscope [1-TXT].
2.1.1. WIDE: Talent placing head into dish under microscope Videographer: More Talent than mouse in shot TEXT: Euthanasia: decapitation
2.2. After rinsing any blood, use fine scissors to make a single incision on each lateral edge at the base of the skull [1-TXT].
2.2.1. SCOPE: Incision(s) being made TEXT: See text for all medium and solution preparation details
2.3. With the head placed upside down, use number 5-45 forceps to press firmly on the underside of the skull to force the undamaged hindbrain out of skull [1].
2.3.1. SCOPE: Skull being pressed
2.4. Next, use two, number 11 scalpels to cut away any excess tissue [1], taking care that the cerebellum remains attached to the underlying piece of hindbrain [2].
2.4.1. SCOPE: Tissue being cut
2.4.2. SCOPE: Shot of cerebellum attached to hindbrain
2.5. Use a spatula to transfer the cerebellum to the cutting stage of an ethanol-sterilized tissue slicer [1] with the tissue resting on the rostral face of the hindbrain and the caudal face of the hindbrain facing out and the medial plane exactly parallel to the tissue slicer blade [2].
2.5.1. Talent placing cerebellum onto tissue slice
2.5.2. Shot of brain resting with hindbrain facing out and parallel to blade
2.6. Use a P200 pipette to remove excess medium from around the tissue, while still keeping the tissue hydrated [1], and cut the tissue into 350-micrometer-thick slices [2-TXT].
2.6.1. Medium being removed
2.6.2. Tissues being sliced TEXT: Typically, 4-6 slices acquired/brain
2.7. Gently pipette 100 microliters of slice culture medium under the tissue so the slices are floating [1] and use the spatula to transfer the slices into a new Petri dish containing slice culture medium under the dissecting microscope [2-TXT].
2.7.1. Medium being added under slices
2.7.2. Slice being placed into dish TEXT: Clean tissue slicer with 70% ethanol after slicing
2.8. Using the blunt side of a scalpel to gently separate the slices under the dissecting microscope [1] and use a scalpel and spatula to transfer slices into individual organotypic inserts in each well of 6-well plate containing 1 milliliter of slice culture medium per well [2].
2.8.1. Slice(s) being separated
2.8.2. Slice being placed into insert 
2.9. Then place the plate at 37 degrees Celsius and 7.5% carbon dioxide for 12 days [1-TXT].
2.9.1. Talent placing plate into incubator TEXT: Refresh medium every other day
3. Standard Myelination and Remyelination 
3.1. To test the effects of a factor of interest on myelination, add the factor to the medium on the first day of culture and at every medium change [1].
3.1.1. WIDE: Talent adding factor to well(s), with factor container visible in frame
3.2. On day 12, fix the slices in 1 milliliter of 4% paraformaldehyde in PBS for 1 hour at room temperature [1].
3.2.1. Talent adding PFA to well(s), with PFA container visible in frame
3.3. To assess remyelination, continuing culturing the unfixed slices for two additional days without the factor of interest [1].
3.3.1. Talent placing plate into incubator
3.4. On day 14, add 1 milliliter of slice culture medium supplemented with 0.5% lysolecithin to each well of a new 6 well plate [1] and warm the plate in an incubator [2]. 
3.4.1. Talent adding medium to well(s), with lysolecithin container visible in frame
3.4.2. Talent placing plate into incubator
3.5. Next, transfer the inserts into each well of the lysolecithin plate [1] and return the plate to the cell culture incubator for 16-18 hours [2].
3.5.1. Talent placing insert(s) into wells
3.5.2. Talent placing plate into incubator
3.6. The next day, lift one insert at a time from each well, gently tapping the insert on the side of the well to ensure that all of the lysolecithin medium is removed [1], and place the insert into one well of new 6-well plate containing fresh slice culture medium supplemented with the factor of interest [2].
3.6.1. Insert being lifted and tapped
3.6.2. Insert being placed into new plate, with medium container visible in frame
3.7. Then return the plate to the cell culture incubator for 14 more days [1-TXT]. Fix the slices at 28 days in vitro [2].
3.7.1. Talent placing plate into incubator TEXT: Refresh medium and factor every other day
3.7.2. Talent adding fixative to well(s)
4. Tissue Processing and Analysis
4.1. To process the tissue slices for their histological analysis, after fixing, gently submerge each sample in fresh PBS [1] before washing the slices in 1 milliliter of PBS per well in a new 6-well plate two times for 5 minutes per wash [2].
4.1.1. WIDE: Talent adding PBS to well(s)
4.1.2. Talent placing slice into well, with PBS container visible in frame
4.2. After the second wash, use a scalpel to cut the membrane from each insert [1] and position the slices membrane side-down in each well [2]. 
4.2.1. Membrane being cut
4.2.2. Slice being placed membrane side-down
4.3. Treat the slices with 1 milliliter of blocking solution for 1 hour at room temperature to block any non-specific binding [1] before replacing the blocking solution with 1 milliliter of the primary antibody of interest diluted in blocking solution [2].
4.3.1. Talent adding blocking solution to well(s), with blocking solution container visible in frame
4.3.2. Talent adding antibody solution to well(s), with antibody solution container visible in frame
4.4. When all of the antibody has been added, wrap the plates in paraffin film [1] and place the plates at 4 degrees Celsius overnight [2].
4.4.1. Talent wrapping plate
4.4.2. Talent placing plate at 4 °C
4.5. The next morning, wash the wells one time briefly, one time for 15 minutes, and one time for 1 hour in fresh blocking solution per wash [1-TXT].
4.5.1. Talent submerging membrane in solution, with blocking solution container visible in frame TEXT: Place plate on rocker for longer washes
4.6. After the last wash, rinse the sections one time in double-distilled water [1-TXT] before mounting the slices membrane side-down onto individual glass slides [2-TXT].
4.6.1. Talent rinsing slice TEXT: Optional: Label with appropriate 2° Ab after last wash
4.6.2. Talent placing membrane onto slide TEXT: Optional: Store slices ≤1 wk at 4 °C before imaging
4.7. Then image the slices on a confocal fluorescence microscope [1].
4.7.1. Talent at microscope, imaging slice



Protocol Script Questions
Authors: Please use the step numbers from the script above (not step numbers from the manuscript) when answering the questions below. Please do not include steps that will be screen-captured and do not list entire sections.

A. Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps. 
Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

B. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1 or 2 individual steps from the script above.
Click here to list 1 or 2 individual steps, using the step numbers from the protocol section of the video script.

If answered, your answers to C and D will become interview-style shots, which may be incorporated into the script after the relevant step in the protocol. Authors will memorize the statements and then deliver them on camera. 

C. OPTIONAL: If there is no single most critical step in the filmed portion of the protocol, do not answer this question. What is the best way to perform the required technique for the most critical step in the protocol? 
Enter author name.: (Enter step numbers from script.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.


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: 110. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 

5. Results: Representative Oligodendrocyte Precursor Cell (OPC) Myelination, Differentiation, and Re-Myelination

5.1. Lysolecithin-induced demyelination [1] leads to the complete disappearance of Caspr (casper)-positive paranodes and the loss of compact myelin [2]. 

5.1.1. LAB MEDIA: Figure 3A
5.1.2. LAB MEDIA: Figure 3A Video Editor: please emphasize Caspr image

5.2. The treatment of slices with 100 nanograms/milliliter of Activin A during myelination [1] results in a higher myelination index [2].

5.2.1. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize 100 ng/mL Activitin-A image
5.2.2. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize grey data bar

5.3. Activin A treatment also accelerates oligodendrocyte precursor cell differentiation [1], as quantified by the ratio of CC1 (C-C-one)-positive mature oligodendrocytes to Olig2-positive oligodendrocyte lineage cells [2].

5.3.1. LAB MEDIA: Figures 2C and 2D Video Editor: please emphasize 100 ng/ml Activin-A image
5.3.2. LAB MEDIA: Figures 2C and 2D Video Editor: please emphasize grey data bar

5.4. Following lysolecithin treatment, demyelination can be visualized and quantified [1] in slice cultures by fragmented myelin basic protein staining [2] and a lack of Caspr-positive paranodes [3].

5.4.1. LAB MEDIA: Figure 3A
5.4.2. LAB MEDIA: Figure 3A Video Editor: please emphasize green signal in MBP NFH image
5.4.3. LAB MEDIA: Figures 3A Video Editor: please emphasize Caspr image

5.5. Treatment with 0.01-micromolar XAV939 during remyelination [1] significantly increases the myelination index [2] compared to vehicle controls, as quantified by the ratio of Caspr to neurofilament protein H staining [3].	Comment by Bridget Colvin: Authors: How is this pronounced “X-A-V-nine-three-nine” or “zav-nine-three-nine” or other?

5.5.1. LAB MEDIA: Figures 3B and 3C 
5.5.2. LAB MEDIA: Figures 3B and 3C Video Editor: please emphasize green signal in MBP NFH XAN939 image and grey data bar
5.5.3. LAB MEDIA: Figures 3B and 3C Video Editor: please emphasize green signal in MBP NFH Vehicle image white data bar





Conclusion
6. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview 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; 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.
6.1. 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].

6.1.1. 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?
6.2. 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].

6.2.1. 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?
6.3. 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].

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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