[image: ]DRAFT: DO NOT USE FOR FILMING


Submission ID #: 59893
Scriptwriter Name: Brigid Stadinski
Project Page Link: http://www.jove.com/files_upload.php?src=18267413

Title: Presynapse Formation Assay Using Presynapse Organizer Beads and “Neuron Ball” Culture

Authors and Affiliations: 

Shumaia Parvin1, Renoma Takeda1, Yukio Sasaki1
1Functional Structure Biology Laboratory, Department of Medical Life Science, Yokohama City University Graduate School of Medical Life Science, Yokohama, Japan

Authors: Please ensure that all authors’ names are spelled correctly and that the affiliations listed here are correct. This is how your names and affiliations will appear in your video.

Corresponding Author: 
Yukio Sasaki 
y_sasaki@yokohama-cu.ac.jp

Email addresses for Co-authors: 

Shumaia Parvin 
lassli.rubd@gmail.com

Renoma Takeda 
w175420a@yokohama-cu.ac.jp



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, such as filming a complex dissection or microinjection technique? (Y/N)  Y
Yes, our protocol contains mouse brain dissection under microscope. 
Can you record movies/images using your own microscope camera? (Y/N) N
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.
We have 2 dissection microscopes without camera port.
1. Nikon SMZ800
2. Leica MZ75 (dual headed binocular)
I think that one of the oculars is necessary to be used to record microscope image.

2. Does your protocol include software usage? (Y/N) 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.

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.

2.5.2 (trypsinization), 2.8.1 (pipetting cortices), 3.1.1 (PLL coating), 4.5.2 (removing cell bodies), 4.6.2 (applying and submerge the LRRTM2 beads)

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.

4.5.2 is most difficult. After cutting yellow tip, we check the edge of yellow tip is flat by stereomicroscope. We also make sure whether cell bodies are removed after suction by stereomicroscope. 

5. Will the filming need to take place in multiple locations? (Y/N) No
If yes, how far apart are the locations? 


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

Authors, these headshots will be used for the JoVE Dedicated Author Webpage. Here is one example if you wish to take a look.


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 Name: Yukio Sasaki_(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).

This protocol is suitable to investigate where presynaptic proteins originate, cell bodies or axons, and how presynaptic proteins accumulate in presynapses in organized manner during synapse formation. 

What is the main advantage of this technique?

1.2. Author Name: Honami Uechi _(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)

This technique can induce thousands of presynapses at the same time, and this technique is not necessary to use special apparatus to maintain axons in culture. 
These advantages are suitable to analyze formation of many presynapses in axons efficiently.

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

· If you would like to have additional speakers, the following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· These statements must be spoken by different authors than those who gave the Required Interview Statements, and are limited to one statement per additional author.
· The length of each 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: ___________(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).

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 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)


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 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)


Why is visual demonstration of this method critical?

1.6. 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)


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). 

1.7. Author Name: Demonstrating the procedure will be Honami Uechi and Rie Ishii, grad and undergrad students from my laboratory. (Add additional mention of demonstrators as necessary).  
1.7.1. Interview style: Author saying the above 
1.7.2. 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)

1.8. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at Yokohama City University [1].

1.8.1. Title Card
	


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.) 
Authors, to avoid having to re-record the audio for your video, please indicate how the narrators should pronounce the following in the narration of the video:
AraC: /ərəsiː/
DIV 3: /diːaɪviːθríː/
LRRTM2: /ɛlɑrɑrtiːɛm túː/
DIV11: /diːaɪviː əlévnː/
Munc18-1: /ɛmənk èɪtíːn wʌn/
vGlut1: /viːɡlut wʌn/
Fmr1-KO: /ɛfɛmɑr wʌn keɪoʊ/
2. Preparation of Neuron Balls as Hanging Drop Culture 
2.1. Begin this procedure with mouse euthanasia as described in the text protocol. Dissect the abdomen to obtain E16 embryos [1].
2.1.1. WIDE: Talent works to dissect the abdomen from a euthanized mouse. Avoid filming face.
2.2. Remove the brains from embryos carefully with the help of fine tips of forceps and transfer them into 60 millimeter cell culture dishes containing 4 milliliters of HEPES Buffered Salt Solution, or HBSS [1].
2.2.1. SCOPE: View through the dissecting scope as talent removes the brains from the embryos with fine tips of forceps and transfer them into 60 mm cell culture dishes containering 4 mL of HBSS. 
2.3. Remove the scalp and cut the olfactory bulb [1]. Separate cortices from each cerebral hemisphere using the fine tips of forceps under stereomicroscope, and transfer to another 60 millimeter dish containing fresh HBSS. Use at least 3 to 5 embryos for each separate neuron ball culture [2].
2.3.1. SCOPE: View through the dissecting scope as talent removes the scalp and cuts the olfactory bulb.
2.3.2. SCOPE: View through the dissecting scope as talent separates the cortices from each cerebral hemisphere using the fine tips of forceps under stereomicroscope, and transfers to another 60 millimeter dish containing fresh HBSS. 
2.4. Cut the cortices into small pieces with microdissecting spring scissors in a laminar flow cell culture hood [1].
2.4.1. ECU: Cortices as talent cuts into small pieces with microdissecting spring scissors.
2.5. Transfer minced cortices to a 15 milliliter tube [1]. Trypsinize the minced cortices in 4 milliliters of 0.125% trypsin in HBSS for 4.5 minutes in a water bath at 37 degrees Celsius [2].
2.5.1. Talent transfers minced cortices to a 15 mL tube.
2.5.2. Tube with cortices and trypsin solution as it is places in a water bath at 37 degrees Celsius for 4.5 minutes. 
2.6. Transfer the cell aggregates to a new 15 milliliter tube containing 10 milliliters of HBSS by a sterile transfer pipette [1]. Incubate at 37 degrees Celsius for 5 minutes before repeating this step one more time [2]. 
2.6.1. Talent transfers the cell aggregates to a new 15 mL tube containing 10 mL of HBSS by a sterile transfer pipette.
2.6.2. Talent places the tube into an incubator.
2.7. Now, transfer the cell aggregates to a new 15 milliliter tube containing 2 milliliters of NGB medium, 0.01% DNase I, and 10% horse serum [1-TXT].
2.7.1. Talent transfers the cell aggregates to a new 15 mL tube containing the medium. Use labeled containers whenever possible to aid in viewer clarity. TEXT: NGB: Neurobasal media containing GlutaMax, B27 supplement
2.8. Triturate the trypsinized cortices by repeatedly pipetting them up and down 3 to 5 times using fire-polished fine glass Pasteur pipette [1].
2.8.1. Trypsinized cortices as talent pipettes them up and down 3-5 times using fire-polished fine glass Pasteur pipette. 
2.9. For preparing neuron balls, adjust the cell density in this cell suspension to one million cells per milliliter using NGB medium [1].
2.9.1. Talent adjusts the cell density to one million cells/mL using NGB medium.
2.10. Culture the cortical neurons as hanging drops containing 10,000 cells per drop (10 microliters) inside the upper lids of 10 centimeter culture dishes [1].
2.10.1. Culture dish lid as talent cultures the cortical neurons as hanging drops containing 10,000 cells per drop inside the upper lids of 10 centimeter culture dishes.
2.11. Add 7 milliliters of PBS to the bottom part of culture dishes [1]. Then, keep the dishes in an incubator for 3 days at 37 degrees Celsius with 5% CO2 under humidified condition to allow for neuron ball formation [2].
2.11.1. Talent adds 7 mL of PBS to the bottom part of the culture dishes. Use labeled containers whenever possible to aid in viewer clarity.
Actually, PBS is added to the bottom part of the culture dishes to maintain humidity inside dishes before placing hanging drops on the lid. Thus, 2.11 should be localized  between 2.9 and 2.10. 
2.11.2. Talent places the dishes into an incubator. 
3. Placing Neuron Balls on PLL-Coated Glass Coverslips and Culture Maintenance
3.1. Coat poly-L-lysine, or PLL, onto the paraffin-beaded glass coverslips in 60-millimeter dishes using a 15 microgram per milliliter PLL solution in borate buffer [1-TXT]. Keep them for at least 1 hour in a CO2 incubator [2]. –Authors, what temperature is this incubator at?
37 degrees Celsius.

3.1.1. Coverslips as talent coats them with PLL. TEXT: See text for preparation of paraffin-beaded glass coverslips
3.1.2. Talent places the coverslips into the incubator.
3.2. After washing 4 times with PBS, transfer the PLL-coated coverslips to a 4-well plate containing 350 microliters of NGB medium in each well [1]. Add 3 micromolar AraC to the media to kill dividing cells [2-TXT]. –Authors, in the AraC added to the media before or after transferring the coverslips to the plate?
AraC is added before transferring the coverslips to the plate. In many case, we prepare 350 microliters of NGB medium containing 3 micromolar AraC.
3.2.1. Talent transfers the PLL-coated coverslips to a 4-well plate with medium.
3.2.2. Talent adds AraC to media in each well. TEXT: AraC: cytosine β-D-arabinofuranoside hydrochloride
3.3. Incubate the 4-well plate containing the PLL-coated coverslips in the CO2 incubator at least for 20 minutes to ensure the temperature of the medium reach 37 degrees Celsius before transferring neuron balls [1].
3.3.1. Talent places the plate into the incubator.
3.4. At DIV 3 when “neuron balls” are formed very well, transfer them onto PLL-coated coverslips inside the 4-well plate at 5 neuron balls per well [1].
3.4.1. ECU: Wells of the 4-well plate as talent transfers the neuron balls there.
4. Applying LRRTM2 Beads on Neuron Ball Culture With or Without Cell Bodies
4.1. Transfer 20 microliters from the suspension of streptavidin-coated magnetic particles to a microcentrifuge tube [1]. 
4.1.1. Talent transfers 20 microliters from the suspension of streptavidin-coated magnetic particles to a microcentrifuge tube.
4.2. Immobilize the beads to a handmade apparatus attached with neodymium permanent magnets and wash three times with 100 microliters of PBS-MCBC in 1.5 milliliter microcentrifuge tubes [1]. –Authors, what does MCBS stand for?

PBS-MCBC contains PBS including 5 mM MgCl2, 3 mM CaCl2, 0.1% BSA (Bovine serum albumin), and 0.1% Complete EDTA-free.

4.2.1. Talent places the tubes on the magnet and begins washing them. Use labeled containers whenever possible to aid in viewer clarity.
4.3. After removing completely PBS-MCBC from the beads, add predetermined volume of LRRTM2 stock to the washed beads [1-TXT].  Incubate the mixture using rotator at 4 degrees Celsius for 1 to 2 hours [2].
4.3.1. Talent adds LRRTM2 stock to the washed beads. Use labeled containers whenever possible to aid in view clarity. TEXT: LRRTM2: leucine-rich repeat transmembrane neuronal 2
4.3.2. Tube as it rotates at 4 degrees Celsius. TEXT: See text for preparation of LRRTM2 stock
4.4. Wash the beads twice with 100 microliters of PBS-MCBC [1]. Then, wash the beads with 100 microliters of NGB medium [2]. Resuspend the LRRTM2 beads in 50 microliters of NGB medium for application to the neuron ball culture [3].
4.4.1. Talent washes the beads with 100 microliters of PBS-MCBC. Use labeled containers whenever possible to aid in viewer clarity.
4.4.2. Talent washes the beads with 100 microliters of NGB medium.
4.4.3. Talent resuspends the LRRTM2 beads in 50 microliters of NGB medium.
4.5. Now, cut the end of a yellow tip at a 45 degree angle with a razor blade previously sprayed with 70% ethanol under stereomicroscope [1].  Put the yellow tip end on the cell body area of a neuron ball and remove the cell bodies by suction [2].
4.5.1. SCOPE: View through stereomicroscope as talent cuts the end of a yellow tip at a 45 degree angle with a razor blade.
4.5.2. SCOPE: View through stereomicroscope as talent puts the yellow tip end on the cell body area of a neuron ball and removes the cell bodies by suction.
4.6. Apply the LRRTM2 and control beads on neuron ball culture [1]. Then, submerge the beads to the bottom of the plates of neuron ball culture for 1 minute using ferrite magnets to start presynapse formation. This procedure ensures to touchdown all beads at the same time [2].
4.6.1. Talent applies the LRRTM2 and control beads on neuron ball culture.
4.6.2. Talent uses ferrite magnets to submerge beads to the bottom of the plates of neuron ball culture.
5. Fluorescence Microscopy
5.1. Fix and stain the neurons in the neuron ball culture after presynapse formation with beads as described in the text protocol [1].
5.1.1. Talent retrieves the stained sample slides from the refrigerator.  
5.2. Capture phase and immunofluorescence images under an inverted fluorescent microscope with a cooled CCD camera using 60X oil immersion lens [1].
5.2.1. Talent works to set up the inverted fluorescent microscope.
5.3. Measure the immunofluorescence intensity in presynapses in the axon using immunofluorescence intensities of the region of interest on beads, minus the off beads region intensity/axonal intensity along 20 microns from the beads, minus background intensity. This ratio intensity provides protein accumulation index [1]. –Authors, is this written correctly? If not, please edit with words rather than a formula so that the narrator will know how to read it.

It is correct. If possible, we would like to show Figure 4A at this timing. We made figure 4A without A label to explain how to measure it.
.
5.3.1. SCREEN: To be provided by the authors - Screen capture movie of Image J software as talent measures the immunofluorescence intensity in presynapses in axon. Authors, please upload this screen capture to your project page.
We will upload it this week.
5.4. To quantify the accumulation level of particular protein in presynapse induced with LRRTM2 beads, always select the area 2-fields of view or more apart from the cell body [1]. 
5.4.1. SCREEN: To be provided by the authors - Screen capture movie of Image J software as talent quantifies the accumulation level of particular protein in presynapse induced with LRRTM2 beads. Authors, please upload this screen capture to your project page.
We will upload it this week.

5.5. For accurate measurement, choose 5-different axonal fields per coverslip [1].
5.5.1. Talent working at the fluorescent microscope.





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”
Author name, 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)



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. 

6. Results: _ Analysis of accumulation of presynaptic proteins in LRRTM2-induced presynapses of axons of neuron ball culture._ Authors, please enter a title that reflects the results shown below (please just keep it to <2 lines of text)
6.1. Shown here is the application of LRRTM2-beads into neuron ball culture at DIV11 induced accumulation of Munc18-1 in presynapses of axons of neuron balls [1]. 
6.1.1. LAB MEDIA: Figure 2A – Authors, please submit figure 2A as a separate figure without the “A” label. If you have flattened this figure, please submit it in its original file format as unflattened, layered images so that different components can be emphasized in the video.

We submit figure 2A without A label. This figure is impossible to be unflattened.

6.2. The accumulation is visible in the phase microscopy images… [1], and the immunofluorescence images [2].

This sentences are wrong. The beads on axons of neuron balls are is visible in the phase microscopy images, and the accumulation of presynaptic proteins are observed by the immunofluorescence images.

6.2.1. LAB MEDIA: Figure 2A – Video editors, please emphasize the gray set of panels in the center row of the figure.
6.2.2. LAB MEDIA: Figure 2A – Video editors, please emphasize the red set of panels in the center row of the figure.
6.3. Even in axons which are removed cell bodies, accumulation of Munc18-1 was observed under the beads similar as axons of neuron balls with cell bodies [1].
6.3.1. LAB MEDIA: Figure 2B – Authors, please submit figure 2B as a separate figure without the “B” label. If you have flattened this figure, please submit it in its original file format as unflattened, layered images so that different components can be emphasized in the video.

We submit figure 2B without B label. This figure is impossible to be unflattened. 

6.4. When the peripheral region of the axonal sheet was analyzed by high-magnification objective lens, vGlut1 and Munc18-1 accumulated clearly in presynapses of axons under the beads with and without cell bodies [1]. 
6.4.1. LAB MEDIA: Figure 3.tif
6.5. Time course experiments demonstrated that accumulation of vGlut1 in presynapses increased significantly at 30 minutes [1]. 
6.5.1. LAB MEDIA: Figure 4B – Authors, please submit figure 4B as a separate figure without the “B” label. If you have flattened this figure, please submit it in its original file format as unflattened, layered images so that different components can be emphasized in the video. – Video editors, please emphasize the dark green line as this point is narrated.

We submit figure 4B without B label. This figure is impossible to be unflattened. 

6.6. On the other hand, Munc18-1 accumulation started to increase significantly at 2 hours, and reach a plateau at 4 hours [1]. These data indicate that the synaptic vesicle protein vGlut1 accumulates in presynapses earlier than the active zone protein Munc18-1 [2]. 
6.6.1. LAB MEDIA: Figure 4C – Authors, please submit figure 4C as a separate figure without the “C” label. If you have flattened this figure, please submit it in its original file format as unflattened, layered images so that different components can be emphasized in the video. – Video editors, please emphasize the dark red line as this point is narrated.

We submit figure 4C without C label. This figure is impossible to be unflattened. 

6.6.2. LAB MEDIA: Figure 4C
6.7. The Munc18-1 accumulation in presynapses of Fmr1-KO neurons increased 1.5 times more than those in wild type, indicating involvement of FMRP in Munc18-1 accumulation [1-TXT]. 
6.7.1. LAB MEDIA: Figure 4C. – Video editors, please emphasize the black line as this point is narrated. TEXT: FMRP: Fragile X mental retardation protein
6.8. Protein synthesis inhibitor anisomycin suppressed the Munc18-1 accumulation significantly in axons with and without cell bodies [1]. This indicates that the accumulation is protein synthesis-dependent [2].
6.8.1. LAB MEDIA: Figure 4D_left – Authors, please submit figure 4D as a separate figure without the “D” label, and include the left bar graphs with WT only. If you have flattened this figure, please submit it in its original file format as unflattened, layered images so that different components can be emphasized in the video. – Video editors, please emphasize the light pink bars as this point is narrated.

We submit figure 4D for WT graphs (left side) without D label. This figure is impossible to be unflattened.

6.8.2. LAB MEDIA: Figure 4D_left


Section - Conclusion
7. 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.
7.1. Author Name: Honami Uechi (Step: 2.8) (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)

Pipetting the trypsinized cortices using fire-polished fine glass Pasteur pipette is most important step in this procedure. Experimenters prepare the fire-polished pipettes with 2-3 different diameters, and choose a pipette with an appropriate diameter.
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
7.2. Author Name: Rie Ishii (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)

Using this procedure, synaptic release from presynapses induced by LRRTM2 beads is measured by live imaging. This additional method would answer whether protein synthesis in axons is involved in regulation of synaptic release.

After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
7.3. Author Name: Yukio Sasaki (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)

This method has made it possible to analyze thousands of presynapses efficiently. Using this method, researchers examine how presynaptic proteins accumulate in presynapses in organized manner and where are the source of presynaptic proteins.
[bookmark: _GoBack]
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take.
7.4. 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)

No hazardous reagents nor instruments. 

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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