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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? Y
Can you record movies/images using your own microscope camera? Y

2. Does your protocol demonstrate software usage? Y
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. Please upload all screen captured files to your project page by your script return deadline.

3. Which steps from the protocol section below are the most visually important? Please list 4-6 individual steps using the step numbers listed in this document. This information is important for informing the Videographer how to film these steps. (Do not include steps that will be screen captured or represented by lab media. 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. 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.

5. Will the filming need to take place in multiple locations (greater than walking distance)? N


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

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. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

Why is your protocol significant? OR What key questions can this method help answer? 

1.1. 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).

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


What is the main advantage of this technique?

1.2. 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)

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





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

· The following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· The length of each OPTIONAL 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. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

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).

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

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

1.5.1. INTERVIEW: Above Talent speaking the statement above in an interview-style shot, looking slightly off-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)

1.6.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-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 _________ (name of the person or persons), a _________ (technician, post doc, grad student) from my laboratory. (Add additional mention of demonstrators as necessary).  

1.7.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
1.7.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera

[bookmark: _GoBack]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 workday, the protocol is restricted to 30 steps and/or 60 shots.
· It is critical for a smooth and organized shoot that all materials and workspaces 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.) 
· Each section must contain a minimum of 3 steps (~6 shots), so short sections may be combined.
2. Spheroid Formation
2.1. On the day of the experiment, detach a 90% confluent adherent cancer cell line culture of interest using standard enzymatic digestion methods [1] and resuspend the cells at a 1.5 x 104 cells/milliliter concentration in complete medium [2].
2.1.1. WIDE: Talent adding trypsin-EDTA or similar to flask, with trypsin-EDTA container visible in frame
2.1.2. Talent adding medium to tube of cells, with hemocytometer and medium container visible in frame
2.2. Seed 200 microliters of cells into each well of a 96-well ultra-low attachment plate [1] and incubate the plate at 37 degrees Celsius and 5% carbon dioxide [2].
2.2.1. Talent adding cells to well(s)
2.2.2. Talent placing plate into incubator
2.3. Then check the wells daily for spheroid formation on a light microscope [1-TXT].
2.3.1. Talent at microscope, checking well(s) TEXT: Dissociate tumor masses every 4-10 days before dark center development
3. Electrochemotherapy 
3.1. For electrochemotherapy of the spheroids, first adjust the electroporator settings as appropriate [1-TXT] and replace the supernatant in each well with 100 microliters of fresh complete medium [2].
3.1.1. WIDE: Talent adjusting electroporator settings TEXT: See text for suggested electroporator setting details
3.1.2. Talent removing medium from wells(s), with medium container visible in frame

3.2. Next, add 100 microliters of bleomycin sulfate solution to each well to a final concentration 2.5 micrograms/milliliter [1] and add 100 microliters of fresh medium to the untreated and electroporation-only controls [2].

3.2.1. Bleomycin being added to well(s), with bleomycin container visible in frame
3.2.2. Medium being added to well(s), with medium container visible in frame

3.3. For the electroporation, sterilize 1-millimeter-diameter, 8-millimeter-long electrodes with 70% ethanol [1].

3.3.1. Talent sterilizing electrode(s), with ethanol container visible in frame

3.4. After the electrodes have dried, place two electrodes at the bottom of one well on either side of the spheroid [1] and shake the plate to move the spheroid from the bottom of the well to between the electrodes [2].

3.4.1. Electrode(s) being placed
3.4.2. Plate being shaken

3.5. As the spheroid will only remain between the electrodes for a couple of seconds, immediately initiate the electroporation [1-TXT].

3.5.1. Talent starting electroporator TEXT: Repeat for each electrode

4. Spheroid Size Determination 

4.1. On the day of the treatment and 3-7 days following treatment, obtain an image of each spheroid on a light microscope equipped with a camera [1] using the scale bar and a magnification at which the whole spheroid is visible [2].

4.1.1. WIDE: Talent placing plate onto microscope stage
4.1.2. SCREEN: To be provided by Authors: Spheroid being imaged with scale bar visible in frame

4.2. Save the image as a JPEG [1] and use import the image into Image [2].

4.2.1. Talent at computer, saving image, with monitor visible in frame
4.2.2. SCREEN: screenshot_1: 00:00-00:10

4.3. In Fiji, set the scale by selecting the line tool of and clicking Analyze and Set Scale. Fill in the distance of the scale bar and change the Unit of length to micrometer [1].

4.3.1. SCREEN: screenshot_1: 00:11-00:39

4.4. Click the field global to assign the settings for all of the images with the same magnification factor and click Image, Type, and 8-bit to convert the image to 8-bit [1].

4.4.1. SCREEN: screenshot_1: 00:40-00:45

4.5. Select Image, Adjust, Auto Threshold. The spheroid will be marked in red or black depending on the threshold marker chosen. Adjust the sliders so that the spheroid pixels turn red but non-spheroid pixels do not change color and close the Threshold dialog window [1].

4.5.1. SCREEN: screenshot_1: 00:46-01:04 Video Editor: please speed up

4.6. To calculate the cross-sectional area of the spheroid, select Analyze and Set Measurements and click Area, Limit to Threshold, and Display label. Then click OK to close the Set Measurements dialog window [1].

4.6.1. SCREEN: screenshot_1: 01:05-01:14

4.7. To show the results, click Analyze and Analyze Particles and change the size to 10000-infinity to remove noise. Click Display results and OK [1].

4.7.1. SCREEEN: screenshot_1: 01:15-01:32 

4.8. The spheroids with the label and area will be shown [1-TXT].

4.8.1. SCREEN: screenshot_1: 01:33-01:35 TEXT: Repeat for each spheroid

4.9. After measuring the rest of the spheroid samples as just demonstrated [1], save the data for subsequent analysis [2].

4.9.1. SCREEN: screenshot_1: 02:54 Video Editor: please emphasize Results window
4.9.2. SCREEN: screenshot_1: 02:55-03:08

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. 

5. Results: Representative Cytotoxic Effects of Electrochemotherapy on Tumor Spheroids

5.1. Electroporation and bleomycin alone have no significant effect on the growth [1] or viability of uveal and conjunctival tumor spheroids [2].

5.1.1. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize EP and Bleomycin data boxes in Figure 2A 
5.1.2. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize EP and Bleomycin data boxes in Figure 2B

5.2. Electrochemotherapy demonstrates a significant reduction in tumor viability [1] and spheroid size [2].

5.2.1. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize ECT data box in Figure 2B
5.2.2. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize ECT data box in Figure 2A 

5.3. Indeed, a loss of spheroid architecture accompanied by deconstructed cell fragments in the central and peripheral regions of all tested spheroids is observed following electrochemotherapy treatment [1].

5.3.1. LAB MEDIA: Figure 2C Video Editor: please emphasize ECT spheroid image


Section - Conclusion
6. 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. 
· Each author may give two Conclusion statements maximum.
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.
6.1. 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) (Step: __)
6.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
6.2. 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)
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. 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)
6.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take. If no materials are hazardous, leave this statement blank.
6.4. 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)
6.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

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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