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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?
Y  

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)?   N

 

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.

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.

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.

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.

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.

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.

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.  
1.7.1. 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).
OR
Procedures involving human subjects have been approved by the Institutional Review Board (IRB) 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: XX steps, XX 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. Transient Transfection Device Sensor Configuration Assessment	Comment by Bridget Colvin: Authors: The HCV section was not included because it would just be a redemonstrations of the techniques that are shown in sections 2 and 3.
2.1. To test the device configuration by transient transfection, first seed 2 x 105 of the cells of interest in 500 microliters of DMEM (D-M-E-M) per well in a 24-well plate [1-TXT].	Comment by Bridget Colvin: Authors: How long are the cells cultured before transfection? A few hours to settle to the plate bottom? Overnight? Until a certain confluency? Or are the cells transfected immediately after plating?
2.1.1. WIDE: Talent adding cells to well(s) TEXT: e.g., HEK293FT cells; DMEM: Dulbecco’s modified eagle medium
2.2. Add 300 nanograms of total DNA to Authors: What volume of? transfection reagent [1-TXT] and mix by vortexing [2] before incubating for 20 minutes at room temperature [3].
2.2.1. Talent adding DNA to tube, with DNA and transfection reagent containers visible in frame TEXT: e.g., fusion protein(s) of interest + fluorescent reporter gene 
2.2.2. Talent vortexing tube
2.2.3. Talent placing tube at RT
2.3. At the end of the incubation, Authors: Are the cells electroporated before the transfection? If yes, in what volume of solution and for how long and under what electroporation conditions? Are they detached from the plate or electroporated in the plate?
2.4. After electroporation, add Authors: What volume of transfection mixture is added to each well? to each well of cells [1] and place the plate in a 37-degree Celsius and 5% carbon dioxide incubator [2].
2.4.1. Talent adding DNA to well(s), with transfection mixture container visible in frame
2.4.2. Talent placing plate into incubator
2.5. After 24 hours, replace the supernatant in each well with Authors: what volume of medium? of fresh culture medium [1-TXT] and image the cells on a fluorescence microscope using a 10- or 20x objective to obtain a qualitative understanding of the functionality of the device [2].
2.5.1. Talent adding medium to well(s), with medium container visible in frame TEXT: See text for all medium and reagent preparation details
2.5.2. Talent at microscope, imaging cells
3. Flow Cytometry Device Sensor Configuration Assessment

3.1. To test the device configuration by flow cytometry, create an experimental matrix that combines variants of the target fusion proteins [1], including samples with a constitutive promoter [2-TXT], a doxycycline-inducible tetracycline promoter [3], and a shield for protein stability [4].	Comment by Bridget Colvin: Authors: You do not need to include the volumes and/or concentrations in the script, but this information at least should be included in the manuscript.

3.1.1. Talent adding fusion proteins to cells, with fusion protein containers visible in frame
3.1.2. Talent adding constitutive promoter to cells, with promoter container visible in frame TEXT: e.g., hEf1alpha
3.1.3. Talent adding TET promoter to cells, with TET promoter container visible in frame
3.1.4. Talent adding shield to cells, with shield container visible in frame

3.2. Then add doxycycline and shield to the appropriate samples at the appropriate experimental concentrations [1-TXT] and place the plate in the cell culture incubator for 48 hours [2].

3.2.1. Doxycycline being added to well(s), with doxycycline and shield containers visible in frame TEXT: e.g., 0- 1000 nM
3.2.2. Talent placing plate into cell culture incubator

3.3. At the end of the incubation, wash the cells with 300 microliters of PBS per well [1] before treatment with 100 microliters of trypsin at 37 degree Celsius for 2-4 minutes [2].

3.3.1. Talent washing well(s) with PBS, with PBS container visible in frame
3.3.2. Talent adding tryspin to well(s), with trypsin container visible in frame 

3.4. When the cells have detached, stop the enzymatic reaction with 400 microliters of DMEM without phenol red [1] and gently resuspend the cells to dissociate any clumps [2].

3.4.1. Talent adding medium to well(s), with medium container visible in frame
3.4.2. Cells being pipetted

3.5. [bookmark: _GoBack]Then transfer the total volume from each well into corresponding 5-milliliter conical flow cytometric analysis tubes [1] and collect 30,000 – 100,000 events from the live cell population by flow cytometry using the appropriate lasers and bandpass filters according to standard analysis protocols [2].

3.5.1. Talent adding cells to tube(s)
3.5.2. Talent loading tube onto cytometer




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.
D. OPTIONAL: If there are no hazardous reagents or instruments in the filmed portion of the protocol, do not answer this question. Which of the reagents or instruments are hazardous? What precautions should viewers take?
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: 202. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 

4. Results: Representative NS3 Device Testing and Responses COUNT WORDS

4.1. Using this system, NS3 (N-S-three)-independent output activation is observed [1].

4.1.1. LAB MEDIA: Figure 2A Video Editor: please emphasize blue data bars 

4.2. The device is able to specifically induce gene expression following NS3 detection in the absence of dox [1] and to shield gene expression when the system includes TCS(L) [2], indicating that minimal TEVp concentration is required for efficient devices [3].	Comment by Bridget Colvin: Authors: Please define.

4.2.1. LAB MEDIA: Figure 2B Video Editor: please emphasize +/-/-, -/-/+, and -/-/- data points
4.2.2. LAB MEDIA: Figure 2B Video Editor: please emphasize +/+/- and +/+/+ data points
4.2.3. LAB MEDIA: Figure 2B

4.3. On the contrary, maximal activation of TEVp (T-E-V-P) by doxycycline and shield in the TCS(L) or TCS(S) configuration results in the presence of a high background [1-TXT].	Comment by Bridget Colvin: Authors: Please define.

4.3.1. LAB MEDIA: Figure 2C Video Editor: please emphasize -Shield + Dox and + Shield + Dox data bars TEXT: TEVp: tobacco etch virus protease

4.4. Modification of the device parameters results in an up to 24-fold enhanced yellow fluorescent protein induction [1].

4.4.1. LAB MEDIA: Figures 2D and 2F Video Editor: please emphasize TEVp-LD0-Ab data bar and bottom left EYFP:+nNS3  image

4.5. Further, the fusion of NS3 to a blue fluorescent protein reveals colocalization of the gene with the fusion protein [1], indicating an interaction between the components of the system [2].

4.5.1. LAB MEDIA: Figure 2E Video Editor: please emphasize bottom right merge:BFP -nNS3 image
4.5.2. LAB MEDIA: Figure 2E

4.6. The sensor induces enhanced yellow fluorescent protein induction in Jurkat T cells infected with X4 (X-four)-tropic LAI (L-A-I) HIV strain [1] and up to a 5-fold increase in expression in the presence of the target protein in 293FT HEK (two-nine-three-F-T H-E-K) cells [2].

4.6.1. LAB MEDIA: Figure 4B Video Editor: please emphasize dark blue data bar
4.6.2. LAB MEDIA: Figure 4A Video Editor: please emphasize dark blue data bars

4.7. [bookmark: OLE_LINK1][bookmark: OLE_LINK2]Further, the device impairs Nef-mediated downregulation of HLA-one [1-TXT].

4.7.1. LAB MEDIA: Figure 4C Video Editor: please emphasize +HIV + Sensor data cluster TEXT: HLA: human leukocyte antigen

4.8. Finally, rewiring of the output to induce chemokine ligand-1, a chemokine normally secreted by CD8+ T cells to induce a localized cytotoxic lymphocyte response, reveals the potential of the device toward the selective activation of the immunomodulator [1].

4.8.1.  LAB MEDIA: Figure 4D Video Editor: please emphasize +NEF data bar

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. 
· 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.
5.1. Enter author name: (Enter step numbers referred to.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
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.
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.

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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