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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  N  

2. Software: Does the part of your protocol being filmed 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 video files to your project page by the script return deadline

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

1.8. 

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, 33 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. 5-Iodo-2′-Deoxyuridine (IdU) Incorporation and Sample Preservation
2.1. After processing the cell samples, maintain the cells in a humidified 37-degree Celsius incubator until additional labeling [1].
2.1.1. WIDE: Talent placing samples into incubator
2.2. To label the cells with IdU (I-D-U), transfer the samples into a biosafety hood [1] and add 10 microliters of 1-millimolar IdU to every 1 milliliter of cells [2].
2.2.1. Talent placing plate into hood
2.2.2. Talent adding IdU to well(s), with IdU container visible in frame 
2.3. Return the cells to the incubator for 10-15 minutes [1] before transferring the samples to individual conical tubes [2].
2.3.1. Talent placing plate into incubator
2.3.2. Talent adding cells to tube(s)
2.4. Collect the cells by centrifugation [1-TXT] and resuspend the pellets in 200 microliters of PBS per tube [2].
2.4.1. Talent adding tube(s) to centrifuge TEXT: 10 min, 400 x g, RT
2.4.2. Shot of pellet(s) if visible, then PBS being added to tube, with PBS container visible in frame
2.5. If needed, label the cells with an appropriate live-dead stain to mark the dead cells [1] before fixing the cells with 18.75 microliters of 16% paraformaldehyde [2].
2.5.1. Talent adding live/dead stain to tube(s), with live/dead stain visible in frame
2.5.2. Talent adding PFA to tube, with PFA container visible in frame
2.6. After a 10-minute incubation at room temperature, collect the cells by centrifugation [1] and resuspend the pellets in 500 microliters of cell staining medium supplemented with 10% dimethyl sulfoxide [2-TXT].
2.6.1. Talent placing tube(s) into centrifuge
2.6.2. Talent adding medium to tube(s), with cell staining medium and DMSO containers visible in frame TEXT: See text for all medium and solution preparation details
2.7. Alternatively, the pellets can be resuspended in 200 microliters of PBS [1] and treated with 280 microliters of Proteomic Stabilizer for 10 minutes at room temperature [2] before placing the samples directly into the minus 80-degree Celsius incubator [3].
2.7.1. Shot of pellets if visible, then PBS being added to cells, with PBS container visible in frame
2.7.2. Talent adding proteomic stabilizer to tube, with proteomic stabilizer container visible in frame
2.7.3. Talent placing tube(s) into -80 °C storage
3. Data Analysis
3.1. To normalize the files for their cell cycle analysis, import the files into an appropriate flow cytometry analysis software program [1] and create a biaxial plot of Event Length versus 191-iridium [2].
3.1.1. WIDE: Talent importing files, with monitor visible in frame
3.1.2. SCREEN: To be provided by Authors: Biaxial plot being created
3.2. The cells will form a distinct, bright, iridium-high population. Change the event length scale to make the cells appear more prominent [1]. 
3.2.1. SCREEN: To be provided by Authors: Shot of cells, then event length being changed, then singlet gate being created to exclude doublets and debris
3.3. Then create a singlet gate to exclude 50-60% of the doublets and debris and set the Residual and Offset Gaussian parameters to remove any remaining doublets and debris [1]. 
3.3.1. SCREEN: To be provided by Authors: Singlet gate being created, then Gaussian parameters being set
3.4. To set the S-phase gate, create a biaxial plot of IdU versus a proliferation marker. The S-phase IdU-positive cells will form a distinct population [1].
3.4.1. SCREEN: To be provided by Authors: Plot then S-phase gate being created
3.5. For G-zero-G1 and G2-M gating, establish the gates on an IdU versus CyclinB1 plot. The G-zero-G1 phase will be CyclinB1-low IdU-negative and the G2-M phase will be CyclinB1-high-IdU-negative [1].
3.5.1. SCREEN: To be provided by Authors: Gates being drawn Video Editor: please emphasize CyclinB1-low IdU-negative and CyclinB1-high IdU-negative populations when mentioned
3.6. To gate for specific cell types, plot only the S-phase cells on the CyclinB1 versus IdU graph to help establish the separation between G-zero-G1-phase and G2-M-phase cells [1].
3.6.1. SCREEN: To be provided by Authors: S-phase cells being plotted
3.7. Draw a gate around the CyclinB1-high population such that the approximately top 5% of the S-phase population is in the gate to establish the breakpoint between the G-zero-G1 and G2-M phase gates [1].
3.7.1. SCREEN: To be provided by Authors: Gate being drawn
3.8. The cells residing within the previous gate will be the G2-M-phase population [1] while the remainder will be the G-zero-G1-phase population [2].
3.8.1. SCREEN: To be provided by Authors: Shot of gated cells Video Editor: please emphasize cells in previous gate and “remainder” cells in new gate when mentioned
3.9. To establish the G-zero-phase population, create a phosphorylated retinoblastoma protein versus IdU plot. The G-zero-phase will be represented by a phosphorylated retinoblastoma protein-low-IdU-negative population [1].
3.9.1. SCREEN: To be provided by Authors: Plot being created Video Editor: please emphasize pRb-low IdU-negative cells
3.10. As the active cycling population will demonstrate a high phosphorylated retinoblastoma protein and IdU incorporation [1], the G-zero-phase gate can be drawn on this boundary, as it typically expresses at two distinct populations [2].
3.10.1. SCREEN: To be provided by Authors: Shot of plot Video Editor: please emphasize pRb-high IdU-high cells
3.10.2. SCREEN: To be provided by Authors: G0-phase gate being drawn
3.11. To define the G-zero phase, make the S-phase population the active population and draw a gate incorporating the top 90-100% of the phosphorylated retinoblastoma protein-high population. The phosphorylated retinoblastoma protein-low population outside of the gate is the G-zero population [1-TXT].
3.11.1. SCREEN: To be provided by Authors: S-phase being made active, then gate being drawn Video Editor: please emphasize pRb-low population outside of gate TEXT: Alternative: Use Ki676 vs IdU to establish G0-phase
3.12. For M-phase gating, create an IdU versus phosphorylated histone H3 biaxial plot. The M-phase will be observed as the very small fraction of cells within the phosphorylated histone H3 population [1].
3.12.1. SCREEN: To be provided by Authors: Plot being created Video Editor: please emphasize small fraction of cells within pHH3 population
3.13. If IdU incorporation failed or was not possible, define the cycling and not cycling cell fractions using Ki67 (K-eye-sixty-seven) and phosphorylated retinoblastoma protein [1]. 
3.13.1. SCREEN: To be provided by Authors: Plot being created
3.14. The double positive population will represent the active cycling population, correlating to the G1-, S-, G2-, and M-phases [1]. The double low population will represent the not cycling population, correlating to the G-zero-phase [2].
3.14.1. Use 13.1.1. Video Editor: please emphasize double positive cells
3.14.2. Use 13.1.1. Video Editor: please emphasize double low population
3.15. Once all of the gates have been established, export the numerical values from the gates [1].
3.15.1. SCREEN: To be provided by Authors: Values being exported
3.16. The percentages in each cycle can be achieved by subtracting the single populations from the combined populations to generate numerical values for each individual cell cycle phase [1] for subsequent graphing and statistical analyses [2].
3.16.1. SCREEN: To be provided by Authors: Numerical value for at least one cell phase being generated
3.16.2. SCREEN: To be provided by Authors: Representative graph showing cycling data for one/some populations 



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. 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.
B. 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 uniquely 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: 188. (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 Cell Cycle Phase Establishment

4.1. The establishment of the singlet gate is important for separating the cellular debris and doublets to allow isolation of the single cell population [1].

4.1.1. LAB MEDIA: Figures 1A-1C Video Editor: please emphasize gates in Figures 1B and second 1C plot

4.2. Cell cycle analysis of the single cells can then be performed [1].

4.2.1. LAB MEDIA: Figure 2B-2K Video Editor: please emphasize Figures 2B, 2D, 2F, 2H and 2K plots

4.3. IdU labeling and thus downstream cell cycle analysis can significantly be affected by time and temperature [1].

4.3.1. LAB MEDIA: Figure 4

4.4. For example, cells that remain too long in enclosed vessels or in transport between locations [1] will have reduced S-phase fractions and that will not be accurate for cell cycle analysis [2].

4.4.1. LAB MEDIA: Figure 4A
4.4.2. LAB MEDIA: Figure 4A Video Editor: please emphasize cells in top half of Room Temp S-phase plot

4.5. Cell samples held for short periods of an hour or less still demonstrate a normal cell cycle distribution [1], indicating that a quick transport may not negatively impact the analysis [2].

4.5.1. LAB MEDIA: Figure 4B Video Editor: please emphasize cells in top half of CyclinB1 graph and right halves of pRb and Ki67 plot

4.6. Cryopreserved cells may require a long equilibration period before the cells return to active cell cycling [1], which may still not reflect the pre-cyropreservation cell cycle state [2].

4.6.1. LAB MEDIA: Figure 4C Video Editor: please emphasize 1 hour plots
4.6.2. LAB MEDIA: Figure 4C Video Editor: please emphasize Baseline plots

4.7. Different cell types may also be differentially affected by maintenance conditions [1]. For example, in this human bone marrow sample, the T cells demonstrated a reduction in cell numbers [2] compared to monoblasts from the same sample [3].

4.7.1. LAB MEDIA: Figures 5A and 5B Marrow #1 plots
4.7.2. LAB MEDIA: Figures 5A and 5B Marrow #1 plots Video Editor: please emphasize 30 min and Post Thaw T-cells plots
4.7.3. LAB MEDIA: Figures 5A and 5B Marrow #1 plots Video Editor: please emphasize 30 min and Post Thaw Monoblasts plots

4.8. Another benefit of mass cytometry is the ability to discriminate cells in cell cycle arrest [1] or that have an abnormal cell cycle distribution [2].

4.8.1. LAB MEDIA: Figure 6 Video Editor: please emphasize Irradiated pH2AX+/cPARP- plots
4.8.2. LAB MEDIA: Figure 6 Video Editor: please emphasize emphasize pH2AX-/cPARP- and pH2AX+/cPARP+ plots





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: 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.

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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