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Author Questionnaire 
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use 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 include step-by-step descriptions of software usage?  Enter Yes or 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. Please acquire screen capture videos for all shots labeled SCREEN and upload them to your project page: https://www.jove.com/account/file-uploader?src=19017408.
3. Interview statements: Considering the COVID-19-imposed mask-wearing and social distancing recommendations, which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees wear masks until videographer steps away (≥6 ft/2 m) and begins filming, then the interviewee removes the mask for line delivery only. When take is captured, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

☐ 	Interview Statements are read by JoVE’s voiceover talent. 

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

To ensure that your script can be filmed in one day, the Protocol section is restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  17
Number of Shots:  30

Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which authors will memorize and then deliver on camera.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Fill out both required statements, one optional statement may also be selected.
· 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.

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 25 steps and/or 55 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. Sample Preparation
2.1. To begin, cut a piece of 250 micrometer-thick silicone spacer sheet slightly smaller in both height and width than a microscope slide [1]. Use a hole punch to create circular wells, leaving sufficient space between neighboring wells to ensure a good seal [2-TXT]. 
2.1.1. WIDE: Establish the shot of talent cutting the silicone spacer
2.1.2. Talent punching the circular wells in the sheet TEXT: 5/16"
2.2. Initiate regeneration of oral apparatus by incubating the cells in 10% sucrose or 2% urea for 2 minutes [1]. Then, wash three times with fresh medium [2]. Gently pipette approximately ten Stentor into each well, taking care to match the sample volume to the well volume as closely as possible [3]. 
2.2.1. Talent incubating the cells
2.2.2. Talent washing the cells
2.2.3. Talent pipetting stentor into the well
2.3. Close the wells by gently lowering a piece of coverglass over the wells starting from one edge [1]. Use a narrow and slightly flexible object, such as a 10-microliter pipette tip, to press down on the coverglass where it contacts the silicone sheet to ensure a good seal [2]. 
2.3.1. Talent lowering the coverglass over well
2.3.2. Talent pressing down the coverglass using the tip

3. Visible Light Microscopy Time-Lapse
3.1. Place the sample on the microscope stage [1] and set the microscope to the lowest available magnification so that one well fits in the frame [2]. 
3.1.1. Talent placing the sample on microscope stage
3.1.2. Talent setting the magnification to the lowest
3.2. Begin the time-lapse [1], acquire a 10 second video at 30 frames per second of each well at each timepoint [2]. 
3.2.1. WIDE: Establishing shot of talent working on computer. Videographer: Please get a few shots of talent clicking the mouse and typing on keyboard to use as b-roll. 
3.2.2. SCREEN: To be provided by the authors: Talent beginning time-lapse and acquiring 10 second video Authors: Please acquire screen capture videos for all shots labeled SCREEN and upload them to your project page: https://www.jove.com/account/file-uploader?src=19017408.
3.3. Save movies as TIFF, MOV, or AVI [1]. To calibrate, acquire a clear image of a calibration slide or a clear ruler at the same magnification settings as the videos. Using any image viewing program, count the number of pixels between marks of a known physical distance [2]. 
3.3.1. SCREEN: To be provided by the authors: Talent saving the movie files
3.3.2. SCREEN: To be provided by the authors: Talent acquiring the image of ruler and then using the image viewing program to count the number of pixels

4. Cell Tracking
4.1. Download the two scripts, TrackCells.m and CleanTraces.m, to an easy-to-remember location on the computer. Transfer the data videos to this computer as well [1]. 
4.1.1. SCREEN: To be provided by the authors: Two scripts, TrackCells.m and CleanTraces.m, were downloaded
4.2. Organize the data videos into folders, one for each timepoint. Use the script TrackCells.m to perform automated cell tracking in the data videos by opening TrackCells.m and running the script [1].
4.2.1. SCREEN: To be provided by the authors: Talent using script TrackCells.m, opening and running it
4.3. Choose Add to Path if prompted by a pop-up window., which will typically only happen when the script is run for the first time from a given folder [1].
4.3.1. SCREEN: To be provided by the authors: Talent choosing Add to Path
4.4. When prompted, Select One or More Data Videos to Initiate Tracking and navigate to the data videos [1]. Select multiple video files by using shift-click, control-click, or by holding down the left mouse button while moving over the files to highlight them [2].  
4.4.1. SCREEN: To be provided by the authors: Talent selecting One or More Data Videos to Initiate Tracking
4.4.2. SCREEN: To be provided by the authors: Talent selecting One or More Data Videos to Initiate Tracking
4.5. Once satisfied with the list of files, click on Open in the File name box at the bottom of the prompt window [1]. 
4.5.1. SCREEN: To be provided by the authors: Talent clicking on open

5. Trace Verification
5.1. Verify that the previous steps were followed correctly by checking that there are no error messages before proceeding. Use the CleanTraces.m script to manually reject anomalous or false traces. Open CleanTraces.m in the MATLAB editor window by double-clicking on the file [1]. 
5.1.1. SCREEN: To be provided by the authors: Talent opening the CleanTraces.m in the MATLAB editor window by double clicking on the file
5.2. At the prompt Select data folder output by TrackCells.m., navigate to one of the created folders and select it [1].
5.2.1. SCREEN: To be provided by the authors: Talent selecting data folder by TrackCells.m and choosoing one of the folder
5.3. When prompted, enter 1 to keep the trace and 0 to reject the trace [1], then press Enter to move on to the next trace [2]. 
5.3.1. SCREEN: To be provided by the authors: Talent entering 1 or 0 in the prompt area
5.3.2. Talent pressing ENTER on the keyboard

6. Data Visualization
6.1. [bookmark: _Hlk67148039]Begin by downloading the script titled SpaghettiPlots.m [1]. Open and run the script. When a file browser window pops up with the prompt Select time folder containing well data to graph, navigate to the folder of one of the time points [2].
6.1.1. SCREEN: To be provided by the authors: Talent downloading the script SpaghettiPlots.m

6.1.2. SCREEN: To be provided by the authors: Browser window with the prompt Select time folder containing well data (clean_traces.mat) to graph, and navigate to the folder of one of the time points.
6.2. When prompted Calibration: What is the number of pixels per millimeter?, type in the calibration value [1] and press Enter [2].
6.2.1. SCREEN: To be provided by the authors:  typing calibration value in the prompt window
6.2.2. Talent pressing ENTER
6.3. Adjust the axes of the plot as necessary by changing line 55 of the script, which by default is set to rr equals to 4 for including a radius of up to 4 millimeters. Save the plot [1]. 
6.3.1. SCREEN: To be provided by the authors: Talent adjusting the axes of the plot by changing line 55 in the script and saving the plot


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

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.



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

7. Results: Motility Patterns of Stentor During and After Oral Apparatus
7.1. The results show the collective motility of the Stentor cell population at 2, 3, 7, and 8 hours into the oral apparatus regeneration process. These plots show both the expected increase in number of motile individuals and the four-fold increase in range of the most motile cells within the population [1]. 
7.1.1. LAB MEDIA: Figure 1C-F
7.2. The fastest swimming cells, if started close to the edge, are restricted from swimming entirely in a straight line and their movement range appears smaller [1].
7.2.1. LAB MEDIA: Figure 2A
7.3. The tracked cells were classified into three distinct categories: non-motile with no visible holdfast [1], non-motile with visible holdfast [2], and motile [3]. The result showed a stacked histogram summarizing relative cell counts across these categories as a function of hours into regeneration [4].
7.3.1. LAB MEDIA: Figure 2B Video editor: Please highlight the picture below the graph labelled with non-motile without holdfast
7.3.2. LAB MEDIA: Figure 2B Video editor: Please highlight the picture below the graph labelled with non-motile with holdfast
7.3.3. LAB MEDIA: Figure 2B Video editor: Please highlight the picture below the graph labelled with non-motile without Motile
7.3.4. LAB MEDIA: Figure 2B
7.4. At later times, a significant number of the cells were found in colonies with visible holdfasts, strongly suggesting they had explored the environment and preferentially attached near others of their kind [1].
7.4.1. LAB MEDIA: Figure 2C Video editor: Please highlight the last four bars (13,14 16 18) along with fourth and last picture above the bar graph
Conclusion
8. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Answer one or two of the prompts below.
· Limit the statements to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the interview statements during filming. 
· Indicate the full name of the author who will deliver 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.
8.1. 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?
8.2. 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?
8.3. 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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