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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 similar?  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 as soon as reasonably possible.

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 the videographer steps away (≥6 ft/2 m) and begins filming. The interviewee then removes the mask for line delivery only. When the shot is acquired, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements outside of the filming date. JoVE can provide support for this option.

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

☐ 	Author interview statement opt out (interview statements removed completely from paper). 

4. 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.
 

· To ensure that your script can be filmed in one day, the Introduction, Protocol, and Conclusion sections are restricted to 55 shots (i.e., designated as 1.1.1., 1.2.1., etc). 

Protocol Length
Number of Shots: 38


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.
· Fill out both required statements. One optional statement may also be selected.
· 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

Is each interview statement 30 words or fewer? ☐ Yes
Has any author been assigned more than two statements? ☐ No

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



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. 

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. Cell Isolation
2.1. To isolate the cells for analysis, place the mouse tissue sample into a tissue culture plate [1] and use scissors to finely dice the tissue [2].
2.1.1. WIDE: Talent placing sample into dish
2.1.2. Tissue being diced TEXT: Alternative: Disrupt with tissue dissociator or hand-held homogenizer
2.2. Due to its high number of resident leukocytes, use a mouse spleen as a staining control in each run [1].
2.2.1. Spleen being macerated
2.3. When all of the tissues have been minced, add 2 milliliters of 37-degree Celsius RPMI (R-P-M-eye) medium supplemented with collagenase and DNase one to each sample [1-TXT] and digest the tissues for 45 minutes at 37 degrees Celsius and 100 revolutions per minute [2].
2.3.1. Talent adding medium to dish(es), with medium, collagenase, and DNase containers visible in frame TEXT: See text for all medium and buffer preparation details
2.4. At the end of the incubation, use individual 1000-microliter pipette tips with the last 3-4 millimeters removed to thoroughly mix the tissue suspensions [1] before filtering the suspensions through a 70-micron strainer into individual 50-milliliter tubes [2].
2.4.1. Tissue being mixed
2.4.2. Talent adding tissue to strainer
2.5. Rinse each plate with PBS [1] and transfer the washes through the strainers until the final volume in each tube reaches 50 milliliters [2].
2.5.1. Talent rinsing plate, with PBS container visible in frame
2.5.2. Talent adding wash to strainer
2.6. Collect the cells by centrifugation [1-TXT] and resuspend the pellets in 1 milliliter of fresh PBS [2].
2.6.1. Talent placing tube(s) into centrifuge TEXT: 5 min, 300 x g, RT
2.6.2. Shot of pellet, then PBS being added to tube, with PBS container visible in frame
2.7. Then transfer the suspensions to individual microcentrifuge tubes for counting [1-TXT].
2.7.1. Talent adding cells to tube, with hemocytometer visible in frame TEXT: Alternative: Use beads to count cells by flow cytometry
3. Cell Surface Marker Staining 
3.1. Before staining for the cell surface markers of interest, adjust the cells to a 1 × 106 cells/100 microliters of PBS or less concentration for each sample and 5 × 105 cells/100 microliters of PBS or less concentration for each compensation and fluorescence minus one control [1-TXT]. 
3.1.1. WIDE: Talent adjusting cell concentration, with PBS container visible in frame TEXT: Alternative: Use beads for flow cytometer calibration	Comment by Bridget Colvin: Authors: The bead compensation information was not included in the flow cytometric section since you are demonstrating cell-based compensation preparation here. If you would prefer to demonstrated bead-based compensation, please use track changes to revise the script accordingly.
3.2. Dispense the appropriate volume of cells into each well of a V-bottom, 96-well plate [1] and use PBS to bring the final volume in each well up to 100 microliters as necessary [2]. 
3.2.1. Talent adding cells to well(s)
3.2.2. Talent adding PBS to well(s), with PBS container visible in frame
3.3. Collect the cells to the bottom of the plate wells by centrifugation [1-TXT] and resuspend the cells in the sample wells and in one compensation control well in 100 microliters of a 1:1000 concentration of viability dye per well [2].
3.3.1. Talent placing plate into centrifuge TEXT: 5 min, 300 x g, 4 °C
3.3.2. Dye being added to well(s), with dye container visible in frame
3.4. Resuspend the other compensation, fluorescence minus one, and unstained wells with 100 microliters of PBS [1] and incubate the plate for 30 minutes at 4 degrees Celsius protected from light [2].
3.4.1. Talent adding PBS to well(s), with PBS container visible in frame
3.4.2. Talent placing covered plate at 4 °C
3.5. At the end of the incubation, wash each well with 100 microliters of fresh PBS [1] and resuspend the pellets in 200 microliters of staining buffer per well [2].
3.5.1. Talent placing plate into centrifuge
3.5.2. Talent adding buffer to well(s), with buffer container visible in frame
3.6. After a second centrifugation, resuspend the cells in the fluorescence minus one and unstained wells with 50 microliters of PBS [1] and the cells in the sample, fluorescence minus one, and compensation wells with 50 microliters of the appropriate antibody cocktail [2-TXT].
3.6.1. Talent adding PBS to well(s), with PBS container visible in frame
3.6.2. Talent adding antibody to well(s), with antibody container visible in frame TEXT: See text for all antibody preparation details 
3.7. After a 45-minute incubation at 4 degrees Celsius protected from light [1], wash the wells with 150 microliters of staining buffer per well [2].
3.7.1. Talent removing plate from 4 °C incubation
3.7.2. Talent adding buffer to well(s)
3.8. Then resuspend the pellets in 200 microliters of staining buffer for a second centrifugation [1] followed by their resuspension in 100 microliters of an appropriate fixative for 20 minutes at 4 degrees Celsius protected from light [2-TXT].
3.8.1. Talent placing plate into centrifuge
3.8.2. Talent adding fixative to well(s), with fixative container visible in frame TEXT: e.g., 4% paraformaldehyde
4. Intracellular Staining
4.1. For intracellular staining for markers of interest, at the end of the incubation, collect the cells by centrifugation [1] and resuspend the pellets in 200 microliters of fixative-permeabilizing agent solution [2].
4.1.1. WIDE: Talent placing plate into centrifuge
4.1.2. Talent resuspending cells, with solution container visible in frame
4.2. Treat the cells with the solution by centrifugation [1] and resuspend the pellets in the appropriate intracellular antibody cocktails of interest [2].
4.2.1. Talent placing plate into centrifuge
4.2.2. Talent adding antibod(ies) to well(s), with antibody containers visible in frame
4.3. After a 45-minute incubation at 4 degrees Celsius protected from light, wash the cells one time with 150 microliters of wash buffer and one time with 200 microliters of staining buffer per well [1].
4.3.1. Talent adding buffer to well(s), with buffer containers visible in frame
4.4. Then resuspend the cells in 200 microliters of fresh staining buffer for flow cytometric analysis [1].
4.4.1. Buffer being added to well(s), with buffer container visible in frame 
5. Cytometer and Compensation Setup
5.1. Before analyzing the sample, run an unstained sample [1] to allow the cell population to be adjusted on a side scatter versus forward scatter plot so that the cell population falls in the center of the plot and is not off-scale [2].
5.1.1. WIDE: Talent loading sample onto cytometer
5.1.2. SCREEN: To be provided by Authors: FSC vs SSC plot being adjusted 
5.2. Briefly run a stained sample [1] to adjust the voltages of the forward and side scatter and fluorescence channels to make sure that no events fall outside of the logarithmic scale of each channel [2].
5.2.1. Stained sample being loaded
5.2.2. SCREEN: To be provided by Authors: FSC vs SSC and fluorescent channel(s) being adjusted
5.3. Next, record 5000 events for each compensation control followed by gating for the positive and negative populations [1].
5.3.1. SCREEN: To be provided by Authors: Compensation control be run, then positive and negative populations being gated
5.4. Then calculate the compensation matrix and run the samples, collecting at least 1000 events for each population of interest [1].
5.4.1. SCREEN: To be provided by Authors: Compensation matrix being collected, then events being collected

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.


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: 161. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 
· Notes in blue italics are for JoVE’s video editor.
6. [bookmark: _Hlk27388131]Results: Representative 14-Color FACS Staining on Control Mouse Tissue

6.1. Here the results of a 14-color FACS on control mouse tissue can be observed [1].

6.1.1. LAB MEDIA: Figure 3

6.2. In this analysis, several obvious populations, such as Ly6G (lye-six-G)-positive neutrophils [1] and Ly6C-medium- and -high-expressing monocyte classes could be observed [2].

6.2.1. LAB MEDIA: Figure 3 Video Editor: please emphasize right gate/cells in right gate in Ly6G vs Ly6C graph
6.2.2. LAB MEDIA: Figure 3 Video Editor: please emphasize bottom left and right gates in Ly6G vs Ly6C graph
6.2.3. LAB MEDIA: Figure 3 Video Editor: please emphasize top left gate in Ly6G vs Ly6C graph

6.3. CD11c (C-D-eleven-C)-high MHC (M-H-C) two-positive dendritic cells were readily apparent when gated against CD11b [1-TXT] to rule out macrophages and other myeloid lineage cells such as neutrophils and monocytes [2].

6.3.1. LAB MEDIA: Figure 3 Video Editor: please emphasize right gate in top 2nd graph TEXT: MHC: major histocompatibility complex
6.3.2. LAB MEDIA: Figure 3 Video Editor: please emphasize top left gate in top 2nd graph

6.4. A subset of CD206 (C-D-two-oh-six)-positive CD86-positive dendritic cells could be identified by focusing on this CD11c-positive population [1], which includes both CD86-high M1-like dendritic cells [2] and CD206-high M2-like dendritic cell populations [3].

6.4.1. LAB MEDIA: Figure 3 Video Editor: please emphasize top CD86 vs CD206 graph
6.4.2. LAB MEDIA: Figure 3 Video Editor: please emphasize bottom cell cluster in top CD86 vs CD206 graph
6.4.3. LAB MEDIA: Figure 3 Video Editor: please emphasize top cell cluster in top CD86 vs CD206 graph

6.5. F4-80 (F-four-eighty) demonstrated a gradient of expression, as is commonly observed in various macrophage populations [1].

6.5.1. LAB MEDIA: Figure 3 Video Editor: please emphasize F4/80 vs Siglec, F4/80 vs CD200R3, and F4/80 vs Ly6C graphs

6.6. Siglec-F was present on both F4-80-positive and -negative populations [1], most likely corresponding to a macrophage subset and eosinophils, respectively [2].

6.6.1. LAB MEDIA: Figure 3 Video Editor: please emphasize top, ungated cell cluster in F4/80 vs Siglec graph
6.6.2. LAB MEDIA: Figure 3 Video Editor: please emphasize top, gated cell cluster in F4/80 vs Siglec graph

6.7. Although staining with cell surface markers allows these designations of cell types to be made, it is important to note that cells expressing different markers should be viewed in a functional manner as opposed to a more binary classification [1].

6.7.1. LAB MEDIA: Figure 3 





Conclusion
7. Conclusion Interview Statements
Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one or two of the statements.
· 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 deliver the 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.
7.1. 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].
7.1.1. 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?
7.2. 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].
7.2.1. 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?
7.3. 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. [1].
7.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera  

Is each interview statement 30 words or fewer? ☐ Yes

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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