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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 as soon as possible.

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.
 

· To ensure that your script can be filmed in one day, the Introduction, Protocol, and Conclusion sections are restricted to 60 shots (i.e., designated as 1.1.1., 1.2.1., etc) total. 

Draft Script Length
Number of Shots: 49


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

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.



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. Acute Adult Mouse Microglia Isolation
2.1. [bookmark: OLE_LINK11][bookmark: OLE_LINK12]After confirming a lack of response to pedal reflex in an adult anesthetized mouse [1-TXT], use a 10-milliliter syringe equipped with a 26-gauge needle to perform cardiac perfusion with 30 milliliters of ice-cold PBS until there is no visual blood [2].
2.1.1. WIDE: Talent pinching toe Videographer: More Talent than mouse in shot TEXT: Anesthesia: Authors: what percent? Isoflurane
2.1.2. Heart being perfused
2.2. After decapitation, use small scissors to make a skin incision in the scalp to expose the skull [1] and harvest the brain according to standard protocols [2].
2.2.1. Skin incision being made
2.2.2. Talent placing brain into strainer in collection tube
2.3. Use the backside of a 3-milliliter syringe plunger to push the brain through a 40-micron strainer [1], washing the plunger and strainer intermittently with 2 milliliters of PBS per wash to ensure that all of the dissociated brain tissues passes through the filter [2]. 
2.3.1. Brain being pressed through strainer
2.3.2. Plunger and/or strainer being washed, with PBS container visible in frame
2.4. When all of the tissue has been strained, scrape the bottom of the mesh with the plunger to collect any residual suspension [1] and thoroughly flush the strainer with additional ice-cold 1 PBS into the 50-milliter collection tube [2].
2.4.1. Mesh being scraped 
2.4.2. Strainer being flushed
2.5. After centrifuging, resuspend the pellet in 6 milliliters of 35% density gradient medium [1-TXT] and transfer the resulting solution into a 15-milliter tube [2].
2.5.1. Talent adding SIP to tube, with SIP container visible in frame TEXT: Centrifuge conditions, 5 min, 500 x g, 4 °C
2.5.2. Talent adding solution to tube
2.6. Separate the cells by density gradient centrifugation [1-TXT] and remove the top floating myelin later [2].
2.6.1. Talent placing tube(s) into centrifuge TEXT: 25 min, 800 x g, 15 °C, no brake
2.6.2. Shot of layers, then myelin layer being removed
2.7. Transfer the rest of the supernatant into a new 50-milliliter conical tube containing 30 milliliters of ice-cold PBS for centrifugation [1-TXT] and carefully decant all but the last 500-800 microliters of supernatant [2].
2.7.1. Talent adding cells to tube, with PBS container visible in frame TEXT: 5 min, 800 x g, 4 °C
2.7.2. Talent decanting supernatant
2.8. Gently resuspend the cells [1] and transfer the cell suspension to a 5-milliliter round bottom tube [2].
2.8.1. Shot of pellet if visible, then cells being resuspended
2.8.2. Talent adding cells to tube
2.9. [bookmark: OLE_LINK28][bookmark: OLE_LINK29]Add 2 milliliters of ice-cold PBS to the tube for centrifugation [1-TXT] and quickly decant the supernatant [2], leaving the central nervous system-mononuclear phagocyte-containing cell pellet in about 100 microliters of PBS [3].
2.9.1. Talent adding PBS to tube TEXT: 2 min, 1400 x g, 4 °C
2.9.2. Talent decanting supernatant
2.9.3. Shot of pellet in about 100 microliters of PBS
3. Phagocytosis Assay Setup and Flow Cytometric Staining
3.1. To set up a phagocytosis assay, dilute the cells to a 1 x 107 cells/milliliter of ice-cold PBS concentration [1] and transfer 20 microliters of cells to the appropriate number of 5-milliliter round bottom tubes containing 80 microliters of ice-cold PBS per tube [2].
3.1.1. WIDE: Talent adding PBS to tube, with PBS container visible in frame
3.1.2. Talent adding cells to tube(s)
3.2. Thoroughly vortex a tube of PE-polystyrene microspheres [1-TXT] and add 2 microliters of the microsphere solution to each cell suspension, excluding the negative control [2-TXT].
3.2.1. Talent vortexing tube TEXT: See text for A-beta fibril phagocytosis assay setup details
3.2.2. Talent adding solution to tube(s), with microsphere solution container visible in frame TEXT: i.e., approximately 200 microspheres/cell
3.3. Gently vortex each tube to ensure an equal distribution of the substrate with the cells [1] and place the tubes in a sterile, humidified 37 degree-Celsius with 5% carbon dioxide incubator for 30 minutes [2].
3.3.1.  Talent vortexing tube(s)
3.3.2. Talent placing tube(s) into incubator
3.4. At the end of the incubation, add 1 milliliter of PBS to each tube [1] and gently vortex the tubes before washing the cells two times by centrifugation [2], resuspending the cells in 100 microliters of PBS after each wash [3-TXT].
3.4.1. Talent adding PBS to tube(s), with PBS container visible in frame
3.4.2. Tube(s) being vortexed
3.4.3. Supernatant being decanted TEXT: Hold cells on ice between centrifugations
3.5. After brief vortexing and centrifugation [1], add 1 microliter of the appropriate antibodies to each tube [2-TXT].
3.5.1. Talent vorexing antibody container
3.5.2. Talent adding antibod(ies) to tube(s), with antibody containers visible in frame TEXT: e.g., anti-CD11b-APC/Cy and anti-CD45-PE/Cy7 or anti-CD45-FITC
3.6. When all of the antibodies have been added, gently vortex each tube [1] and incubate the tubes for 30 minutes at room temperature protected from light [2].
3.6.1. Tube being vortexed
3.6.2. Talent covering tubes
3.7. At the end of the incubation, wash the cells with 1 milliliter of PBS per tube [1] and resuspend the pellets in 100 microliters of PBS as demonstrated [2-TXT].
3.7.1. Talent placing tube(s) into centrifuge
3.7.2. Talent decanting supernatant TEXT: Store samples on ice protected from light until analysis
4. Flow Cytometric Setup 
4.1. To analyze the cells by flow cytometry, in the associated analysis software, create a new Experiment [1] and select forward scatter, side scatter, and the appropriate fluorophores as the parameters [2].
4.1.1. WIDE: Talent creating experiment, with monitor visible in frame
4.1.2. SCREEN: To be provided by Authors: FSC, SSC, and fluorophores being selected
4.2. Reconstitute each compensation and cell suspension tube with 500 microliters of PBS [1-TXT] and place the tubes on ice after brief vortexing [2].
4.2.1. Talent adding PBS to tube(s), with PBS container visible in frame TEXT: See text for compensation bead setup details	Comment by Bridget Colvin: Authors: The bead compensation steps were removed to leave time for the more unique aspects of your procedure.
4.2.2. Talent placing tube(s) on ice
4.3. To set voltages such that the peak on each fluorophore histogram is below 102, run the unstained negative control bead tube [1] and create a New tube under the Sample tab [2].
4.3.1.  Talent loading unstained tube
4.3.2. SCREEN: To be provided by Authors: New tube being created
4.4. Then adjust the forward and side scatter voltages to capture the population of interest [1] and use the single-color compensation tubes to identify each distinct, positive, fluorophore peak [2].
4.4.1.  SCREEN: To be provided by Authors: Voltage(s) being adjusted
4.4.2. Talent loading tube 
5. Gating Strategy and Phagocytosis Measurement 
5.1. To setup the gating strategy for measuring the phagocytosis of each cell population of interest [1], draw an initial mononuclear gate to capture all of the viable central nervous system mononuclear phagocytes [2] followed by gating to exclude couplets and triplets, allowing the analysis of single cells only [3].
5.1.1. WIDE: Talent at computer, setting up scatter plot, with monitor visible in frame
5.1.2. SCREEN: To be provided by Authors: Live cell gate being drawn
5.1.3. SCREEN: To be provided by Authors: Singlet gate being drawn
5.2. Project the gated, single, live central nervous system-mononuclear phagocytosis population on a subsequent graph displaying the appropriate experimental fluorophores [1] and apply the appropriate gates to study phagocytosis according to the assay performed [2].
5.2.1. SCREEN: To be provided by Authors: Scatter plot being created, cells being displayed
5.2.2. SCREEN: To be provided by Authors: Gate(s) being applied
5.3. When all of the cells have been analyzed, export the data as .fcs files [1] and analyze the samples in an appropriate analysis software program to assess the phagocytic ability of the specific experimental populations of interest [2].
5.3.1. SCREEN: To be provided by Authors: File being saved
5.3.2. Talent at computer, analyzing data, with monitor visible in frame



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: 96. (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. Results: Representative Phenotypic and Functional Acutely-Isolated Central Nervous System-Mononuclear Phagocyte (CNS-MP) Characterization 

6.1. After gating for viable central nervous system mononuclear cells [1], the cells are further sub-gated to include single cells and to exclude doublets and triplets [2].

6.1.1. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize gate in Figure 2A
6.1.2. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize gate in Figure 2B

6.2. Following the selection of single cells [1], central nervous system-mononuclear phagocytes can be identified based on their surface expression of CD11b (C-D-eleven-B) and CD45 (C-D-forty-five) [2].

6.2.1. LAB MEDIA: Figure 2C
6.2.2. LAB MEDIA: Figure 2C Video Editor: please emphasize gate

6.3.  Microglia using this strategy are CD11b-positive CD45-intermediate [1] while infiltrating macrophages are CD11b-positiveCD45-high [2]. Lymphocytes are CD11b-negative-CD45-high [3].

6.3.1. LAB MEDIA: Figure 2G Video Editor: please emphasize bottom right gate
6.3.2. LAB MEDIA: Figure 2G Video Editor: please emphasize top right gate
6.3.3. LAB MEDIA: Figure 2G Video Editor: please emphasize top left gate

6.4. Phagocytic uptake of PE (P-E)-conjugated microspheres is indicated by multiple peaks of fluorescence [1-TXT], with each peak representing a unitary increase in the numbers of microspheres phagocytosed by central nervous system mononuclear phagocytes [2].

6.4.1. LAB MEDIA: Figures 2E and 2F Video Editor: please outline/indicate red Peaks 1-3 in Figure 2E TEXT: PE: phycoerythrin
6.4.2. LAB MEDIA: Figures 2E and 2F Video Editor: please sequentially emphasize Peak 1, Peak 2, and Peak 3

6.5. In contrast to the PE-microsphere assay [1], only one positive peak of green fluorescence is observed in the A-beta phagocytosis assay [2].

6.5.1. LAB MEDIA: Figures 2E and 2F
6.5.2. LAB MEDIA: Figures 2E and 2F Video Editor: please emphasize green signal under bracket in Figure 2F

6.6. Samples with no added fluorophores can serve as a negative control to identify the positive peaks for microsphere [1] and A-beta fibril uptake [2].

6.6.1. LAB MEDIA: Figures 2E and 2F Video Editor: please emphasize Figure 2E grey histogram
6.6.2. LAB MEDIA: Figures 2E and 3F Video Editor: please emphasize Figure 2F grey histogram

6.7. Phagocytic analysis can also be performed on central nervous system-microglia, infiltrating macrophages, and lymphocytes [1].

6.7.1. LAB MEDIA: Figures 2H and 2I 

6.8. Unlike microglia and macrophages, lymphocytes exhibit minimal phagocytic activity [1].

6.8.1. LAB MEDIA: Figures 2H and 2I Video Editor: please emphasize bottom graphs in both Figures

6.9. Microglia demonstrate a slightly lower phagocytic activity for PE-microspheres [1] compared to macrophages [2], while A-beta uptake is markedly higher for CD45-high infiltrating macrophages [3] compared to microglia [4].

6.9.1. LAB MEDIA: Figures 2H and 2I Video Editor: please emphasize middle graph in Figure 2H
6.9.2. LAB MEDIA: Figures 2H and 2I Video Editor: please emphasize top graph in Figure 2H
6.9.3. LAB MEDIA: Figures 2H and 2I Video Editor: please emphasize top graph in Figure 2I
6.9.4. LAB MEDIA: Figures 2H and 2I Video Editor: please emphasize middle graph in Figure 2I

Conclusion
7. [bookmark: _Hlk27388131]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 below.
· 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 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.
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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