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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)  No
Can you record movies/images using your own microscope camera? (Y/N) Yes
2. Does your protocol include software usage? (Y/N) Yes
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.
3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. 
2.2, 2.3, 2.5
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. 
2.5; work with speed, gentleness and care
5. Will the filming need to take place in multiple locations? (Y/N) Y
If yes, how far apart are the locations? 
The lab and microscope are in one department, the interviews will be held in different places in the hospital (~5 min walk)

Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements: (Said by you on camera)  - All interview statements may be edited for length and clarity.

1.1. Dr. Y.K. Onno Teng: We developed this high-throughput assay to quantify neutrophil extracellular traps or NETs. NETs are immunogenic DNA structures that can be released by neutrophils. NETs are an important defense mechanism that trap and kill microorganisms but they also play a pathogenic role in different autoimmune diseases [1].
1.1.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.

1.2. Dr. Eline J. Arends: With this technique NETs are quantified by three-dimensional immunofluorescence confocal microscopy resulting in a highly-sensitive and high-throughput method to study NET formation [1].
1.2.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.

OPTIONAL Interview Statements: (Said by you on camera)  - All interview statements may be edited for length and clarity.

1.3. Dr. Laura S. van Dam: This technique enables us to quantify NET formation which is important in autoimmune diseases, such as ANCA associated vasculitis and SLE. Potential therapeutics targeting NET formation could be tested with this assay in vitro. In addition, ex vivo NET formation of patients can be monitored [1].
1.3.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.

1.4. Sylvia W.A. Kamerling: Neutrophil isolation could be a struggle for individuals that have never performed this technique before [1].
1.4.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.

Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.5. All patients and healthy controls consented to participate in the LUMC biobank. Both biobanking studies were approved by the LUMC ethical committee.
1.6. 

Section - Protocol
2. Isolation of Healthy Neutrophils
2.1. To begin this procedure, obtain 20 milliliters of peripheral blood from a healthy donor in two 10 milliliter EDTA-coated tubes [1]. Transfer 10 milliliters of blood to a sterile 50 milliliter tube [2], and add PBS to a final total volume of 32.5 milliliters [3].
2.1.1. MED: Establishing shot of the talent approaching the lab bench with two tubes of peripheral blood in hand. Videographer: Ensure this shot is long enough to cover the lengthy voiceover narration.
2.1.2. MED: Talent transfers blood to a sterile 50 mL tube.
2.1.3. MED: Talent adds PBS to the tube, to a final volume of 32.5 mL.
2.2. Using a 10 milliliter pipette and pipette controller, take up 14 milliliters of density gradient [1]. Place the pipette on the bottom of the of the 50 milliliter tube [2]. Then, take the pipette controller off the pipette [3], allowing the density gradient to flow out by gravity until the maximum is reached by capillary effect [4].
2.2.1. MED: Talent uses a pipette to take up 14 mL of density gradient.
2.2.2. CU: Close up as the talent places the pipette on the bottom of the 50 mL tube.
2.2.3. MED: Talent takes the pipette controller off of the pipette. (Author Comment: 2.2.3 & 2.2.4 happens simultaneously) (Editor: The intent of this shot was to slow down the action and show the cause-and-effect. If shot shots were provided as requested, please use them as described in the shotlist to illustrate the action. If only one shot was provided, then that can be used for both shots)
2.2.4. CU: Close up as the density gradient flows out of the pipette and into the tube.
2.3. Place a thumb on top of the pipette to prevent the remaining density gradient from leaking out, and then remove the pipette from the tube [1]. Centrifuge the tube at 912 x g and at room temperature for 20 minutes without acceleration or brake [2].
2.3.1. MED: Talent places a thumb on top of the pipette, and then carefully removes it from the tube.
2.3.2. MED: Talent places the tube into a centrifuge, closes the centrifuge lid, and then turns the centrifuge on.
2.4. Carefully remove the white ring containing the peripheral blood mononuclear cells first [1], followed by the PBS-diluted plasma [2]. Lastly, remove the density gradient layer as much as possible [3]. Next, retrieve a bottle of cold, sterile distilled water and a flask of 10x concentrated PBS from a refrigerator [4].
2.4.1. CU: Close up of the tube as the talent removes the white ring containing the peripheral blood mononuclear cells.
2.4.2. CU: Close up of the tube as the talent removes the PBS-diluted plasma. [Shots 2.4.2 and 2.4.3 combined] (Author Comment: This is one shot and happens simultaneously)
2.4.3. CU: Close up as the talent removes the density gradient layer.
2.4.4. MED: Talent retrieves a bottle of cold, sterile distilled water and a flask of 10x concentrated PBS from a refrigerator.
2.5. Working quickly, add 36 milliliters of the water directly on top of the pellet and carefully mix once [1]. After 20 seconds, add 4 milliliters of 10x PBS to make an isotonic solution [2]. Mix once carefully [3].
2.5.1. MED: Talent adds the cold water directly on top of the pellet and mixes. [Shots 2.5.1 – 2.5.3 combined] (Author Comment: This is filmed in one shot. At second 27 2.5.2 starts. At second 33 2.5.3 starts.)
2.5.2. MED: Talent adds the PBS to the tube.
2.5.3. MED: Talent mixes the contents of the tube.
2.6. Centrifuge the tube at 739 x g and at 4 degrees Celsius for 5 minutes [1]. Discard the supernatant, making sure to be extremely careful as the pellet is not solid [2] and quickly repeat the process of adding the cold, sterile distilled water and concentrated PBS as previously described [3-TXT].
2.6.1. MED: Talent places the tube into a centrifuge, closes the centrifuge lid, and turns the centrifuge on.
2.6.2. MED: Talent discards the supernatant.
2.6.3. MED: Talent adds cold water to the tube and mixes. Alternatively, any step in the mentioned process can be filmed for this shot. TEXT: Make sure the pellet is suspended properly.
2.7. Centrifuge at 328 x g and 4 degrees Celsius for 5 minutes [1]. Carefully remove the supernatant and re-suspend the pellet in 5 milliliters of PBS [2]. Count the neutrophils and keep them on ice [3].
2.7.1. MED: Talent places the tube into a centrifuge and closes the centrifuge lid.
2.7.2. MED: Talent re-suspends the pellet with PBS. The supernatant can be removed prior to this shot.
2.7.3. MED: Talent counts the neutrophils using tryptan blue and a counting chamber. Any action taken during this counting process can be filmed for this shot.

3. Red Fluorescent Cell Labelling of Neutrophils
3.1. First, make a neutrophil suspension containing approximately 10 – 20 million neutrophils in 2 milliliters of PBS in a 15 milliliter tube [1]. In a different 15 milliliter tube, mix 2 milliliters of PBS with 4 microliters of 2 micromolar red fluorescent cell linker [2].
3.1.1. MED: Talent prepares the neutrophil suspension as described. Any action in the process of making the neutrophil suspension can be filmed for this shot. Videographer: Ensure this shot is long enough to cover the lengthy voiceover narration. (Author Comment: This shot has multiple takes. From take 2 only use film up until sec 20/21. After this there is a mistake. Take 3 has the correct follow-up but is not complete (does not have the whole shot from the start).)
3.1.2. MED: Talent mixes the PBS and micromolar red fluorescent cell linker in a different tube.
3.2. Gently add the red fluorescent cell linker solution to the neutrophil suspension, and mix carefully [1]. Wrap the tube in aluminum foil to protect the mixture from light [2], and incubate for exactly 25 minutes at 37 degrees Celsius to label the neutrophils with the red fluorescent cell linker [3].
3.2.1. MED: Talent adds the red fluorescent cell linker solution to the neutrophil suspension, and mixes.
3.2.2. MED: Talent wraps the tube in aluminum foil.
3.2.3. MED: Talent places the mixture into an incubator. Videographer: Ensure this shot is long enough to cover the lengthy voiceover narration. 
3.3. Inactivate the labeling by adding RPMI 1640 medium containing 10 percent heat inactivated FCS and 10 percent penicillin/streptomycin at room temperature to a final total volume of 15 milliliters, and mix once carefully [1]. If a pellet has formed, ensure that it is carefully re-suspended [2].
3.3.1. MED: Talent adds the described RPMI 1640 medium to the cell suspension, and mixes once. Videographer: Ensure this shot is long enough to cover the lengthy voiceover narration. [Shots 3.3.1 and 3.3.2 combined] (Author Comment: This is one shot. You first add a bit medium, then resuspend the pellet and then the tube is filled up completely.)
3.3.2. MED: Talent re-suspends the solution as though there was a pellet. Videographer: Film this re-suspension in mock if there is no pellet.
3.4. Centrifuge the tube at 328 x g and at room temperature for 5 minutes [1]. Check to ensure that a pellet has formed before removing the supernatant [2] and re-suspend the pellet in 5 milliliters of red-free RPMI 1640 medium containing 2 percent FCS and 10 percent penicillin/streptomycin at room temperature [3]. Count the neutrophils [4].
3.4.1. MED: Talent places the tube into a centrifuge and closes the centrifuge lid.
3.4.2. MED: Talent removes the supernatant. (Author Comment: There is an extra CU of the pellet.) (Editor: Please use the extra CU take. Removing the supernatant does not need to be shown)
3.4.3. MED: Talent re-suspends the pellet in the described RPMI 1640 medium.
3.4.4. MED: Talent counts the neutrophils using tryptan blue and a counting chamber. Any action taken during this counting process can be filmed for this shot.

4. Induction of Neutrophil Extracellular Trap Formation
4.1. Make a cell suspension at a density of 420,000 cells per milliliter in phenol red free RPMI 1640 medium containing 2 percent FCS and 10 percent penicillin/streptomycin [1]. Add 37,500 neutrophils in 90 microliters to each well of a black 96-well, flat bottom plate [2].
4.1.1. MED: Talent prepares the cell suspension as described. Videographer: Ensure this shot is long enough to cover the lengthy voiceover narration.
4.1.2. MED: Talent adds the neutrophils, in solution, to each well of a black 96-well, flat bottom plate.
4.2. Next, add 10 microliters of the chosen stimulus in triplicate to reach a concentration of 10 percent in each well [1]. Always include a negative control in triplicate [2]. Incubate in the dark at 37 degrees Celsius for the desired time, ranging from 30 minutes to 2, 4, or 6 hours [3-TXT]. 
4.2.1. MED: Talent adds a chosen stimulus in triplicate to the plate.
4.2.2. CU: Close up as the talent adds the negative control (medium) to the plate in triplicate.
4.2.3. MED: Talent places the plate into an incubator. TEXT: Recommended incubation time: 4 h. Videographer: Ensure this shot is long enough to cover the lengthy voiceover narration.
4.3. Then prepare the volume of impermeable DNA dye needed to add 25 microliters of 5 micromolar impermeable DNA dye to reach a final concentration of 1 micromolar in each well. [1-TXT].
4.3.1. MED: Talent calculates prepares the volume needed as described. The calculations do not need to be readable in the shot as long as it is clear that the talent is calculating (whether that be at a computer or on paper). TEXT: See text for details on predilution if needed. Videographer: Ensure this shot is long enough to cover the lengthy voiceover narration. (Author Comment: 1:1000 solution was prepared.  3000ul medium + 3ul impermeable DNA dye. We choose to film how to prepare the solution because the calculation is really simple and can be done without paper or computer after you have calculated the predilution form stock once.) 
4.4. 15 minutes before the end of the incubation time [1], add 25 microliters of 5 micromolar impermeable DNA dye to each well [2]. Continue the incubation for the final 15 minutes at 37 degrees Celsius in the dark [3].
4.4.1. MED: Talent removes the plate from the incubator.
4.4.2. MED: Talent adds impermeable DNA dye to each well.
4.4.3. MED: Talent places the plate back into the incubator.
4.5. After this, remove the supernatant very carefully [1], and store it if needed [2]. Add 100 microliters of 4 percent paraformaldehyde [3]. Keep the plate in the dark, and immediately proceed to the next section [4].
4.5.1. MED: Talent removes the supernatant from the plate. [Shots 4.5.1 and 4.5.2 combined]
4.5.2. MED: Talent sets aside and stores the removed supernatant.
4.5.3. MED: Talent adds paraformaldehyde to each well of the plate.
4.5.4. MED: Talent puts the plate in a box to protect it from light.

5. NET Visualization with 3D High-content, High-resolution Immunofluorescence Confocal Microscopy and Analysis of NET Formation
5.1. After configuring the settings [1-TXT], select Z Series. Select “10” as the number of steps. Select “3 micrometers” as the step size [2].
5.1.1. MED: Talent, at the workstation computer, configures the settings. TEXT: See text for configuring settings. Video Editor: Keep this text overlay up for all of 5.1 (Author Comment: Only use up until 19 seconds.)
5.1.2. SCREEN: Select Z Series, then select “10” as the number of steps. Select “3 micrometers” as the step size. Authors: Please upload all screen captures to your project page.
5.2. Load the plate into the immunofluorescence confocal microscope [1].
5.2.1. MED: Talent loads the plate into the immunofluorescence confocal microscope.
5.3. Click on the Run tab. Fill out the plate name and description, and choose the storage location. Select the wells that need to be acquired [1].
5.3.1. SCREEN: Click on the Run tab. Fill out the plate name and description, and choose the storage location. Select the wells that need to be acquired. Authors: Please upload all screen captures to your project page.
5.4. Choose the exposure time for “Texas Red” and “FITC”. Then, click on Acquire Plate to start the acquisition, which will take approximately 1 hour per plate [1].
5.4.1. [bookmark: _GoBack]SCREEN: Choose the exposure time for “Texas Red” and “FITC”. Then, click on Acquire Plate to start the acquisition. Authors: Please upload all screen captures to your project page. (Author Comment: 00:00 – 00:42, plus 1:28 – 1:36)
(Author Comment: We added an extra shot because it is nice to see the starting of the immunofluorescence microscope (light turns green). We will also add a screen capture.) 
(Editor: If the shot looks good and can be used, please use it. It should fit in during “…to start the acquisition, which will take approximately 1 hour per plate.”)
5.5. After this, select Analysis Macro. Select w1, and choose the threshold value. Select the desired pixel value. Select w2, and choose the threshold value and the desired pixel value [1-TXT].
5.5.1. SCREEN: Select Analysis Macro. Select w1, and choose the threshold value. Select the desired pixel value. Select w2, and choose the threshold value and the desired pixel value. TEXT: Usual threshold value: 10. Authors: Please upload all screen captures to your project page. 
5.6. Choose the destination for the spreadsheet file, run the analysis, and save the log files afterwards [1].
5.6.1. MED: Talent, at the workstation computer, completes the actions described. Any of the actions mentioned can be performed in this shot.


Section – Results
6. Results: Assessment and Quantification of Neutrophil Extracellular Trap Formation
6.1. Presented here is a highly-sensitive broadly applicable assay for the semi-automated quantification of neutrophil extracellular trap formation for the evaluation of ex vivo induction of neutrophil extracellular traps upon different stimuli [1-TXT].
6.1.1. LAB MEDIA: Figure 1. TEXT: NET: Neutrophil extracellular trap.
6.2. NET formation is quantified in a three dimensional manner by quantifying stained extracellular DNA over 10 Z-stacks with 3 micrometer distance, starting off at the foal plane in each well [1]. By measuring the cumulative area, the sensitivity of the assay increases [2].
6.2.1. LAB MEDIA: Figure 1. Video Editor: Zoom in on only Figure 1A.
6.2.2. LAB MEDIA: Figure 1. Video Editor: Zoom in on Figure 1A. Emphasize the data at each Z-stack (so all the points at Z1, then all the points at Z2, etc.) to indicate that the sensitivity is increasing as the areas of the Z-stacks are cumulatively quantified. (Author Comment: We will add a screen capture for 5.4.1 concerning this comment)
6.3. The total area of stained neutrophils imaged are quantified only in the focal plane in each well, which correlate significantly with the total neutrophil count in each well with a Pearson correlation coefficient of 0.99 [1].
6.3.1. LAB MEDIA: Figure 1. Video Editor: Shift to show only Figure 1B.
6.4. The representative outcome of quantification of NET formation in neutrophils is expressed as cumulative stained extracellular DNA area over 10 Z-stacks per imaged neutrophil [1].
6.4.1. LAB MEDIA: Figure 1. Video Editor: Shift to show only Figure 1C.
6.5. Snapshots are then taken of the NET quantification assay [1]. Representative images of unstimulated neutrophils [2] and of NETs in AAV-stimulated neutrophils [3] are shown here, with the fluorescent labeled neutrophils in red, and the stained extracellular DNA in green [4].
6.5.1. LAB MEDIA: Figure 2. Video Editor: Show Figures 2A and 2B side-by-side.
6.5.2. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2A.
6.5.3. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2B.
6.5.4. LAB MEDIA: Figure 2. Video Editor: Remove all previous emphasis and hold on the image for the remaining voiceover narration. Alternatively, emphasize the green and the red in the images as each color is mentioned.


Section - Conclusion
7. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
7.4.	Dr. Eline S. Arends: Tryptan blue, PKH and PFA should be handled with gloves and should not be breath in directly [1].
7.4.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.
7.1. Sylvia W.A. Kamerling: Neutrophils should be handled with care and PKH labeling should be performed exactly according to protocol [1].
7.1.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.
7.2. Dr. Laura S. van Dam: This assay can be used to quantify potential inhibitors of NETs and study morphology, kinetics and composition of NETs [1].
7.2.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.
7.3. Dr. Y.K. Onno Teng: This technique provides a highly sensitive high throughput assay that leads towards possibilities to study NETs in health and disease [1].
7.3.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.
7.4.  [1].
7.4.1. INTERVIEW: Named author says the statement above while looking slightly off-camera. (Move above 7.1)
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