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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?  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. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.
Enter make and model of microscope.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.
2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Yes
If Yes, we will need you to record using screen recording software.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, 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?   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 sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length
Number of Steps:  24
Number of Shots:  58 

Interviews 
1. Video 1: Author Spotlight: Title (Filled by scriptwriter during script finalization)

Ethics Title Card
This research has been performed as per the Citryll ethical guidelines for human research. All blood donors gave informed consent in accordance with the Declaration of Helsinki


Videographer: Obtain headshots for all authors. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 50 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: What is the scope of your research? What questions are you trying to answer? 
1 Renato G.S. Chirivi: We developed a real-time microscopy method for the quantification of neutrophil extracellular traps or NETs. These NETs play an important role in innate immune defense. However, it has become clear that the accumulation of NETs in tissues contributes to the pathophysiology of multiple inflammatory and autoimmune diseases

What are the most recent developments in your field of research?
2. Maarten van der Linden: Because of the pathological implications of NETS, interest in the development of NETosis antagonists has risen. To study NETosis inhibition we developed a real-time microscopy method for the quantification of human NET release, allowing to study NETosis and its inhibition in a high-throughput manner.
What technologies are currently used to advance research in your field?
3. 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 50 or fewer words.
What are the current experimental challenges?
4. Eline Zwiers: Neutrophils are sensitive cells and can change their responsiveness to stimuli during the purification process due to mechanical and other types of stress. Therefore, it is important to validate the neutrophil isolation protocol to minimize neutrophil activation.	Comment by Renato Chirivi: Author name might still change

What significant findings have you established in your field?Any other points of attention for the method presented?
5. Kesly Waaijenberg: All blood and neutrophil handling should be performed under a laminar flow hood to maintain sterility, since microbes can activate the neutrophils and induce NETosis.

What research gap are you addressing with your protocol?
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 50 or fewer words.

What advantage does your protocol offer compared to other techniquesare the key features that makes the presented technique interesting for JoVEs audience?
7. Sangeeta Kumari: This technique enables the study of NET release from healthy as well as diseased individuals. In addition, it allows to study the kinetics of NET formation induced by different physiological stimuli. 	Comment by Renato Chirivi: Author name might still change
How will your findings advance research in your field?
8. 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 50 or fewer words.
What new scientific questions have your results paved the way for?
9. Renato Chirivi: With this high-throughput microscopy technique we were able to demonstrate that the NETosis antagonist CIT-013, a monoclonal antibody targeting citrullinated histones H2A and H4, was able to efficiently inhibit NET release with an IC50 of 4.6 nM. This demonstrates that this assay is suitable for testing NETosis antagonists.

What research questions will your laboratory focus on in the future?
10. 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 50 or fewer words.

Videographer: Obtain headshots for all authors.

Protocol Videos 
Each video will include a section of your protocol and accompanying results, if applicable. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration. Professional voiceover artists will narrate the video. 
· Red and italics are pronunciation guides (how the word will be spoken). 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product from that step in advance.
Protocol:
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 
Representative Results: 
· The three-digit numbers (e.g., 2.3.1., 2.3.2.) are the figures/tables from your manuscript. These will not be recorded by the videographer.
· Please review the result section to make sure it logically follows the video.
· Please note that the video cannot include voiceover without an accompanying visual.

2. Video 2: Neutrophil Isolation from Human Peripheral Blood for Assessing Pharmacology of NETosis Antagonists
Demonstrator: Annemarie Kip	Comment by Maarten van der Linden: Demonstrator name might still change
Ethics Title Card
This research has been performed as per the Citryll ethical guidelines for human research. All blood donors gave informed consent in accordance with the Declaration of Helsinki
Protocol
2. After collecting peripheral blood from the healthy volunteer in a lithium-heparin tube, transfer the blood to a fresh 50-milliliter tube [1]. Rinse the lithium-heparin tube with DPBS and transfer it to the same 50-milliliter tube, ensuring the blood-to-DPBS (D-P-B-S) ratio is 1:1 (one to one) [2]. After mixing, add diluted blood on top of the density gradient solution [3].	Comment by Nilesh Kolhe: Authors: Please confirm that the pronunciation guides (red italics fonts) for DPBS and 1:1 are correct. 	Comment by Renato Chirivi: correct
2.2.1. WIDE: Establishing shot of talent transferring blood from a lithium-heparin tube to a 50 mL tube. Videographer: Please take a still image of talent performing this action. Make sure that it is at least a half-body shot with the talent's face visible and zoom out so we have room for cropping. 
2.2.2. Talent adding DPBS into the lithium-heparin tube and transferring the content to a 50 mL tube.
2.2.3. Talent adding diluted blood on top of the density gradient solution.
3. Centrifuge the blood at 400 g for 40 minutes with minimal acceleration and brake [1]. Discard the top plasma layer with a 10-milliliter pipet [2]. Then, use a plastic Pasteur pipet to discard the peripheral blood mononuclear cells and the density gradient solution [3]. Gently shake the erythrocyte/neutrophil layer before resuspending it in 15 milliliters of DPBS [4].	Comment by Nilesh Kolhe: Authors: How should JoVE voiceover talent pronounce erythrocyte/neutrophil? Is it erythrocyte and neutrophil OR erythrocyte and neutrophil? Please confirm.	Comment by Renato Chirivi: erythrocyte and neutrophil layer will be fine	Comment by Maarten van der Linden: Maybe: “Layer containing erythrocytes and neutrophils”. To prevent the confusion that it is more than 1 layer.
2.3.1. Talent placing the tube in a centrifuge.
2.3.2. Talent using a 10 milliliter pipet to discard plasma from the top layer.
2.3.3. Talent using a plastic Pasteur pipet to discard the PBMC and density gradient solution layers.
2.3.4. Talent shaking the tube and adding 15 mL DPBS into the tube. 

4. Add 25 milliliters of 6% Dextran and 0.9% Sodium Chloride solution and mix by inverting the tube [1]. After 25 minutes of incubation, transfer the top neutrophil layer to a fresh 50-milliliter tube with a 10-milliliter pipet [2] and centrifuge for 10 minutes at 500 g [3]. 
2.4.1. Talent adding Dextran-Sodium Chloride solution to the tube and inverting the tube.
2.4.2. Talent transferring the neutrophil layer to a fresh 50-milliliter tube with a 10-milliliter pipet.
2.4.3. Talent placing the tube in a centrifuge.

5. Decant the tube to discard the supernatant [1] and resuspend the pellet in 10 milliliters of ammonium-chloride-potassium lysis buffer [2]. Add 40 milliliters of the same lysis buffer and incubate at room temperature while continuously inverting the tube until the solution becomes translucent [3].
2.5.1. Talent removing supernatant from the tube.
2.5.2. Talent adding 10 mL of ACK buffer from the labeled container into the 50 mL tube.
2.5.3. Talent transferring 40 mL of lysis buffer from the labeled container into the 50 mL tube and inverting the tube. 

6. Centrifuge the tube for 10 minutes at 350 g [1]. After removing the supernatant, slowly and dropwise, add 5 milliliters of culture medium 10% on top of the neutrophil pellet without bringing the neutrophils into suspension [2]. Gently swirl the tube until most of the erythrocytes present on top of the neutrophil pellet are resuspended in the culture medium [3].	Comment by Nilesh Kolhe: Authors: How will you confirm that the erythrocytes are resuspended in the culture medium.	Comment by Maarten van der Linden: Correct	Comment by Renato Chirivi: Erythrocytes will sit on top of the neutrophils as a red film. After swirling the red film is disolved. Maarten, is this correct?
2.6.1. Talent placing the tube in a centrifuge.
2.6.2. Talent dropwise adding culture medium on top of the neutrophil pellet. TXT: Culture medium: L-glutamine supplemented with 10% heat-inactivated FBS, 50 U/mL penicillin, and 50 µg/mL streptomycin
2.6.3. Talent swirling the tube. 

7. After removing the supernatant, resuspend the neutrophil pellet in 10 milliliters of culture medium 10% [1]. Once fully resuspended, add up to 50 milliliters of culture medium 10%, centrifuge the mixture [2], and resuspend the pellet in 10 milliliters of culture medium 10% [3-TXT].
2.7.1. Talent resuspending the neutrophil pellet in 10 mL of culture medium 10%.
2.7.2. Talent placing the tube in a centrifuge.
2.7.3. Talent adding 10 mL of culture medium 10% from the labeled container into the 50 mL tube. TXT: Perform neutrophil staining to check for purity by flow cytometry

3. Video 3: Live Imaging Microscopy for NETosis Assays in 96-Well Plates
Demonstrator: Annemarie Kip	Comment by Maarten van der Linden: Demonstrator name might still change
Ethics Title Card
This research has been performed as per the Citryll ethical guidelines for human research. All blood donors gave informed consent in accordance with the Declaration of Helsinki
Protocol
2. To begin, add 0.001% poly-L-lysine solution to each well of the 96-well plate [1] and incubate for 1 hour at 37 degrees Celsius [2]. Wash the wells 3 times with 200 microliters of DPBS (D-P-B-S) and air dry the wells [3]. 
3.2.1. WIDE: Talent adding poly-L-lysine solution into the wells of a 96-well plate.
3.2.2. Talent placing the plate in an incubator. 
3.2.3. Talent washing the wells with 200 microliters of DPBS.

3. Next, resuspend the required number of neutrophils in the neutrophil extracellular trap or NET (/nɛt/) assay buffer [1-TXT]. Transfer 4x (four times) concentrated DNA (D-N-A) dye in NET assay buffer to each well [2]. Add 4x concentrated NETosis (neh-TOE-sis) stimuli in NET assay buffer to the corresponding wells [3].
3.3.1. Talent adding NET assay buffer from the labeled container into the tube containing neutrophil pellet. TXT: Neutrophils are isolated from human blood
3.3.2. Talent transferring DNA dye in NET assay buffer from the labeled container into the wells of a 96-well plate.
3.3.3. Talent adding NETosis stimuli in NET assay buffer from the labeled container into the wells of a 96-well plate.

4. Then, add 4x concentrated NETosis antagonists in NET assay buffer [1] and neutrophil suspension to the corresponding wells [2].
3.4.1. Talent transferring NETosis antagonists in NET assay buffer from the labeled container into the wells of a 96-well plate.
3.4.2. Talent adding neutrophil suspension from the labeled container into the wells of a 96-well plate.

5. Centrifuge the plate at 100 g for 2 minutes [1]. Then, insert the plate in the live cell microscopy analysis system placed at 37 degrees Celsius and 5% carbon dioxide incubator [2].
3.5.1. Talent placing the plate in an incubator. 
3.5.2. Talent inserting the plate into the live cell microscopy analysis system.
4. Video 4:  Configuring Live Cell Microscopy Analysis System Software for the Phase Contrast and Immunofluorescence Imaging of Neutrophils 
Demonstrator: Stephanie van Dalen	Comment by Renato Chirivi: Demonstrator name might still change
Ethics Title Card
This research has been performed as per the Citryll ethical guidelines for human research. All blood donors gave informed consent in accordance with the Declaration of Helsinki

Protocol
2. After placing the 96-well imaging plate containing neutrophil suspension in a live cell microscopy analysis system, open the system software [1]. Click Schedule to acquire and click the plus button to launch. Then, select Scan on Schedule and click Next [2].
4.2.1. WIDE: Talent clicking on the live cell microscopy analysis system software icon with monitor/screen visible in the frame.  Videographer: Obtain multiple usable wide takes because this will be reused in 5.1.1
4.2.2. SCREEN: To be uploaded by Authors: Schedule to acquire followed by the plus button is clicked. Then, the Scan on Schedule option being selected, and the Next button clicked.
Authors: Acquire screen capture videos for all shots labeled SCREEN and upload them to your project page: https://review.jove.com/account/file-uploader?src=20513738

3. To create a new vessel from scratch, select New in the Create Vessel section and click Next [1]. In the Scan Type section, select Standard and click Next [2].
4.3.1. SCREEN: To be uploaded by Authors: In the Create Vessel section, New is selected, and Next is clicked.
4.3.2. SCREEN: To be uploaded by Authors: From the Scan Type section, Standard is selected, and the Next button is clicked.

4. Select the scan settings as Cell-by-cell: None; Image Channels: Phase contrast and Green, acquisition time 100 ms (milliseconds) and Objective: 20x (twenty-x). Then, click Next [1]. From the Vessel Selection section, select the appropriate type of vessel to scan and click Next [2].
4.4.1. SCREEN: To be uploaded by Authors: Scan settings interface showing the selected options for Cell-by-cell: None, Image Channels: Phase contrast and Green, Objective: 20x, and Next button clicked.
4.4.2. SCREEN: To be uploaded by Authors: Vessel Selection section with the appropriate vessel type selected and Next button clicked.

5. Specify the location of the vessel in the Drawer and click Next [1]. In the Scan Pattern section, select the wells that need to be scanned and the number of images per well. Click Next [2].
4.5.1. SCREEN: To be uploaded by Authors: Drawer interface showing the location of the vessel being specified, followed by clicking Next.
4.5.2. SCREEN: To be uploaded by Authors: From the Scan Pattern section, selecting the wells of scanning and the number of images per well. Then, Next being clicked. 

6. In the vessel notebook section, provide information about the vessel, enter the plate name, and click Next [1]. In the Analysis Setup section, select Defer analysis until later and click Next [2].
4.6.1. SCREEN: To be uploaded by Authors: In the vessel notebook section, entering information about the vessel, entering the plate name, and clicking Next.
4.6.2. SCREEN: To be uploaded by Authors:  Analysis Setup section with Defer analysis until later selected and Next button clicked.

7. In the Scan Schedule section, select Create new schedule with scans at intervals of and select 1 hour in the add scans to schedule section [1]. Select Stop scanning at 00:05 hours after the first scan. Click Next and click Add to Schedule when the scanning information is correct [2].	Comment by Nilesh Kolhe: Authors: Please confirm that the voiceover narration and shot description for this step is correct. 	Comment by Maarten van der Linden: Correct	Comment by Nilesh Kolhe: Authors: How should JoVE voiceover talent pronounce 00:05? Is it 5 seconds or 5 minutes? Please confirm. 	Comment by Maarten van der Linden: 00:05 refers to 00 days and 05 hours. So please pronounce it as 5 hours.
4.7.1. SCREEN: To be uploaded by Authors: Opening Scan Schedule section, selecting Create new schedule with scans at intervals of, and selecting 1 hour in the add scans to schedule section.	Comment by Maarten van der Linden: We have recorded these two steps (4.6.1. and 4.6.2.) in 1 video, because it concerns actions in the same (Scan Schedule) window.
4.7.2. SCREEN: To be uploaded by Authors: Selecting Stop scanning and 00:05 after the first scan. Then, clicking Next and after verifying the scanning information is correct, Add to Schedule button is clicked.

5. Video 5: Analyzing Neutrophil Extracellular Trap (NET) Assays Using Live Imaging Microscopy Software
Demonstrator: Stephanie van Dalen	Comment by Renato Chirivi: Demonstrator name might still change
Ethics Title Card
This research has been performed as per the Citryll ethical guidelines for human research. All blood donors gave informed consent in accordance with the Declaration of Helsinki

Protocol
2. After acquiring phase contrast and immunofluorescence images of neutrophils, launch the live cell microscopy analysis software [1]. Select View and select the live cell microscopy experiment to be analyzed. Select Create new analysis definition and click Next [2]. Select Basic Analyzer from the analysis type section and click Next. In the Image Channel section, select Green, deselect Phase, and click Next [3].
5.2.1. Reuse 5.1.1
5.2.2. SCREEN: To be uploaded by Authors: Opening View section and double click on the experiment to be analyzed.	Comment by Maarten van der Linden: We have added this step in the protocol because it was lacking and it clarifies the route to follow to get to step 5.1.3.
5.2.3. SCREEN: To be uploaded by Authors: Analysis software interface with Create new analysis definition option selected and Next being clicked. 
5.2.4. SCREEN: To be uploaded by Authors: Selecting Basic Analyzer from the analysis type section and clicking Next. Then, from the Image Channel section, selecting Green and deselecting Phase, followed by Next being clicked. 

3. Open the Image Layers window, select Green, and deselect Phase. Turn off Autoscale in the Green section and manually set min and max [1].Open the Vessel Scan Times window and select the images representing positive control wells with NETs (/nɛts/) [12]. Open the Image Layers window,  select Green, and deselect Phase. Turn off Autoscale in the Green section and manually set min and max [2].	Comment by Maarten van der Linden: we reversed these two steps because it makes more sense.
5.3.1. SCREEN: To be uploaded by Authors: Opening the Image Layers window and selecting Green and deselecting Phase. Then, turning off the Autoscale in the Green section and manually setting min and max.	Comment by Maarten van der Linden: @Renato Chirivi When the scriptwriter agrees to slightly change the protocol (also further below) we should change it in the manuscript as well..
5.3.2. SCREEN: To be uploaded by Authors: Opening the Vessel Scan Times window and selecting images representing positive control wells with NETs and negative control wells with a minimal number of NETs.
5.3.3. SCREEN: To be uploaded by Authors: Opening the Image Layers window and selecting Green and deselecting Phase. Then, turning off the Autoscale in the Green section and manually setting min and max.

4. Open the Analysis Definition Settings window and writeselect  NETs for the object name. For the segmentation, select No Background Subtraction – Adaptive [1-TXT]. For the threshold GCU (G-C-U), select between 3 and 5 and set the edge split ON between -10 (minus-10) and 0 [2].	Comment by Nilesh Kolhe: Authors: Please confirm that the pronunciation guide (red italics font) for GCU is correct. 	Comment by Renato Chirivi: That is correct
5.4.1. SCREEN: To be uploaded by Authors: Opening the Analysis Definition Settings window, Object Name section with NETs selected written and Segmentation section with No Background Subtraction - Adaptive selected. TXT: Adjust the analysis settings without creating false positive or false negative NETs  	Comment by Maarten van der Linden: We have recorded these two steps (5.3.1. and 5.3.2.) in 1 video, because it concerns actions in the same (Analysis Definition Setting) window.
5.4.2. SCREEN: To be uploaded by Authors: Setting threshold GCU between 3 and 5. Setting the edge split ON between -10-0.

5. Next, for cleanup, select Hole Fill to 100 μm2 (square micrometers) and Adjust size to -1 (minus-1) pixel [1]. For filters, select Area > (greater than) 200 µm2, Mean intensity < (less than)24.6, and Integrated intensity >7000 [2]. Then, click Preview Current or Preview All to apply the settings [3].
5.5.1. SCREEN: To be uploaded by Authors: Cleanup settings with Hole Fill to 100 μm2 and Adjust size: -1 pixel selected.	Comment by Maarten van der Linden: We have recorded these three steps (5.4.1., 5.4.2., and 5.4.3.) in 1 video, because it concerns actions in the same window.
5.5.2. SCREEN: To be uploaded by Authors: Selecting Filters, Area: >200 µm2, Mean intensity: <24.6, Integrated intensity: >7000.
5.5.3. SCREEN: To be uploaded by Authors: Preview Current or Preview All being clicked.
5.5.4. Screen: To be uploaded by Authors: Hover over different NET structures that were not included in the analysis to gather information on area, mean intensity, and integrated intensity. Adjust the analysis settings without creating false positive or false negative NETs.	Comment by Maarten van der Linden: We have added this step in the protocol because it is essential to fine tune the analysis settings when having false positive or false negative NETs.

6. When the settings for the NET analysis are correct, click Next. Select the time points and wells to analyze in the scan times and wells section and click Next [1]. Insert the definition name in the save and apply analysis definition section and click Next. Click Finish when the analysis information is verified and correct [2].
5.6.1. SCREEN: To be uploaded by Authors: Confirming the analysis settings and clicking Next. Then, selecting time points and wells from the scan times and wells section and clicking Next.
5.6.2. SCREEN: To be uploaded by Authors: Adding name in the save and apply analysis definition section and clicking Next. Then, verifying the analysis information and clicking Next.

7. Open the experiment analysis by clicking the analysis within the vessel of interest. Then, open the Graph Metrics window [1]. 
5.7.1. SCREEN: To be uploaded by Authors: Experiment analysis interface with selected analysis within the vessel of interest. Then, Graph Metrics window being opened.

8. Next, click the plus button to create a metric. When presenting data as percentage NET (/nɛt/) confluency, select Area in the Metric section and select Confluence in the Value section. When presenting data as a percentage of netting neutrophils, select Object Count in the Metric section and select Per Image in the Value section [1].	Comment by Nilesh Kolhe: Authors: Which method (% NET confluency or & netting neutrophils) will be used to present the data. We can mention both the methods in the manuscript but can show only one in the video.	Comment by Maarten van der Linden: We were able to show both methods in the video. Have a look.
5.8.1. SCREEN: To be uploaded by Authors: plus button being clicked. Then, selecting Area from the Metric section and Confluence from the Value section/Selecting Object Count in the Metric section and Per Image in the Value section. OK being clicked.

9. After configuring metric settings, click OK. In the User Defined Metrics section, select NETs Area Confluence (%) (percent) or NETs Object Count Per Image [1]. Select all required time points and wells for analysis from the Select Scans and Select Wells sections, respectively [2]. Finally, click Export Data [3].
5.9.1. SCREEN: To be uploaded by Authors: FOK being clicked. Then, from the User Defined Metrics section, selecting the NETs Area Confluence (%) or NETs Object Count Per Image.	Comment by Maarten van der Linden: We have recorded these three steps (5.8.1., 5.8.2., and 5.8.3.) in 1 video, because it concerns actions in the same window.
5.9.2. SCREEN: To be uploaded by Authors: Select Scans section with selected time points and Select Wells section with selected wells.
5.9.3. SCREEN: To be uploaded by Authors: Export Data button clicked.
Authors: Acquire screen capture videos for all shots labeled SCREEN and upload them to your project page: https://review.jove.com/account/file-uploader?src=20513738

Representative Results	Comment by Maarten van der Linden: Why not showing something about NET inhibition? This is part of the message of the manuscript.
10. Calcium ionophore stimulation induced faster NETosis (neh-TOE-sis) [1] compared to PMA (P-M-A) [2-TXT], which resulted in a higher proportion of neutrophils releasing NETs [3].	Comment by Nilesh Kolhe: Authors: Please confirm that the pronunciation guide (red italics font) for NET is correct. 	Comment by Renato Chirivi: both correct
5.10.1. LAB MEDIA: Figure 1B
5.10.2. LAB MEDIA: Figure 1C TXT: PMA: phorbol-12- 44 myristate-13-acetate
5.10.3. LAB MEDIA: Figure 1B 

11. NETs induced by calcium ionophores were more diffuse beyond the neutrophil plasma membrane [1], while PMA-induced NETs remained closer to the neutrophil plasma membrane [2].
5.11.1. LAB MEDIA: Figure 1D, 1E, and 1F Video Editor: Please emphasize structures shown by red arrows from images of the A23187 panel of Figure 1D
5.11.2. LAB MEDIA: Figure 1D, 1E, and 1F Video Editor: Please emphasize structures shown by yellow arrows from images of the PMA panel of Figure 1D

12. The detection of permeable non-netting DNA dye-positive neutrophils was dependent upon the concentration of calcium ionophores [1] and almost absent regardless of the concentration of PMA used to stimulate NETosis [2].	Comment by Maarten van der Linden: Our suggestion is to leave this out. The results should be focused on the NETs and not on the permeable non-netting neutrophils. Instead, results of NET inhibition with CIT-013 can be demonstrated.
5.12.1. LAB MEDIA: Figure 1G Video Editor: Highlight the top two trend lines representing 12.5 µm and 2.5 µm
5.12.2. LAB MEDIA: Figures 1D and H Video Editor: Highlight the PMA panel from Figure 1D 

13. A trend towards elevated NET levels was observed when neutrophils were activated with coated immune complexes, fMLP (F-M-L-P), and monosodium urate crystals [1].	Comment by Nilesh Kolhe: Authors: Please confirm that the pronunciation guide (red italics font) for fmLP is correct.	Comment by Renato Chirivi: This is correct
5.13.1. LAB MEDIA: 1G Video Editor: Highlight the cIC, fMLP, and MSU bars

14. To exemplify that this real-time microscopy NET assay allows to study NETosis antagonists in a high-throughput manner, we used CIT-013, a first-in-class humanized monoclonal antibody targeting citrullinated histone H2A and H4. We confirmed that NET release in response to A23187 was completely inhibited by CIT-013 [1] with an IC50 of 4.6 nM [2].  
5.14.1. LAB MEDIA: Figure 2A
5.14.2. LAB MEDIA: Figure 2B
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