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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. 
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.

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 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?   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:  15
Number of Shots:  38 

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.



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.

1.6. 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.  
1.6.1. INTERVIEW: Author saying the above. 
1.6.2. 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. 
· 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. Gradient Layering
2.1. Begin by sterilizing the buffy coat packaging and laminar hood [1], then add 10 milliliters of the blood into a 50-milliliter tube [2]. To dilute the blood for a cleaner gradient, add 5% FBS-HBSS (F-B-S-H-B-S-S) and make up the volume up to 35 milliliters [3].
2.1.1. WIDE: Talent sterilizing the buffy coat packaging and laminar hood.
2.1.2. Talent adding blood into a 50 mL tube.
2.1.3. Talent adding FBS-HBSS in the tube until the volume reaches 35 mL

2.2. After closing the lid, invert the tube several times for mixing [1] and then keep the tube upside down to obtain the bottom devoid of red blood cells [2]. Add 10 milliliters of the density gradient medium directly beneath the blood [3], ensuring that the medium and the blood do not mix and the interface remains sharp [4].
2.2.1. Talent inverting tube a few times.
2.2.2. Talent placing the tube upside down.
2.2.3. Talent adding density gradient medium directly beneath the blood.
2.2.4. Shot of sharp interphase.

2.3. Spin the tube at 400 × g for 30 minutes at room temperature, making sure to disable the brake [1-TXT].
2.3.1. Talent placing the tube in the centrifuge.  TEXT: Caution! Do not disturb the gradient.

2.4. After spinning, observe the gradient separated into a top serum-plasma layer [1], a middle white ring of peripheral blood mononuclear cells [2], a cloudy density gradient medium layer [3], and a bottom pellet consisting of a white, thin neutrophil band on top of the red blood cells [4].
2.4.1. Shot of top serum-plasma layer indicated with pipette tip or pointer next to the layer.
2.4.2. Shot of middle white ring indicated with pipette tip or pointer next to the layer.
2.4.3. Shot of cloudy layer indicated with pipette tip or pointer next to the layer.
2.4.4. Shot of bottom pellet indicated with pipette tip or pointer next to the layer.

2.5. To remove PBMC (P-B-M-C), emerge the suction pipette directly into the PBMC layer [1] and aspirate completely while the serum-plasma layer decreases as the ring is removed [2]. 
2.5.1. Talent emerging the suction pipette directly into the PBMC layer.
2.5.2. Talent aspirating the PBMC layer.

2.6. Scrape the side of the tube where cells pelleted with the suction pipette to maximize the removal of the PMBC [1]. Carefully remove the cloudy density gradient medium layer between the PBMC ring and neutrophil-RBC pellet [2].
2.6.1. Talent scrapping the side of the tube with the suction pipette.
2.6.2. Talent removing the cloudy density gradient medium layer.
3. Erythrocyte Sedimentation
3.1. For sedimenting the erythrocytes, use a 10-milliliter pipette to transfer the neutrophil-RBC pellet into a clean tube [1-TEXT]. Then, add 5% FBS-HBSS to a final volume of 25 milliliters [2] and gently mix by inversion [3].
3.1.1. Talent transferring the neutrophil-RBC pellet into a clean tube. TEXT: Do not pipette up and down.
3.1.2. Talent adding FBS-HBSS until the volume reaches 25 ml in the tube.
3.1.3. Talent inverting the tube a few times.
3.2. Directly add 25 milliliters of the prewarmed solution containing 3% Dextran, 0.9% NaCl in water into the tube [1] and mix gently by inversion [2]. Place the tube on a leveled and non-vibrating surface for 15 minutes [3].
3.2.1. Talent adding 3% Dextran/0.9% NaCl/H2O into the tube.
3.2.2. Talent inverting the tube a few times.
3.2.3. Talent placing the tube on the leveled and non-vibrating surface.

3.3. After placing the tube back into the hood, slightly immerse the pipette in the liquid [1] and collect approximately 30 milliliters of the top layer following the liquid surface downwards [2]. Spin the tube [3-TXT] to obtain a red pellet without floating particles in the media [4].
3.3.1. Talent immersing the pipette in the liquid. 
3.3.2. Talent drawing 30 mL top layer in the pipette.
3.3.3. Talent placing the tube in the centrifuge. TEXT: 400 × g, 10 min, RT, using low brake level 3 
3.3.4. Shot of the red pellet without floating particles in the media.
4. Residual RBC Lysis
4.1. For lysis of the residual red blood cells, gently aspirate the supernatant without disrupting the pellet [1], add 25 milliliters of sterile ultrapure water directly into the tube [2] and gently mix by inverting the tube for 28 seconds to lyse the cells [3]. 
4.1.1. Talent aspirating the supernatant.
4.1.2. Talent adding ultrapure water in the tube.
4.1.3. Talent inverting the tube a few times.

4.2. Then, immediately add 25 milliliters of sterile 1.8% sodium chloride solution prepared in water into the tube [1] and gently mix by inverting to bring the solution back to isotonic conditions [2].
4.2.1. Talent adding 1.8% NaCl solution in the tube.
4.2.2. Talent inverting the tube a few times.

4.3. Spin the tube at 200 × g for 3 to 5 minutes with a low brake to minimize sedimentation of RBC and platelet with the neutrophils [1]. For resuspending the white neutrophil pellet [2], directly add the culture medium on the pellet but do not pipette up and down [3-TXT].
4.3.1. Talent placing the tube in the centrifuge.
4.3.2. Shot of white pellet.
4.3.3. Talent adding culture medium on the pellet. TEXT: Culture medium: 10% FBS/RPMI1640

4.4. Next, rock the tube horizontally from side to side to minimize cell activation [1]. If cell aggregation or clumping is observed, filter the cell suspension using a 70-micrometer mesh to discard the clumped neutrophils [2].
4.4.1. Talent rocking the tube horizontally from side to side.
4.4.2. Talent passing the suspension through a 70 µm mesh.
5. Quality Determination of Isolated Neutrophil 
5.1. For assessing the quality of the isolated neutrophil preparation, stain the cells with markers specific for neutrophils, eosinophils, and an activation marker [1-TEXT]. 
5.1.1. Talent adding markers to the cells. TEXT: Markers: Neutrophils-CD66b, CD11b; Eosinophils-CD193; Activation marker-CD62L

5.2. After acquiring 20,000 cells by flow cytometry, analyze the cell purity and activation using the gating strategies, and determine the cell viability using annexin-five-propidium iodide as described in the text manuscript [1].
5.2.1. Talent at the computer, opening the software and scrolling through the graphs with monitor visible in the frame.

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

1) Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps (steps are indicated with the 2-digit numbers, like 2.1, 2.2, etc.). 

[bookmark: Text1]Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

2) If a dissection or stereo microscope is required for your protocol, please list all shots that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).

[bookmark: Text3][bookmark: Text2]Click here to list microscope shots, using the shot 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: XXX. (Voiceover is the text that follows the two-digit numbers)
· Please note that the video cannot include voiceover without an accompanying visual. 

6. Results: Neutrophil Yield and Quality Estimation
6.1. The density gradient [1] with low speed yielded the neutrophils with more purity [2], while the high speed resulted in increased yield at the expense of purity [3].
6.1.1. LAB MEDIA: Figure 2
6.1.2. LAB MEDIA: Figure 2A
6.1.3. LAB MEDIA: Figure 2B

6.2. Using fluorescence-activated cell sorting [1], the distribution of cells alone provided an estimate of the cell isolation quality, but the use of specific cell markers should be preferred [2].
6.2.1. LAB MEDIA: Figure 3
6.2.2. LAB MEDIA: Figure 3A

6.3. The contaminating cells populations identified were monocytes [1], lymphocytes [2], and eosinophils [3]. Enormous neutrophils yield was achieved using this protocol [4]. 
6.3.1. LAB MEDIA: Figure 3D
6.3.2. LAB MEDIA: Figure 3C and F
6.3.3. LAB MEDIA: Figure 3G
6.3.4. LAB MEDIA: Figure 3H

6.4. As neutrophil activation can affect downstream experiments, the expression of CD62L was assessed [1]. The mean fluorescent intensity for CD62L (C-D-Sixty two-L) was decreased in the positive control cells, indicating CD62L shedding and neutrophil activation [2].
6.4.1. LAB MEDIA: Figure 4
6.4.2. LAB MEDIA: Figure 4C Video editor: Please emphasize the blue region in the plot.

6.5. The neutrophil health should be assessed before performing assays as the neutrophils have a relatively short half-life, and activation further shortens the life [1]. 
6.5.1. LAB MEDIA: Figure 5

6.6. After neutrophils purification with density gradient [1] and commercial microbeads, the cells were cultured for up to 24 hours, and FACS sorted [2]. 
6.6.1. LAB MEDIA: Figure 5A and 5B
6.6.2. LAB MEDIA: Figure 5C and 5D

6.7. The quantification of viable cells indicated that the density gradient resulted in more viable cells after 24 hours [1] than kit purification [2].
6.7.1. LAB MEDIA: Figure 5E Video editor: Please emphasize the black bar at 24 hours.
6.7.2. LAB MEDIA: Figure 5E Video editor: Please emphasize the gray bar at 24 hours.




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. 
· 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.
7.1. 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?
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.
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.


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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