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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.
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?  Enter Yes or No.
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?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.


4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.  
If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position


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: 56

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer up to 2 introduction and up to 3 conclusion questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Answer in full sentences, the questions will not be displayed in the video. 
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

INTRODUCTION:

What is the scope of your research? What questions are you trying to 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 20 or fewer words.

What are the most recent developments in your field of research?
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 20 or fewer words.
What technologies are currently used to advance research in your field?
1.3. 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 20 or fewer words.
What are the current experimental challenges?
1.4. 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 20 or fewer words.

CONCLUSION:

What significant findings have you established in your field?
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 20 or fewer words.

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

What advantage does your protocol offer compared to other techniques?
1.7. 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 20 or fewer words.
How will your findings advance research in your field?
1.8. 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 20 or fewer words.
What new scientific questions have your results paved the way for?
1.9. 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 20 or fewer words.
What questions will future research focus on?
1.10. 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 20 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.


Ethics Title Card

This research has been approved by the Human Research Bioethics Committee at Instituto de Investigaciones Biomédicas - Universidad Nacional Autónoma de México (UNAM)


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) with purple font are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating 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 for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 

2. Isolation of Peripheral Blood Mononuclear Cells (PBMCs) and Neutrophils from Human Blood
Demonstrator: Click here to enter name of demonstrator(s) 

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, obtain 10 milliliters of blood from a healthy adult volunteer by venipuncture [1].  Add 10 units per milliliter of heparin as an anticoagulant [2].
2.1.1. WIDE: Talent performing venipuncture on a volunteer and collecting 10 milliliters of blood into a syringe.
2.1.2. Talent adding 10 units per milliliter of heparin into the syringe and mixing gently.
2.2. In a 15-milliliter conical centrifuge tube, add 2 milliliters of 6 percent dextran T500 (T-Five-Hundred) in PBS [1]. Then, drain 10 milliliters of the blood down the side of the tube [2-TXT]. 
2.2.1. Talent pipetting 2 milliliters of 6 percent dextran T500 in phosphate-buffered saline into a 15 milliliter centrifuge tube.
2.2.2. Talent carefully draining 10 milliliters of heparinized blood down the side of the tube. TXT: Invert tubes to mix then let it rest for 45 min
2.3. In another fresh 15 milliliter centrifuge tube, add 5 milliliters of density gradient medium [1]. Carefully pipette out the plasma without touching the erythrocytes and layer it on top of the medium to form two separate phases [2]. Centrifuge the tube at 516 g for 20 minutes at 4 degrees Celsius [3]. 
2.3.1. Talent pipetting 5 milliliters of density gradient medium into a new 15 milliliter centrifuge tube.
2.3.2. Talent carefully pipetting out leukocyte-rich plasma and layering the plasma gently over the density gradient medium.
2.3.3. Talent placing the tube in the centrifuge and setting it to 516 g for 20 minutes at 4 degrees Celsius.
2.4. To isolate PBMCs, aspirate and discard the plasma above the PBMC band without disturbing the cells [1-TXT]. Collect the mononuclear cell band between the plasma and the medium, minimizing collection of the medium [2].
2.4.1. Talent aspirating and discarding the top plasma layer without disturbing the PBMC band. TXT: PBMC: Peripheral Blood Mononuclear Cells
2.4.2. Talent carefully pipetting out the PBMC band into a clean 50 milliliter conical centrifuge tube.
2.5. Add 20 milliliters of PBS  to the tube containing PBMCs [1]. Then centrifuge at 400 g for 5 minutes at 4 degrees Celsius [2].
2.5.1. Talent adding 20 milliliters of phosphate-buffered saline to the 50 milliliter conical tube.
2.5.2. Talent placing the tube into the centrifuge and setting it to 400 g for 5 minutes at 4 degrees Celsius.
2.6. Carefully aspirate out the supernatant [1] and scrape the tube to separate the pellet [2]. Add 10 milliliters of cold PBS to resuspend the cells [3-TXT]. 
2.6.1. Talent pipetting out the supernatant.
2.6.2. Talent scraping the sides of the tube to loosen the cell pellet.
2.6.3. Talent adding 10 milliliters of cold phosphate-buffered saline and gently swirling to resuspend. TXT: Count cells using a Neubauer chamber
2.7. To isolate neutrophils, scrape the tube to separate the cells after pipetting out the medium [1]. Then add 10 milliliters of cold PBS [2].
2.7.1. Talent scraping the tube to dislodge the neutrophil pellet.
2.7.2. Talent adding 10 milliliters of cold phosphate-buffered saline.
2.8. Now, transfer the cells into a fresh 50-milliliter conical centrifuge tube and centrifuge [1-TXT].  Aspirate the supernatant and scrape the tube again [2].
2.8.1. Talent transferring the neutrophil suspension to a clean 50 milliliter tube and placing it in the centrifuge. TXT: Centrifugation: 400 x g, 5 min, 4 °C
2.8.2. Talent aspirating the supernatant and scraping the pellet from the bottom of the tube.
2.9. Now pipette 10 milliliters of cold hypotonic solution into the tube and mix gently [1-TXT]. Mix gently for exactly 1 minute [2].
2.9.1. Talent adding 10 milliliters of cold hypotonic solution to the neutrophil pellet. TXT: Hypotonic solution: 0.2% NaCl, 1% BSA, 20 mM HEPES, pH = 7.4
2.9.2. Talent gently mixes the tube.
2.10. Quickly add 10 milliliters of cold hypertonic solution to make the solution isotonic [1-TXT].
2.10.1. Talent rapidly adding 10 milliliters of cold hypertonic solution into the same tube and swirling to mix. TXT: Hypertonic solution: 1.6% NaCl, 1% BSA, 20 mM HEPES, pH = 7.4
2.11. Then count the neutrophils using a Neubauer chamber and ensure the purity is greater than 95 percent [1]. Centrifuge the suspension to obtain a cell pellet [2]. Then resuspend the pellet in cold PBS [3-TXT].  
2.11.1. Talent pipetting the suspension onto a Neubauer chamber. 
2.11.2. Talent placing the suspension in a centrifuge. 
2.11.3. Shot of the pellet being resuspended in cold PBS. TXT: Keep tube on ince


3. Purification of Low-Density Neutrophils (LDNs) Using Magnetic Microbeads
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Centrifuge the peripheral blood mononuclear cells at 400 g for 5 minutes at 4 degrees Celsius [1]. After removing the supernatant, resuspend the cells in 120 microliters of cold wash buffer [2].
3.1.1. Talent placing the tube containing peripheral blood mononuclear cells into a centrifuge set to 400 g for 5 minutes at 4 degrees Celsius.
3.1.2. Talent adding 120 microliters of cold wash buffer to resuspend the cell pellet.
3.2. Then pipette 35 microliters of CD66b (C-D-Sixty-six-b) magnetic microbeads to the cell suspension [1]. Incubate the mixture in the dark at 4 degrees Celsius for 30 minutes [2-TXT].  
3.2.1. Talent pipetting 35 microliters of CD66b magnetic microbeads into the tube.
3.2.2. Talent placing the tube in a dark cold rack. TXT: Mix gently every 10 mins
3.3. Now pipette 1 milliliter of cold wash buffer to the tube [1]. Centrifuge the tube at 400 g for 3 minutes [2]. Scrape the tube to separate the cell pellet after removing the supernatant [3] and resuspend the cells in 1 milliliter of wash buffer [4]. 
3.3.1. Talent adding 1 milliliter of cold wash buffer into the tube.
3.3.2. Talent placing the tube into a microcentrifuge set to 400 g for 3 minutes.
3.3.3. Talent scraping the tube to detach the pellet.
3.3.4. Talent resuspending the cells in 1 milliliter of wash buffer.
3.4. Place a magnetic separation column onto a magnet [1]. Add 0.5 milliliters of wash buffer to the column, allowing it to pass through completely [2]. Transfer 1 milliliter of the resuspended cells onto the column and let the buffer pass through drop by drop [3-TXT].
3.4.1. Talent mounting a magnetic separation column onto a magnet holder.
3.4.2. Talent adding 0.5 milliliters of wash buffer into the column and allowing it to drain fully.
3.4.3. Talent pipetting 1 milliliter of cell suspension into the magnetic column and observing drop-by-drop flow. TXT: Wash with 0.5 mL wash buffer 2x
3.5. After washing, transfer the column into a microcentrifuge tube [1]. Then pipette 1 milliliter of wash buffer into the column [2].
3.5.1. Talent transferring the magnetic column into a clean microcentrifuge tube.
3.5.2. Talent adding 1 milliliter of wash buffer into the column.
3.6. Now, insert the plunger on top of the column [1].  Gently apply pressure to elute the cells [2]. Then remove the plunger and place the column onto a new microcentrifuge tube [3].
3.6.1. Talent inserting the plunger into the column.
3.6.2. Talent applying gentle pressure to push the buffer through.
3.6.3. Talent removing the plunger and transferring the column to a new collection tube.
3.7. Add another milliliter of wash buffer to the column [1]. Then insert the plunger again and gently apply pressure to elute the remaining cells [2].
3.7.1. Talent adding an additional 1 milliliter of wash buffer into the column.
3.7.2. Talent inserting the plunger and applying gentle pressure to complete elution.
3.8. Centrifuge both microcentrifuge tubes at 800 g for 3 minutes [1]. Resuspend the cell pellets from both tubes into 1 milliliter of cold PBS [2].  Keep the cell suspension on ice [3].
3.8.1. Talent placing both tubes into the microcentrifuge set to 800 g for 3 minutes.
3.8.2. Talent resuspending both cell pellets in 1 milliliter of cold phosphate-buffered saline.
3.8.3. Talent placing the tube on ice.
4. Multicolor Flow Cytometry Staining and Analysis of Purified Neutrophils
Demonstrator: Click here to enter name of demonstrator(s) 

4.1. Resuspend the purified cells in labelling buffer containing 1 percent fetal bovine serum in PBS [1-TXT]. Transfer 250 microliters of the suspension into a 1.5-milliliter microcentrifuge tube [2].
4.1.1. Talent adding  labeling buffer to tube containing cell suspension. TXT: Final concentration: 1 x 106 cell/mL
4.1.2. Talent pipetting 250 microliters of the cell suspension into a 1.5 milliliter microcentrifuge tube.
4.2. Add the corresponding antibodies against neutrophil membrane molecules to the tube [1]. Then incubate the cells for 30 minutes at 4 degrees Celsius, protected from light [2].
4.2.1. Talent adding fluorescently labeled antibodies to the microcentrifuge tube.
4.2.2. Talent placing the tube in a cold, light-protected container labeled “4 °C – 30 minutes.”
4.3. Now, pipette 1 milliliter of PBS to the tube [1]. Spin the tube in a microcentrifuge at 800 g for 3 minutes [2].
4.3.1. Talent adding 1 milliliter of phosphate-buffered saline into the antibody-labeled cell suspension.
4.3.2. Talent placing the tube in a microcentrifuge set to 800 g for 3 minutes.
4.4. Aspirate out the supernatant [1], tap the tube to break the pellet [2], and resuspend the cells in 0.5 milliliters of 1 percent paraformaldehyde [3].
4.4.1. Talent aspirating the supernatant.
4.4.2. Talent tapping the tube to loosen the pellet.
4.4.3. Talent adding 0.5 milliliters of 1 percent paraformaldehyde to resuspend the cells.
4.5. Then keep the cells at 4 degrees Celsius protected from light until analysis by flow cytometry [1]. Analyse the samples using flow cytometry, capturing 10,000 events per sample [2-TXT].
4.5.1. Talent placing the labeled microcentrifuge tube into a cold, light-protected rack labeled “For Flow Cytometry.”
4.5.2. Talent placing the samples in a flow cytometer. TXT: Perform cell sorting 

4.5.3. 

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 144
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 

5.1. Low-density neutrophils in healthy individuals represented approximately 5 percent of the peripheral blood mononuclear cells [1], while the described magnetic isolation protocol yielded low-density neutrophils at about 98 percent recovery [2]. 
5.1.1. LAB MEDIA: Figure 2A. Video editor: Highlight the small black bar labeled "PBMC" 
5.1.2. LAB MEDIA: Figure 2B. Video editor: Highlight the gray and black bars labeled "LDN FACS" and "LDN MACS"
5.2. Neutrophils express the membrane markers CD10 (C-D-Ten) , CD11b(C-D-Eleven-B), CD15(C-D-Fifteen), CD62L(C-D-Six-Two-L) and CD66b (C-D-Sixty-Six-B) [1]. Magnetically purified low-density neutrophils expressed the same membrane markers as neutrophils [2]. 
5.2.1. LAB MEDIA: Figure 3A. Video editor: Highlight the dot plots labeled CD10, CD11b, CD15, CD62L, and CD66b showing similar expression patterns to those in panel A
5.2.2. LAB MEDIA: Figure 3B
5.3. Purified low-density neutrophils exhibited a multilobulated nucleus and were similar in size to neutrophils [1].
5.3.1. LAB MEDIA: Figure 4. Video editor: Show the Bright Field and DAPI images side by side
5.4. Both neutrophils and low-density neutrophils generated reactive oxygen species in response to PMA stimulation [1], with low-density neutrophils producing higher levels than neutrophils [2].
5.4.1. LAB MEDIA: Figure 5B. Video editor: Highlight the PMA patterned bars for both “Neutrophil” and “LDN” 
5.4.2. LAB MEDIA: Figure 5B. Video editor: Emphasize the PMA bar for LDN
5.5. Low-density neutrophils released neutrophil extracellular traps in response to PMA stimulation, as evidenced by colocalization of DNA with elastase [1] and with citrulline [2].
5.5.1. LAB MEDIA: Figure 6A. Video editor: Highlight the merged image 
5.5.2. LAB MEDIA: Figure 6B. Video editor: Highlight the merged image 
5.6. Both purified neutrophils and low-density neutrophils released NETs with similar kinetics and amounts after PMA treatment [1].
5.6.1. LAB MEDIA: Figure 7. Video editor: Highlight the overlapping lines for “Neu + PMA” (solid circles) and “LDN + PMA” (solid triangles) 
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