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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: 20
Number of Shots: 44

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.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 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.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context.

INTRODUCTION:
REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter full 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.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter full 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.
Describe the research contexts or systems in which this protocol can be applied.
1.3. Enter full 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 does this protocol allow researchers to study or measure?
1. 
1.1. 
1.2. 
1.3. 
1.4. Enter full 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.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter full 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.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Enter full 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 can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Enter full 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.
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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. 
AUTHORS: Please note that all pronunciation guides are given in red, italics. Kindly go through the same and change where necessary.
2. Quantifying Thrombin and Plasmin Generation Using a Fluorescence Plate Reader
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, turn on the fluorescence plate reader and allow it to equilibrate to 37 degree Celsius [1]. Set the plate type to a Greiner 96-well flat bottom black microplate [2].
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible: https://review.jove.com/account/file-uploader?src=21258853
2.1.1. WIDE: Talent powering on the fluorescence plate reader and confirming the temperature setpoint on the display.
2.1.2. SCREEN: Set the plate type to a Greiner 96-well flat bottom black microplate
2.2. Set the general acquisition settings by adjusting the positioning delay to 0.1 second and the number of kinetic windows to 1 [1].
2.2.1. SCREEN: Talent navigating to general settings and entering the positioning delay and kinetic window values.
2.3. Configure the kinetic window by setting the number of cycles to 140, the measurement start time to 0.0 seconds, the number of flashes per well per cycle to 10, and the cycle time to 30 seconds [1]. Then select the top optic configuration [2].
2.3.1. SCREEN: The number of cycles is being set to 140, the measurement start time to 0.0 seconds, the number of flashes per well cycle to 10 and the cycles time to 30 seconds.
2.3.2. SCREEN: Talent selecting the top optic option in the optics menu.
2.4. Configure the filter settings by setting the number of monochromatics to 2 [1]. Set the excitation wavelength to 355 nanometers for thrombin and 485 nanometers for plasmin [2]. Then set the emission wavelength to 460 nanometers for thrombin and 520 nanometers for plasmin and set the gain to 600 [3].
2.4.1. SCREEN: The number of monochromatics is being set to 2. 
2.4.2. SCREEN: Talent entering excitation wavelengths for thrombin and plasmin.
2.4.3. SCREEN: Talent entering emission wavelengths and gain value to 600.
2.5. Define the plate layout using a maximum of 20 wells per plate [1].
2.5.1. SCREEN: Talent highlighting selected wells in the plate layout editor.
2.6. Then navigate to Concentrations, Volumes, and Shaking, and confirm the pump and injection settings [1]. Set pump 1 to 20 microliters, pump 2 to 0 microliters, and the injection speed to 420 microliters per second [2].
2.6.1. SCREEN: Talent opening the concentrations and volumes menu.
2.6.2. SCREEN: Shot of pump volume and speed parameters being confirmed.
2.7. Next, prepare the injection system by removing the injection needles [1] and rinsing them in a container filled with buffer [2].
2.7.1. Talent removing the injection needles.
2.7.2. Talent placing them into a buffer-filled container.
2.8. Set the rinse volume to 2,500 microliters [1] and rinse the pumps using Tris sodium chloride buffer at 37 degrees Celsius [2]. Reset the rinse volume to 500 microliters [3].
2.8.1. SCREEN: Talent setting the rinse volume.
2.8.2. SCREEN: Talent initiating pump rinsing in the software.
2.8.3. SCREEN: Talent entering the new rinse volume value.
2.9. Set the microplate shaker temperature to 37 degrees Celsius and verify the temperature before use [1]. Set the shaking intensity to 1100 revolutions per minute [2-TXT].
2.9.1. SCREEN: The microplate shaker temperature is being set to 37°C.
2.9.2. SCREEN: The shaking intensity is being set to 1100 rpm. TXT: Use the shaker for all subsequent mixing steps
2.10. Next, thaw patient plasma and normal pooled plasma in a 37-degrees Celsius water bath for up to 10 minutes [1]. Mix the plasma samples thoroughly and verify complete thawing with no visible cryoprecipitate [2].
2.10.1. Shot of labeled tubes of plasma being placed in a temperature-controlled water bath.
2.10.2. Talent gently mixing plasma tubes and inspecting clarity.
2.11. Using a pipette, add 80 microliters of patient plasma or normal pooled plasma to the preselected wells, using a fresh pipette tip for each sample [1]. Then add 2 microliters of cephalin to each well [2].
2.11.1. Talent pipetting 80 µL plasma into designated microplate wells.
2.11.2. Talent dispensing 2 µL cephalin into the wells.
2.12. Pipette 2 microliters of tissue factor diluted 1 to 500 [1]. Mix briefly using the plate shaker [2]. Then add 10 microliters of Tris sodium chloride buffer and mix again [3].
2.12.1. Talent adding 2 µL tissue factor.
2.12.2. Talent placing the plate onto the shaker.
2.12.3. Talent adding 10 µL buffer.
2.13. Pipette 4 microliters of thrombin substrate and 2 microliters of plasmin substrate [1], before mixing again with the plate shaker [2]. 
2.13.1. Talent dispensing 4 µL thrombin substrate and 2 µL plasmin substrate into each well.
2.13.2. Talent placing the plate on the shaker.
2.14. Now insert the microplate into the fluorescence plate reader [1-TXT].
2.14.1. Talent sliding the microplate into the reader tray. TXT: Allow the plate to equilibrate at 37°C for several minutes
2.15. Combine Tris sodium chloride buffer, Tris sodium chloride calcium chloride buffer, and tissue plasminogen activator to prepare the reagent for pump 1 [1]. Vortex thoroughly to mix [2].
2.15.1. Talent combining reagents in a tube.
AND
TEXT ON PLAIN BACKFROUND:
Reagent for Pump 1:
Tris/NaCl buffer: 672 µL
Tris/NaCl/CaCl₂ buffer: 192 µL 
tPA: 96 µL
Video Editor: Please play both shots side by side in a split screen
2.15.2. Talent vortexing the reagent tube.
2.16. Next, pierce two holes in the cap of the reagent tube [1]. Insert the pump tubing through one hole and advance it to the bottom of the tube [2].
2.16.1. Talent puncturing the tube cap with a sterile tool.
2.16.2. Talent positioning the tubing inside the reagent tube.
2.17. Use the software to prime the pump with 500 microliters of the starting reagent [1]. Then reinsert the injection needles into their designated positions [2]. Immediately start the fluorescence measurement [3].
2.17.1. SCREEN: Talent initiating pump priming in the software interface.
2.17.2. Talent placing the injection needles back into the instrument.
2.17.3. SCREEN: Talent clicking the start measurement button.
2.18. For manual initiation, prepare the starting reagent immediately before use as previously described [1]. Remove the microplate from the reader [2] and manually add 20 microliters of starting reagent to each well using a pipette [3].
2.18.1. Shot of  freshly reagent. 
2.18.2. Shot of the microplate being removed from the reader. 
2.18.3. Talent rapidly dispensing  20 µL reagent into the microplate.
2.19. Immediately return the plate to the reader [1] and start the fluorescence measurement [2]. Record fluorescence signals every 30 seconds for 70 minutes [3-TXT].
2.19.1. Talent placing the plate in the reader.
2.19.2. SCREEN: Measurement being initiated after manual addition.
2.19.3. SCREEN: Real-time kinetic fluorescence data appearing during acquisition. TXT: Maintain plate at 37 °C throughout the measurement 
2.20. For data analysis, export the kinetic fluorescence data as a table containing timepoints and fluorescence values per well [1]. Convert the raw fluorescence data into enzyme generation curves by calculating the first derivative using spreadsheet or analysis software [2]. Plot the enzyme generation curves for each well to visualize thrombin or plasmin generation over time [3].
2.20.1. SCREEN: Talent exporting data from the plate reader software.
2.20.2. SCREEN: The first derivative of the raw data is being calculated.
2.20.3. SCREEN: Final enzyme generation curves are being plotted.

2.20.4. 

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: 126.
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 

3.1. Thrombin and plasmin generation curves from three healthy controls and normal pooled plasma showed reproducible peak height and timing [1], serving as reference profiles for normal hemostatic function [2].
3.1.1. LAB MEDIA: Figure 3A. Video editor: Highlight the overlapping curves for “Healthy control 1”, “Healthy control 2”, “Healthy control 3”
3.1.2. LAB MEDIA: Figure 3B. Video editor: Highlight the overlapping curves for “Healthy control 1”, “Healthy control 2”, “Healthy control 3”, and “Normal pooled plasma” 
3.2. In a patient with factor V (five) activity of 3%, thrombin generation was completely absent [1], and plasmin generation increased only marginally [2].
3.2.1. LAB MEDIA: Figure 3C. Video editor: Highlight the flat yellow curve labeled “FV activity 3%” in the thrombin graph.
3.2.2. LAB MEDIA: Figure 3D. Video editor: Highlight the yellow curve labeled “FV activity 3%” in the plasmin graph.
3.3. The patient with factor V activity of 44% showed reduced thrombin generation with a prolonged lag time and decreased peak height [1], while plasmin generation remained within the normal range [2].
3.3.1. LAB MEDIA: Figure 3C. Video editor: Highlight the orange curve labeled “FV activity 44%” 
3.3.2. LAB MEDIA: Figure 3D. Video editor: Highlight the orange curve labeled “FV activity 44%” overlapping the “Normal pooled plasma” curve in the plasmin graph.
3.4. In alpha-2-antiplasmin deficiency, plasmin generation increased with decreasing A2AP (A-Two-A-P) activity [1], with the 23% activity sample showing early onset, shorter fibrin lysis time, and higher plasmin peak [2], and the 73% activity sample showing a milder but abnormal response [3].
3.4.1. LAB MEDIA: Figure 3F. Video editor: Sequentially highlight the three curves labeled “Normal pooled plasma,” “A2AP activity 73%,” and “A2AP activity 23%” 
3.4.2. LAB MEDIA: Figure 3 E and F. Video editor: Zoom in on the dark purple curve labeled “A2AP activity 23%” in both graphs
3.4.3. LAB MEDIA: Figure 3E and F. Video editor: Highlight the medium purple curve labeled “A2AP activity 73%” in both graphs
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