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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:  39
Number of Shots:  58 

Interviews
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 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 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 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?
1.4. 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.

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

Are there any additional methods or analyses that can be performed following this procedure?
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.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
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.


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

Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee (IACUC) or equivalent body at (insert Institutional Name)
Written informed consent was obtained from all blood donors prior to participation	Comment by Pallavi  Sharma: Authors: Please provide this information



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. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.

2. Preparation of Platelet-Rich Plasma (PRP)
Demonstrator: Click here to enter name of demonstrator(s) 
2.1. To begin, take the prepared 0.129 molar sodium citrate tube containing thermostable inhibitor of contact activation or TICA (T-I-C-A)  [1].
2.1.1. WIDE: Talent preparing a 0.129 molar sodium citrate tube containing TICA. TXT: Refer to the text for preparing the TICA plasma pool
2.2. Perform a peripheral venous blood collection, obtaining 2 milliliters of blood into an EDTA tube for a complete blood cell count [2].
2.2.1. Talent collecting 2 milliliters of blood into an ethylenediaminetetraacetic acid tube.
2.3. Collect blood into a 0.129 molar sodium citrate tube containing TICA for platelet-rich plasma or PRP (P-R-P) preparation and gently invert the tube 3 times to ensure mixing [2].
2.3.1. Talent collecting blood into a 0.129 molar sodium citrate tube containing TICA and inverting the tube 3 times.
2.4. For collection through a needle-cannula, flush the cannula with 0.9% saline before blood withdrawal [1] and discard the first 5 milliliters of blood without applying a tourniquet during sampling [2]
2.4.1. Talent flushing the cannula with 0.9% saline.
2.4.2. Talent discarding the first 5 milliliters of blood.
2.5. Gently invert the sodium citrate tube 5 times [1] and measure the platelet count twice using a blood cell counter [2]. Centrifuge the sodium citrate tube at 100 g for 10 minutes at room temperature without brake [3].
2.5.1. Talent gently inverting the sodium citrate tube 5 times.
2.5.2. Talent measuring the platelet count using a blood cell counter.
2.5.3. Talent placing the sodium citrate tube in the centrifuge.
2.6. If delays are expected, add prostaglandin E1 to the whole blood to limit ex vivo platelet activation [1].
2.6.1. Talent adding prostaglandin E1 to the whole blood.
2.7. Transfer the PRP to a 10-milliliter polypropylene tube and record the recovered volume [1].
2.7.1. Talent transfers the platelet-rich plasma to a 10 milliliter polypropylene tube and checks the volume
2.8. Measure the platelet count in the PRP sample twice using a blood cell counter [1]. Calculate the platelet recovery rate using the presented equation [2].
2.8.1. Talent measuring the platelet count in the platelet-rich plasma sample using a blood cell counter.
2.8.2. TEXT ON A PLAIN BACKGROUND



3. Preparation of Samples and Controls for the Calibrated Automated Thrombogram (CAT) Assay
Demonstrator: Click here to enter name of demonstrator(s) 
3.1. Prepare a plate layout including triplicate samples, positive controls, negative controls, and thrombin calibrators [1].
3.1.1. Shot of the prepared plate layout
and 
LAB MEDIA: Table 1    Video editor : please show both these shots side by side using split screen
3.2. Reconstitute prostaglandin E1 in deionized water to a 1 millimolar stock solution [1], then dilute it in PBS to achieve a working concentration of 28 micromolar [2].
3.2.1. Talent reconstituting prostaglandin E1 in deionized water.
3.2.2. Talent diluting the prostaglandin E1 stock solution in 1X phosphate-buffered saline.
3.3. Add 1 microliter of the working prostaglandin E1 solution per 1 milliliter of PRP to obtain PRP at a final concentration of 28 nanomolar [1].
3.3.1. Talent adding the working prostaglandin E1 solution to the platelet-rich plasma.
3.4. Prepare 3 tubes corresponding to the presented experimental conditions [1]. 
3.4.1. TEXT ON A PLAIN BACKGROUND
Untreated platelets
Platelets incubated with anti-TF monoclonal antibody
Platelets incubated with anti-TFPI monoclonal antibody
Platelets incubated with an irrelevant IgG1
3.5. Calculate the PRP volume required to obtain 40 × 10⁶ platelets per well according to the measured platelet count [1] and dispense the calculated volume into each tube [2].
3.5.1. Platelet-rich plasma volume being calculated from the measured platelet count.
3.5.2. Talent dispensing the calculated volume of platelet-rich plasma into each tube.
3.6. Then, centrifuge the platelet-rich plasma at 1000 g for 10 minutes at room temperature with brake to obtain platelet pellets [1].
3.6.1. Talent placing the platelet-rich plasma tubes in the centrifuge.
3.7. After the supernatant removal, gently resuspend each platelet pellet in 320 microliters of the TICA-containing plasma pool [1].
3.7.1. Talent gently resuspending each platelet pellet in 320 microliters of the TICA-containing plasma pool.
3.8. Add 8 micrograms per milliliter of the anti-TF (Anti-T-F) monoclonal antibody to Tube B and the anti-TFPI (Anti-T-F-P-I) monoclonal antibody to Tube C [1]. For Tube D, add 8 micrograms per milliliter of an irrelevant immunoglobulin G1 as a control [2].
3.8.1. Talent adding the anti-tissue factor pathway inhibitor monoclonal antibody to Tube c.
3.8.2. Talent adding the irrelevant immunoglobulin G1 to Tube d.
3.9. Next, reconstitute 1 vial of human recombinant tissue factor or hrTF (H-R-T-F) in deionized water to obtain a final concentration of 8.5 nanomolar as a positive control [1]. Gently swirl or invert the vial until the reagent has completely dissolved [2]. 
3.9.1. Talent reconstituting 1 vial of human recombinant tissue factor in deionized water.
3.9.2. Talent gently swirling the vial to dissolve the reagent.
3.10. Dilute the solution in HEPES-buffered saline or HBS (H-B-S) with 0.5% BSA to a final concentration of 60 picomolar. Then, further dilute this to 3 picomolar using the same HBS [1]. After aliquoting the solution, store it at minus 20 degrees Celsius. [2].
3.10.1. Talent diluting the solution in HEPES-buffered saline containing 0.5% bovine serum albumin.
3.10.2. Talent placing the aliquots in the freezer.
3.11. Immediately before use, dilute the 3 picomolar solution in the TICA-containing plasma pool to obtain a final concentration of 1 picomolar [1]. Transfer 320 microliters of the TICA-containing plasma pool to a tube and keep the tube at room temperature until use [2].
3.11.1. Talent diluting the 3 picomolar solution in the TICA-containing plasma pool.
3.11.2. Talent transferring 320 microliters of the TICA-containing plasma pool to a tube.

4. Thrombin Generation Assay by Calibrated Automated Thrombogram (CAT)
Demonstrator: Click here to enter name of demonstrator(s)
4.1. Turn on the instrument at least 30 minutes before analysis to allow temperature equilibration at 37 degrees Celsius [1].
4.1.1. Talent turning on the instrument.
4.2. Open the Thrombinoscope software and select the Measurement Mode. Set up the plate layout and assign the sample and calibrator wells [1].
4.2.1. SCREEN: Thrombinoscope software being opened. Measurement Mode being selected. Plate layout being configured. Sample wells and calibrator wells being assigned.
   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=21914603

4.3. Create the experimental groups and rename them according to the study design [1]. Set the acquisition parameters to a total reading time of 90 minutes with shaking every 20 seconds [2].
4.3.1. SCREEN: Experimental groups being created. Experimental groups being renamed according to the study design.
4.3.2. SCREEN: Acquisition parameters being entered. Total reading time being set to 90 minutes. Shaking interval being set to every 20 seconds.
4.4. Enter the thrombin calibrator activity according to the value reported on the vial label [1].
4.4.1. SCREEN: Thrombin calibrator activity being entered from the vial label.
4.5. Wash the fluidics at least 3 times with deionized water to remove the residual solution and air bubbles [1].
4.5.1. Talent washing the fluidics with deionized water.
4.6. Reconstitute the microparticle reagent and thrombin calibrator in 1 milliliter of deionized water and allow both to dissolve for at least 30 minutes [1].
4.6.1. Talent reconstituting the microparticle reagent in 1 milliliter of deionized water.
4.7. Add 20 microliters of the microparticle reagent and thrombin calibrator to each sample well and calibrator well, respectively [2].
4.7.1. Talent adding the microparticle reagent to the sample wells.
4.8. Add 80 microliters of the prepared samples, hrtTF, and TICA-containing plasma pool to the designated wells according to the plate layout [1]. Add 80 microliters of the TICA-containing plasma pool to each calibrator well [2].
4.8.1. Talent adding the previously prepared samples, hrTF to the designated sample wells.
4.8.2. Talent adding the TICA-containing plasma pool to each calibrator well.
4.9. Next, prepare FluCa (Fluca) by diluting 40 microliters of the fluorogenic substrate in 1 vial of buffer according to the manufacturer's instructions [1]. Warm the solution to 37 degrees Celsius before use [2].
4.9.1. Talent preparing the FluCa solution by diluting the fluorogenic substrate in the buffer.
4.9.2. Talent placing the FluCa solution in the warming device.
4.10. Incubate the plate inside the instrument for 10 minutes at 37 degrees Celsius [1].
4.10.1. Talent placing the plate inside the instrument.
:
5. Thrombin Generation Measurement
Demonstrator: Click here to enter name of demonstrator(s)
5.1. Click Start and follow the software instructions [2].
5.1.1. SCREEN: Start being clicked. Software instructions being followed.
5.2. Prime the dispenser with warm distilled water [1]. Empty the dispenser by removing the filling tube from the water [2].
5.2.1. Talent priming the dispenser with warm distilled water.
5.2.2. Talent removing the filling tube from the water to empty the dispenser.
5.3. Fill the system with the previously prepared FluCa solution while avoiding bubble formation [1]. Insert the dispenser into the position marked M and allow the instrument to dispense the FluCa solution automatically into the designated wells [1].
5.3.1. Talent filling the system with the previously prepared FluCa solution.
5.3.2. Talent inserting the dispenser into the position marked M.
5.4. Then, save the data file at the end of the measurement [1].
5.4.1. SCREEN: Data file being saved.
5.5. Wash the fluidics at least 3 times with warm deionized water before shutdown [1]. Remove the dispenser nozzle and store it in deionized water [2].
5.5.1. Talent washing the fluidics with warm deionized water.
5.5.2. Talent removing the dispenser nozzle and storing the dispenser nozzle in deionized water.
5.6. Close the Thrombinoscope software [1] and switch off the instrument [2].
5.6.1. SCREEN: Thrombinoscope software being closed.
5.6.2. Talent switching off the instrument.
6. Data Analysis
Demonstrator: Click here to enter name of demonstrator(s)
6.1. Open the Thrombinoscope software. Select the Analysis Mode, load the data file and review the generated thrombin generation curves [2].
6.1.1. SCREEN: Thrombinoscope software being opened. Analysis Mode being selected, Data file being loaded. Thrombin generation curves being reviewed.
6.2. Examine the triplicate curves for each condition and confirm overlap among the replicates [1]. If a replicate clearly differs from the others, de-flag the replicate and exclude it from the analysis [3].
6.2.1. SCREEN: Triplicate curves being examined for overlap.
6.2.2. SCREEN: Outlying replicate being de-flagged and excluded from the analysis.
6.3. Select File and choose Export to Excel to export the raw data [1].
6.3.1. SCREEN: File menu being opened. Export to Excel being selected. Raw data being exported.
6.4. Save all changes and close the Thrombinoscope software [1].
6.4.1. SCREEN: Changes being saved. Thrombinoscope software being closed.

6.4.2. 

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: 217
· Please note that the video cannot include voiceover without an accompanying visual.

7. Results 

7.1. Thrombin generation LagTime was 1.4-fold shorter when platelets were resuspended in plasma without TICA [1] than in plasma containing TICA [2].
7.1.1. LAB MEDIA: Figure 2A. Video editor: Highlight the group labelled 'w/o TICA'.
7.1.2. LAB MEDIA: Figure 2A. Video editor: Highlight the group labelled 'TICA'.
7.2. The addition of exogenous phospholipids significantly increased peak thrombin [1], shortened time-to-peak [2], and increased velocity index [3], whereas LagTime was only minimally affected [4].
7.2.1. LAB MEDIA: Figure 2B. Video editor: Highlight the group labelled 'PL'.
7.2.2. LAB MEDIA: Figure 2C. Video editor: Highlight the group labelled 'PL'.
7.2.3. LAB MEDIA: Figure 2D. Video editor: Highlight the group labelled 'PL'.
7.2.4. LAB MEDIA: Figure 2E. Video editor: Highlight the groups labelled 'PL' and 'w/o PL' showing similar values.
7.3. LagTime was significantly correlated with the percentage of TFpos-platelets (T-F-positive-platelets) measured by flow cytometry following adenosine diphosphate stimulation [1].
7.3.1. LAB MEDIA: Figure 2F. 
7.4. Representative thrombin generation curves were shown together with positive control hrTF [1] and negative control TICA-containing plasma pool alone [2].
7.4.1. LAB MEDIA: Figure 3A. Video editor: Highlight the curve labelled 'hrTF'.
7.4.2. LAB MEDIA: Figure 3A. Video editor: Highlight the curve labelled 'TICA containing plasma pool'.
7.5. LagTime was significantly prolonged following incubation with the anti-TF antibody compared with untreated samples [1].
7.5.1. LAB MEDIA: Figure 3B. 
7.6. Incubation with the anti-TFPI antibody significantly reduced LagTime compared with untreated samples [1].
7.6.1. LAB MEDIA: Figure 3C. Video editor: Highlight the group labelled '+ αTFPI mAb'.
7.7. Thrombin generation kinetics were reduced at 10 × 10⁶ platelets per well, with a significant prolongation of LagTime compared with 40 × 10⁶ platelets per well [1] [2].
7.7.1. LAB MEDIA: Figure 3D. 
7.8. A representative example of a suboptimal assay outcome resulting from insufficient platelet recovery was provided [1]. Platelet recovery was positively correlated with the anti-TF antibody effect [2].
7.8.1. LAB MEDIA: Figure 4
7.8.2. LAB MEDIA: Figure 4A. 
7.9. A significant correlation between TF-dependent thrombin generation and the percentage of TFpos-platelets was observed only in samples with platelet recovery greater than 65% [1].
7.9.1. LAB MEDIA: Figure 4B. 
7.10. The correlation between TF-dependent thrombin generation and the percentage of TFpos-platelets was lost in samples with platelet recovery below 65% [1].
7.10.1. LAB MEDIA: Figure 4C. .
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