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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

The data that support the findings of this study is available within the main text and its Supplementary Information file. Data is also available from the corresponding
author upon request.

In our study, blood was collected from human volunteers. Adequate representation of males and females were used for the
analysis. However, sex specific analysis was not performed in this study. A combined data set is provided in the manuscript.

Healthy adults (male and female), with no blood-related disorders and normal cell blood counts, 18 years or older, were
selected for the study. Care was taken to assure adequate representation of males and females and no individual was
excluded on the basis of race or gender. This is not a gender based study.

We used direct recruitment of donors through posted recruitment flyers (no database or contact information stored).The
participants were randomly recruited and there was no direct relationship between the study team members and the
participants. Care was taken to assure adequate representation of males and females and no individual was excluded on the
basis of race or gender. We excluded participants with low hemoglobin level, blood cells, and coagulation disorders, for
example, anemia, hemophilia, thalassemia, sickle cell anemia, anemic diseases, as well as, participants taking medication that
can interfere with blood cell functions such as Aspirin, and Ibuprofen.

The University of British Columbia, Office of Research Ethics, Clinical Research Ethics Board. Procedures involving human
subjects in the Centre for Blood Research at the University of British Columbia have been approved by the Institutional
Review Board (IRB) within the University of British Columbia (UBC Ethics approval no: H10-01896).

For in vitro experiments, sample sizes (N=3 minimum) were chosen based on preliminary experiments and previous laboratory experience
from Kizhakkedathu and Morrissey laboratories (Shenoi et al. Sci. Transl. Med. 2014, 6 (260), 260ra150. https://doi.org/10.1126/
scitranslmed.3009427 and Travers et al.Blood 2014, 124 (22), 3183–3190. https://doi.org/10.1182/blood-2014-05-577932). For in vivo
experiments, sample sizes were chosen based power calculation based on preliminary experiments and prior publications (Shenoi et al. Sci.
Transl. Med. 2014, 6 (260), 260ra150. https://doi.org/10.1126/scitranslmed.3009427 and Travers et al.Blood 2014, 124 (22), 3183–3190.
https://doi.org/10.1182/blood-2014-05-577932) to arrive at the sample number for different mouse experiments.

No data was excluded.

In vitro experiments were performed in biological triplicates and in vivo experiments were repeated upwards of four times (N=/>4) each.
Experiments were reproducible.

For bleeding studies, randomization was performed by creating an excel sheet listing the samples and controls to be administered per day,
using the randomization function (=RAND()) and completing the study on normal C57/BL6 mice with an equal distribution of male and female
mice overall in the study. For cremastor arteriole studies, randomization was not applicable as the nature of the study required only male
C57/BL6 mice. For saphenous vein hemostasis model both male and female C57/BL6 mice were used. Details are given in the experimental
section.

Both experimentation and data analysis were blinded to ensure no experimental bias; this was done by creating codes for each sample with
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Materials & experimental systems
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Antibodies
Antibodies used

Validation

Animals and other research organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research, and Sex and Gender in
Research

Laboratory animals

Wild animals

Reporting on sex

Field-collected samples

no identifiers.

DyLight 488-conjugated rat anti-mouse platelet GP1b! antibody was purchased from EMFRET Analytics.

Anti-mouse fibrin antibody for in vivo studies was provided by Dr. Rodney M. Camire at Children's Hospital of Philadelphia and Alexa
Fluor 647 - conjugated using Alexa Fluor™ Antibody Labeling Kits purchased from Invitrogen based on the manufacturer's instruction.

Mouse anti-human CD62P-PE antibody BD Biosciences, PE Mouse Anti-Human CD62P, BD Biosciences, cat. no. 550561 (lot 9037907),
clone AC1.2, dilution: 1 in 22)

Anti-CD42a-FITC: FITC Mouse Anti-Human CD42a from BD Biosciences, cat. no. 558818 (lot 9108735), clone ALMA.16, dilution: 1 in
22

For flow cytometry experiments, antibodies were validated by comparison with any negative control sample and isotypes. The
validation of anti-mouse platelet GP1b! antibody and Anti-mouse fibrin antibody were previously reported (Adili et al Clin. Appl.
Thromb. 2021, 27, 107602962110185. https://doi.org/10.1177/10760296211018510 and Adili et al Arterioscler. Thromb. Vasc. Biol.
2017, 37 (10), 1828–1839. https://doi.org/10.1161/ATVBAHA.117.309868).

For bleeding studies, thrombosis models, male and female eight to ten week old C57/BL6 mice were obtained from The Jackson
Laboratories (Bar Harbor, ME). Details are given in the experimental section.

For intravital microscopy studies, male ten to twelve week old C57/BL6 mice were obtained from The Jackson Laboratories (Bar
Harbor, ME). Details are given in the experimental section.

For acute and chronic toxicity studies, female six to eight week old Female Balb/cAnNHsd mice Envigo and acclimated 7 days prior to
study start.

For toxicity studies: Mice are caged in autoclaved Allentown ventilated caging at a capacity of 4 animals/cage during the course of the
experiment. Cages are changed bi-weekly. Environmental enrichment that is supplied for cages are Nestlets from Ancare, transparent
tinted polycarbonate Mouse Igloos from Bio-Serv on Envigo 7097 ¼” corn cob bedding. All enrichment is added to the cage prior to
the cages being autoclaved. Mice are fed Envigo Teklad Global Rodent Diet 2920. The rodent food is kept in the hoppers of the wire
lids and is changed bi-weekly. Reverse osmosis water is supplied through Avidity Science automatic watering valves at a flow rate of
25-50ml/min. Environmental control of the lights and monitoring of temperature, humidity and airflow is done by WatchDogEx. Light
cycles in the animal holding rooms are set for 12 hours on and 12 hours off. Temperature, humidity and airflow are maintained and
controlled by BCCRC (BC Cancer Research Centre) facilities.

This study did not involve wild animals

In this study we used both male and female mice. Details are given in the manuscript or in the supplementary information. Sex
specific analysis of the data is not reported. A combined data set is given.

This study did not involve field-collected samples.




