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Supplementary Table 1: in-house generated antibodies

Antigen Clone Source Reference
Mouse P-selectin WUG1.9 In-house generated !

Mouse GPIIb/IIIa JON/A-PE In-house generated 2

Mouse GPIX pOp6 In-house generated 3

Mouse GPV DOM/B In-house generated this study
Mouse GPV DOM/C In-house generated this study
Mouse GPV DOM3 In-house generated 4

Human GPV LUM/B In-house generated this study
Human GPV LUMI In-house generated this study
Human GPV LUM?2 In-house generated this study
Human GPV LUM3 In-house generated this study
Human GPV LUMA4 In-house generated this study
Human GPV LUMS In-house generated this study
Mouse a2 integrin LEN/B In-house generated >
Mouse/human GPVI JAQ1 In-house generated 6

Mouse GPIIb/IIIA JON1 In-house generated 4

Mouse GPllla EDL1 In-house generated 4

Mouse Integrin a2 LEN1 In-house generated 7

Mouse Integrin a5 BAR1 In-house generated 8

Mouse CD9 ULF1 In-house generated 9

Mouse CD84 JER-1 In-house generated 10
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Mouse GPIba pOp/B In-house generated 1
Mouse GPIba pOp4 In-house generated 12
Mouse/human GPIbp pOpl In-house generated 13

The novel antibodies were generated by hybridoma technology following immunisation of Gp5™”
mice or Wistar rats with recombinant hGPV protein or GPV immunoprecipitated from mouse or

human platelet lysates.

a Aim b How much GPV signal inside & outside main structures?
Fibrin Platelets (GPIX) GPV Complete GPV signal GPV signal within GPV signal outside GPV signal inside GPV signal outside
Fibrin-rich region Fibrin-rich region Thrombus Thrombus

€ How much GPV signal inside Fibrin but outside Thrombus?

Subtract Thrombus area from Fibrin-rich > Add negative thrombus area to negative of
region fibrin
Only consider GPV present within this > GPV signal outside of Thrombus and
region Fibrin

Background

Supplementary Fig. 1. Cleaved GPV preferentially localises to fibrin adjacent to thrombus.
(a) Image analysis pipeline to quantify GPV intensities (stained with AF546-labeled DOM/C)
inside fibrin fibres (Fibrin(ogen) AF488) and outside the thrombus (platelets labelled with anti-
GPIX derivative AF405). (b) First, GPV signal was analysed inside and outside the

thrombus/fibrin. (¢) GPV intensities was calculated inside fibrin but outside GPIX-positive area.
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Supplementary Fig. 2. Exemplified gating strategy based on FSC/SSC characteristics.
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