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Supplemental Figure 1
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Supplemental Figure 1. Syk-deficient platelets have no defect in cytoskeletal reorganization after
adhesion to fibrinogen. Washed platelets from wild-type mice (Syk™") and Syk-deficient mice
(Syk™f.PF4-Cre+) were allowed to adhere to fibrinogen in the presence of either the Src inhibitor PP2
(20 umol/L), thrombin (0.1 U/mL), or vehicle control, for 45 min at 37°C followed by washing to remove
non-adherent platelets, and fixation with PFA. (A)(i). Representative DIC images of platelets adhering
to fibrinogen. Scale bars represent 5 um. (A)(ii). Bar graphs represents the surface area of platelets
spreading on fibrinogen. Spreading is expressed as the mean+SEM in 5 or more random fields, in 3
separate experiments. (A)(iii). Representative Western blot from platelets following adhesion to
fibrinogen. Following platelet lysis, proteins were separated by sodium dodecyl sulfate-polyacrylamide
gel electrophoresis and Western blot for phosphotyrosine. Membranes were then stripped and

reprobed for a-Tubulin to confirm equal protein loading. Blots are representative of 3 separate
experiments.
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Supplemental Figure 2. Blockade of human GPVI limits platelet accumulation to a growing aggregate.
Hirudinated human whole blood labeled with DIOCs (1 pmol/L) was perfused over immobilized
collagen (200 pg/mL) to preform aggregates for 2 min 30, before perfusing the same blood in the
presence of the Alexa Fluor 647-conjugated monoclonal antibody against GPIb (5 pg/mL) and with a
Fab control (Control) or the blocking anti-GPVI antibody 9012 (50 pug/mL). (A). Bar graphs represent
only the volume of the platelet aggregates formed directly over the preformed aggregates
(mean+SEM) in 8 random fields, in 6 separate experiments performed with different blood donors.
This volume was determined by confocal microscopy by measuring exclusively the volumes formed on
the area of the preformed aggregates, thereby avoiding the measure of the adhesion of circulating
platelets on the collagen fibers.



