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Figure S1. Structure of the bivalent reagent biotinyl-PEG-[Gplba(268-282)].
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Figure S2. Time course analysis of the proteolysis reaction of ProT by subtilisin. Non-reducing
electrophoretic analysis of the time-course reaction of ProT (0.1 mg/ml) with subtilisin (0.05 pg/ml) at 37°C.
At time points, aliquots (100 ul, 10 ng) of the proteolysis mixtures were precipitated with cold trichloroacetic
acid (TCA), analyzed by SDS-PAGE (4-14% acrylamide) and Coomassie stained. Std: molecular weight
protein standards. The identity of the major bands are indicated: Prel, Pre2, K2-NT, NT, K2, and CT. At
variance with the SDS-PAGE analysis of Fig. 2A (nonreducing 12%-acrylamide), after 10-30 min reaction,
the K2 and CT bands are resolved in the nonreducing 14%-acrylamide gel. At longer reaction times, the K2
band progressively disappears, due to further proteolysis, whereas CT remains stable in the time range
explored.
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Figure S3. Fibrin generation induced by ecarin. The turbidimetric analysis was performed on 1:2 diluted
human plasma at 37°C adding to a human fibrinogen solution (440 nM, 800 pl) ecarin (2.5 nM, 0.25 Ul) and
recording the absorbance increase of the solution at 671 nm. The characteristic parameters obtained from the

ecarin clotting curve are reported in Fig. 10B of the main text.
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