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DownloadÂ .Topography of thrombin and plasmin in fibrin clot formation. The binding of fibrinogen to thrombin and to
plasminogen is a rate-limiting step in blood coagulation. At the border zone of the cleavage in fibrin, the formation of a fibrin
clot stops. We hypothesized that as clot formation continues, thrombin and plasmin bind progressively to fibrin as activity is
released. We examined the spatial distribution of thrombin and plasmin in fibrin clots by a label-free, fluorescent method in a
modified Thrombinoscope, measuring the change in fluorescence in microclots obtained by forming fibrin clots with the
addition of exogenous radiolabelled fibrinogen. Fibrin monomer is known to inhibit thrombin and plasmin, and thus, the
development of these enzymes into microclots was characterized using a titration of free fibrin monomer. Thrombin bound
within the borders of the microclots, and binding occurred simultaneously. Plasmin was detected in the core of the microclots
but did not bind significantly to fibrin until the clot had matured. Binding of thrombin increased at the border and tailed off as
the core of the microclot began to form, indicating that the fibrin binds thrombin incrementally, with significant amounts of
thrombin already bound to a region of fibrin before plasmin even appears in a clot. This
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