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Plasminogen activator inhibitor type 1 (PAI-1) is a major serine protease inhibitor (SERPIN) that specifically targets both tissue-type and Urokinase-type plasminogen (tPA and uPA respectively). However, unlike other SERPINs, PAI-1 undergoes an active to latent transition without the onset of protease cleavage. This transition is delayed when PAI-1 is bound to the plasma protein Vitronectin (VN). It is widely known that that PAI-1 binds to the N-terminal somatomedin B (SMB) domain of VN, but recent evidence has shown that binding can occur beyond the SMB domain.  We hypothesize that this more extensive binding site may comprise the Intrinsically disordered domain (IDD) that abuts the SMB domain. This study uses a series of pre-steady state kinetic experiments to look at the approach to equilibrium for tPA inhibition by PAI-1, both in the absence and presence of the SMB domain, the SMB-IDD domains or full length VN, The pre-steady state kinetics were conducted at 37C for sufficient times to determine the half-life for conversion of PAI-1 to the latent form to be analyzed in the different complexes. In addition, this study also used surface plasmon resonance (SPR) in a competitive fashion to test for PAI-1 binding to VN or with the different specific domains of VN. This approach was used to calculate an IC-50 of the two purified domains and to evaluate the effect of metals on binding. 
