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Conventional fit for Experiment 1
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Conventional fit for Experiment 3
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Global fit for Experiment 1
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Conventional fit for Experiment 2
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Fit Experiment 1 and 2 Simultaneously, so fit is consistent with steady state parameters
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Conventional fit for Experiment 3
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Global fit for Experiment 3
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Global fit for Experimentl, 2 and 3
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Conventional fit for Experiment 4
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Conventional fit for Experiment 4
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Global fit for Experiment 4
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Conventional fit for Experiment 5
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Experiment 5: Two-step inhibitor binding

2.
Fit time course to single exponential: Y =4, -e e
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1/ K =11.5uM
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The slow onset inhibition experiment only went to 1 uM, so it was still in the linear
portion of the inhibitor concentration dependence. The apparent second order rate
constant is defined by K;k, = 6.8 uM1s2.




Conventional fit for Experiment 5
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Global fit for Experiment 5
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Global fit for Experiment 1, 2,3,4 and 5
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Conventional fit for Experiment 6
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Global fit for Experiment 6
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Global fit for Experiments 1 -6
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Global fit for Experiments 1 - 6
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The fluorescence changes occur on forming EP and Fl only.

Note that 1/K,=5.28 pM, and Experiment 4 only went up to 1 uM, thus explaining the
linear dependence of rate on inhibitor concentration, even though there is a two-
step binding reaction.




