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Contribution of binding to traces reflecting conformational motion in D61CP#WR0 SsIGPS

was eliminated based on differences in signal and rates (Figure 12). A decrease in the emission
intensity of Alexa Fluor 555 was observed for the conformational motion observed upon binding
Of rCdRP to D61(* SsIGPS and the conformational motion during catalysis of CdRP by

D61C SsIGPS. Fitting of the emission intensity versus time data generated rate constants
different enough to rule out CdRP binding as the sole contributor to conformational motion trace

in Figure 13.
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@ T eS generated under sin§le turnover conditions after mixing D 6 IC 20
,, Sand 9 ~ orrCdRP m 1:1 ratio to give final concentrations of 6 uM D61CPy#MR SsIGPS

Ind 40 mMFTifl V** rCdRP' ExPeriments were Performed at 25 °C in 50 mm HEPPS pH 7.5
417t i Z EDTADEmisf10n mtensity was collected with 550 nm cutoff filter upon excitation at
rat . * frTn voltage was used when observing conformational motion associated with

AN L uf °frCdRP-(A) Time pendent change in flugrescence emission of
PyMPO maleimide observed upon catalysis of CdRP to product IGP by D 6 IC ~ 0 SsIGPS IBI
eonformational motion associated with binding of rCdRP was used as control to determine
w ether binding of CdRP is detected in conformational motion curves determined under STO
c°!!"nc°nS' Exp,?r"lg conf°rmational motion associated with CdRP catalysis by D6ICPYMRO
SsIGPS on a millisecond timescale shows a shallow decrease in the beginning of the progress
"T'cxrf ~ decrease was not observed in the binding of rCdRP binding to D61C MO
under STO conditions, contribution of binding of CdRP to DSIC"*10SsIGPS in traces reflecting
conformational motion under STO conditions can be temporally eliminated. FurthLnore ihe
resu mg rate are different (conformational motion associated with catalysis of CdRP it, =0 75’1
¢2 - 2 s ; rCdRP binding, *, = 1.2 s’ k2 = 4.3 s’) indicating that different conformational’
motions are observed during catalysis of CdRP and rCdRP binding.
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