
Fig. 7. Chevron plots of the stopped-flow folding kinetics ln kex,FU of wt Fyn SH3 and the strand β1 

(Fig. 1) mutants L3A and E5V FynSH3 (in the wt background) as a function of guanidinium 
hydrochloride concentration [GuHCl]. The kinetics of folding and unfolding were measured at room 
temperature (25°C) via tryptophan fluorescence using a Bio-Logic SFM-4 stopped-flow device 
(BioLogic Instruments, Claix, France). Samples of between 3 µM and 5 µM protein in 100 mM NaCl, 
50 mM sodium phosphate (pH 7.0) were excited at 295 nm and the total fluorescence emission above 
309 nm was collected. The stopped-flow data is consistent with a two-state folding model U↔F and 
was analyzed accordingly. At each final concentration of GuHCl, kinetic traces from at least five 
separate kinetic runs were averaged and fit by an appropriate single exponential to obtain the observed 
relaxation rate kex,FU([GuHCl]) = kUF([GuHCl]) + kFU([GuHCl]). The chevron plot, ln kex,FU([GuHCl]) 
versus [GuHCl], was fit in Kaleidagraph (Synergy Software) as described previously (4) to extract the 
folding rate at 0.5 M GuHCl, kf(0.5 M) = kUF(0.5 M), the unfolding rate at 5.0 M GuHCl, ku(5.0 M) = 
kFU(5.0 M), and the corresponding m-values mf and mu (Table 1): 

ln kex,FU([GuHCl]) = ln kf(0.5 M) − mf([GuHCl]−0.5 M) + ln ku(5.0 M) + mu([GuHCl]−5.0 M) (S1) 

Both mutations, L3A and E5V, have little effect on the folding arm (at low concentrations of 
denaturant, where kex,FU([GuHCl]) ≈ kUF([GuHCl])) but cause a significant shift of the unfolding arm (at 
high concentrations of denaturant, where kex,FU([GuHCl]) ≈ kFU([GuHCl])), resulting in low values for 
ΦTS(UF) (Table 1). 
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