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Figure S1. SDS-resistant SNARE complex formation of wild-type and cysteine mutant syntaxin-1

(A) Same amounts of purified SNARE proteins were mixed and incubated in 37 oC for 1 hour. Unboiled mixtures were loaded on the SDS-PAGE. SDS-resistant SNARE complex was identified by western blot using SNAP-25 antibody. Lane 1, mixture of wild-type syntaxin-1, wild-type synaptobrevin-2, and wild-type SNAP-25; Lane 2, mixture of syntaxin-1 cysteine mutant (Q102C/V241C), wild-type synaptobrevin-2, and wild-type SNAP-25. (B) Relative band intensity of SDS-resistant complex. Results are the means of the experimental data from biological replicates (n=2). The error bar represents the standard deviation.


Figure S2. Munc18-1 titration experiments

(A) Representative fluorescence intensity (shown in green for Cy3 fluorescence; in red for Cy5 fluorescence) and FRET (shown in blue for FRET efficiency) time traces showing the closing and opening of syntaxin-1 at varying Munc18-1 concentrations. (B) Corresponding FRET histograms of syntaxin-1. Relative populations of the closed syntaxin-1 were obtained by fitting the FRET histograms to sum of two Gaussian functions. To obtain error bars in Fig. 2D, each experiment was repeated two times. All FRET histograms were obtained by analyzing at least 30 molecules.

Figure S3. Analysis of average dwell times for open and closed syntaxin-1 in the presence of Munc18-1

(A and B) Dwell time histograms of open (A) and closed (B) syntaxin-1 at varying Munc18-1 concentrations. To obtain error bars in Fig. 2E, each experiment was repeated two times. Each histogram was fit by a single-exponential decay function to obtain the corresponding kinetic time.
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