A Muncl3/RIM/Rab3 Tripartite Complex: From Priming to Plasticity?
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Supplementary Figure 1. Backbone superposition of the 20 structure of the RIM2a. ZF domain

with the lowest energies.

Methods. Resonance assignments, NOES, and amide protection data for structure determination
were obtained from a series of two-dimensional (2D) and three-dimensional (3D) experiments
basically as described (Garciaet al, 2004). These experimentsincluded 3D *H-"*N TOCSY -
HSQC and NOESY -HSQC, HNCO, HNCACB, CBCACONH, H(C)(CO)NH-TOCSY,
(H)C(CO)NH-TOCSY and HCCH-TOCSY spectrafor resonance assignments (Kay et al, 1993,
1994, Zhang et a, 1994, Muhandiram and Kay, 1994), and 2D NOESY, 3D *H-""N-NOESY -
HSQC, and 3D *H-*C NOESY -HSQC experiments (150 ms mixing times) to measure NOEs for
structure determination. Aromatic proton chemical shifts were assigned via 2D DQF-COSY,,

TOCSY (tm = 38ms), and NOESY (trm = 150ms) spectra recorded in 99.9% D,0. Stereospecific



assignments of valine and leucine methyl groups were obtained from a *H-*C HSQC spectrum
acquired on a0.7 mM sample of 10% **C-labeled sample. Hydrogen bond restraints were set for
amide protons protected from exchange with D,O for more than 12 hr at pH6.9 with 1.5 A < dy..0
<258 and 2.5 A < dyo < 3.5 A. Backbone torsion angles restraints were derived from chemical
shift analysisusing TALOS (Cornilescu et a, 1999). All datawere processed with NMRPipe

(Delaglio et al, 1995) and analyzed with NMRView (Johnson and Blevins, 1994). Aria2.0 (Linge

et a., 2001) was used to calculate the final 20 structures starting from extended conformations.
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