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Fig. S8.

0.01, ***P < 0.001, using Student’s t test.
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Interaction of Munc18-1 and SNAP-25 via syntaxin-1. (A) Wild-type mouse brain lysate (P50) was subjected to immunoprecipitaton of SNAP-25,
syntaxin-1 (Synt-1), synaptobrevin-2 (Syb-2), and Munc18-1 (Munc18), as well as a control immunoprecipitation without antibody (-IgG). To detect coimmu-
noprecipitated proteins, the immunoprecipitate samples and 5% of the input were separated by SDS/PAGE and immunoblotted (IB) with indicated antibodies
(Cplxn, complexin-1,2). (B) Wild-type mouse brain lysates were used for immunoprecipitation as in A, using an antibody specific to monomeric SNAP-25 (SNAP-
25™°"°) as well as control immunoprecipitation using preimmune serum (Pre-Imm). Coimmunoprecipitated proteins were detected by immunoblotting as
indicated. (C) Lysates were prepared from syntaxin-1A KO mouse cortical cultures infected with syntaxin-1B KD lentiviruses (Synt-1AX°/BXP) without or with
rescue expression of the wild type (+Synt—1AWT), N-terminal deletion (+Synt—1AANt), or LE mutant (+Synt—1A"E) variants of Syntaxin-1A. Lysates were used for
immunoprecipitation of SNAP-25 and Munc18, as well as control immunoprecipitation with preimmune serum (Pre-Imm). Input and immunoprecipitates were
separated as in A and immunoblotted using Synt-1, SNAP-25, and Munc18 antibodies (Upper). Extent of coimmunoprecipitation was quantitated using
125|_|abeled secondary antibody and phosphorimager analysis (Lower). (D) Level of coimmunoprecipitated protein was first normalized to immunoprecipitated
protein and then to expression level in the input and is shown as percentage of wild-type rescue. Data shown are means + SEMs; n = 3 cultures; *P < 0.05, **P <


www.pnas.org/cgi/content/short/1310654110

Table S1. Numerical parameters

Sample Nphotons Nframes  (69)*  (bet?)™ s, pixels o, nm* 65, nm®  Expected FWHM, nm?  Actual FWHM, nm!

dsDNA 8,450 1.98 63.6  126.0 2.18 2.5 2.9 8.2 9
F-actin 3,110 1.37 36.2 49.4 2.16 4.2 4.8 13.6 17
Antibody 5,680 1.41 69.2 96.4 2.25 34 3.85 10.9 13

*b? in units of (photons®/pixel).

fbgff = <Nframesb2>-

*Calculated from Eq. S1a.

SCalculated from Eq. S1b.

YExpected FWHM is equal to 2v/260 ~ 2.8280y.
Ipeak fits of the data in Figs. 1 A and C and 2B.
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