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Figure S1. The SecY-FisY interaction requires the presence of lipids. SecYEG(pBpa) PLs or SecYEG(pBpa) in detergent solution (0.03% DDM) were in-
cubated with different FtsY concentrations and UV activated. Samples after UV activation were directly separated by SDS-PAGE without prior carbonate
extraction. After Western blotting, the membrane was decorated with antibodies against FisY (top). As a loading control, the lower part of the gel was
decorated with antibodies against SecY (bottom). Conditions for cross-linking were as described in the legends for Figs. 1 and 2.
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Figure S2. Detection of FisY-SRP and SecYEG—FisY-SRP complexes by blue native PAGE. SecYEG(pBpa) PLs (final SecYEG concentration 10 nM) were
incubated with FtsY (1.2 pM) in the absence or in the presence of SRP (1 pM) and GMP-PNP (0.5 mM). After UV exposure, the samples were solubilized,
Blue native-PAGE loading dye was added to a final concentration of 10% (vol/vol), and the samples were loaded on a 4%-16% native PAGE. After West-
ern transfer, the membrane was decorated with antibodies against Ffh (top) and FtsY (bottom). Indicated are FtsY, the FtsY-SRP complex at ~400 kD, and
the SecYEG-FtsY-SRP complex at ~700 kD (Braig et al., 2011). Note that migration on blue native-PAGE does not correspond to the predicted mass of a
complex because it is influenced by the 3D structure of the complex and the amounts of detergent and Coomassie blue bound to it (Heuberger et al., 2002).
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