Protocol S10. Immunoprecipitation

The sequential peptide affinity (SPA)-tagged fusion strains with kanamycin selectable marker
cassette is endogenously tagged in DY330 by targeted homologous recombination essentially as
previously described [1]. Briefly, the sonicated cell lysates from the SPA-tag expressed strains
grown at an ODggo ~0.6 were incubated for 3 hr at 4°C with anti-Flag M2 agarose beads, which
recognizes the FLAG epitope of the SPA-tag. The immunoprecipitated proteins were separated
on a 10% SDS polyacrylamide gel and transferred onto nitrocellulose membranes essentially as
previously described [1]. The membranes were subsequently probed using the anti-RavA and
anti-ViaA polyclonal antibodies generated in rabbits from the University of Toronto, Faculty of
Medicine, Division of Comparative Medicine. Antibodies from the sera was purified using CNBr
(cyanogen bromide)-activated sepharose beads cross-linked with the respective purified proteins.

The membrane probed with the antibodies is visualized by chemiluminescence (Pierce).
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