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Additional file 10. Experimental validation of type III dependent secretion of RipAM.
GMI1000 and GMI1694 (hrcV mutant [1]) strains were transformed with plasmids carrying RSc3272 RipAM (pACC620) and Rsp1388 RipAT (pACC621), these plasmids were generated by LR-recombining pENTRY vectors (carrying both ORF) into a dedicated destination vector pNP329 derived from pRC [2], allowing the expression of RipAM-3HA and RipAT-3HA under the RipG7 promoter. After secretion assay [1], the supernatant (sn) and bacterial pellet (p) proteins were analyzed by western blot against the HA tag using NBT/BCIP staining. RipAT is annotated as being pseudogene in GMI1000 because of an N-terminal truncation, this status is confirmed here by the absence of secretion of the corresponding protein.
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