Text S2. The phylogeny of NF-T3SS.
After the split with Chlamydiales, the secretin-encoding NF-T3SS diversified very rapidly into a series of types in Proteobacteria (one is also found in Verrucomicrobia, see below) (Fig. 4, Fig. S4). These monophyletic types are all very well supported in the tree (100% bootstrap except for the Ysc system). While our data reinforces most elements of the present classification of NF-T3SSs 1[]
, it also brings some new points to the fore. Desulfo (for Desulfovibrionales, a Delta-proteobacterial clade), which encompasses both commensals and pathogens, form a highly supported independent clade, possibly related to the Ysc system. Second, even if not highly supported in our multi-protein phylogeny (58% bootstrap, Figs. 4 and S4), V. spinosum NF-T3SS is positioned within proteobacterial NF-T3SSs, and apart from Chlamydiales systems. This was previously proposed from a phylogenetic tree of the T3SS ATPase 2[]
, and suggests the spread of NF-T3SS from Proteobacteria to other clades of diderms by horizontal gene transfer. Third, the Ysc type, previously proposed to include Bordetella systems ADDIN EN.CITE.DATA 
 ADDIN EN.CITE 
[3,4]
, has a weaker support than the other types (79% of bootstrap in the concatenate tree) and shows a clear early split between the Bordetella and the remaining Ysc systems. These two sub-clades are both very well supported (100% and 99% of bootstrap respectively) suggesting that Bordetella might be better classed apart from the Ysc, which is also supported by the paucity of shared derived traits between Ysc and Bordetella systems 5[]
. Fourth, we observe within the group of Rhizobiales one Gamma-proteobacterium (P. syringae) with a NF-T3SS whose function is unknown 6[]
, and that is not the typical Hrp1 P. syringae system.
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