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EX A = Evolution of leaf nodulation in Myrsinoideae (Primulaceae)
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Bacterial leaf-nodule symbiosis has been hypothesized evolved only once in Myrsinoideae but this
hypothesis is partly confirmed because emphasizing only on Ardisia. This study tested evolution
of leaf nodulation in Myrsinoideae by including all three nodulated genera: Ardisia (§ Crispardisia),
Amblyanthus and Amblyanthopsis

The phylogeny trees of host and the endosymbionts were reconstructed based on nrlITS, rpLl32-trml,
troS—trnG, and recA and gyrB, respectively. Cophylogenetic analysis was also conducted.

Both the host nodulated genera and their endosymbionts were grouped into two groups: (A) Amblyanthus
and (B) Ardisia (8§ Crispardisia) + Amblyanthopsis. Comparison tree showed incongruent topologies
between the host and endosymbionts. Cophylogenetic analysis revealed that the diversification of
endosymbionts was mainly by the duplication and host switching. The leaf-nodule symbionts were
placed within genus Burkholderia. Overall, this study revealed that the symbiotic association
between nodulated genera and Burkholderia was formed twice independently in (A) Amblyanthus, and

(B) Ardisia (8§ Crispardisia) + Amblyanthopsis.
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