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Supplementary Table S1 Calibration points relevant to the current study.
	Taxon divergence #
	Date estimates (Ma) 
[max–min]
	Phylogenies calibrated*
	References


	MRCA of Hydrobacteria and Terrabacteria	
	3540–2830
	Fig. 2, Supplementary Fig. S2., Supplementary Fig. S5
	Battistuzzi and Hedges, 2009

	MRCA of Actinobacteria and Cyanobacteria
	3203–2490 
	Supplementary Fig. S5
	Battistuzzi et al., 2004

	The basal branch of Cyanobacteria, where lineage Gloeobacter (represented by Gloeobacter violaceus PCC7421) split with the rest of the group (represented by 2 strains, Synechococcus sp. JA-3-3Ab and Prochlorococcus str. CCMP1375)
	3000–2300
	Fig. 2
	Battistuzzi et al., 2004; Blank, 2010; Boden et al., 2021

	Alphaproteobacteria and Betaproteobacteria
	2928–2154 
	Supplementary Fig. S2
	Battistuzzi et al., 2004

	Genus Robbsia and the rest of Betaproteobacteria 
	860
	Fig. 1
	This study

	MRCA of Paraburkholderia species
	550
	Fig. 1
	This study

	Salmonella typhimurium (represented by S. enterica subsp. enterica serovar Typhimurium LT2) and Escherichia coli (represented by E. coli JCM 1649)
	176–57
	Fig. 2
	Ochman and Wilson 1987; Battistuzzi et al., 2004; Sorfova et al., 2008

	Geographical split of the South African and South/Central American rhizobial Paraburkholderia
	140–100
	Fig. 3, Supplementary Fig. S10
	This study

	Bradyrhizobium japonicum and B. elkanii
	71–7
	Fig. 3, Supplementary Fig. S10
	www.timetree.org


# Calibration points used in this study with date ranges obtained from the minimum and maximum estimates determined from previous studies and this study. Varying sets of calibration points were used on different phylogenies to mitigate potential bias.
*Phylogenies in this study to which the respective calibration point was applied.


Supplementary Table S2 Justification for the calibration points used in this study.
	Taxon Divergence
	Justification

	MRCA of Hydrobacteria and Terrabacteria	
	The rhizobial Paraburkholderia being investigated in this study belong to the phylum Pseudomonadota, which is classified as a Hydrobacteria. Therefore, phenotypically and phylogenetically distinct bacteria such as Terrabacteria (i.e., Actinobacteria and Cyanobacteria) were included in most of our phylogenies as outgroups. This also informed the use of the divergence of Hydrobacteria and Terrabacteria as a calibration point in the dated phylogenies. In addition, the taxonomy and divergence of Hydrobacteria and Terrabacteria have been extensively studied [Battistuzzi et al 2004; Battistuzzi and Hedges, 2009].

	MRCA of Actinobacteria and Cyanobacteria
	Given that the Terrabacteria Actinobacteria and Cyanobacteria were used as outgroups in most of the phylogenies in this study, using their divergence as a calibration point when dating the phylogenies likely improved the accuracy of the date estimates. In addition, the taxonomy and divergence of Actinobacteria and Cyanobacteria have been extensively studied [Battistuzzi et al 2004; Battistuzzi and Hedges, 2009].

	The basal branch of Cyanobacteria, where lineage Gloeobacter (represented by Gloeobacter violaceus PCC7421) split with the rest of the group (represented by 2 strains, Synechococcus sp. JA-3-3Ab and Prochlorococcus str. CCMP1375)
	Cyanobacteria are among the best-studied prokaryotes, with a credible and empirically derived evolutionary history [Battistuzzi et al 2004; Battistuzzi and Hedges, 2009]. Date estimates for the origin of Cyanobacteria have been derived from geological events [Holland, 2002] and fossil records [Brocks et al., 1999; Summons et al., 1999], suggesting that incorporating these dates into the dated phylogenies in our study likely improved the accuracy of the date estimates.

	Alphaproteobacteria and Betaproteobacteria
	Since the phylum Pseudomonadota is the lineage of interest and serves as the ingroup in this study, the divergence between the Alphaproteobacteria and Betaproteobacteria lineages represents the root of the ingroup and is therefore the most appropriate point to constrain when dating the Pseudomonadota lineage.

	Genus Robbsia and the rest of Betaproteobacteria 
	The genus of interest in this study, Paraburkholderia, is phylogenetically closely related to six other genera (i.e, Burkholderia, Mycetohabitans, Caballeronia, Trinickia, Robbsia and Pararobbsia) [Beukes et al., 2017], to the extent that all seven were previously classified as a single genus, informally known as Burkholderia sensu lato. Given their close evolutionary relationship and shared taxonomic history, it is reasonable to constrain the root of the Burkholderia sensu lato lineage when dating its phylogeny.

	MRCA of Paraburkholderia species
	Paraburkholderia is the genus of interest in this study. Therefore, it is appropriate to use its root as a calibration point when estimating the divergence dates of its species.

	Salmonella typhimurium (represented by S. enterica subsp enterica serovar Typhimurium LT2) and Escherichia coli (represented by E. coli JCM 1649)
	The divergence between S. typhimurium and E. coli was used as a calibration point that is closer to the tip of the phylogeny of the phylum Pseudomonadota. The date estimates for this divergence were obtained from multiple previous studies [Ochman and Wilson 1987; Battistuzzi et al., 2004; Sorfova et al., 2008].

	Geographical split of the South African and South/Central American rhizobial Paraburkholderia
	The beta-rhizobial species of interest in this study belong to the genus Paraburkholderia and originate from two geographically separated regions, i.e., South Africa and South America. The divergence times of these two rhizobial Paraburkholderia lineages were estimated from the dated species trees in this study and subsequently used as a secondary calibration point for the nodulation tree.

	Bradyrhizobium japonicum and B. elkanii
	The divergence between B. japonicum and B. elkanii represents the root of the Bradyrhizobium lineage. This root was constrained in the rhizobial nodulation tree to reflect the idea that Bradyrhizobium comprises the ancestral rhizobial symbionts of legumes, supporting the hypothesis that bacterial nodulation originated within Bradyrhizobium [Menna and Hungria, 2011; Dludlu et al., 2018]. The divergence dates were obtained from a reliable source, www.timetree.org.




Supplementary Table S3 Comparison of divergence times estimated in this study with those from previous studies.
	Divergence of:
	Date estimates (Ma)
Median/Midpoint [Lower-Upper]*

	
	This study #
	TIMETREE 5
	Turner and Young
(2000)
	Chriki-Adeeb and Chriki 
(2016)
	Rahimlou et al 
(2021)

	Proteobacteria and Cyanobacteria
	2955 [2466–3444]
	3134 [1007–3186]
	ND
	ND
	ND

	MRCA of Cyanobacteria
	2351 [2200–2501]
	2619 [1180–2790]
	ND
	ND
	ND

	Alphaproteobacteria and Betaproteobacteria
	2248 [1752–2744]
	2504 [606–2819]
	ND
	ca. 600
	ca. 4000

	Bradyrhizobium and Mesorhizobium
	1596 [996–2196]
	1104 [396–1241]
	297–837~
	ca. 400
	ca. 1100

	Cupriavidus and Paraburkholderia
	1325 [514–2135]
	562 [114–747]
	ND
	115
	ca.  400

	Genus Robbsia and the rest of Betaproteobacteria 
	1204 [577–1830]
	ND
	ND
	ND
	ND

	Mesorhizobium and Rhizobium
	1078 [508–1647]
	509 [356–509]
	ND
	ca. 350
	ca.  200

	MRCA of Bradyrhizobium
	723 [348–1098]
	1167 [1147–1187]
	ND
	71
	ca. 32

	Rhizobium and Sinorhizobium
	703 [308–1098]
	201
	210–346~
	ca. 200
	ca. 50

	Escherichia and Salmonella
	638 [55–1220]
	106 [49–636]
	69–114~
	ND
	ca.  200

	MRCA of Paraburkholderia
	422 [285–555]
	<20
	ND
	ND
	ca. 37


* The range of divergence date estimates in million years from the lowest to the highest value.
# The minimum and maximum dates were derived from estimates determined in our study and incorporated in all the phylogenies.
~ An approximation value obtained from the dated phylogenies in the referenced article. 
ND No Data (the respective divergence points were not available in the referenced article).

