Supplementary Methods

Maximum Likelihood Inference

The subtype of all sequences was confirmed using the REGA HIV subtyping tool v.2 [1]. HIV-1 subtype B pol sequences were then aligned using the Clustal W program [2] and codons associated with major antiretroviral (ARV) drug resistance positions in PR (n = 12) and RT (n = 21) were excluded to avoid the influence of convergence evolution, resulting in a final alignment of 909 nucleotides. Maximum Likelihood trees were inferred using an online web server [3] under the GTR+I+Γ4 nucleotide substitution model, as selected by the jModelTest program [4], and the SPR branch swapping algorithm of heuristic tree search. The reliability of the obtained tree topology was estimated with the approximate likelihood-ratio test [5] based on the Shimodaira-Hasegawa-like procedure (SH-aLRT). Trees were visualized using the FigTree v1.4.0 [6].

Bayesian inferences

Because regression analyses using program TempEst [7] revealed that subtype B pol datasets here compiled contain a weak temporal signal (X-intercept [TMRCA] <1,910), time-scale estimations were inferred using a uniform prior distribution on the substitution rate that encompasses mean values previously estimated for the subtype B pol gene (2.0–3.0 x 10-3 subst./site/year) [8-12]. using the GTR+I+Γ4 nucleotide substitution model, a relaxed uncorrelated lognormal molecular clock model [13], and the flexible Bayesian skyline coalescent model [14]. MCMC chains were run for 50-100 × 106 generations and convergence and uncertainty of parameter estimates were assessed by calculating the Effective Sample Size (ESS) and 95% Highest Probability Density (HPD) values, respectively, after excluding the initial 10% of each run with Tracer v1.7.1 [15]. The convergence of parameters was considered when ESS ≥ 200. The maximum clade credibility trees (MCCT) were summarized with TreeAnnotator v1.10.4 [16] and visualized with FigTree v1.4.4 [6]
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