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Phylogenetic analysis using Bayesian approach. 

The four ZIKV sequences obtained here were aligned with ZIKV genome sequences (as 

described in the Methods section), from Asian and African genotypes. Bayesian 

analysis were carried out using BEAST package v.1.8.2 (Drummond et al, 2002-2015) 

with Markov Chain Monte Carlo algorithms. Input files for BEAST were created with 

BEAUTi 1.8.2 (Drummond et al, 2002-15). Runs were performed using the Constant 

model, under the relaxed (uncorrelated lognormal) molecular clock. One hundred 

million chains were run and the first 10 million steps were discarded. Convergence of 

parameters was verified with Tracer v.1.5.0 (Rambaut and Drummond AJ, 2003-2009) 

and uncertainties were addressed as the 95%Bayesian credible intervals (BCI). The trees 

were sampled at each 10,000 steps and then summarized in a maximum clade credibility 

tree using TreeAnotator v.1.8.2 (Rambaut and Drummond AJ, 2002-2015). The final 

tree was visualized in FigTree v.1.4.3 (Rambaut, 2006-2016). After the analysis, the 

ZIKV sequences obtained from the 04 NHP clustered together (supported by posterior 

probability = 1), within the Americam Zika lineage (Suplementary Figure S1), apart 

from African lineage (data not shown). The results confirm the previous ones obtained 

by Maximum likelihood approach. 
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Supplementary Fig. S1: Bayesian analysis of ZIKV from non-human primates. A total 

of 64 sequences (10269 bp) were aligned and phylogenetic history was inferred using 

Beast1.8.2. The subtree containing the Asian and American lineages is shown here. 

Sequences are indicated by their Genbank acession numbers. Dots (in scale) in the 

nodes represents the values of posterior probability. ZIKV sequences from NHP are 

shown in red. The sub-tree is drawn to scale (nucleotide/substitutions/year). 

 

Experimental re-infection in marmosets.  

To evaluate whether immunity elicited by a primary ZIKV infection, NHP1 and NHP 2 

were re-infected subcutaneously with 5 105 PFU of ZIKV (HS-2015-BA-01), diluted in 

500µL of saline 0.9%, eight months later after the first infection. The animals were 

housed individually in two different cages (31cm-long,76cm-high and62cm-wide) and 

observed daily. They were kept under a natural light regime under specific pathogen-

free conditions. The experimental protocol was approved by the Committee on Animal 

Ethics (CEUA) of the UFMG, with permit protocol number:98/2017.  

 

 

 

 

 

 

 

Days
ZIKV RNA genome copies/ml

NHP 1 NHP 2

-1 Negative Negative 

0 Negative Negative 

3 Negative Negative 

4 Negative Negative 

5 Negative Negative 

6 Negative Negative 

9 Negative Negative 



Supplementary Fig. S2: Viremia measurement in Callithrix penicilata after ZIKV re-

infection. Samples were collected from day -1 until nine dpi. One-step qRT-PCR was 

used to measure semi quantitatively ZIKV RNA loads in the serum of NHP 1 collected 

at the indicated days p.i. and they are represented as viral RNA copies per mL of sample 

standard curve. The curve was obtained from a standard sample with known 

quantification after serial dilutions (5x102 to 5x106 copies/mL) on the plasma of the 

non-infected marmosets. Values are expressed by RNA genome copies per mL for all 

the infected marmosets.  for all the infected marmosets. p.i.: post infection. NHP: non-

human primates. Day -1: day before the infection.  
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