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Supporting material:

[bookmark: _GoBack]DEmARC/Bayesian MCMC analysis has been done with all available full-length hantavirus-like sequences (complete S and M segment sequences were used for the analysis). Briefly, Bayesian phylogenetic analyses were inferred in BEAST 1.8.4 employing 20 independent MCMC runs with a chain length of 50,000,000 generations. Tree and log files of independent runs of BEAST were combined using LogCombiner 1.8.4, employing a Burn in period of 10%. The Markov chain Monte Carlo analyses were run until effective sample sizes above 200 were obtained. The consensus tree was built with TreeAnnotator 1.8.4 using the maximum clade credibility method and visualized in Figtree. This consensus tree was used as guide tree for the DEmARC analysis (adapted version 1). Based on the DEmARC analysis, species demarcation was calculated and a species cutoff was defined:

· Make an amino acid concatenated multiple alignment containing the full coding regions of the nucleocapsid protein (S segment) and glycoproteins (M segment);
· Calculate PED values using WAG amino acid substitution matrix (Tree-Puzzle, maximum likelihood parameter);
· A species of the genus Hantavirus is defined by a PED value greater than 0.1.

All Hantaviridae species meet the criteria of 0.1 PED threshold to be demarcated as distinct species.
The results are shown in Table 1, Figures 1 and 2. They indicate that overall the taxonomic decisions of last year (establishment of the family and 4 new genera) hold up. However, the resolution of the phylogeny increased significantly and several taxonomic amendments are required to accommodate newly discovered fish and the gecko hantaviruses:
· Four subfamilies (3 new genera) are created (see also Table 1 for an overview of the implemented changes) to accommodate the recently published fish and gecko hantavirus-like sequences (1). There is enough evidence in the original analysis described in the paper of Shi et al. (1) that Repantavirinae, Actantavirinae and Agantavirinae viruses are closely related and ancestral to the mammalian hantaviruses. To acknowledge their relationship with hantaviruses, these viruses are placed in newly created subfamilies of the family (Table 1).

1. The names Actantavirinae/Actinovirus are derived from the fish class Actinopterygii (Kingdom Animalia, Phylum Chordata, Superclass Osteichthyes) or ray-finned fishes, a class of bony fishes.
2. The names Agantavirinae/Agnathovirus are derived from the superclass Agnatha (Kingdom Animalia, Phylum Chordata, Subphylum Vertebrata), a superclass of jawless fish.
3. The names Repantavirinae/Reptillovirus are derived from the class Reptilia.

· 2 new sequences are available on GenBank for Seewis virus (2) and Tigray virus (3), two orthohantaviruses with until recently incomplete sequenced genomes. Our analysis indicated that both viruses ought to be classified into two new species, Seewis orthohantavirus and Tigray orthohantavirus.
· The Amga orthohantavirus species will be abandoned. Amga virus and Seewis virus cluster together in the DEmARC analysis as a single species. Seewis virus sequences have been published (2007) before Amga virus (2016). Therefore, the species Seewis orthohantavirus is retained.



Table 1: Proposed composition of the family Hantaviridae

	Family
	Subfamily
	Genus
	Species
	Host

	Hantaviridae
	Actantavirinae
	Actinovirus
	#3
	Ray-finned fish

	
	Agantavirinae
	Agnathovirus
	#1
	Jawless fish

	
	Mammantavirinae
	Loanvirus
	#1
	Mammalian (bat)

	
	
	Mobatvirus
	#3
	Mammalian (bat or mole)

	
	
	Orthohantavirus
	#36
	Mammalian (rodent)

	
	
	Thottimvirus
	#2
	Mammalian (shrew)

	
	Repantavirinae
	Reptillovirus
	#1
	Reptile





[image: ]
Figure 1: Intra-family genetic divergence in three-level hierarchical clustering of hantaviruses by DEmARC (version 1.0). Levels are defined by the three strongest PED thresholds. The number of viruses in the identified clusters are shown in brackets. All identified clusters correspond to monophyletic groups. Box-and-whisker graphs were used to plot distributions of distances between viruses from the same species (orange), and between viruses from different species but the same genus, and between viruses from different genera but the same family (blue). The boxes span from the first to the third quartile and include the median (bold line), and the whiskers (dashed lines) extend to the extreme values. The corresponding part of the PED distribution is shown below.
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Figure 2: The figure shows a Bayesian MCMC tree estimated using a Bayesian Markov Chain Monte Carlo method implemented in BEAST, using the WAG amino acid model of amino acid substitutions. Maximum clade credibility trees were determined using TreeAnnotator with a burn-in of 10% of the sampled trees. The Markov chain Monte Carlo analyses were run until effective sample sizes above 200 were obtained. The dataset used consists of full-length products of coding regions of the S and M segments (nucleocapsid protein, and glycoprotein precursor respectively) and concatenated in one multiple alignment. New species are marked in red.
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