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Legends to Supplementary Figure

Supplementary FIG. 1. Multiple alignments of sequences from representative regions of RoCoV HKU14,
BCoV, PHEV, ECoV and HCoV OC43 genomes upstream or downstream to potential recombination sites.
Sequences corresponding to positions 6235 to 6648 (A), 18033 to 18766 (B) and 25074 to 25908 (C) of
strain RbCoV HKU14-1 were used. ldentical bases between RbCoV HKU14 and the most closely related

viruses were highlighted.



Supplementary Table 1. Primers used for RT-PCR amplification of the leader-body
junction of subgenomic mMRNASs (sg mRNAs) of RbCoV HKU14

Primer

Sequence (5°-3’)

Use

LPW18462
LPW18463
LPW18464
LPW18465
LPW18466
LPW18467
LPW18468
LPW18469

GATTCTGAGCGATTTGCGTGC
GTAAACCTTTATAATTTAACACA
AATCCGTGAAGTGGAAACTC
CCATAGTGTGCTCAATAGTAGAGT
GTGTTAGCGAATGCTGTGAAAC
CTCATACAACTGCCTACCTCT
CCAAGATACACATTATTCAACG
GAGTAATTCCAGAGAACCAAGA

Forward primer for all sg mMRNAs PCR
Reverse primer for mMRNA (NS2a) PCR
Reverse primer for mMRNA (HE) PCR
Reverse primer for mRNA (S) PCR
Reverse primer for mMRNA (NS5a) PCR
Reverse primer for mRNA (E) PCR
Reverse primer for mRNA (M) PCR
Reverse primer for mMRNA (N) PCR




Supplementary Table 2. Comparison of amino acid identities of the seven conserved replicase domains
[ADRP, nsp5 (3CL"™), nsp12 (RdRp), nsp13 (Hel), nsp14 (ExoN), nsp15 (NendoU) and nsp16 (O-MT)] of
RbCoV HKU14 and Betacoronavirus 1 for species demarcation

CoV Domains RbCoV HKU14-1 ECoV PHEV HCoV 0C43 BCoV

RbCoV HKU14-1 ADRP - 97.5 84 82.4 83.2
3CLP™® - 92.7 92.1 91.7 92.7
RdRp - 95 95.3 94.6 95.5
Hel - 98.8 96.4 96.2 96.4
ExoN - 96.9 91.7 91.2 91.6
NendoU - 85.6 88.3 88.8 88
O-MT - 95.3 97.3 97 97

Domains sharing < 90% identity are highlighted in grey



Supplementary Table 3. Estimation of non-synonymous substitution and synonymous rates in the four

genomes of RbCoV HKU14

Ka Ks Ka/Ks
orflab 0.003 0.007 0.429
nspl 0.001 - -
nsp2 0.002 0.005 0.400
nsp3 0.002 0.008 0.250
nsp4 - 0.010 -
nsp5 0.001 0.008 0.125
nspé - 0.023 -
nsp7 - 0.020 -
nsp8 0.001 0.003 0.333
nsp9 - - -
nspl10 0.002 0.009 0.222
nspll - - -
nspl2 0.002 0.013 0.154
nspl3 0.000 0.100 0.000
nspl4 0.005 0.023 0.217
nspl5 0.003 0.009 0.333
nspl6 - 0.018 -
HE 0.006 0.024 0.250
S 0.003 0.017 0.176
NS5a 0.002 - -
E 0.008 - -
M 0.002 0.014 0.143

N 0.001 0.100 0.010




