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Figure S1. Association between inhibitory activity of natural products against ZIKV strain PAN2016 and
their cytotoxicity. ZIKV stain PAN2016 (100 PFU) was incubated with each of the natural products at
different concentrations at 37°C for 1 h. The compound-virus mixtures were then transferred to Vero E6
cells (10s/well) and incubated at 37°C for 1 h. Plates were incubated at 37°C for 4-5 days. Viral titers at
each concentration were calculated by plaque assay, which are expressed as percentage inhibition of the
untreated virus (black circles). Cell viability was assessed by the Cell Counting Kit-8 (CCK8) assay, and
expressed as a percentage relative to that of the untreated cells (red circles). The concentrations of natural
products that inhibited 50% (ICso) or 90% (ICs0) of plaque formation, or caused 50% cytotoxicity (CCso) in
Vero EG6 cells are shown in the figure. The data are expressed as the mean * standard error of the mean
(s.e.m.) (n=2). The experiments were repeated twice with similar results.



Figure S2

Ag 120 . Inhibition of infection curve 120 Bz ®  Inhibition of infection curve
= e Cell survival curve = 120 1 e Cell survival curve r 120
£ 100 L 100 -%100- L 100
3 T =
£ g0 Lo & 80, L 80 &
= o > = Iy 1285+ 0.35 2
ICs, 4.31 +0.02 I 2 | ICsy 12.8520. 2
g 601.C sa1 o7 60 = ; 60 1 1c., 37.20: 255 60 =
N 40 { CCs 1417 20.74 L 40 8 N 40 { CCs 5286 + 0.52 40 &
G Z % z
20 t 20 © 20 1 F 20 ©
s & § S
5 0 0 5 0 -0
'E . . . . -E -20 . -20
= 102 101 10° 101 102 108 - 100 10° 102
c Gossypol D Curcumin
= e |nhibition of infection curve S ® |nhibition of infection curve
120 14 Cell survival curve r 120 £ 120 1 e  Cell survival curve 120
c c
2 1001 r 100 S 100 { 100
o = 3] =
l 3 2
£ 50 1m 0T 2 g 80 =
; 60 4 1G5y 376 +1.12 60 £ ; £
< ICqp 13.89 + 1.90 3 v 60 60 F
N 40 {cCq 5629+ 1.20 - ]
5 ) 5
T 20 0= 5 4 M 40 2
c ] c ICs, 9.08 +0.33 8
S o/ Lo @ © 201 ICq, 36.04 +2.94 20
=
) 8 CCiyp 32371 + 0.25
£ -20 -20 E 0 . . 0
£ 102 1071 100 101 102 10° £ 100 101 102 108

Digitonin Conessine

Figure S2. Association between inhibitory activity of natural products against ZIKV strain PRVABC59
and their cytotoxicity. ZIKV stain PRVABC59 (100 PFU) was incubated with each of the natural products
at different concentrations at 37°C for 1 h. The compound-virus mixtures were then transferred to Vero
EG6 cells (105/well) and incubated at 37°C for 1 h. Plates were further incubated at 37°C for 4-5 days. Viral
titers at each concentration were calculated by plaque assay, which are expressed as percentage inhibition
of the untreated virus (black circles). Cell viability was assessed by the Cell Counting Kit-8 (CCK8) assay,
and expressed as a percentage relative to that of the untreated cells (red circles). The concentrations of
natural products that inhibited 50% (I1Cso0) or 90% (ICs) of plague formation, or caused 50% cytotoxicity
(CCso) in Vero E6 cells are shown in the figure. The data are expressed as the mean + standard error of the
mean (s.e.m.) (n=2). The experiments were repeated twice with similar results.
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Figure S3. Multiple sequence alignment of amino acid (aa) sequences of E protein of 10 ZIKV strains and
DENV-1-3 human strains used in this study. Schematic maps of ZIKV polyprotein and ZIKV E protein
are listed on top of the alignment. Amino acids variable positions are highlighted. The sequence of
DENV-4-PR 06-65-740 is not available, so its sequence alignment is not included. The alignment was
performed using Clustal V method of MegAlign (v7.1) within the DNASTAR package. C: capsid; prM:
precursor of membrane; E: envelope; NS1, NS2A, NS2B, NS3, NS4A, NS4B, and NS5: nonstructural
proteins. DI-DIII: domain I-111 of E protein; FL: fusion loop; S: stalk region; TM: transmembrane domain.



