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Table S1. Anti-Zika activity (ECsg) and cytotoxicity (CCsp) to SNB-19 and Vero cell lines

SNB-19 cell line?

Vero cell line®

compd ECo (M) e o) ST CCso (uM) ST
2 259+£1.5 20111 0.82 22.0+0.4 0.85
3 1.3+0.1 227+ 1.1 17.5 20.8+0.5 16.1
4 < 49.5+0.1 / 27.5+0.1 /
5 - 21.9+0.1 / 12.8+0.1 /
6 - 61.2+0.3 / 20.7+0.3 /
7 11.0+0.2 60.1+1.1 55 228402 2.1
8 - 46.5+0.6 / 26.2+0.2 /
9 125+0.4 67.7+1.1 5.4 37.7+0.1 3.0
1la 8.5+0.4 784+ 1.0 9.2 55.9+0.2 6.6
11b 16.6+0.3 66.5+ 1.0 4.0 65.3 + 03 3.9
12a 258 £1.1 >100 >3.9 99.8 +0.7 3.9
12b - >100 / 61.4+0.2 /
13a - 65.9+0.2 / 46.5+0.1 /
13b - >100 / 50.61 +0.03 /
14a - 51.7+0.2 / 46.7+0.2 /
14b - >100 / 72.4+0.7 /
15a - 39.3+0.4 55.9+0.2 /
15b - 63.5+0.2 / 58.6+34 /
16a 133 +0.5 >100 >7.5 >100 >7.5
16b 7.8+0.4 852+ 1.0 10.9 82.5+£2.2 75
17a - 39.3+0.2 / 51.9+0.3 /
17b 45+02 88.7+ 1.1 19.7 85.0+ 1.6 18.9
18a 24.6+0.9 72.0+ 1.0 2.9 574403 23
18b - >100 / 64.7+0.3 /

%incubation for 24 hours. "incubation for 48 hours.

available”.

Cec 9

S2 /531

means “not active

ER) d“/”

represents ‘“not
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'"H NMR of 11b
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"H NMR of 12a

agf-4. L L 1r
agf-4

HO™ SN,
Ho~ 12a AGF-4

L0 q \T-_
L
(

4 0851

3000000

2800000

2600000

[2400000

F2200000

2000000

1800000

[ 1600000

(1400000

1200000

1000000

FE00000

200000

F-200000

(A1) 8.5 B0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5

BC NMR of 12a

ACGF4. 2. 1. 1Ir

’ ‘ ‘ 2000000
‘ 1500000
H ‘ (1000000

i

i

ool VN W

- L

[FS00000

i
£l (ppm} 1000000
FE00000

HO™

HO~

FE00000
400000

(200000

rI

|
TP, e A A l\..a' \W—va‘w—"/ Fo
T T T

T T
27.0 26.5 26.0 5.5 25.0
£l (ppa)

12a AGF-4

3600000

3400000

3200000

3000000

2800000

[2E00000

[2400000

2200000

2000000

[ 1800000

[ 1600000

(1400000

1200000

[~ 1000000

FE00000

T T T
170 160 150 140 130 120 110 100 90 B0
1 (ppa)

S5/S31



"H NMR of 12b
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"H NMR of 13a
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"H NMR of 13b
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"H NMR of 14a
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"H NMR of 14b
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"H NMR of 15a
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"H NMR of 15b
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"H NMR of 16a
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"H NMR of 16b
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"HNMR of 17a
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"H NMR of 17b

AGF-39. L. 1. 1r [FEE00000
FE000000
FTE00000
7000000
ES00000
FE000000
CI CI 5500000
5000000
4500000
4000000
3500000
3000000
2500000
2000000
1500000
1000000

500000

Lo

=

b B
= 5
= o3

103 4

500000

T T T T T T T
g0 7.5 .0 6.5 6.0 5.5 5.0 4.5
1 {ppm}

099
=1 031
] 388
=100

BCNMR of 17b

ACF-39. 1. L. 1r [ GE+10

2 4E+10
6. 0:+09 1. 2E10
5. 0E+09 1. 0E<10 2 ZE+10
4. 0E+08 8. OE=09

. [-Z. OE+10
3. oE+09 6. OE=09 cl cl

2. 0E+09 4. OE<0% o]

L ‘ J L. BE+10
1. 0E+09 I | 2. 0E=09 v
o S [ S
o A 0. DGO J [ —— Lo, testo | N | L 6E+10
-

T T T T T T T T T T T T T T T T T T
129 128 127 _]Zf% 125 124 123 44 41 42 41 40 39 38 37T 3I6 I/ M = =z 1. 4E+10
1 (ppm) 1 (ppm} ~

1. ZE+10

3 HO™

1. OE+10

. Aco”
o 17b AGF-39

(0]

(5. DE+09
(6. DE+09
anwvj NW\J Vprdaunbaa |-0E+00 |4 orveg

1 (ppm) 2. DE+09

Wy i rk y MlL ] Mﬁ. l . iy N" l, 4 ” rymenans 0. DE+00

2. DE+09

T T T T T T T T T T T T
190 180 170 160 150 140 130 120 110 100 a0 B0 T &0 50 40 0 20 10 o
f1 (ppm)

$16 /S31



"H NMR of 18a
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"H NMR of 18b
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Details for compound dilutions and viral inoculation for screening

SNB-19 cells were seeded overnight into 96-well plates to achieve 20,000-30,000 cells the next
day. In 96-well compound dilution plates, 300pl of 1X complete DMEM media (DMEM, 10%
FBS, 1% PSA 1% NEAA to column 1 and 200pl of 1X complete DMEM media to columns 2-12.
Individual compounds in a volume of 0.9 ul at 10mM concentration was added to each well in
column 1, for a total of 8 compounds per 96-well plate. Each well in column 1 was mixed 5 times;
then, 100ul was removed from column 1 and added to column 2 and mixed. This process was
repeated for each dilution across columns 1-12 to achieve anll-fold dilution range of
30uM-0.001pM  (30puM, 10puM, 3pM, 1uM, 0.3uM, 0.1pM, 0.03uM, 0.01uM, 0.003uM,
0.001uM). Column 12 was the no compound control. Day old media from SNB-19 cells was
removed by aspiration and 100ul of each drug dilution was added to the previously seeded
SNB-19 cells. After a 1 hour incubation at 37 °C and 5% CO,, high titer Zika virus (strain

PRVABCS59) was added to cells at MOI = 1, and incubated for 24 hours.
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HPLC analysis spectra
HPLC analysis condition: Sunfire C18 column (4.6 x 250 mm, 5 pum), elution by 90% methanol
with 10% purified water (for compounds of 2, 3, 5, 8, 11a, 11b, 14a, 14b, 15a, 15b, 18a, 18b) or
80% methanol with 20% purified water (for compounds of 4, 6, 7, 9, 12a, 12b, 13a, 13b, 16a, 16b,
17a, 17b), rate = 1.0 ml/min, detection wavelength of 230 nm.
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HPLC spectrum of 3 (purity >98%)
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HPLC spectrum of 4 (purity >95%)
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HPLC spectrum of 6 (purity >95%)
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HPLC spectrum of 7 (purity >95%)
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HPLC spectrum of 8 (purity >97%)

3
=
c

2500

2000

1500

1000

500

DAD1 D, Sig=230,4 Ref=off (D:\data\20191104\AFCDelay 8. 2019-11-04 13-02-47AGS-115.0)
@

g

‘ﬁ

mALl

1000 -

i [-] 0w
] Rg L8 |
Lol SN e )
h T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
1 2 3 4 5 i} T i
HPLC spectrum of 9 (purity >97%)
DAD1 D, Sig=230,4 Ref=coff (D:\data\20191104\AFCDelay.5. 2019-11-04 10-35-41\OnlineEditad--003.0)
2
1 b
o™
4 II
2|z
T| o
Lo R .
T T 1
2 4 i] 8 10 mir

S23 /531




HPLC spectrum of 11a (purity >98%)
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HPLC spectrum of 12a (purity >97%)
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HPLC spectrum of 13a (purity >98%)

DADT D, Sig=230,4 Ref=off (D\data\20191104\AFCDelay S.  2018-11-04 11-37-01\AGF-9.D)

mAl | 4

1400 -
1200 - |‘
1000

800 -

1.540
|2.282
116

i~

i

HPLC spectrum of 13b (purity >98%)
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HPLC spectrum of 14a (purity >98%)
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HPLC spectrum of 15a (purity >98%)
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HPLC spectrum of 16a (purity >96%)
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HPLC spectrum of 16b (purity >96%)
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HPLC spectrum of 17a (purity >95%)
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HPLC spectrum of 18a (purity >97%)
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HPLC spectrum of 18b (purity >98%)

DAD1 D, Sig=230,4 Ref=off (D:\data\20191104\AFCDelay.S. 2019-11-04 13-02-4\AGF-40.D)
mAU

4076

2500 [
[
2000 ‘ ‘
1500 | ‘ |
1000 | ‘ |

500 — [ |

3.154

13411
73.503

$31/531



