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Table S1:

1. Merten, E.M.; Sears, J.D.; Leisner, T.M.; Hardy, P.B.; Ghoshal, A.; Hossain, M.A_;
Asressu, K.H.; Brown, P.J.; Stashko, M.A.; Herring, L.E.; et al. Discovery of a cell-active
chikungunya virus nsP2 protease inhibitor using a covalent fragment-based screening

nsP2 Protease Inhibition Data

nsP2 Protease
(pICso) ¢

2 ia.

“Data from a 10-point dose response curve in
triplicate. i.a. = inactive at 200 pM. Assay performed
as described in [1].

Compound

approach. bioRxiv 2024, doi:10.1101/2024.03.22.586341.
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Figure S1: GSH capture
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'H NMR (500 MHz, DMSO-ds) for 1°TFA

H NMR

Figure S2
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Figure S4: 3°C NMR DEPT-135 (126 MHz, DMSO-dp) for 1*TFA
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Figure S5: ’F NMR (500 MHz, DMSO-d) for 1°TFA
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Figure S6: 'H-'"H COSY NMR (DMSO-ds) for 1°TFA
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Figure S7: 'H-3C HSQC NMR (DMSO-de) for 1°TFA
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Figure S8: 'H-'>C HMBC NMR (DMSO-ds) for 1°TFA
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Figure S9: 'H NMR (500 MHz, DMSO-de) for 2
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Figure $10: 13C NMR (126 MHz, DMSO-d) for 2

"*C NMR DMSO-ds
98,9 S 0 ,’:j‘r S’,; SO @ ~ NS A Vo I
0 © O ~ < ~No co o ~ 0 N ®O WO QoW M= O ©
BBE % g R® 88 ¢ B S Gasiiidb ias *
N4 | > v [ [ ==
2 24
OJZ/CH3
g 23
21 wl O
CH -
o 1 3PN B3
20 ,\f—N . NH ﬁ‘ ﬁ‘
14
15 2 3/“ 0° C13 |
Cc16
16 18 |
17 2
12060 12055 12050 12045 12040 12035 120,30
1 (ppm)
c21
C24
C20
c13 c3 co
c14 C‘18 C15 [03:}
c17 ! |
cé c2
w ‘ c4 c16 c11
160 150 140 130 120 0 &0 70 0 50 40 30 20 10
Figure S11: *C NMR DEPT-135 (126 MHz, DMSO-ds) for 2
DEPT-135
Y 2 3 8 o - - NOOONNOD <+
I~ o I ~ « n © N AN®©QLWLW®— ~
NI S - [S) © © O NC-PSDD DS <
~ -~ -~ -~ © w w Tt OOM [SpNr) -~
I [ s e
C24
CH3
20k019 Cc21
13
18 co
C13
C18 | C15 17 |
C17 1 93
DMSO-dg
|
1
|
A h
cn
i
c8
|
C20
Bo | w5 10 s 0 05 100 65 0 55 50 a5 p 3 20 20 e 10



Figure S12: 'H-'H COSY NMR (DMSO-ds) for 2
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Figure S13: 'H-13C HSQC NMR (DMSO-ds) for 2
H-3 _ H-21
1H-13C HSQC H24 | bmso-d
H-15 A2
H-18  H-6| | L H-11
H-7 H-17 K -
4o tai s
c21 g
C24 @®
C11
C9
C8 .
Cc20
~
2 2
CH
12, CH3
O\\S\ 23
21 wl
CHj 9 8
zok w 1 2 H 7
0 N-N . NH
15, N 2] Z 10
133
Cc3 16 18
c15 17 2
c17 !
Cc18
Cc16 o
8‘0 7‘5 7‘0 5‘5 S.‘O 5‘5 5‘0 4‘5 4‘0 3‘.5 3‘0 2‘5 2‘0 1}5
2 (ppm)

20

F25

3.0

3.5

4.0

45

5.0

5.5

6.0

6.5

8.0

8.5

20

30

50

60

70

80

100

=110

120

130

1 (ppm)

1 (ppm)

S9



Figure S14: 'H-'3C HMBC NMR (DMSO-ds) for 2
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Figure S15: 'H-13C HMBC NMR (DMSO-ds) of expanded aromatic region for 2
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'H NMR (500 MHz, DMSO-de) for 7*TFA

Figure S16
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'"H NMR (500 MHz, DMSO-ds) for 5
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Figure S18: °C NMR (126 MHz, DMSO-ds) for 5
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Figure S19: °*C NMR DEPT-135 (126 MHz, DMSO-dp) for 5
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Figure S20: 'H-'H COSY NMR (DMSO-ds) for 5
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Figure S22: 'H-13C HMBC NMR (DMSO-ds) of expanded region for 5
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Figure S23: 'H-13C HMBC NMR (DMSO-ds) of expanded region for 5
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'"H NMR (500 MHz, DMSO-ds) for 6

Figure S24
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BC NMR (126 MHz, DMSO-ds) for 7*TFA

Figure S26
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Figure S28: 13C NMR (176 MHz, DMSO-ds) for 8°TFA
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Figure S29: LC/MS purity for 1°TFA

DAD1A,Sig=254.0,5.0 Ref=360.0,80.0

o
%TLAQQQQ\Q
A’

mAU

0 1 2 3 4 5 6 7 8 9 10 11 12 13 14
Time [min]
5.271 - 5.269 (RA-2034_BLANK_50uM.dx)
120 -
110- § [M+H]+ Max : 974705
- Yy
Ll SO,Me
904 e
80- o HNN N
@ =
o 70 o
S 60- 1
3 50- —® Exact Mass: 349.11
< DB o
N
304 D~~~
L) ﬁ o) < ©
Me o3 €2 0 20 oW ECNYEIN e O 2 e Qo
s 558 ©8 888 eF || SB3p885° & 4% 38F
R ML A IR Y 2 SEEOS T ¢ U S
1 | | 1 1 1 | 1| || 1 T 1 U T
200 300 400 500 600 700 800 900 1000 1100 1200 1300 1400
m/z
Figure S30: LC/MS purity for 2
DAD1A Sig=254.0,5.0 Ref=360.0,80.0
201
«{\(\
2 154 65%@6“‘“
£ 104 AS
] /—4&//
O-%/_I/_T_‘ﬁgl—lkrl T L] T V T T T T L} T T T T T T T T T J T T L
0005 1.0 1.5 2.0 25 30 35 40 45 50 55 6.0 65 7.0 7.5 80 85 9.0 95 10.0 10.5 11.0 11.5 12.0 12.5 13.0 13.5 14.014.5
Time [min]
5.621 - 5.621 (AG-02-052-P-R.dx)
120 —
110+ o + Max : 256240
-3 [M+H]
100 3 SO,Me
904
80
_N NH
§ 0- EO N >
@ (6]
= N 2
2 [
Q 50+ ~
< © Exact Mass: 349.11
401
304
W @I (20 § o8 020 w0 c00g 2 gn @2IF O
10 885 |82 8 9¢ °Rx 82 s¥-s B 585333 8
-~ N N - = ~
L - Y 0w N~y o 205 - il e
1 1 1 1 1 )

00 900 1000 1100 1200 1300 1400
z

200 300 400 500 600 700

3@

S18



Figure S31: LC/MS purity for 7TFA
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Figure S32: LC/MS purity for 8 TFA
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Figure S33: HRMS spectrum for 1°TFA
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Figure S35: HRMS spectrum for 7TFA
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Figure S36: HRMS spectrum for 8*TFA

5420 #64 RT: 0.47 AV: 1 NL: 5.11E8
T: FTMS + ¢ ESI Full ms [100.0000-1500.0000]
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