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Fig. S1. Agonistic potencies of 1 and 2 in
human TLR7 and TLR8 Primary Screens
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Table S1. Data collection and refinement statistics for TLR8/1, and TLR8/2 2

TLR8/1 TLR8/2

Data Collection

X-ray source PF-NE3A PF-NE3A
Wavelength 1.0000 1.0000
Space group Cc2 C2

Unit cell parameters

a(A) 135.7 134.9

b (R) 106.7 107.1

c(R) 72.2 72.1

B(C ) 106.2 106.3
Resolution (A) 2.05 2.10
Completeness (%) 99.8 (99.9) 98.9 (99.6)
Redundancy 3.5(3.4) 3.1(2.8)
Rsym (N° 0.077 (0.424) 0.073 (0.759)
Average l/o(l) 9.6 (2.6) 26.4 (2.0)
Refinement

Resolution range (A) 69.28-2.05 27.50-2.10
No. of reflections used 58,440 53,673
Model 1XTLR8 1XTLR8
Average B-factor (A2) 38.4 50.1

R (%)° 215 20.1

Riee (%0)4 26.9 25.9

Rms deviations

Bond length (A) 0.011 0.016

Bond angles (° ) 1.61 1.89

2 Highest resolution shell is shown in parentheses.

b Rym (=Xl = <I>|/Zl, where | is the diffraction intensity.
¢R=Z|F, — F |/ZF , where F_and F_ are the observed and calculated structure amplitudes, respectively.

d - 18 an Rvalue for a 5% subset of all reflections, but was not used in the refinement.
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1H and 3C NMR Spectrum

Compound 5a
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1H and 3C NMR Spectrum

Compound 9a
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Compound 9a: LC-MS
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IH and 3C NMR Spectrum

Compound 5b
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IH and 3C NMR Spectrum

Compound 9b
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Compound 9b: LC-MS
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IH and 3C NMR Spectrum

Compound 10a
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Compound 14a: LC-MS
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H and 13C NMR Spectrum

Compound 10b
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H and 13C NMR Spectrum

Compound 14b

50000

45000

40000
35000

30000

25000

20000

r 15000

10000

r 5000

7560
2960
960
66€°T
00
PIH'T
9Ty'T
[243
(A
8Lp'T
88’
26+'1 1
8657 1
20T
8TS'T
¥2S°T
65T
8957
SLS'T
65T
85T~
885'T ~%
6651 /€
909'1 7
019°7
o197
059'T
659°T |
2997 1
699'7 ]
19914
sso1 AF
(RS 3
S69'
00T
6041
612
€L
seL'T
LT
ShL'T
6L
091
[
(74
wee
6L
608
856
€16
886
wre
£€9T'E
wure
Q0Ead 0T€'E
WL
¥hSL
SSS'L
855L
195°C |
st
SIS
$59'L 1
699'L
6€L°L
[
€5LL
9SL'L A W

6SL°L A
0LLLN o
€L

BL0'8~_
608~

[44
1%4

19

Fsoz
ot

TorT
E60T
Brr

0.0 -0.5 -1.0

8.5 8.0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0 0.5
f1 (ppm)

9.0

500000

450000

400000

350000
300000
250000

200000

150000

100000

50000

Wyl —

7534
¥5'LT /
s8°LT /
8587\t

867 —
6467 *
2606

18T \

900 —

09°81T —

157cer
[UR74 W
w9zt
0,921 V

00°€€T —
L6°SET —

PSPST~
8LbST7

|l

150 140 130 120 110 100 90 80 70 60 50 40 30 20 10
f1 (ppm)

160

S14



Compound 14b: LC-MS
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IH and 3C NMR Spectrum

Compound 17a

100000
90000

80000
70000
60000
50000
40000
30000
20000
10000

7980
980
0680
SST'T
85T'T
(274
0z
A
6LTT
24
S8TT
68T |
8671 §
00€'T |
S0E°T o
80E°T | ﬁ
STET
61€'T
ZeeT
0EET N
see'1
8g€'T 7
965°T
865°T
197
929'
w9t

£0S°T
815°C W
3344

\r—

L9€Y —

9Ly —

290°L 7
90|
€002 0972 |
8ee's |
6€€°L |
gse'
sse's
89€'c
69
bLEL
wusig
T8€°L
06€2 ﬁ
€6€'L 7
1562 )
(2
vSv'L
9sb'L |
09vZ |
(%
wve
685 ]
T6b°L ]
€09 |
0e9'¢ %
199°¢

~ CH,
19

10T

Fooz

=01

H\&Q,N
F60E
0T

'T

8.5 8.0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0 0.5 0.0 -05 -1.0
f1 (ppm)

9.0

400000

350000

300000

250000

200000
150000
100000
50000

STPT—

€97 —
95Ut~

6v'TE
Nm.ﬁmV:

0r'8e —

€D ITLL—

89°7IT —
00°6TT

16°CCT
99°€TT
(G749
65°STT \

69821
0p'62T -
ET0ET—

wiet-f
orzeT \
Lreet
SSHET
Ph 2T —

8TLYT —

S6'SST —

7N\ _. —

h‘.

~
7
\
24
ll
N
25
|

|

il

-10

150 140 130 120 110 100 90 80 70 60 50 40 30 20 10
f1 (ppm)

160

S17



Compound 17a: LC-MS
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IH and 3C NMR Spectrum
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Compound 18a: LC-MS
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H and 13C NMR Spectrum

Compound 17b
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Compound 17b: LC-MS
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Compound 18b: LC-MS
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IH and 3C NMR Spectrum

Compound 18c
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Compound 18c: LC-MS
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H and 13C NMR Spectrum

Compound 17d
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Compound 17d: LC-MS
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H and 13C NMR Spectrum

Compound 18d

55000

{ 60000

50000

45000

40000

35000

30000

25000

20000

15000

10000
5000

F-5000

0S80
5980
680
STTT
8’1
€T
6ET'T
Wt
0sz'T
£STT 1
957'T
£92°T |
982°T
687°T
162°T
€6°T ﬁ
967°T
HOE'T
60€T
61E'T ~
£2ET 7
92€'1 ]
s “
0pE'T
895°T
€85'7
86S°T

ST
855 W
uUs'T

aoea 01e'e —
L'y —

512
8L
bST'L
8T,
YT'L
sere
90€°L |
60€
€1e'L |
T2€°L
STE'L
e
62€°L
6EEL ﬁ
0bE'L

oA}
9se'L
656°L 7]
[

bl

(2%
99

0892 4
9892}
069°L
$69'L ]
8L ]
sgcc |
g

A ()
0.86

c(m)

1.24

FH6T

FOT'T
44

Fre

=067

H/wo.ﬁ
S0
=887
m\‘NoA
w0t

-0.5 -1.0

0.0

0.5

1.0

7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 2.5 2.0
f1 (ppm)

8.0

8.5

210000

200000

190000

180000

170000

160000

150000
140000

130000

120000
0

110000
100000
90000
80000
70000
- 60000
50000
40000
30000
20000
10000

-10000

6EPT —

65°€C —
T19'87 ~
89'TE~_
6£76

Ly'6E —

L LI

YTt
80T
s
6€'SCT
w9t /

86'8T
99'6CT /

AAS) S

9TUT—

-10

180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10
f1 (ppm)

90

S30



Compound 18d: LC-MS
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IH and 3C NMR Spectrum

Compound 20a
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Compound 20a: LC-MS
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H and 13C NMR Spectrum
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Compound 20b: LC-MS
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1H and 3C NMR Spectrum
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Compound 23: LC-MS
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IH and 3C NMR Spectrum

Compound 30a
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Compound 30a: LC-MS
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Compound 34a: 'H and 13C NMR Spectrum
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Compound 34a: LC-MS
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H and 13C NMR Spectrum

Compound 30b
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Compound 30b: LC-MS
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H and 13C NMR Spectrum

Compound 34b
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Compound 34b: LC-MS
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IH and 3C NMR Spectrum

Compound 30c
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IH and 3C NMR Spectrum

Compound 34c

5000
4500
4000
3500
3000
2500

2000

r 1500

1000

r 500

bE60
6660
£96'0
06€'T
20T
805'T
€16
0zy't
77
bEP'T
obb'T |
s
s ﬁ
6v5'T
[as
895'T
26T
€857 f
89T
0L
PILT
612
€L
19T
0€9'
b9
59T
029
5897

I (da)
1.71

D (t)
2.63

596 v
186'C 7
966'C

B (t)
2.98

QOEQ 0TE'E —

J\_.

250t —¢
850°L \ / \
€90 — 0

690°L
bSEL v

TLEL
9LEL N-
[4:1 A

Sb6'L —

—

Fo0¢

Freor
Ferv

6'T
X 0T

10T

1T

Fore

=80T

0.0 -0.5

0.5

3.0 2.5 2.0 1.5 1.0

3.5

8.0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0
f1 (ppm)

8.5

o o o o o =)
[=] [=] [=] [=] [=] [=] [=] o o o o o o o =)
[=] [=] [=] [=] [=] [=] [=] o o [=] [=] o o [=] =)
o o o o [=] [=] [=] o o [=] [=] o o [=] o
< [} (] - o o [=] o o o [=] o o (=} -
- - - - - [} @ N ) n < M ~N - o )
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
Lrp1— -
89°¢
€622 /
66'SC -
85°0¢
00°z€ / P —
15°2€ / —
8976 _—
be'ee \.
9b'€E
o —
ge
a—8
Zz g z\
\_/
A\
\_/
\\ //3\ o
/\Hz\ /w‘ ©
33341 W. /s‘ <
ss'eet T ——
wen /7‘ m,_s -
80°s1 - -
95601 — —
L5661 — —
00051 — -—
ShLbT — -
96°£51 — -—

160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10
f1 (ppm)

L70

S49



Compound 34c: LC-MS
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Compound 34d: LC-MS
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IH and 3C NMR Spectrum

Compound 34e
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Compound 34e: LC-MS
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1H and 3C NMR Spectrum

Compound 27
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IH and 3C NMR Spectrum

Compound 31a
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IH and 3C NMR Spectrum

Compound 35a
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Compound 35a: LC-MS
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H and 13C NMR Spectrum

Compound 31b
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H and 13C NMR Spectrum

Compound 35b
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Compound 35b: LC-MS
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IH and 3C NMR Spectrum

Compound 35c¢
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Compound 35c: LC-MS
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IH and 3C NMR Spectrum

Compound 36a
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Compound 36a: LC-MS
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H and 13C NMR Spectrum

Compound 32b
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H and 13C NMR Spectrum

Compound 36b
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Compound 36b: LC-MS
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IH and 3C NMR Spectrum

Compound 36¢
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Compound 36c¢: LC-MS
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1H and 3C NMR Spectrum

Compound 29
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1H and 3C NMR Spectrum
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Compound 37: LC-MS
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Compound 40: *H and 13C NMR Spectrum
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1H and 3C NMR Spectrum

Compound 41

-1.0

w60 STbI—
0560
1560
€8e'T
S6eT
666
S0v'T
YIpT
225
370
sev'T
w1
6047~
@
LT
w1
SoLT
7%
v8LT
95T~

v85° W
€097

0.5

897 —

S§'LT—

SETEN
8LTE—

1.5 1.0

2.0

3.0

€D IT'LL—

T
3.5
f1 (ppm)

T
4.0

~
4.5

. £\ . e
6L6' \ Fn
Z\ l
° 0
- [
/ \ 98'1z1
3 66121
_\\ //3 . o oszzr /.
—m? ro spser”
\ / 00'821 77
= mm.mu\
n T —
@ Fa PSPET
Q
r~
7yt —
€00 097, —
119 n
919°L [~
[V g0 prLsT—
YoL'L 60
o0t w160 | ©
692 \ re
S96'¢
n
[~

-10

60 50 40 30 20 10

70

160 150 140 130 120 110 100 920 80
f1 (ppm)

170

180



1H and 3C NMR Spectrum

Compound 43
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Compound 43: LC-MS
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