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1. Dose—response curves for in vitro ATR enzyme assay
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Supplementary Figure 1 Dose—response curves for In vitro ATR enzyme assay of AD1058 and
compounds 1-9 (Table 1).
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Compound 10
IC5¢ = 45.99£31.18 nM
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Supplementary Figure 2 Dose-response curves for In vitro ATR enzyme assay of compounds 10-

21 (Table 2).
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Supplementary Figure 3 Dose-response curves for in vitro ATR enzyme assay of compounds 22-
26 (Table 3).

Compound 27 Compound 28 Compound 29
IC5¢ = 39.05£14.16 nM IC5¢ > 1000 nM IC5¢ = 75.71£22.67 nM
120 120 120
100 100 § [] 100
= 80 = 80 £ 80
g 60 . ‘g 60 g’ 60
E 40 2 40 E 40
20 20 20¢
ry
o T T T 1 o T T T 1 T T T T 1
0 1 2 3 4 0 1 2 3 4 ] 1 2 3 4
Lg [Compound (nM)] Lg [Compound (nM)] Lg [Compound (nM)]

Supplementary Figure 4 Dose-response curves for in vitro ATR enzyme assay of compounds 27-
29 (Table 4).



2. Raw data from western blotting
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Supplementary Figure 5 Raw data from western blotting (Fig. 3).

3. TH/13C NMR, HRMS spectra of compounds

(R)-4-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7 H-pyrrolo[2,3-d|pyrimidin-
2-yDpyridin-2-amine (1)

'H NMR spectrum for compound 1
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13C NMR spectrum for compound 1
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(R)-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-d]pyrimidin-

2-yl)pyridin-2-amine (2)
'H NMR spectrum for compound 2
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13C NMR spectrum for compound 2
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(R)-N-methyl-4-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo|2,3-

d]pyrimidin-2-yl)pyridin-2-amine (3)

'H NMR spectrum for compound 3
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13C NMR spectrum for compound 3
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HMRS spectrum for compound 3
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(R)-N,N-dimethyl-4-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-
d|pyrimidin-2-yl)pyridin-2-amine (4)
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13C NMR spectrum for compound 4
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(R)-N-(4-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-

d]pyrimidin-2-yl)pyridin-2-yl)acetamide (5)
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13C NMR spectrum for compound 5
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(R)-4-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-d|pyrimidin-2-
yDpyridine-2,3-diamine (6)

'H NMR spectrum for compound 6

~N© ©WomEN© Nt OJONONYN = DON O~ ==« ©
%% LA NG O FOH SO0 OBIRINOCOCOD MO T X
N~ N~ NNNNO OO < < < THTTONOTOOOOOOOMOMNHM~—™
NN N | A rre— e —— )
]
| [l [ |
& | l J Y
I A st ) | ‘ "
g J41d 4 $ T B ]
S a| g 9 = = SNNS =
- S| - - - ~ N - @
9‘.0 8‘.5 8‘.0 7‘.= 7‘.0 é.S 6‘.0 5‘.5 5‘.0 4‘.5 4‘.0 3‘.5 3‘.0 25 2.0 1.5 1.0 0.5 0.0
f1 (ppm)

13C NMR spectrum for compound 6

17



w0~ M N w0 O O N I~
N oo < O M P © © b [0 N [P|OIR © O N [fe] —
N~ oo fiol <+ < O [ © < QR WITINE S P ND < ®
ww < N N N N o o AN O OO O g offol N <
- - - H -~ H - - - Nlo < |F|< R = i JIS - -
2NN I ~ | \ ~ — I I
X [ |
- | | j )
M o .11 b M " | TF APPRTIORYN WO Y
VAR bkt O S oA s o
170 ‘60 1‘50 1‘40 1‘30 1‘ 0| 1‘1 1po S‘?O éO 7‘0 go 5‘0 AO 1‘30 2‘0 1‘0 b
HRMS spectrum for compound 6
AS#1113 RT: 496 AV:1 NL: 25089
T: FTMS +p ESIFullms [200.0000-800.0000]
404.1498
10
9
8
o
0
c
Y
c
3
&5
0
2
24
[0}
14
3
2
1
389.1393
2271543 280.1293 325.1639 371.1606 4261308 482.0591 686.4469 706.2103  741.3141
0\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\'\\\\\\\\\\\\
200 250 300 350 400 450 500 550 600 650 00 750 800

mz

18



(R)-4-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo|[2,3-d]|pyrimidin-2-yl)pyridin-
2-0l (7)
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13C NMR spectrum for compound 7
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(R)-4-(2-(3-methoxyphenyl)-7-(methylsulfonyl)-7H-pyrrolo[2,3-d]pyrimidin-4-yl)-3-

methylmorpholine (8)

'H NMR spectrum for compound 8
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HRMS spectrum for compound 8

GBA-16-7 #1209 RT: 539 AV: 1 NL: 8.99E9
T: FTMS + p ESI Full ms [200.0000-800.0000]

1004 404.1391

Relative Abundance

226.0851 254.1028 280.1184 3251530 364 3243 389.1155 || 426.1202 490.1756 521.0536  562.0793 633.6649  671.0811
B I I b g i i e it st M b g e e
200 250 300 350 400 450 500 550 600 650
miz

22



(R)-3-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-d]pyrimidin-2-yl)phenol(9)

OH

'H NMR spectrum for compound 9
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13C NMR spectrum for compound 9
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NH,

(R)-3-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-d]pyrimidin-2-yl)aniline

(10)

'H NMR spectrum for compound 10
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13C NMR spectrum for compound 10
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OH

(R)-2-chloro-3-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-

d]pyrimidin-2-yl)phenol (11)
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3C NMR spectrum for compound 11
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OH

(R)-4-chloro-3-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-

d]pyrimidin-2-yl)phenol (12)
'H NMR spectrum for compound 12
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13C NMR spectrum for compound 12
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OH

(R)-3-chloro-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-
'H NMR spectrum for compound 13

d]pyrimidin-2-yl)phenol (13)
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13C NMR spectrum for compound 13
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OH
Cl

(R)-2-chloro-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-

d]pyrimidin-2-yl)phenol (14)
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13C NMR spectrum for compound 14
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0.0

OH

(R)-3-methyl-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-

d]pyrimidin-2-yl)phenol (15)
'H NMR spectrum for compound 15
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13C NMR spectrum for compound 15
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'H NMR spectrum for compound 16
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13C NMR spectrum for compound
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13C NMR spectrum for compound 17
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CF3

(R)-3-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo|[2,3-d|pyrimidin-

2-yl)-5-(trifluoromethyl)phenol (18)
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(R)-3-hydroxy-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-
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13C NMR spectrum for compound 19
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(R)-3-methoxy-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo|2,3-d]pyrimidin-2-

yDphenol (20)

OH

'H NMR spectrum for compound 20
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13C NMR spectrum for compound 20
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(R)-3,4-dimethyl-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7H-pyrrolo[2,3-d]pyrimidin-

2-yl)phenol (21)
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13C NMR spectrum for compound 21
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(R)-3-methyl-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-6,7-dihydro-5H-pyrrolo|[2,3-
d]pyrimidin-2-yl)phenol (22)
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13
C NMR spectrum for compound 22
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(R)-3-methyl-5-(4-(3-methylmorpholino)-6-(methylsulfonyl)-6,7-dihydro-5H-pyrrolo|3,4-

d]pyrimidin-2-yl)phenol(23)

OH

'H NMR spectrum for compound 23
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13C NMR spectrum for compound 23
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(R)-3-methyl-5-(4-(3-methylmorpholino)-1-(methylsulfonyl)-1H-pyrazolo[3,4-d]pyrimidin-6-

yDphenol (24)
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(R)-3-methyl-5-(4-(3-methylmorpholino)-6-(pyridin-3-yl)quinazolin-2-yl)phenol (25)

OH

"H NMR spectrum for compound 25
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13C NMR spectrum for compound 25
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(R)-3-methyl-5-(6-(1-methyl-1H-pyrazol-5-yl)-4-(3-methylmorpholino)quinazolin-2-

yDphenol (26)

OH

"H NMR spectrum for compound 26
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13C NMR spectrum for compound 26
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(R)-3-methyl-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7 H-pyrrolo[2,3-d|pyrimidin-2-

yDphenyl acetate (27)

"H NMR spectrum for compound 27
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13C NMR spectrum for compound 27
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(R)-3-methyl-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7 H-pyrrolo[2,3-d|pyrimidin-2-

yDphenyl hexanoate (28)
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"H NMR spectrum for compound 28

‘%L

.

]

|

|

ol1°e

el

F/0C

= *10'¢

d

T
3.0

25

| JM

A
3
o
S

J

7.0

i

E

|

D

N -

SEETE

)

¥/0'}
660

=860

T
35

T
4.0

T
4.5

T
5.5

5.0

6.0

6.5

60



13C NMR spectrum for compound 28
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29

(R)-3-methyl-5-(4-(3-methylmorpholino)-7-(methylsulfonyl)-7 H-pyrrolo[2,3-d|pyrimidin-2-
"H NMR spectrum for compound 29

yDphenyl pentylcarbamate (29)
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13C NMR spectrum for compound 29
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