Stable transduction with
pLenti-POU5SF1-P2A-PRKDC
in HEK-293FT cells

Optimizing
conditions of
luminescence assay

1. OCT45% inhibition

& SO
Qéf\\ 006\ C)o& Qo&

 mew — s - POCT4SS

2. Co-immunoprecipitation

AN 2
& K
06600 ..:0 NS
::::::::.: IP: FLAG (OCT4-mycDDK)

IB: DNA-PKcs

® ®

Hit ID: Screening of 2-step Hit validation: Additional validation:
~80,000 compounds 96 compounds for Step 1 1. Kinase activity assays
7 for validation Step2 o Cytotoxicity assays

POU5F1 LgBIiT P2A  PRKDC Igserted
ene

4 OCT4+

R
> DNA-PKcs ‘O Small molecule
LgBiT +SmBIT a@ inhibiting interation

Figure 1.



DNA-PK blank

12345678 9101112131415161718192021222324
L DNA-PK blank

A i} MW MR S

kil B W m
g g B 18 15 5007
D a B m o ® .

1 B0 4004
E N a8 8 ® .
F (5] [ ) ° [

3 c ] «°®
G . T 300- L Y
H & ee )
| ] o X o ®

B = -
J L g 200 - - Mean
K L
L 100
M
N C T T T 1
P 0 100 200 300 400

Well number
DNA-PK #0004
123456 7 8 91011121314151617181920
APRB 5 a2 9 8 5 8 n 5 x5 5 n 00850 n B 2 DNA-PK #0004
B 800
(D3 600
E ° 400
= o 200 * Mean
G o
:_| é 40
= °
J S
K o 20
L °
—————————————————————————————— 1.96xS.D.
M n A A
N =z = 0+ T T T 1
PIEE « 0 100 200 300 400
Well number
DNA-PK #0006
123456 7 8 91011121314151617 181920

AS 5 56 ofif 07% 5% 5K G 5 0 ofSNE 5 U 5 @ . DNA-PK #0006
B
C
D
E ()
F 8 - Mean
G 3
H 3
! S
J >
K T 60F----==mmmm e P 1.96xS.D.
L
M
N C T T T T 1
=] 0 100 200 300 400

Well number

Figure 2.



A
OSSN
N N
< o ‘bqf:) 'f’iq, o\ o '1/6\}'], 6N N
RS A 0‘3 O b
250 J‘ -— - e -|4— DNA-PKcs

50 ‘h- - ---‘--|<— OCT4

IP: anti-FLAG

C Ni-NTA Pull-down
2 3 4 5
+ 4+ + o+
+ 4+ + o+
0 .631.252.5 uM

DNA-PK
His-OCT4
D8

I+ | ¥

— — <= DNA-PKcs

250

50 —...—-| <= 0CT4

Figure 3.

B
IB: anti-DNA-PKcs
2
Input
P 2
IB: anti-OCT4

g")‘o‘b
| <= DNA-PKcs
50
e el == DNA-PKCS
50—
50— <= OCT4

input 20 feme v €= OCT4

Input

- o

Ni-NTA Pull-down

DNA-PK
His-p53
D8

I+ | -

2
+
+
0

3 4 5

+ o+ o+

+ o+ o+
.631.252.5 uM

—

250

e e =l €= DNA-PKcs

50 —I.ﬂ“”~|«p53




50 w0 0 B« pocTacs
_IO - ... *C—MYC
50

50 _I- — - ..--|<— ocT4

37 M« GAPDH

C
DNA-PKcskinase + + + + + + + + + (100 Units)
OCT4 substrate + + + + + + + + + (500ng)

inhibifors_ Ve C3 08 E10 G2 G5 G10 H5 Ny
m« pPOCTAs9
250 —I‘ - W - - - d<— DNA-PKcs
UV eeeewewww—oc:
" o - - - - - - -l 070

e

Figure 4.

DNA-PKcs kinase + + + +

B 120-
100 =
80
60
40

20+

DNA-PKcs kinase activity (%)

05

¢
& @ o
FFS
> O

N
+ + + o+ o+
p53 substrate + + + + + + + + +

Inhibitors Veh C8 D8 E10 G2 G5 G10 H5 NU

phospho-

50—.-.-.~~- <_p53315

250_]‘...."--|<—DNAPKCS
>0 [ w» o o0 o0 @0 @D WP wnl < 155
70 o - - - - - - - -l K70

25 J.Q..-.Q-d« Kugo

(100 Units)
(500 ng)




c8 D8

le-5 le-5
S le-6 8 1e6
° o
> =3
S le7 o le-7 4
D o
Q Q
.g le-8 1 _g
& le-9 x

le-10 -

5 o B SR S O » Q\’%{L S o S P P ©
R } O)Z‘ \2\,'1/0\9\' \)2:\/0\% \2\f0 RO O)Z‘éo\' R )2\51/ 0\)2‘0\:2\\ 0\;2* \Q\?J\ Q"\'\ o
N O XN Y X O
VN FE TS VN TS E
125 125 125
NCI-H417 I NCI-H847 NCI-H510A
o 100 = 100 = 100
S S S
> 75 > 75 > 75
T 50 T 50 T 50
3 3 8
> 25 S 25 S 25
0 0 0
-10 -8 -6 -4 -10 -8 -6 -4 -10 -8 -6 -4
Concentration (Molar) Concentration (Molar) Concentration (Molar)
125 125 125
NCI-H82 NCI-H1048 ] NCI-H1963
_ 100 __ 100 __ 100
X X X
< 75 < 75 < 75
Py Py 2
= 50 = 50 = 50
3 3 E
S 25 S 25 S 25
0 0 0
-10 -8 -6 -4 -10 -8 -6 -4 -10 -8 -6 -4
Concentration (Molar) Concentration (Molar) Concentration (Molar)
125 g 125 125
100 NCI-H2171 100 NCI-H146 100 NCI-H1876
S S S
> 75 > 75 > 75
Z 50 Z 50 T 50
© ] ©
S 25 S 25 S 25
0 0 0
-10 -8 -6 -4 -10 -8 -6 -4 -10 -8 -6 -4

Concentration (Molar)

Figure 5.

Concentration (Molar)

Concentration (Molar)



