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Description

AZD-7648 F&—Fp B A R CIRE 20 DNA-PK #1571, IC50 {H°A 0.6 nM, AZD-7648 %%

MALIEAT (apoptosis), FATUMIRIEM: .

IC50 & Target|[1]

PI3Ky

1.37 uM (IC50)

ATM

DNA-PKcs

17.93 uM (IC50) 91.3 1M (ICs0)

Cellular Effect

Cell Line

A549

B16-F10

B16-F10

CHO

CT26

CT26

HCT-116

HCT-116

HCT-116

HT-29

HT-29

Type

1Cso

ICso

ICso

ICso

1Cso

1Cso

ICso

ICso

1Cso

1Cso

1Cso

Value

0.091 uM

11.4 uM

33.6 uM

> 198 uM

18.8 uM

6.74 uM

19.5 uM

353 uM

38.08 nM

17.9 uM

>29 uM

Description

Inhibition of DNA-PK in human A549 cells assessed as
reduction in irradiation-induced autophosphorylation at
S2056 residue preincubated for 1 hr followed by 8 Gy
irradiation and measured after 1 hr by ELISA

Synergistic antiproliferative activity against mouse B16-F10
cells assessed as reduction in cell viability incubated for 48
hrs in presence of doxorubicin by CCK-8 assay
Antiproliferative activity against mouse B16-F10 cells
assessed as reduction in cell viability incubated for 48 hrs by
CCK-8 assay

Inhibition of human ERG stably expressed in CHO cells at
-90 mV holding potential by electrophysiological assay
Antiproliferative activity against mouse CT26 cells assessed
as reduction in cell viability incubated for 48 hrs by CCK-8
assay

Synergistic antiproliferative activity against mouse CT26
cells assessed as reduction in cell viability incubated for 48
hrs in presence of doxorubicin by CCK-8 assay
Antiproliferative activity against human HCT-116 cells
assessed as inhibition of cell growth incubated for 48 hrs in
presence of 100 nM doxorubicin by MTT assay
Antiproliferative activity against human HCT-116 cells
assessed as inhibition of cell growth incubated for 48 hrs by
MTT assay

Inhibition of colony formation in human HCT-116 cells
preincubated with compound for 1 hr followed by exposure
to 2 Gy gamma irradiation and measured after 7 days by
crystal violet staining based chemiluminescence assay
Inhibition of ATM in human HT-29 cells assessed as
reduction in irradiation-induced autophosphorylation at
Ser1981 residue preincubated for 1 hr followed by 6 Gy
irradiation and measured after 1 hr by Hoechst
staining-based imaging analysis

Inhibition of ATR in human HT-29 cells assessed as
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reduction in 4NQO-induced CHK1 phosphorylation at S345
residue preincubated for 1 hr followed by 4NQO addition
and measured after 1 hr by Hoechst staining-based imaging
analysis

Inhibition of human HeLa cell-derived full length DNA-PK

catalytic subunit using fluorescein-EPPLSQEAFADLWKK

HeLa 1Cso 0.6 nM
as substrate preincubated for 30 mins followed by substrate
addition and measured after 40 mins TR-FRET assay
Synergistic antiproliferative activity against human Jurkat
Jurkat 1Cso 0.09 yM cells assessed as reduction in cell viability incubated for 48
hrs in presence of doxorubicin by CCK-8 assay
Antiproliferative activity against human Jurkat cells
Jurkat 1Cso 123 uM assessed as reduction in cell viability incubated for 48 hrs by
CCK-8 assay
Inhibition of mTOR/PI3Kalpha in human MDA-MB-231
MDA-MB- cells assessed as reduction in AKT phosphorylation at S473
ICso >30 uM
231 residue measured after 2 hrs by Hoechst staining-based
imaging analysis
Inhibition of PI3Kbeta in human MDA-MB-468 cells
MDA-MB- assessed as reduction in AKT phosphorylation at T208
ICso > 30 ]J.M
468 residue measured after 2 hrs by QuantaBlu substrate based

fluorescence assay

AZD7648 (0-30 1 M) & —Ffeg i HUR BRI
AZD7648 (3 M) A[HEII%T Doxorubicin fIFUEME[1].
AZD7648 (0.6 uM) 5% PARP #Iil5] Olaparib I35 HE[1].

Cell Cycle Analysis[1]

Cell Line: IR (ionizing radiation)-treated A549 cells or A549 cells
Concentration: 0-30 uM
Incubation Time: 48 h
Result: Arrested cell cycle at G2/M phase.
Western Blot Analysis[1]
In Vitro Cell Line: IR (ionizing radiation)-treated A549 cells or OAW42 cells treated with
Doxorubicin
Concentration: 0.03,0.1,0.3, 1, 3, 10 and 30 uM for A549; 3 uM for OAW42
Incubation Time: 1 h for A549; 0.5, 2, 4, 8 and 16 h for OAW42
Result: Potently inhibited DNA-PKcs autophosphorylation at Ser2056.

Downregulated pPDNA-PKcs Ser2056, YH2AX Ser139 and pRPA32

Ser4/Ser8 phosphorylation at early time points (at 30 min, 2 h and 4 h).

Resulted in increased levels of YH2AX and the apoptosis marker cleaved
PARPI1 compared with doxorubicin treatment alone at later time points

(8 and 16 h).

AZD-7648 (100 mg/kgs AR BFR—IR, L 5 KD Al il is A= K Al piosi iR [1].
In Vivo
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Animal Model: Nude mice, A549 xenografts and NCI-H1299 xenografts[1]
Dosage: 100 mg/kg
Administration: Oral administration, once daily for 5 days
Result: Induced tumour growth inhibition in combination with IR in A549

xenografts and induced tumour regression in combination with IR in

NCI-H1299 xenografts.

i g
Solvent&Solubility DMSO [V fi# 5 : 5.83 mg/mL (15.33 mM; 5B (<60°C); WARH DMSO X7 i I LA
R, AT SR DMSO)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.6288 mL 13.1441 mL 26.2881 mL
Stock Solutions 5mM 0.5258 mL 2.6288 mL 5.2576 mL
10 mM 0.2629 mL 1.3144 mL 2.6288 mL
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FE

KT AR 0.5% HPMC/0.1% Tween-80 in Saline water

Solubility: 10 mg/mL (26.29 mM); EMtif; #8745 B .

SR [1]. Fok JHL, et al. AZD7648 is a potent and selective DNA-PK inhibitor that enhances radiation,

chemotherapy and olaparib activity. Nat Commun. 2019 Nov 7;10(1):5065.

ST AR AL IR

VAR i 7E 7S [R5 P (R VA A P A B G PR VA TR E A 48 V0. — LTI, 1 0 B ORA7, B S S VR A R 7= Wl R
i B ARAE T AR : -80° C, 6 months; -20° C, 1 month. -80° C fEfERS, H7E 6 NH A, -20° CEFEN, #WE 14
HAWAER.

ALIEVEF RE 1mg 5mg 10 mg 25 mg
BRI
wE
1 mM 2.6288 mL 13.1441 mL 26.2881 mL 65.7203 mL
5 mM 0.5258 mL 2.6288 mL 5.2576 mL 13.1441 mL
DMSO
10 mM 0.2629 mL 1.3144 mL 2.6288 mL 6.5720 mL
15 mM 0.1753 mL 0.8763 mL 1.7525 mL 4.3814 mL
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