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BRI 37 C. 5% CO, HiFRMTHTR. NU7026
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BOSEAANIL, 0.075 mol- L™ KClRAKIE B L, LA
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TIND VR e, TREIYNNE, 9 2-3 T3 L,
HARIET, TRt 5-30 min, MPUEEERT, 4

1.3 Western Blot #l] DNA-PKcs ZERAFRIA

BHE B4 KA LO2 1 HepG2 [l PBS R H
W, HHEALA R, B0 S BCELE (Z) 1x10%)
F 1.5 mL EP &1, I 100 pl 25 A 24ARR iR 2
fi#t 8 min J5, 13000 r'min ' 50> 10 min, Y& biE
T 1.5mLEP &, 70 CILRAF&H .
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=& TBST ¥l 3 ¥k, 4K 8 min, ECL & 4G
HAMIF B-actin 2L [1F1 DNA-PKes & & &= MAF
1k,

1.4 & DNA-PKcs #E& 1L 2 S2056 FUFRIA

HepG2 4R ZEIR ST AT 2 h A 20 pmol-L™
NU7026, 4 Gy v 2 f 5 /5 0.5 h U0 A, Western
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WS, BRI CO, 14, 15 37 'C. 5% CO,
KT, FbkiaR 2-3 B Ui FRmH
L PTHR AT LR T R R 2015 5%, BL PBS IR¥E 2
W, MANFEE : 28 (3:1) [HE 15 min, FEH
EWR, INE WG N R Gt 10-30 min, ¥
FYAEUE, IR, THEOR T 50 NI e RS,
THHETTREE R

TR R (%) =T BB Rl B A< 100%.
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BifgkE, AT 4 CY¥E 10 min: KON 4 CYH
MO R 24f% 2h; A 0.5% TBE (pH=8.2-8.5)
Ve 3 X, BX 1 hy B E TS, 4C
YK 30 min (25 V, 5 mA); PI #ff 15 min,

OLYMPUS %t A 4% R 6 N M IR IE

F CASP. EXE B & B4, mitEK. B
DNA A& &, JBiE. 5415471 200 M4, HE
3 e

17  ZHitFESH

SKH SPSS13.0 Giit B kAT £icdhs db 2 53-#7 , 45
RO EE (x8) Ko, ZATEILECRH
BRI FE T Z T, PSR BRI AS
K6 . A KIE 0=0.05, LL p<0.05 NERE ST

2 #ER
21 SRR

M 1 PRI LAE Y, HepG2 #5532 4 Gy v BT 44E
WG, 7RG i 40 5 80O A i 5ol & =
481.75%0, SARBBGHAMILA Z5R. BT NU7026
MIVEFE, N2 BRSSO 6 = 28 713.00%0-5 HEAT
ML A G227 (p<0.05), £ NU7026 H
AR RIS I ER

£ 1 NU7026 X4ESTE R HepG2 40 Bl 4 Bk i g2 mi

Table 1 Effect of NU7026 on micronucleus cell induced by radiation in HepG2 (X s, n=4)
2l AN % 4 M WAZZE 1 %o
Group Counting cells Number of micronuclei Micronuclei rate
ENEERE) 1000 7.00+1.63 7.00£1.63
Non-irradiated group
FR S 20 1000 481.75+39.92* 481.75+39.92
Irradiated group
ez AN 1000 713.00+£43.95%* 713.00£43.95
Dosing irradiated group

e HRIUALLE, p<0.05; ** SERGHALLEL p<0.05.

Note: * Compared with non-irradiated group, p<0.05; ** with irradiated group, p<0.05.
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2.2 LO2 5 HepG2 DNA-PKcs RIARNELE R

tHE 1 A%, HepG2 A DNA-PKcs 3% 3 ]
Pk, ifii LO2 H' DNA-PKes 8 1215 /K P 255 R,
W] DNA-PKecs 7 T 4 ML 52 i ik, 2 — AN
RIEAR o

e
®

LO2 HepG2

Bl 1 Western blot &l i 40 LO2 F e 41 g
HepG2 ) DNA-PKcs % B-actin #&iA
Fig.l Expression of DNA-PKcs and f-actin in
LO2 cells and HepG2 cells detected by Western blot

2.3 NU7026 %} DNA-PKcs BI5E M H0501E B

FH P 2 A %0, HepG2 41 fil 75 FE 5 Ji5 i 7 DNA
WEEWT 2, 75K p-DNA-PKcs/S2056 ik & 1
BT, 7 2 h BT 0\ DNA-PKes 4§57 5 #0171 NU7026
20 pmol-L™", PIZH4HMIfY) DNA-PKes X 5, %]
X} DNA-PKcs [JFRIEBA M, B-actin FRiLF—F

KUY EFEES—

p-DNA-PKcs / 2056 -

Pactin | W —
NU7026 -) +)

2 Western blot £l NU7026 %} DNA-PKcs.
p-DNA-PKcs / S2056 ik &5
Fig.2 Inhibition effect of NU7026 on activity of DNA-PKcs
and p-DNA-PKcs / S2056, detected by Western blot

24  mRERRE

FHER 2 B S M, B i 4 f 2 B koK,
M R RGER Z  FER IS TN, RIS
B PR 2, N2 a5 4 40 Bl v P 20K
Z, WO MR > . HoRME S5 R
HEG 2R (p<0.05), INZ IR 2H 5 185 4H
HYit#ER (p<0.05). XFPHEBHERINA
NU7026 Jii FEAK 1 20 A i) o B T R

22 NU7026 X85 K HepG2 4 4 L 7 e Hon ve I 7 iR B RS M

Table 2  Effect of NU7026 on number of clones and cloning efficiency of HepG2 cells induced by radiation

(X £s, n=4)

AR (600D
Number of cell seeding (600)

AP (2000
Number of cell seeding (2000)

TeRERL

Number of clone

SRR [ %

Cloning efficiency

ZNGE ) 185.33%10.50 30.89+1.75
Non-irradiated group

e g 18.66+2.08* 3.11£0.35%
Irradiated group

Iz e 4 8.33+0.58** 1.39£0.10%*
Dosing irradiated group

veRERL TRETEE | %
Number of clone Cloning efficiency
627.33+61.13 31.35+3.06
56.334+6.66* 2.824+0.33%*
30.67+1.53%* 1.53+0.08**

e 5RIGSTAAELEL, p<0.05; ** S5HSTAHAHELEL, p<0.05.
Note: * Compared with non-irradiated group, p<0.05; ** with irradiated group, p<0.05.

2.5  NU7026 485115 % 2 MARaI52 00

2 4 Gy %518 J5 1 HepG2 21 i £ 52 0 52 45 5t
F 3R, ATLLEH, Sl G & 446 4n i %
2. BK. BEMETIRAH RN, S5ARmEEA

MERAZR (p<0.05). U4 P 40 i )
DNA #iffi. 2 4h 5, TG E R A %45
PRAT WY (RTFEEAG, T 24 B S 21 5 B A 5 R A R
A AR, (H5 R AR LA B 1 22 57 (p<0.05)
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3 NU7026 XH3E5HE R HepG2 41 E E 4 ISR

Table 3 Effect of NU7026 on comet cells induced by radiation (X £s, n=4)
THEAm £ iR 404 JE3IS JeEti
Counting cells Number of tail cell Tail length Tail moment
AHES0.5 h) 200 8.52+1.26 62.14+5.54 15.98+3.56
Non-irradiated group(0.5 h)
HES2H(0.5 h) 200 165.52+3.89* 265.42+13.66* 89.85+10.54*
Irradiated group(0.5 h)
TN ES2H(0.5 h) 200 172.33+5.68 292.38+23.55 92.68+9.58
Dosing irradiated group(0.5 h)
RS E(4 h) 200 9.56+2.56 65.65+8.68 14.89+5.54
Non-irradiated group(4 h)
HES2H(4 h) 200 65.25+12.25% 84.88+6.37* 23.67+7.78*
Irradiated group(4 h)
Nz S+ 2.4 h) 200 136.56+7.72%* 265.56+28.87** 88.65+11.22%*

Dosing irradiated group(4 h)

Ve * SRMGTEA L, p<0.05: ** HimMRZMLLE, p<0.05.
Not e: * Compared with non-irradiated group, p<0.05; ** with irradiated group, p<0.05.
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Study on radiosensitization effects and mechanisms of

NU7026 on hepatocellular carcinoma cells

HUANG Bo LONG Ying TANG Yan XIAO Fangzhu

RANG Weiqing ZHOU Pingkun

(School of Public Health, University of South China, Hengyang 421001, China)

ABSTRACT We aim to study the effect of NU7026 on the proliferation and radiosensitivity of HepG2 cells, and to

provide experimental data and advanced evidence for exploring anticancer and radiation sensitizing new drugs.

Western blot was used to detect expression level of DNA-PKcs in HepG2 cells and the activity of
p-DNA-PKcs/S2056 inhibited by NU7026. The DNA damage was judged by the expression level of y-H2AX. The

micronucleus experiment was taken to observe chromosome damage; clonogenic assay was performed to determine

the radiosensitizing effect of NU7026. The results show that DNA-PKecs is highly expressed in HepG2 cells, NU7026

reduce the expression of p-DNA-PKcs/S2056 micro nuclear test and y-H,AX test shows NU7026 could effectively

prolong the time of DNA repair after irradiation, and significantly reduce cloning efficiency of cells induced by

radiation. It can be concluded that NU7026 can enhance the radiation sensitivity of HepG2 cells and its mechanism

may be related to inhibition of DNA-PKcs activity.

KEYWORDS NU7026, Radiosensitization, DNA-PKcs, DNA repair

CLC R735.7, TL71

060201-5



