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Abstract

AIM: To investigate the apoptosis-inducing
effect of retroviral vector containing antisense
human telomerase RNA (hTR) on hepatocellular
carcinoma (HCC) cell line BEL-7402.

METHODS: The complete virus was obtained
by importing the sense and antisense hTR into
the PT67 cell line with electroporation. Bel-7402
cell line was then transfected with the virus. The
therapeutic effect was evaluated by cell growth
curve. MTT assay and flow cytometry were used
to investigate the apoptosis of BEL-7402 cells.

RESULTS: After transfection with retroviral
vector, the growth of BEL-7402 cells was obvi-
ously inhibited. The apoptotic rate was signifi-
cantly higher in the cells transfected with anti-
sense hTR than that in the cells transfected with
sense hTR and normal saline controls (61.32% +
2.24% vs 23.02% +2.13%, 4.11% £ 1.00%, P < 0.01),
and the apoptotic rate was more significant
when the antisense hTR-transfected cells were
treated with 5-FU (71.71% + 2.53%).
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CONCLUSION: hTR can induce significant
apoptosis of BEL-7402 cell line, and it plays a
synergic role with 5-FU.

Key Words: Recombinant retroviral vector; Gene
therapy; Hepatocelluler cancer; Antisense human
telomerase RNA
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1.1.1 e AL i RPT674H e [ Hifgr
RS M, NIH3 T30 B 1l AR B2 28R B, A
P 4 Ml RBEL 74024 A SEH % 5 FUARAF. &A1 8T
BRI R 1T (NeoR) 51 2H 300 54 S35 53 4044
pLXSN A S5 % H MR /7. pLXSN-hTR-£coR
[ FipLXSN-hTR-BamH 1 JFoki X1 7 55 % 14
A PTO7TANTHITIA 437 FH %200 mL/L,
100 mL/L/NF 3% A HG-D M E M 77 W 19 5,
YEFFWCN 20 mL/L/N A I3 JHG-DMEM
TRV, AR RO, ABeckman Coulter/ )
7 b

1.1.2 iX# HG-DMEM. RPMI-1640. G418y
HGibcos m]. /NAHLIE I A BT M P2 2 .
Annexin V. VRALIEEPT) A 55 [E Sigma 2y 7] 77 .
12 7%

1.2.1 ¥ 4% H pLXSN-hTR-EcoR | Fl
pLXSN-hTR-BamH 1 Jivki H L% fLIK 7533
SN RPTOTAN M. 23 ks v 4 i 1)
PT6740 fufi i fE24fLAR I, 50 mL/L CO,, 37°C
AR TR 24 h. g 250% 8 I A
G418 % 4300 pg/mL HG-DMEME; F- 5
782 wk, PRIk BHME B FHHG-DMEME: 37 i
B3R

1.2.2 & BB A a2 fGA18Pi
PT6740 A L LI P U 72K, FH0.45 pum
IR AT L U8, JEWRAE4°C 20 000 gB502 h,
BOVEE T VKB MR, 1 mL/LSE 48 I8
RRUTVE, [R]ER I A H [ R DAk B 45 %, 44
F415 minWRFT—IRk, =42, FpLXSN-
hTR-EcoR | MpLXSN-hTR-BamH 1 JFOki % 4
73 2190 55 L3 20 SR A IE Xh TR # Al R

10° /4L R 6FLAR, 0. YR, B LR,
PR ML A8 F7 01 mL, 23 B PRl 7
RG99 B LT DL 4 LA R R L &
10 pL, 50 uL, 100 pL, &EFHESFHAL, F
800 mg/LiIpolybrenefitiiii = £ %8 mg/
L. 37°C/&%2-3 h, ARG FR3 mL¥
polybrenefifé 2 mg/L, 557748 h. ik FEE:
IR T AP AENTH3T3 A, #5973 d. & G418
B/NEBET 400 mg/LIE BB IR, JLhs
FR7-10 dJE. ff vo Y WO BEAT v B T AL 4%
RCFU/mL = b 3 50/ 85 U R V500 %
EE.

1.2.3 F409% A& B EBEL7402%0 i Ak B 46 3 5
. JEYLRT24 WEBELT740240 g f41 X 10°/FL4%
FhofLBR, A IR, B BT, A
M R TR mL, 43 30N IR 46 199 8 i
100 uL, FFIIA800 mg/Lifpolybrenefiiii £ 4
WES mg/L. 37°CIKHL2-3 h, IR B 7
3 mL¥polybrenefiBE 22 mg/L, 4kaliigt. ik
J&GL3 I BEL740240 M i K7 AR ENDNA, i
ATPCRY I8 e Favk, WiRBEL7402/8%%% | &
I S 1, U AF Y (19 D3l H B 4% A5

1.2.4 204 K w2 BEL740241 i 421 X 10°/4L4%
FheFLAR, 20 3m & Xh TR EE+5-FU. [ XhTR
JiEE. 5-FU. 1E XhTRJEEE+S-FU. 1E X hTRYH
BEAVERERK. KA nldr 4 AL By Cy D
E. F4l, DL N dlniEME. 76561, 3, 5, TRy
- LA g/L 5 Wy W 4 e 5 i B
A, 2 A g, IR A A TS Ak
KAMHZ. G0 A=K AN HIZ = O 2 4 i £5- b
R 40 6 250)/ %o JHE 2 40 O 25X 100%.

1.2.5 MTT*)4m L3 78 8 = e #n) BEL740241 i
1 X 10° LI R 96 FLIR, T-24, 48, 72 hayr 5l
A XhTRIG S 5-FU. [ XhTRYK #+5-FU.
IE XhTREEH5-FU. 1E ChTRIGEEAIAEHL 2R K,
FRHSANEAL. T24, 48, 72 W HIIIMTT 20 pL,
37°CWEH4 hJm &R IR, Waf Bk, BLInSDS
200 pL¥&¥10 min, 455 A0 H#. 490 nm
P IR e B AU SR e 1R

1.2.6 X a0 B AL da i = 69 4 m) BEL7402
I Fa 1 X 10°/FLEEFh 6 7L, 41 K 28 50% %l it
IS0 500 R Xh TRIGH . 5-FU. 2 Lh TR 2
+5-FU. IE XhTRIFHE+S5-FU. IE X hTRIFEEAI
A K. 72 hEAT IR A BAS . R F Annexin
V IRAL P EE (PTG 43 #T J5 ik, BAHRAF D 3R
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0 ER 23.02+2.13
1 3 5 7
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B 2 RRIRSTTEMBIEBEL74024 KEh4. ‘
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< 06r RHALZP<0.01, 15 835 2 57(32).
0.4
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o R IR A AZ B 100 SR . N s L 5 34N 24
4 i fi EFRNA(human telomerase RNA, hTR).
3 MRS FHEBIEBEL7402E K IMEI SR

T, Yt )5 Annexin V BHPEIIPTIA 24
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S R0 45 T i 5 22 ol I 90 40 i A7 410 4 T
AR, CAhTRWAE H bR 1) [ SCERIEYT e
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