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Abstract

AIM: To investigate the inhibitory effect of
vascular endothelial growth factor (VEGF)
antisense oligonucleotide (ASODN) on human
colorectal cancer cell line HT-29 in vitro.

METHODS: Human colorectal cancer HT-29
cells were transfected with VEGF ASODN and
scrambled oligodeoxynueleotide (SODN) by
Lipofectamine'™2000. The expression of VEGF
mRNA in HT-29 cells was detected using semi-
quantitive reverse transcription-polymerase
chain reaction (RT-PCR) and the excretion of
VEGEF protein was measured by Western blot 48

www.wjgnet.com

and 72 hours after transfection. The proliferation
and apoptosis of HT-29 cells were measured us-
ing MTT assay and flow cytometry respectively.

RESULTS: The expression of VEGF mRNA
in HT-29 cells transfected with ASODN was
significantly lower 48 h after transfection than
that in the plasmid controls or SODN controls
(0.455 £ 0.032 vs 0.934 £ 0.031, 0.915 + 0.004; both
P < 0.01). There was no marked difference be-
tween the two control groups. The expression
of VEGF protein in HT-29 cells was confirmed
and the specific band on PVDF membrane in the
ASODN group was obviously weaker than that
in the control groups. VEGF ASOND inhibited
the proliferation of HT-29 cells in a dose- and
time-dependent manner (P < 0.05); the apoptotic
index of HT-29 cells in the ASODN group was
obviously higher than that in the control groups
(P <0.05) 72 h after transfection.

CONCLUSION: VEGF ASODN can inhibit the
proliferation and induce the apoptosis of HT-29
cells in vitro by inhibiting VEGF gene expression.

Key Words: Antisense oligodeoxynucleotide; Vas-
cular endothelial growth factor; Colorectal cancer;
MTT assay; Flow cytometry; Reverse transcription-
polymerase chain reaction; Western blot
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1.2.1 Za b3z e, 24 Fe 540 HT-2940 M0 H
100 mL/LE4- 1% (IRPMI 164015 7: 565 5 5
EMEEERIWEY N1 X10° U/L), B35 T37C.
50 mL/L CO, /¥4 7%40 . BOGHEAE K I HT-29
A LAREAL3 X 1078Fh T-6FLAR 4, £980%41 i
RO I R S B BB A A AL R T A
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(D)4 LSRN A3 R B 1 N 5 - 4 i 2
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AN I BT AT MA 50/ A 2501 1 1.9, THEERN A
J%, RNAWKIEZ (/L) = A X i BEAEH<0.04. J1]
DEPC/K & &1 g/L. (2)RT-PCR: $#£HUIRNA %
HEMMLV 25— sl R & Ui B 55 Jlic DNA.
VEGF _Lii#51%): 5-GTGCCCACTGAGGAGTC
CAACAT-3", Fifi51#: 5-CGGCTTGTCACATC
TGCAAGTAC-3', GAPDH _Li51%): 5-CGGGA
AGCTTGTCATCAATGG-3', Fii5|#): 5-GGC
AGTGATGGCATGGACTG-3'. X N AK AR
50 uL, PCRIX N 45 1F4194°C, 2 min, % S%HEK
TG HIRNA/CDNAB| WAL TE; 94°C 30 s, 59.8°C
30's, 72°C 2 min, 39/MEIR, 5572 CLEH7 min.
P T20 o/ LI IR REAT i riLvk, Al sk
VKGR, BUSE S HT A & FVk =P K FEAHA, LA
] AFJGAPDH mRNAYE A N ST E,
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SD S I W fic e i vk, H BB E e S,
1:1000/h FL AVEGF mAb 4°CHEE Lk,
1 : 2000 BAR 1 S A g b i 1 “E P/ i1 g G
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1 VEGF ASODNXI RRAEEHT-294BEBVEGF mRNAZRIA
BYSZIM. M: PReEZHEYD; 1 JR A B4 2: SODN(1000
nmol/L)ZH; 3: ASODN(1000 nmol/L)ZH.

1 2 3 4
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B 2 VEGF ASODNXARBREHT-29BiEVEGFEEBFRIANISS
0A. 1: 8T A BEZH 5448 h; 2: SODN(1000 nmol/L)ZH 42
48 h; 3: ASODN(1000 nmol/L)ZH#55%48 h; 4: ASODN(1000
nmol/L)ZH#55472 h.

1.2.4 MTT M 2 o3 78 40 5 H oL: 254140 i
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CO I FEM P R4 B 4 WG, FE LN BRI,
£FLINA150 uL DMSO, #3710 min, JTJEFIE %
PERT IS TEA o0, FFALI S AL FIMH, T
A0 R TEAI S I = (- B A4
KR ZHA) X 100%.
1.2.5 R X g e ) 4a e 8 = b . ASODNZH
RN S A0 AL IR 40 M 43 0 1597272 hm, A
TH3 X 10° A4 i 15556, HI500 pL Binding
Buffer(1 X)3E &40 1, %401 A\ Annexin V-FITC
5 uL, BEE M 15 min, JIAPI 10 pL, 15 miny
MU TR A A0 A

Bt AbFR N HISPSS1LOGE TR AT 48
VeFar by, SERG A P v %R Dimean = SD#K
I, K7 229507, P<0.05 047 W3 M2 5.
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W AIEIE R, 5 0 BT #41(0.93440.031)
FISODN#AL(0.915+0.004) tb 5 7 48 i 2 = X
(P<0.01). fGfAxs fZH 5 SODNA 2 [H] G i 3%
Z5(P>0.05).

2.2 # 4 )5 M VEGF & & o Ak 45 R 4N o Y
48. 72 hJi7, ASODN(1000 nmol/L)2H & £k 4
15 B 2 55 W Ao R 41 RISODN(1000 nmol/L)
#H, 72 h§5 148 h([42).

2.3 VEGF ASODNFHT-29 %0 # 3% 75 64 % v
MTTEMNE 85 R WoR, S04, VEGF
ASODNXTHT-2940 a7 B % iy A= KA i 7 H,
S LA 52 50 R0 TR 36 P (P<0.05, [E13).

2.4 VEGF ASODNXTHT-294a fitL 7 = 69 % f1 it
%N A I 25 5 271, VEGE ASODNXTHT-294]]
i —E MR T SFEH, 50 RA AT 4%
TR L(P<0.05, K4).
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MIVEGF145, 1k N LAVEGF1655 % .. VEGF
RIL B S FEAM MR . IR ELLE W ST %
B S5 2 B A2 AT A RN X 2 B g o
VEGFHEHIALHEIAE TR IE, VEGEA] Bl g
5543 WAFI L 43 WA PR b T 20T T 6 4 B 1) AR KRN
R LR M. VEGFZ A5 VEGFR-1(flt-1).
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tb#, VEGF ASODNGERS W] 12 41l il H T-2941 it
mRNA K 20k, (A I R BE6T a2 1 4 il
YERIAET2 hieom. NIRRT B4 ASODNZL U G
WA FH, U IH I8N A 7 AR e .

MTTZ R B R, FIHHVEGF ASODN#E 4]
VEGFEA 5, HT-2940 fitd (1) 38 58 2 0] BRI, HL
T I VB FH 2L A7 750 0 R R A G R U
A 45 RAEW], 5 05 pTiRxT 41 L, VEGF
ASODNX AN K HT-29 847 — 5 IH T 15
FEH.

PL_E 45 BAES2VEGF ASODN AEf S 18 o [
VEGFHE R IE, HI K HT-2940 i i)
AN E, FERT B —w R T R [H
I B2 RHT-2940 i n] LKA VEGF 244, VEGF
L | W)y X R #EAER. (AEVEGF
ASODNYEX A4 Py K s 40 i 75 B B A I 264
FH A R 50 40 S5 560 R I R SI2 300 52 AR SEEG 1)
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JTHAL T — 2 BRI AR .
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