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[Abstract] Objective To investigate the cffect of 1,3 FucT-V[ gene transfection on human colon
cancer cell line LOVQO. Methods
by RT-PCR and Western blot.

analyzed by flow cytometry. The alteration of LOVQ cells metastatic potential before and after al,3
al,3
FucT-WI was weakly expressed in human colon cancer cell line LOVQ. The expression of a1,3 FucT-
VI in transfected LOVO cells was detected by RT-PCR and Western blot methods. The proliferation of
The cell

Expression of the a1,3 FucT-W[ mRNA and protein was measured
Cell proliferation was measured by CCK-8 assay. Cell cycle was

FucT-V[ gene transfection were assayed by cell chemotactic migration and invasion.  Results

cells was increased alter transfection with more cells in S period and less in G, period.

chemotactic migration and invasion were enhanced after a1,3 FucT-V[ gene transfection.  Conclusions
al,3 FucT-V[ gene promotes cell proliferation and metastatic potential of LOVO cells.
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Tab 1 The primer sequences and reaction conditions for RT-PCR

Primer Sequence Size(bp) TCC) Cycle
GAPDH Up 5 -TGAACGGGAAGCTCACTGG-3 307 58 8
Down 5'-“TCCACCACCCTGTTGCTGCTGTA-3'
—/7 </ < ~ ;A ; } <A . <A/ / . }7‘/
FueT V[ Up 5'-CACCTCCGAGGCATCTTCAACTG-3 197 55 10

Down 5-CGTTGGTATCGGCTCTCATTCATG-3'

Western blot k4 m & & &k [ PBS st
2~~3 W, I 40 B A T R 95 N R S i i,
Lowry W & #  # . SDS-PAGE #E i 8 3K 43 85
M AR L BFL B 70 g, T VKA B L AE RS B
4] PVDF i |, PBST Wi 14] PVDF I, A 1L
B FucT-VI—#i (L-14, Santa Cruz) Hl HRP #RiC
Sl 1gG — L (Dako Cytomation), {# ] ECL iz
FIEA XBE R, @i 0w 57 .

CCK iR4& M40 MOS8 3l %o #0300 44 40 Mg sl A 4
MW, 4> A E P F 96 FLAR b, B ALEE I 100 pL
(5 000441 f /L) 4t M & o, B 4Lk 8 M FL . B 3%
FMETF 37 °C,5% CO, MERH 7540 MG B 5
55 1.2.3.4.5 RAE—DHR A&, &AL CCK-8 i
#) (Cell Counting Kit-8, Dojindo Laboratories,
Japan) 10 pL, #2255 5 3 h J§, TECAN Sunrise
F039300A #4 i AR A K5 M 450 nm 48 % 6 (Das,
fED .
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CEEIE 2, PBS ¥k 1 W, # RIE W A il
(Tritonx-100)1 mL,Z&HE F& 1k 10 min, B0 1 500
r/min 5 min, PBS #§¥E 1 K. £ E# i1 RNASE
il 1 mL,37 ‘CRKBIER I 10 min, B0 S5 H00
BULAL A B (Propidiumlodide) 1 mL % 4, I fL4% 60
U Y Je Je Wi 8 Jm » A7 07E 4 °CokAs N A= 40
{¥ (Becton Dickinson Facscalibour) A Ml 40 4 9
DNA %, 3 L Modfit 5 A TALIE .
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Fig 1 Expression of al,3 FucT-V[ in LOVO cells after transfection was detected by
RT-PCR(A) and Western blot(B) and cell immunostaining(CX 100)
For (A) and (B) :Lane 1.1L.OVQ; Lane 2. LOVOQ/VEC; Lane3:LOVQ/FucT-V[ clone; Lane 4;negative control(without mRNA template)
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Fig 2 Effect of al,3 FucT-V on LOVO cells proliferation
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Tab 2 The different cell cycle distribution of LOVO

after al,3 FucT-V[ transfection

Cycle LOVO LOVQ/VEC LOVO/FucT-\[
Go-Gn 36.65% 42.53% 26.95%
G,-M 0.71% 0.00% 0.00%
S 62. 64% 57.47% 73.05%
Apoptosis 21.75% 17.19% 23.44%
G2 /Gy 1.97 1.98 2.04
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Fig 3 Comparison of LOVO/FucT-V[ . LOVO/VEC and LOVO cell
on the cell migration(A) and invasion(B) (X200 HE)
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