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Abstract AIM To construct the eukaryotic vector expressing
shRNA of galectin-3 and study its effect on the proliferation rate in
lovo cells. METHODS Lovo cells transferred with empty
PRNAT-UG6. 1 or nothing were regarded as negative or positive
control groups respectively. Two different 140 bp shRNA targe-
ting the coding sequence of galectin-3 were designed and inserted
to the plasmid vector PRNAT-UG6. 1 for getting PRNAT-U6. 1/ga-
lectin-3 shRNA. The human colorectal cancer lovo cells were
transferred by two PRNAT-U6. 1/galectin-3 shRNA. The transfec-
tion efficiency was detected by immunofluorescence the expres-
sion levels of galectin-3 mRNA and protein were detected by RT-
PCR and Western Blot respectively the proliferation rate was
assayed by MTT assay. RESULTS It was verified by restriction
endonuclease digestion that the constructed vector expressing ga-
lectin-3 shRNA was correct. The transfection efficiency was 62%
at 72 h. The expression of galectin-3 was significantly suppressed
in lovo cells transfected by two PRNAT-U6. 1/galectin-3 shRNA
compared with positive and negative groups on the levels of mRNA
and protern there were significant differences on two levels F =
2.214 148.566 P =0.000 0.000
positive and negative groups P =0.448 0.263 . The lovo cells
transfected with PRNAT-U6. 1/galectin-3 shRNA had lower cell
proliferation rate F =20.830 P =0.000 vs before transfection
F=149.710 P =0.000 .
compared with positive and negative groups P =0.000 0.000

but no difference between

There was significant difference as

but there was no difference between the latter two groups P >
0.05 . CONCLUSION The galectin-3 shRNA vector has been
successfully constructed. The expression levels of galectin-3
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mRNA and protein are significantly depressed. The depressed ex-
pression of galectin-3 might decrease the proliferation rate of lovo
cells.
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2min 800 pL LB 37%C 300 r/min
1.1 Lovo ATCC 60 min 100 pL
37C 12~14 h
Duke’s D . Lipofectamine 2000™ 3~4 5 mL LB
Invintrogen Opti-MEN I Gibco +5 pL Amp 180 r/ min 37C
Bio-Rad 500 L
PVDF Bio-Rad ECL
Pharmacia Galectin-3 Santa pRNAT-U6. 1 ga-
Crzu IgG- HRP BCA lectin-3s shRNA1 ~ pRNAT-U6. 1 galectin-3 shRNA2
Marker . MIT .
DMSO . Trizol RT-PCR 1.2.4 Lipofectamine 2000™
TAKARA DNAmaker . 90%
20 g/L Sigma pRNAT-U6. 1 Lipofectamine 2000™ 10 pL.  Opti-MEN I 240 pL
. T, DNA Galectin-3 shRNA 10 pL.  Opti-MEN I 240 pL
TAKARA Takara 5 min 20 min.
Qiagen 500 pL .
1.2 37°C 50 mL/L CO, 6h
1.2.1 37°C 50 mL/L CO, 100 mL/L PRMI 1640
10 mL/L 1 x10° U/L 100 72h
mg/L RPMI-1640 ) 1.2.5 Western-Blot
1.2.2 pRNAT-U6. 1 Galectin-3 shRNA Western Blot 1 x PBS lovo 3
NM-002306 Galectin-3 . 5000 r/min
Galectin-3 shRNAg 200 pL. 100 mmol/L PMSF 20 L 30
@D sense 5'-GATCCCGCATGGAGCAC- min 12 000 g 10 min Bradford
CTGGAGCTTATCC TTCAAGAGAGGATAAGCTCCAG- .
GTGCTCCATGTTTTTTGGAAA-3' anti-sense 3'-GG- Western Blot 20 pg 12 g/L SAD-
CGTACCTCGTGGACCTCGAATAGGAAGTTCTCTCCT- PAGE . PVDF 5 g/L
ATTCGAGGTCCACGAGGTAC AAAAAACCTTTTCGA- 1h Galectin-3 mAb
5'. @ sense 5'-GATCCCGACCTCACCAGTGCTTCAT- 1:400 4C .
ATTTCAAGAGAATATGAAGCACTGGTGAGGTTTTTT- HRP 1:1000 1 h DAB
TGGAAA-3' anti-sense 3’'-GGCTGGAGTGGTCACG-
AAGTATA AAGTTCTCTTATACTTCGTGACCACTCCA .
AAAAAACCTTTTCGA-S'. 1.2.6 RT-PCR Galectin-3 B-actin
1.2.3 @ BamH 1 NM_002306 NM_
EcoR 1 pRNAT-U6.1 10 g/L 001101
. ® 750 bp 320 bp. Galectin-3
TE 30 pL 100 sense 5'-tc ggatcc aatggcagacaattittcge-3'  anti-
jumol 5L 95C 30s 72°C 2 sense 5'-ca gaatlc cttatatcatggtatatgaage-3'. B-actin
min 37°C 2 min 25C 2 min . ® 5'-geg cgg cta cag ctt cac cac -3’ 5'-gta
0.5 pmol gge git tet gga cat geg -3'. Trizol
2 pL 1 pL 10 xT, DNA Lig- RNA. 42°C 60 min 95C 5
ase buffer 1.5 pL. BSA 10 g/ L 0.5 pL T, DNA min 4°C 10 min PCR 95°C 5 min
Ligase 0.5 pL. H,09.5 pL 15 pL 4°C 95C 30 s 55C 30 s 72C 30 s 32
10 pL 50 72°C 5 min.
pL 30 min 42°C 90 s 1.2.7 MTT
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0.546 £0.002 1.0250 +0.008 1.4230 +0.506
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