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Galectin-3 LOVO

Influences of inhibiting Galectin-3 by RNA interference technique on the proliferation and

apoptosis of human colorectal cancer cells LOVO

Abstract

AIM: To observe the rebtonship of expressbn of G akctn-3 with the prolieratbn and apoptosie of wm or celb and
expbre the RNA ntererence technigue forantrancergene therapy.

METHODS: The experin entwas perfom ed at the Ihstitute of G astoenterobgy, Nanfang Hospial from June 2005 ©
Decem ber 2006. Four gakctn-3 sm all nerferng RNA (SRNA) was constructed by chem Btry synthess according ©
prin er desgn softvare (accessbn No. NM -002306 in PubMed). Efiective sRNA was colected, and then transfected
nb cobrectal cancer LOVO (as Gakcth-3sRNA group). Non-transfectd celk were used as nom al contol, and
negative RNA as blhnk contol. W estm-bbtwas used © verify the nterference resul. Cellprolieraton (@absorbance
valie) was observed by MTT afer ntererence for 24, 48 and 72 hours. Cell apoptosi was measured with fbw
cybom eter.

RESULTS: GaRsRNA was successfuly tansfected by diecttansfer. Afier 72 hours, the cytophsm protein was
extracted afer colecting celb. W estm-bbt showed that the expressbn of Gakcth-3 was m arkedl decreased h
Gakcth-3sRNA group h gray valie(55.790) than nom alcontok97234) and blnk controlgroup(90.459) (P < 0.05).
Cellprolieraton: Celk prolierated still h the hG akcth-3sRNA group afier 24, 48 and 72 hours, butvery sbw, and the A
valie was bwerthan the nom alcontrolgroup and blnk contolgroup (24 hours:1.018+0.002,1478+0185,1.169+0.005;
48 hours: 2.049+0.008, 2.635+0.003,2532+0009; 72 hours:2512+0506,3213+0.006,3.060+0.002;P all=0000). Cell
apopbsk rate: The apoptosi m ostly appeared n the m ddE and advanced stages. Itwas higphern the Gakcth-3sRNA
group than the nom alcontrolgroup and blnk contolgroup [earl stage: (15.900+2 508)% , (3.813+1.305)% , (5.780+
156)% ;m ddk and advanced stages: (19.750+0.780)% , (5.050+0120)% , (7 .667+0145)% ;P all=0.000]

CONCLUSION: The gakcth-3sRNA B successfully transfected n bvo and the expressbn & spniftantly decreased. The
nerkerence ofgakcth-3sRNA ihhbis the prolieraton ofthe wm or celk, butprom otes the apoptoss oftum orcelks.
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Gak3 , RPM KL640 2 2 uL/
OptiMEN 1 OptM EN 1240 pL
230 pL 10 yL Lipofectam ihe 2000™
1 20 uL  gakctn-3siRNA, 5mn
20m in
) 500 pL ,
37 005 CO,
2005-06/2006- 12 6 h
Lovo ATCC 01 PRM KL640
( ) ,48 h
, Dukes W esttm-B bt :
D Lpofectam ihe 2000™ (Ihvintogen, W estm-bbt 1xPBS LOVO
)O ptiM EN IG bco, ) ( 3 5000 i n
, ); (Bb-Rad, ), 200 pL,100 mmoW PMSF
PVDF (Bb-Rad, ),ECL 20 pL , 30 mn,12 000 v n
(Pham ach, ); Gakctn-3 10 m in, -20
(SantaCrzu); G -FITC ( Bradford
: );Bradford ( , ) :
MTT DMSO ( , ), : W esttm- bbt 20 ug
,Annexn-VEGFP 12% SADPAGE
( . ) PVDF,50 gL 1h,
gakctn-3 ( 1 200),
4 (HRP)
, (1200) 1h,DAB
37 0.05 MTT :
CO, : 001 4 000
100 kUL 100 m gL 24 h :
RPM K1640 , 50 L, ,
gakctn-3siRNA LOVO GaR3sRNA 6 :
G eneBank gakctn-3 ,
NM -002306, 24,48 72 h
2 SRNA, sense: b’ (A)
{gcC caa ugc aaa cag aau udt d&3’
antisense: 5’ -aau ucu guu ugc auu ggg cdt
d&3’ sense: 5’ ugg agc acc ugg agc Gakcth-3sRNA 72 h
uua adt d&3’,antisense:5 -aua agc ucc EDTA 2min,1xPBS
agg ugc ucc adt d&3’;negativecontrok 5’ 2 ,2000rA 0 5mn,
iuc ucc gaa cgu guc acg utE3’, 1 x10° L Y 500 pL
antisense:5 -acg uga cac guu cgg aga BindingBufer 2 uL
at:3’ Lpofectam he 2000™ Annexin-VEGFP 5uL Pl
, 25¢gL LOVO 5mn,
1x10°AuL, 2 uL/ 6
, 24 h
90% Gakcth-3sRNA
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Gakctih-3sRNA ,%P =0.000
2 3
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e =0137), 1 , ( Bl ©1
1 61 ) '
1 2 3 Gakctn3 )
B (-actin(43 000) hohara '] gakctn3
s MP-70
S galectin-3(31 000)
. DNA
gakctn-3
1:I0VO #i i ;2:galectin-3si RNA [ ## T 4k 41 ;3:galectin-3si
RNA [ # T 41
B 1 Western-Blot # # F #. 4 5 Galectin-3 % & A it ERK1I2-MEK12
— [8-15] G 1
22 MTT , G1-S E
gakctn-3 :
(F =149.710,P =0.000), P21W AFILP1 P27KP1
1 Km B gakctn-3
. cycinD 1
1 gakcth-3 LOVO ] 61
H Vi RNA
24 48 72 ) )
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1.169+0.005° 2532+0.009° 3.060+0.002° RNA ,
Gakcth-3sRNA  1018+0002 2.049+0.008 2512+0506
Gakctih-3sRNA ,%P =0.000
, ]
23 gakctin-3
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