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Abstract

AIM: To clone the cDNA of Dickkopf-1 (Dkk1)
and to investigate its anti-colon carcinoma
activity.

METHODS: Dkk1l cDNA was retrived from
Mouse Embryo 9 dpc, DH10B cDNA library,
and eukaryotic expression vector pcDNA3.1(+)
DKkk1 was constructed. Transfected CT26 co-
lon carcinoma cells served as the experimental
group, transfection empty vector pcDNA3.1(+)
cells served as the empty vector group, and non-
transfected cells as the non-transfected group.
Proliferation of the CT26 colon carcinoma cells
was measured by MTT assay. Expression of
DkKk1, p53, Bcl-2 and Bax was detected by West-
ern blotting.

RESULTS: Absorbance at 570 nm in the ex-
perimental group was lower than that in the
empty vector and non-transfected groups (0.779

£ 0.025 vs 0.968 + 0.016 and 0.973 + 0.016, P <
0.05). Compared with the empty vector and non-
transfected groups, the level of p53 and Bcl-2 in
CT26 cells was lower, and the level of Dkk1 and
Bax was higher.

CONCLUSION: Inhibition of CT26 cell prolifera-
tion by Dkkl expression may be mediated by
DkKk1 blocking mutant p53, decreasing Bcl-2 and
enhancing Bax expression.
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A YR, BHH WatE S, DRk 1/E
FH e ™, E WG Sk S0 Rt 35 24 . i 3L
NP DKk {5266 HE IR TR I, 75 ] (1 e
RIBIKOPANIR]. AENIET it iR b, DKK S %
FEDRH W 5 K KT, DRk AR (8 /b ok B
K. Shou et al""fE NI R:41 i j USTM G AT fitd
rh A RS B DK 235 i 7E T
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T2, XA fE sl T WatHlpS345 511 & $F4E
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1.1 JH-9i 4 R HE PA 1-6 51145 Jl7 3 41 L C T26,
L P B R 27 B BT = A, 57100 mL/L
NEIMERPMI 1640(Gibeo)ks 773, #E37°C .
50 mL/L CO 357748 AL B 77, FIH IR o4
A Fpc DN A3 1(+)Dkk VAT 5 e 5 Y 45 i 4
WUCT26, 4% 140 o S 0 20, % e 2 804k
peDNAZ () 1 4 i 0 A 2 % 1 4 J A 2k o) FRE
2l mouse embryo 9 dpc, DH10B cDNA [ [
TERZPD AW, WHIVEN VI BamH 1 MHind
I, T4 DNAEFLNG . SR HTaq DNAR A
(TaKaRa). FURif U5 & ( LR T). PCR
PRI A AR B . DN AR RIS 7 1
%2> A A mArME . TMB I (A (Tiangen).
Transfection®% Y Al ORI IARA ) DU FH A
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ZMEEEMTT. HAAY)) PVDEREAL ).
—Ji: P AMIDKk1, p53, Bel-2, Bax(IgG
Santa Clauz), %P1 _PL(H A2 EHF).

1.2 MPEDkk1FIDNAJF, Wil PCRG |
R, E5149: 5-CGCCAAGCTTTTAGTGTC
TCTGGCAGGTGTGGAGCCTAGAA-3', #£5'¥
SINHindEG VIO, 1. RS 1490 5'-ATAAGGA
TCCATGATGGTTGTGTGTGCAGCGGCAGC

4254 mouse embryo 9 dpc, DH10B cDNAXK?
FRI B R R EALAR RIS mLr, £E37°C
JEIFE B 8597 12-16 b, BEIRMVEIN, F B
IES Amp 100 mg/LINLBEFFRIE [ RIZk, 37°C
5 B9 16 hLLG, 768380 EBE Lk oA
o AP C R 8¢ 37 B 5 . PC R N 2 %t
N: 94°CAMEL min, 50°C & M2 min, 72°C ZE{H2
min, 3E30MGER. PCR7™ 4 H B fi (A 7
th MPAING, T-AE ApGM-THE K, Amp
i3k, BamH 1 FHndIIIWEF Y], Bk ek o]
K850 bp AT /N BEDNA, W5 B ABamH 1
AHin AT pc DN A3, 1(+) HAZ 3k Tk,
J{pcDNA3.1 Dkk1. Bk ik, [l 4] 44k
pcDNA3.1 Dkkl, B FIPCR % .

1.2.1 MTT : JHpcDNA3.1-Dkk1pc
DNA3.1(+)JitkifE Lipofectamine ™ i 44 1] /- 5
A IR, DLpEGFP-C1EiAk Ay i 25 HE A
WL gegh L IUDNA 2 g, Transfection 5 pL
G A JG M 15 FR AR R 42250 wL. H el vy
R4, 0.4 X 104 i 55 k2P i i &, Ks
7%, G4180iiik, 6 dJF, W4 X 10°4H fiL It A\ £1961L
B, k55724 WG REFLIMAMTT 22 249K
50 mg/L, 37°CAREERT %4 h, W SR, AL
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570 nmALIEOGFE. 4 ] % = [pcDNA3.1(+)41
A 5-pcDNA3.1-Dkk141A4 5,,]/pcDNA3.1(+)41A 5,
X 100%.

1.2.2 Western blot DRI R A,
Lowrydkill & 8 (A & ik, W& A##ET12%
SDS-PAGE, ¥PVDFJ, 30 g/ BSA/TBSH#
8 mLE P, VB3, ¥ —Pi(bifl. Ap53,
Bcl-2, Bax, Dkk1)73 7 LA1  10005d 4% T°5
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. Dkk1

Dkk1

Dkk1

Dkk1
Dkk1



22 ISSN 1009-3079 CN 14-1260/R 2008 1 8 16 1
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BBLDEE. M: 4 DNA
MTT Hind Marker; 1:
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CT26  0.973% 0.016 0.968+ 0.016 0.779% 0.025° 4361 pp PcDNAS3.1(+) Dkk1
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Bax
Bel-2. pS3
pcDNA3.1 1 PCR¥IEDKkKI
(+)Dkk1 cDNA. 1: ;2
CT26 : M: 100 bp Dkk1
Dkkl , p53 1500 bp DNA
) 900 bp
Dkk1 800 bp p53
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. Bax
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' Bcl-2
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2 SZHEHYDKK] cDNAHY

5FE.
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208 Bp DNA
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BF 2 X6} A A 4, T 1 I 4 KN
800-900 bplHl (147, £FrDkkl cDNAK/, Wl
FE AN Dkl cDNA, %A AL (K1).
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3.1(+) Dkk 1B i 4% G 4 i i 40 M C T2 6 I R 1A
Dkk1 I fRHEPA1-6(F ), MT T
DA . CT26 5 X 41 L%, 570 nm
W B BRI, AME DK 1/ECT265K 18 1]
CAAN LS8 5, #0316 20 8 20%. TIHEPA1-6
0 i S FLAH B R 6 B AES 70 nm WO FE B W
BB GERT). A5 2R CT 26552 560 41 Fn)
HA WEEZE7P<0.05, HAKHN L EE

4 Western blotD 47457 E2CT26 4B B BB PHIp53.
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