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Abstract

AIM: To investigate whether the APC/B-catenin/
TCF signaling pathway is involved in the regula-
tory effects of octreotide (OCT) on SW480 colon
cancer cells.

METHODS: (1) mRNA testing: SW480 cells were
cultured in vitro and divided into control group
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and OCT group (treated with 10"’ mol/L OCT).
Total RNA was prepared from the two groups
of cells and used to detect the mRNA expression
of APC2, AXIN, CKlg, cyclin D1 and FZD7 by
RT-PCR. (2) Protein testing: SW480 cells were
cultured in vitro and divided into control group
and OCT group (treated with /L OCT at a con-
centration of 10™, 10™ or 10™ mol/L). Total
protein was prepared from the two groups of
cells and used to detect the protein expression of
APC2, CKla and CyclinD1 by Western blot.

RESULTS: (1) mRNA testing: Treatment with OCT
increased the mRNA levels of APC2 and CKla (both
P < 0.05), decreased that of cyclin D1 (P < 0.05), but
had no significant impact on those of FZD7 and
axin (both P > 0.05) in SW480 cells; (2) Protein test-
ing: Treatment with different concentrations of OCT
increased the protein levels of APC2 and CKlo and
decreased that of cyclin D1 in SW480 cells in a dose-
dependent manner (all P < 0.05).

CONCLUSION: OCT can negatively regulate
APC/B-catenin/ TCF signaling by up-regulating
APC2 and CKla expression and down-regulat-
ing cyclin D1 expression.

Key Words: Octreotide; SW480 cells; APC/B-catenin/
TCF signaling pathway; APC2; CK1a; CyclinD1
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Z8: (1)mRNAKM: OCTZL(10"° mol/L)¥
APC2. CKlo#mRNAk ik Eif(35P<0.05),
Cyclin D14#9mRNA %A FiA(P<0.05), AXIN
F2FZD7T#JmRNAK & L4+ 5 & L (P>0.05);
Q)& a#m: OCT 1. 2. 328 APC2. CKla
&8 kL EiAP<0.05), Cyclin D1& & &2 F
P(P<0.05), B 2R EARMBUAE.
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1 RT3
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WA I (M DY R A | A g (R [
AmrescoA fl); DAB S IR F A A8 M Fr A )
RT-PCRIRA 1. IRAL Z4E(EB). Taqlil (3 [H
Promegaawl); 1, 4 “fm JRbHlE . Wik sl &
(3%[¥ Amersham Biosciences’A #); Tripure RNA
RIGAF . B XN (GEERoche A #H));
APC2. AXIN. CKla. FZD7#ICyclin D154
b A AR AR A Fl G . CK1a(F158) %
PINZ wBED LR, APC2(N32)RPT AN Z iDL
RFICyclin D1(L283)%HT A\ £ i B ik (L
AbzoomA rl); B-actin®f g FEHUIA. BARBEARIC
P iRIgG. HARB R ICE P RIgGAL i 4
B3 w)).

12 7%

1.2.1 fafa3gfc: SWAS0YN IR 77 T3 10% /M
MfiE, 1X10° U/LHFRN1X10° UL %=
RPMI 16405¢ 4857536, 737 °C, 50 mL/L CO,
SRR EEAC A TR, AR SRR A, Al
HIEML12-3 AR, B BCE K40 i T
"j;‘_’ M. .

1.2.2 RT-PCRE A&7 A Bl mRNA KA : 4 T3
S & L2 IR il A S W48 0.5 A 0 i ik
JE S KA, BIOCT4L(10™"" mol/L); X M4 Ky
SWASONI ARG FEIE A H AR /K. DL B8 FR24 h.
O3 BRI AN ML BRNA, WS A e DNA,
PCRY #APC2. CSNKIAIL. Cyclin DI,
AXIN. FZD7(#1), RT-PCR" ¥ % ¢ J¢ -8 B
IR, e E I EE T APC2. CSNKIAILL,
Cyclin D1. AXIN. FZD7EiA50)%.

1.2.3 Western blotix4a i) 2 B & & &k B i
k1. 2. 341310, 107, 107" mol/L)ky S5
2 X IEAIHSWASO MM A TR Az B Eh /K. LA
REFE24 b SR E AL AN B ) B A
#SDS-PAGE#EK, ¥4 8 1 A b A2 SDS-
PAGEBR AL, RE4cUKIE FAE40 pgididT
SDS-PAGE#EIR LUK, ¥ RPVDFE I, 5%/l
ARk B M %0 F2 h. 4 CE —Pu(l & 200
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A 2 35 425 B
A AR K
PRER 251(5-3) FIBE BRI (bp) 5 % ‘Hi/ Are
-catenin pGiR
APC2 A: GGA TGG AGA AGG CGA AAG TGA G 352 3 # B-catenin o~
S: TTG CCA AAG GGT AGG GAA ATG F Lk, @ AR
AXINT A: CAG TCA AAC TCG TCG CTC AC 444 ;i Tiﬁ }éi ;ﬁ
S: CTC CCA CCT CTT CAT CCA A B A
Cyclin D1 A: CCT CCC ACGAAACGCTACT 404 APC/B-catenin/
S: CGA TGC CAA CCT CCT CAA TCF& % % Ao
SE 4= HE A e
CKla A: TCC TCC ACT ACC TCC ACC 255 ;f}f; o
3 /ﬂ
S: AGG CTA CAC CTT TGA CTA TGC 5 B 2
FZD7 A: CCT TTA GCG AAG TCA GAA CCT 363 S on MG A £
S: GCC AAG GAG ACG TGG AGT A BEALA).
B-actin A: GTGGG GCGCC CCAGG CACCA 505
S: CTTCC TTAAT GTCAC GCACG ATTTC
B-actin, 1 : 500 APC2, 1 : 500 CKla, 1 : 500 Cy- B 1 SWASOLBIEERNAERIGNLER.
clin D) &, TBSTHEME G F i1 : 4 000) 285
$¥E 1 h, TBSTHFHRLEME, KJ6H T 6, X7k 185

=

e BRI KL, AT EG AT

it 0T KA S BHE Y Fimean+ SD&R
7, K HSPSS13.048 v 73 BT R A A AL BE. SIZIG &5
K FOne-way ANOVA J5 204775 ZE43#T, WA LA
K HIStudent' G50, FATHET 245047, P<0.05IAH
ZERA B M S S AR 3 L L.
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2.1 RT-PCR#& M| &y Ak 3t 45 17 9% SW480 48 At
APC2. CKla. Cyclin DI. AXIN#FZD7
mRNA £ X 6 %h L HYKGRNAF28S. 18SHI
58 34 HE AT LI 1), 1 W 4 ML S RN A SRR
JiE A 5E, ] LUH FRT-PCREZ4:. RT-PCRIZEHK:
T B R 2107 mol/L) RIS e 2H 40 )i /i APC2.
CKla. Cyclin D1. AXINMIFZD7#mRNAF#
IE(E2). gi R 5xT AR, OCT4
SW48041 fiIAPC2. CKloo mRNAZFK LR AN, H
Cyclin DI mRNAZRIAJ/D(P<0.05, [¥3); {H&
AXINFIFZD7 mRNASAZ T4 T2 5 L (P>0.05).
2.2 Western blot# | 1L il ik %} 45 1 % S W4802m
JLAPC2. CKlo. Cyclin D1 & %k 44%vh
2.2.1 R BkxTSW4S0%m L APC2 % & kA 49 %)
vy ARIKZEOCTO. 10™. 10", 10" mol/L)j
B SW48041 124 h/i, FEHCE AN MUK 1, ] Western
bloty Kl A 4 A A PC23E (1 (K14). 455 i
I o B PR R B R GO, 4 B b AP 28 &
W, 2R e, 2 A SR R L(P<0.05).
2.2.2 Bk 3SW480%m i P CK 1o B & & ik
Ay AFERE BT 10, 10", 107
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S. P: IR ZH; N: XNHHEZH; M: DNA Marker.
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1, HWestern bloti& k5 20 40 e CK 1o B 1 (]
5). g F s B Sl IR K, 4
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THEE X (P<0.05).

2.2.3 JL skt SW480%m i Cyclin D1& & &
KE e ANRREE B L. 107, 1077,
107" mol/L) % &5 SW48041 124 h/i5, $LHUR 41 i
HE A, HWestern blotyZ: Al #2140 i Cyclin D1
BAE6). 4R b B kR % K,
Mt Cyclin D1 B TR, SR AR,
2 A Gt 2E B L (P<0.05).
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B-catenin/TCFi F% \ 10
B AL, PRAHATREE (mol/L)
AHR ks B 167
i 9 ) S A A 1.4 -
TR YE. 1.2 B-actin
1.0
% 0.8 . CKlo
=0.61
047 5 RERE REI B SWASOMBIRICKI o B EHIR
0.2 KES. 1 WAL 20 BERK107 mol/L4L; 3: BaHik107"
0.0 (\) o mol/LZH; 4: BELHREK107" mol/LZH.
BLAHIKIREE (mol/L)
C 1.0
0.8 L p-actin
.
o 0.6 1 .
P Cyclin D1
=04-
6 REKRE R IERGESW4804BIE 0 Cyclin DIEBRY
0.2+ RIXES. 1: WL, 2: K107 mol/L4H; 3: Balfik10™"
mol/LZH; 4: BLARIA107" mol/L4H.
0.0 :
0 -10
BRHHIAARE (mol/L) 41<0.5), Hef'Cyclin D14 FE8ESL A2, (H 1

3 ERERKIERRGSWA4B04MECKIa, Cyclin D1KAPC2
MRNABVZRIAZE. A: CKlo mRNA; B: Cyclin D1 mRNA; C:
APC2 mRNA.
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RN AR E « SARIEFEE R R S o 1D S
WCEERE R, )2 N T A R A 2 B
GV IR R AR VA7 . 3 I S AT 5T s B iy
JIR e A A5 iV A AR e, Bt R R DA i
U Fas/Fas LA i 4000 AT i 40 f 3 5, ik
FiiFas/FasL&ik H F AR ps3RILE T
SGC-7901 B4 B T, AR, FATRIRTH T
YRR 7 B IR vT BLE I i 4 AP C/B-catenin/
T CFili i# v 301 5k A 4 i 45 i Ji S W4 80 411 fifd
By, HrhAPC2. CK1aMfIAXIN &2 Eif
(10" mol/L L ik 41/% A1 >2£5), fib Al =22
5 “B-Cateninfi i E-5448” WL 1M Cyclin
D1. FZD7%3 N0 mol/L¥ i Tk 4H /% i

YL AT 2, O A RS 2 R

APC/B-catenin/TCFl i 11 4% W h ¥ Hil
MR fvIE, 45 i R AR I L RS,
A &5 e 40 P G 0 . R 2B LR, SR B
I A0 BRAOAR BT TR 2R 1 1 S %0E B 2 A4k
% AAPC. B-catenin. c-Myc. Cyclin D155
T,

APCIEAL 1 80%-90% 1) 45 iy i 1) = L5 90
IRl 22 (AN A S 06 X6 5 SW480). APCHAZ T AE X
(mutation cluster region, MCR)1E4f 4 B-catenin
1 45 & X I, 33040 i 5T N B-catening 1
%, B-cateninft 3 AN % N S TCF/LEF&E
ST =R AE, VI TCF/LEF5APC/
B-catenin/TCFIf % R IE R 454, T A #E 2L DA
10 7 5 e A T

APC2 X FR N APCL, A APCIHIFIEY), 17T
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Je Al 5 APCA 76 %M [R5 1, FEAfRFFE T APC
MEZEIRE: ()Yang W90 SR, BERILAL
RF AL HE T Ser-4547 25 (CK/E ) AISer-33/
Ser-37/Thr-4147 5. (GSK3-B1E ), 1M C-siti a8k 4
APCHE A IR NGSK3-BHICKI X} B-catenin
BRI T BE; WFF0IE BoR, SAMPE G A7 5
WAk B-catenin U FFARAT 55, 54 KAPCHE,
APC2 JSAMPHE 5 L7 (198> {115 B-catenin
WERR 1L 5% T %, phosph-B-catenindfé Jill; (2)Fag-
man®5 P SOA K C-ui i AP CEE (I BR AL
T R FENESIAPC 63-83 XNES2APCIH
Ab, HMIRR A X I n] it & A — MNLSX
ifg X, s FNLSIAPCANLS2APCLL
&h; (3)NeufeldZP FHendersonZ: "R A
APC2RIAPC—F¥, ¥ HAT 40 A% ZE AR Th Rk, 4%
B-catenin 4 A% F 7% 2 40 L s N, LA ERFSUR
HIAPC2HAT APCHHLLIKI ThfE, IHIHIAPCHEAR
P4 I 575 APC/B-catenin/TCFf .

A 5286 K FART-PCR AT Western blot3JilFsE T
Sk AT BL_EHAPC2 mRNAFIE [, I H WK
FEMCHTE. B ko ki S w4804l e APC2,
{fAFAPC25B-catenin. AxinEF4s A, ik

“WIRE A, AR TGSK-38. CKlaffiRit
B-catenin; {23 B-catenin AT A% P ] £ i 5
SR AT. DA 3R Bt iR I AP C25k kb
T SW4S04H g 1 58 AF APCHYZhREBL I, M T
S H WO IR APC/B-catenin/ TCFf .

CK 1/ APC/B-catenin/T CFill i () F B4
Ry, o — L)z o A T A R I AR
AR, ERKETARET “ A
17 CKlabd & “IEPEFIET” CKly. CKle%.
CKlo FFMICK1y. CKle LTF, BFRHHEE 7
LEAG) S T ] “BR AR B, S
P43 APC/B-catenin/TCFf .

CKlotjB-catenin, APC. Axin. GSK-3B
SLIA B OB IR S A Ak, ZE AR CK o]
ffip-cateninffJ 22 AR (Ser)4ShLIL BRI, )&
A 0T GSK-3pXfB-cateninffSer33/37. AR
(Thr)41 5% EE B RRAL, BEIR 1L )5 1) B-cateninti 12 3
WA ATz FZACFN AR, AT R R S5 IAPC/
B-catenin/TCFE ", thAh, HHFFTANCKIar]
PLUB R TCEZ i 2 —NF-AT4& [, #35 FINLS[X
s, WD IR 2 A R Y, kD DR i R
ik, MR 1 5 ) APC/B-catenin/ TCFIE #?.
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CKly. CKlefEHIELFAHR. ()BT 5T
KW CK el B A 5L & 2 TG SK-3B 5
AXINZE A, HETCF3 5 B-catenin(PSEF ), K&
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fiftE R E AR, A LEIHAPC/B-catenin/
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il o

AT AT TAE 2R, CKIZE P CK1a(10™
mo /L5 il ik 41/x 4l = 6.41) 1 LK+
CK1y(10™ mol/L B Ik 41/ R 41 = 5) B2 CK 1(10™°
mol/L ¥ H k2% B = 0). ASZIRT-PCRAN
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mRNAMIEF, SO, DL 5oR 5 th
JR AT CARE SRR e “ Sk 4R 77 CKla,
PP R R I L], e CBR R AR,
fEHEB-catenin I BERE AL, M) S 5 it 1)
APC/B-catenin/TCFifl .
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15 45 i AL 20 T8 2 ok 3Rk, i % 5 DN
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R, HAR R RO

H AT, BF s 2 RS i s i it 7E
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B-cateninff % Z TR IE IR 1L, {1 B-cateninty
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LRI M BRI R AR A 1 T b 4
J14Z% 4 1) B-catenin FI TCF-4 25 1 b FoAH .45 4545

AN Ay B R 45 2 i i S W48 0t
APC/B-catenin/TCFf I [ 43 FAHLHI A Bt ikiaE
i FIHAPC2. CKla, EX “BR G447, F
T-B-catenin®i 143 fi#, Jil/>p-catenin 5 TCF/LEF
HEAMES, AMHIHE N LR Cyclin D1, 54
b “A BT, AN APC/B-catenin/ TCF
AW . 33X e 2 B DR 45 g A YO G B P G
SR, K0 B IKva 7 45 i 1 SR SR B i
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