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flash 52 35354 Apal-1 & B £ wnt/B-catenin 13 5 i@ % F #3248 A ALHl; K A 5 aF £ & PCR 7 ik 48w & A AT 9% 29 fee 4k (HepG2,
HHCC,HB611) & iE 5 AF tm etk (LO2)  Apaf-1 L B #9 & ik & ;42 Apaf-1 RNA T4, 45 3 3] HepG2 540 5 4 20 %,
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[Abstract] Objective To study the rule of Apaf-1 in wnt/B-catenin signaling pathway and its regulatory expression mecha-
nism in hepatocellular carcinoma cells. Methods The regulatory mechanism of Apaf-1 gene in Wnt/g-catenin signaling pathway was
verified by the TOPflash experiment;real-time PCR was used to detect the expression amounts of Apaf-1 in various hepatoma cell
lines(HepG2,HHCC,HB611) and normal liver cell line(1.O2) ; the RNAI interference plasmid of Apaf-1 was constructed and trans-
fected into the HepG2 cell line. Then the transfection efficiency and expression of related genes and proteins were detected.
Results The TOPFlash experiment found that Apaf-1 gene could inhibit the wnt/B-catenin signal pathway in a dose dependent
manner; the Apaf-1 expression level in hepatoma cells was decreased compared with the normal liver cells, moreover its expression
level was lowest in HepG2 cell line; RNA interfering Apaf-1 gene in HepG2 cell line, the expression level of Apaf-1 gene was signif-
icantly decreased,and the expression levels of downstream genes and protein(§-catenin, Cyclin A, CDK2, wnt5a, STAT3, EGFR,
APC) in wnt signal pathway were significantly increased or decreased, the difference was statistically significant(P<Z0. 05). Conclu-
sion Apaf-1 gene plays an important role in the formation process of hepatocarcinoma cells by wnt/B-catenin signaling pathway.
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Apaf-1 TGAACCTGAAGGATACCA ATCCAGTCGGTGATGGAGG
f-catenin TCAAGACCATCACTATCCTG CATCGGCGTCTTCAGCGTGCT
Cyclin A TCACAGACTGACCGAGTG GCGGAGCAGTTGAGAGCCTACCT
CDK2 GACTTTGGACTAGCCAGAGCTT GTTACTTCTATGCCTGATTAC
Wntba TGCAGCACTGTGGATAACACCT GTTCGTGGACGCCCGCGAGC
STATS3 CTGGATAACGTCATTAGCAG TAACATTCTGGGCACAAAC
EGFR CTGCCTGGTCTGCCGCAAAT TCACTCTCCATAAATGCTACG
APC GTGTGGCCGCCGGAAGCCT GATAATTCCAATCATCTTAC
Bractin TGCCTCATGCCATTCTACGC CTCTATGCCAACACCGTGTTAT

Reporter Assay System) W) | 3% E Promega /\ #] (Promega,
USA) ,RNA £ 5 (RNAiso Plus) . JZ # 3 %) & (PrimeScript
RT reagent Kit) fl & 1= PCR i #| & ¥ H H A& TaKaRa 2%
a], pCDH Brki Il 3 4E F ALY s rdk I B Bioword 24 A,
L2 Jiik
1.2.1 330F Apaf-1 £ H X} wnt/B-catenin {5 5 1 [ & 5 7
N T BE Apaf-1 3£ H X% wnt/-catenin {5 5 if B B A7 8 2
Ve A B 588 A Apaf-1,p-catenin ZEH 4x K cDNA 77 [ &
#23] pcDNAS. 1 ks . i b 240 i % 4 2= HEK293 4 g bk , i e
LALLM A 0. 50 ng TOPFlash #2255 ki CHI W wnt/p-cate-
nin {55 53 H 5 A BOS AOAR &R (0. 05~0. 50 pg ALF Apaf-1.p-
catenin 4= K Y pcDNA3. 1 i ki, 100 ng/fL A9 pRL-TK (pRL-
TK 23K Wi 5 9206 R BEAE R — AN = B 7T LA ok ) 16 %
bR I AR PR B IE M) LA AR AT i Y R e Y 2 I
KL 25 6T BR AL AT X R L A 3 B AL U 48 hilk
A - B R 2% R Fh VW (PBS)Y Uk 3 W, B LA 100 pL 24 fi
W, EIR 2 10 min, ] Dual-Luciferase Reporter Assay Sys-
tem {7 & 7E1E Luminosakan Ascent fk 2% % 5t 73 #r 4% £ il 2
TR,
1.2.2 Semb ot & PCR G 8 A0 B ik 22 1E K 40 i bk
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A MR S RNA, S 56 5 cDNA, Ji 1 92 i) % 7 PCR J7 i 46
M Apaf-1 13835, LA B WLhE B (Bractin) NS HER . ]
Primer Express % {4 ( Applied Biosystems, USA) i% it & &
PCR 519y, I 38406 Z /b — A~ 51 ¥ 85 A 7] b 12 —F DA 3k 4 ik
20 DNA 534, DLk 1, i A H Y &E RUAS [ ok B 6 B2 (10° ~10°
5 DU 1) BORLAE A B AR ARG 51 4 1 4 3 T
1.2.3  HepG2 41 M b b 3 Bl i B Apal-1 B %04 K
HepG2 2 bk . 98 8 20 i %5 8 6 > 10° /mL, 350 %2 6 L4k, &
FL 4 mL, 10 % G 4 L7 19 DMEM $53% 86 #) B 47 (19 Apaf-1
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F| HepG2 4t A, Xf MO Fe Qe 9 M = a0 B ke, A IKE 3 4
AL,
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YA AN T WA
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STATS5.PRRI1 3 4 ) % 3k

1.2.6 Wstern blot A XLE MWL EE % 1.2.2 hiE
FEAIHEARTE 48 h SR CAR L i BRI 7 i 4R IR AN P BB
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PR £ s #R L LWECRH ¢ K50 T BUR BUH R R R R
K o K. LA P<<0.05 N2 RA G FE L.
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8 X TOPFlash # 45 [ F W 5% Apaf-1 X p-catenin 4 T ) £ 4
wit 5538 I IR EE R . 45 R R Apal-1 7T LM B-cate-
nin #E 1Y LEF 9% 3 FE M 0F X Fb 1R TR A 0 4 400 sk
N LI L
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0
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Apaf-1(50 ng) — - + -
B-catenin(50 ng) — - = +
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a
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Apaf-1(ng) 0 0
B-catenin(ng) 0 50 50 50
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A: TOPFlash 5¢ ) & i # 15 45 5 ; B. TOPFlash 5¢ ) £ B 57 & 00
22, P<C0. 05
1 TopFlash-Z X R R & XK

2.2 FUEHkP Apaf-l B9RIE Apaf-1 76 1E 4 B AT 20 g bk
LO2 B33k & W] & T 3T 8 40 I ik b 9 3K & B AE HepG2
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B3 3k i 2 T+ & s R AIK. W0 B-catenin, Cyclin A, CDK2,
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AL (P<<0. 05, LA 5,
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siRNA: 7€ HepG2 41l i ¥k P &t % Apaf-1 Z£[H
& 5 Western blot #illl HepG2 #1 siRNA-Apaf-1
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PR R E RN ZREE LTS HRERE A%,
& 8 138 B IR T O ST SE IR T DS g R S T
BE AR, FHREF YL WOREIT R0 S R
BT IR LN . RS IR A TR A
A A R R IR TR T I B 18 400 R R KT & R
AR 25 T 5 UE B L S 9 1) R A 5 A N 9 R TR e e 5k R
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5 wnt/B-catenin {5538 H 19 55 B 02 3880 R0 o B R
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i APC #1 Apaf-1 4188 19 & & P9 2> . NI 5 I wnt/B-catenin
155 0 B 5 0 5 S5O g 40 M 1 0 1% R AR RN L AR AT T R
FH PCR #6900 B9 40 M0 Bk Apal-1 {9 32 3% B8 8IS F 1E % T 40 1
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T 965 20 i

KW DU o F R b AT, 3 R 4 A 5T AR K — B i) Ok
43 R A5 B A T I R % 3k 2 18 L T RE R T L AR R = L A K B A
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FE I REI 58 B AR 1) 58 0, LA AR S M AR 488 1 ORT M8 . o 5 o
AU R Apaf-1 AR Yo T I 40 M Bk HepG2 H 4R
VOGRS MR DI FE HepG2 H B T Apal-1 B:H . i 1
PCR F1 Wstern blot # i & 30, #i b T Apaf-1 3£ [HJ5 . HepG2
ft B-catenin FLHE, G| HE 5 H KK Y wnt/B-catenin {55 8 B 1)
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AH G B DR A0 R 7 1 2R 0 e oA 00 A0 5 A0 A 22 43 BEAE C Y
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nin 45 & M 1 APC [y R ik # T 55, A5 & wot/p-
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