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Expression of P300/CBP-associated factor in hepatocellular carcinoma

and its clinicopathological significance
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2. Department of Elderly Oncology, Jiangxi Provincial Tumor Hospital )
[ Abstract]Objective ; To investigate the expression of P300/CBP-associated factor(PCAF) and its correlation with the clinicopatholog—
ical features in hepatocellular carcinoma (HCC). Methods : Forty samples of surgically resected HCC and adjacent noncancerous tis—
sues were collected. PCAF expression in the samples was detected using RT-PCR and immunohistochemical staining. Correlation be—
tween PCAF protein expression and clinicopathological feature was analyzed. PCAF protein expression in normal hepatic cell line
(LO2) and HCC cell lines(HepG2 and SMMC-7721) was detected. Results:mRNA and protein expression of PCAF in HCC tissues
was significantly down-regulated compared with that of adjacent noncancerous tissues (P<0.05, respectively). Clinicopathological
analysis suggested that PCAF protein low—expression was associated with tumor intrahepatic metastasis(r,=0.413,P=0.037),portal vein
invasion (r,=0.589,P=0.011) and advanced TNM stage (r,=0.513,P=0.029). Expression of PCAF protein in HCC cell lines HepG2
and SMMC-7721 was significantly lower compared with that in hepatic cell line LO2(P<0.05, respectively). Conclusions ; Expression
of PCAF is down-regulated in HCC cell lines and HCC tissues and the low—expression of PCAF is correlated with poor clinico—
pathological characteristics of HCC.
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HCC FOf i i 55 4L AR T 05 48 ek 2 e = AR DD B
FrAs, 3 40 1], L 53 33 45, 2 7 49, AP 4 32~67 % P HJAR
1%(50.0 £3.5)% , FTA B AR ARATHE ST B
BIEIT T LR AR S AT B IR S HCC, FrA frAs
TARAEAR 30 min PIEUHE, 1 357 BVE AW AT, -80 CIR
18,03 L2 10%46 /8 S B , A s vl 4 .
1.2 %7k
1.2.1  RT-PCR ¥ 40 1] HCC K %t B i 5% 20 41 PCAF
mRNA 357K FE  RNA Fastagen 200 5 RNA #2507 &
W T 0 AR AR BR A A, 004 S & T Ferments
75T s PCAF 3K (279 bp) LiES14 .5 -TCTTACAGGAGG—
AGCTCCGGA-3" , T34 .5 ~-TTAGTGACCGGCTTGGCA -
37 ;GAPDH £ (142 bp) FiE5 4 5° ~CAAGCTCATTTCCT-
GGTATGAC-3" ;GAPDH J:H F 514 .5’ ~CAGTGAGGG -
TCTCTCTCTTCCT-3" , i _LAE T A A vl A i, 6 RNA
fast 200 7 156 B 4325 BRER UK AE AL 20 1) 50 RNA,
Ferments 35655 55850 &6 G cDNA |, #22 FE 18 I 45 e 1 5 ik
12 ul,65 °C,5 min KA, 0K LA AR 2 20 p,
25 °C,5 min;42 °C,60 min;70 °C,5 min, F3E1509 cDNA &
T-20 CIRAE# . PCR WA R . ANTP mix 12.5 pl, LiiF5]
Y1 owl, RIS 1 wl,dH,0 9.5 pl, 44 cDNA 1 pl,PCR &
B 4594 °C 5 min, 94 °C 30 5,60 °C 30 5,72 °C 30 5,35 1
PEH,72 °C 7 min, PCR 77 ¥) 4 CARAE B B4 771y 5wl SRk
T 20 g/l BEIEMHEEIE _EiFF TRk (95 V). Gene Genius Gel
Imaging System (Syngene, A Division of Synoptics Ltd.,Cam—
bridge , UK)3XE R G/ HT 34 55747, #4 PCAF JE[A W] GAPDH
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Technology , Inc, St. Louis Park, MN, USA) , 3 ZH AL 65 0
HAt R A2 & ARG A E L SEAEESET 4 um i
SEP) AR, S RS I RR S MO RR SR 5% 0P A TR
1&,30 ml/L H,0, Ki& P PET ALY, 100 ml/L 1L =F 13
A LL 12100 FLBIFRRE R bt A PCAF I FHrA )5 , & T
TREN 4 Cid7, L)L PBS BUR—HU R B IR A= 2
PRICEI LAY TR TAER, 37 CIRAIE 20 min, 1% IR G
FRICHEETR P AR TR, 5 30 min, /0 DAB 26,7
ARG G MK B, WA PSR R R G0
WGt S e R . ORI A PRI A 4 b ik
TIPES Y i BE 43R 4S540 4 BT 1 43, 55 B 247,

TR 3 A, B BH I BREAN M A Ay g0 T L BRI <
5%=0 53 ,6%~25%=1 4} ,26%~50%=2 43 ,51%~15%=3 4/} ,>
T5%=4 4310, Y e 8 AN BH A0 43 FE AR = 143 A
i PCAF # HBHMEZR X
123 FEHEREEI N Western blot  BUW A K LO2 .
HepG2 il SMMC-7721 4l , 545 95 3, A 0.01 mmol/L 1)
PBS ¥k 3 YU MIA RIPA 2 7853 246# , 15 000 r/min 2§
A 15 min JFHCE, BCA WEIE SR FAHE . Ik & A
FESLHE 521 Eeln A 6 x loading buffer, &8 5min J5 B
12T IEREE I FBIK . 4 CAAMHE R 23 V BRIREL 12 h,
5%IBIE WK (TBS W) ZIREA 1 h JEIA 1:1 000 # e
PCAF —¥i ,4 CHEH 17, TBST EEPE 5 min x 6 U5 INAE
M4 (1:10 000) ¥R B — i, 2 IIFE 1 h, TBST iUk 5 min x 6
W, BENEA ECL RSO, IR A g, 4 A 8 X sk
FHLPEA . 32 H Quantity One(Bio—Rad, USA) B4 4%
JREE(H , PCAF B FH AN ik = H W 405 IR BE B/ 2 4%
KA, RIS SEIEE 6 1K,
124 dffissgR R4 (U2 WL R E R A
FRA T ), ok BB RPMI1640 5 3% 3L (HyClone ) ; A GE % T 40
J Z LO2 M ATHE4RME 2 HepG2 FI SMCC-7721 W9 [ TP [
Bl Be A b2 5 G A= ) DR 5 0T . BB JH 20 i bk
LO2 M4 HepG2 Al SMMC-7721 1537 T4 100 ml/L
JE2F I TH ok B RPMI1640 553538 T 37 °C .50 ml/L
CO, AN FRAA R R RE F 3R ULt 2 3 V5, I
NP AN A T 5
13 it adr

SR H SPSS 13.0 G AR MAEEA T 43T, T R AR 8L +
P2 (v £5) 3R, 2 ALA] FLEBCR AP FEAS ¢ K256 53 41
() FL AR FH B H 2 2203007, W LU SR FH LSD—¢ 46256 5 AH
KM R T Spearman AH3E  P<0.05 25 R GuITF 18 X,

2.1 HCC B35 52047 % PCAF mRNA #) & ik

R FHEE I A% 22 58 I BE (B AT B 457 S5 A AR AR 1)
N2 (GAPDH) 45 52 1% [ {8 , PCAF mRNA 7E P42 iy
FEIR K- B AT 17 19 5 41 2 (0.69 + 0.05) vs. (0.15
0.02),t=22.956, P=0.000, n=40](}¥ 1),

M T1 NI T2 N2 T3 N3 T4 N4

T. HCC 41415 N. 554141, M. 125 bp DNA #i 3

El 1 PCAF ¥ RT-PCR P48 7k &l
Fig.1 Electrophoretogram of RT-PCR products of PCAF
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22 HCC B3R J& 54048 F PCAF & & 9 ki

GaRE ALY AR PCAF B R 2E MM, 3
RO (TR X 2 AU R R TSR i R
P PCAF ZE FI7E HCC 2N A 3k /K AR T X0 17 (40988 55 40
(1.12 £0.12) vs. (5.45 +0.90) ;:=—11.718, P=0.000, n=40]
(#2),

B. 52

A. HCC 4
2 PCAF ZREHLAFHIFRIL(SP,400x% )
Fig.2 Expression of PCAF protein in tissues ( SP,400 x )

2.3 PCAF B w kit s HCC W6 RymILAF 1LY £ R

PCAF % 13855 5 HCC I PRI BRAE (1 A OGP 43 BT 45
WL 1, PCAF (AR 23K 5 o iF N 54682 (r,=0.413
P=0.037) I Tk 42 3B (,=0.589,P=0.011) . & TNM 43 (r,=
0.513,P=0.029) 5L IFAHK . PCAF [R5 S5k D] AR |
HBV &Y i yE G E A (afalpha—fetoprotein, AFP) K F
fififk, Jiei{A&FH  Edmonson 745 JCHE 1 .

# 1 PCAF ZEARIXKTEE HCC IhFHBIEEMIAE R (n=40)
Tab.1 Relationship between PCAF protein expression and
clinical pathological features of HCC ( n=40 )

. PCAFZR IR/
IR 25 _ 5 PAE
(xxs)
5 5.50 + 1.05
PR -0.021 0.532
& 5.17 = 0.98
=50 5.17 +0.98
() 0.078  0.411
<50 5.63+0.82
. Jc 5.17 + 1.09
HBV/&Ye 0.128 0.234
el 5.83 +0.68
o 5.25+0.88
IR0 4 0.154  0.223
H 5.75+0.52
1L AFP {i <400 533+ 1.54
0.171  0.463
(ng/ml) > 400 5.92+132
<5 542+1.24
JIRAAFL Cem ) 0.119  0.231
>5 5.83+1.37
g 4.25+0.94
TN 0.413  0.037°
H 6.50 + 1.05
N Jo 4.33+0.61
kAL 0.589 0.011°
7 6.42+0.92
[+1 4.92 +0.66
Edmonson/4% 0.214 0.121
m 583+ 1.44
[+1 4.92+0.69
TNM43 0513 0.029"
m+1v 6.42+1.11

H:a,P<0.05

24 % ¥ PCAF EGwhkis

Western blot £ & BE IE ¥ FFAHMI R LO2 1 PCAF
FH#IA7KF (036 £ 0.05) W i = T HCC 4 R HepG2(0.13 =
0.03) 1 SMMC-7721(0.07 + 0.02) /1 PCAF 75 [ 19283k K F-
(n=6, 3) , &A1 IA] LR B Gt |2 25 5 (#=121.082, P=
0.000) , 45 ZH 24 it i) 79 14 LU 350344 e it 25 57 (P=0.000) .

LO2 HepG2 SMMC-7721

B-actin

B 3 LO2.HepG2 #1 SMMC-7721 4/ PCAF ERARKIFIX
Fig.3 Expression of PCAF protein in LO2,HepG2 and
SMMC-7721 cells
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