ADEERSa IR 2014F 5541555587 Cancer Res Prev Treat,2014,Vol.41,No.5 ° 443 -
doi:10.3971/j.issn.1000-8578.2014.05.022 . ||§ Eﬁﬁﬁ?ﬁ o

IR ESFE RS F LR B A PR AR BIEIN F L AL
R WA

FOES, F R, RER, O, R4, KO #, FRW

RARp Gene Methylation Could Be Used in Prognosis of Breast Cancer Patients with
Lymphatic Metastasis

LI Shaoying"* LI Rong', MAI Huifen’, WANG Wei’,WU Huacong’,CHEN Jing’,LUO
Rongcheng'

1.Cancer Research Center, Nanfang Hospital of Southern Medical University, Guangzhou
510515,China; 2. Department of Breast Surgery, Bao’an Maternal and Child Health Hospital
Corresponding Author:LUO Rongcheng, E-mail: luorc01@163.com;ZHANG Jun,E-mail

zhangjy@163.com

Abstract:Objective To determine the roles of retionoic acid receptor B(RARP) gene methylation in the
occurrence and development of breast cancer. Methods We screened the primary human breast tumors and
normal breast tissues for RARP gene promoter methylation by methylation specify PCR(MSP), and the results
were analyzed together with corresponding clinical pathological data. Results The frequency of RARP gene
methylation in 192 cases was 26% (50/192), however no RAR gene methylation was found in normal breast
tissues. RARP methylation were associated with tumor histological type, staging and tumor size (P<0.05).
Patients with lymph node metastasis, ER (-) and HER2 amplified had more RARPBmethylation(P>0.05).
Patients with RARP methylation had low survival rate(P=0.268), particularly those combined with lymphatic
metastasis (P=0.04). Conclusion RARP gene promoter methylation may play an important role in the
carcinogenesis and development of breast cancer. The relationship with poor differentiation, large tumor
size and poor survival rate indicates that RARPB methylation could be used in the prognosis of breast cancer
patients with lymphatic metastasis.

Key words: Retinoic acid receptorB(RARP); Methylaiton; Breast cancer; Prognosis

i E: BM KA E 2k (RAR) BAE @ DNAT AL SUME R & X i f2 P oy &L, Fik
KA A FEMSP I &, A SUIR S A 0B JUIR 4L 20 P RARBAA H A9DNA W ALk &, P44 16 R%
1955 o TS HAT ST, EEER 19248 SLIR 20 22 P RARB AL B F AL 5041 (26 %), 774 5% LR ZE 27
FR—BIF A, FRARE EHGIIBUALF R 5 MR G KA ALK E(P<0.05); HHELEE
#% . ERPIEZHER2:T % &K 69 4020 PRARPA B WAL E 5 &, 2%+ FEL, RARBARE ¥
A SURRIE B e A AR (P=0.268 ) , REAME LB IUREEH (P=0.040) . i RARB
AR T ARG R L, R FRETLMA, TiEJURRGEREE AL, TN A B
LA W SRR TUS 09 0 T £ F 3847

KA M B RB(RARB) ; WHAL, SUIRJE: TR

RESHES: R737.9; R730.7  XEHRIRED: A

0 31§

FLIR I 2 25 A BRI R 280 i 2 — 1
PEMPSRE 2405 Lo M R 23 % FUIRE I K
A R R IR B e A W D SR IE R A 45 2R, O
H CpG & 5 2l FF A Pt S50 s i TR 2R 305 oA

IS HER: 2013-06-10; {&EIHER: 2013-10-30

EZBEBGL. 1.510515 70, S MéaFERXESHTE
TR JE AL, 2. Y T E % K 3 4 ARk 1 SUMAT

BIEEE: ¥ %M, E-mail:luorc01@163.com; K%,
E-mail: zhangjy@!163.com

EEEN: 203k (1980-) , %, ME, THLEIF,
B 50T o) A Ik 9

e FERAZ - AR KRR R, A
2B (retinoic acid receptor B, RARB ) FEHI/E
FH T I T8 4t B 28 %) S Bt sl /L 4000l e 4
LA ;TSR 2k 2 T RARBEER (98 5 1 sk 2>
VRN A R AR TR, RARBYE A FLIRE
P sz o, HH A SIUIRIERN A4k
JRHAEREKAERY, R, R R
/NS FERIAN A B Bl o A SIS 192451 FL
PRI ZH 2L RARBHE R H AR 00, 454 I A £
JBEVTGORE, PRITRARPBHEE R H AL LA I IR
HLS ORI R



. 444 +

YBRHSa 2014554152558 Cancer Res Prev Treat,2014,Vol.41,No.5

1 #wRE5HE
1.1 %ok

WS A YR KR I A O 0y B AR A AN R e TR
FF9 B2 1) A 2 Ak y7 FORCTT A D & M 3= i v L
JiR 38 S A N IR o5 2 2119241, SE34E#560 (18~93)
%, BEVIEE (2~78) A, F51H . Ho R
TPE SR IR 1600, RN L0f], IR
REFERROW, IR 1] - oAb IR 96
B, MR feme 1l A kB ETIH ., 39
Bk L5 LRI . 3560k g i . 231414812
328 1205 2 2 2E 2R | 1SR RN S
MR Z R (ER) | B3R 2Kk (PR) Riklh
W TTHEEE B2 2 1 HER 232 3415 (L Bk e =
FLRER L1, 55 BRA0M KL RR g Fe i Js
52 1E W LR X BR8P R A I A2
WA B ZE 53 S HEHERTSE .
1.2 ik
1.2.1 DNAWGRAGEM GRS
DNA, MSPHZEH FEARAE, 1~2 ng DNAH]
15 pUKYAMIE LT pl 2M NaOH, JR%]. 37°C/K
W15 ming, HIA9 plXfZE —H (1 mg/ml) F1156 ulHr
i il 25 R B R S AN VR (380 mg/ml) | THRES);
JE IS0 Wi Hi,  55°C/K¥16 h, FIPARFRER &
T J5 FIDNA R FHIQIAquick PCR&liAkIAHI & k1746
fb(Qiagen/Avl), HARLIRIGEAEVIASE T, 2850
ul 10 mM Tris-HCI (pH=8.0)%#%, #15.5 ul 3M NaOH
WL, IRAIEIR FIFE 15 min, SRIGFIAG pl
IMPBERREN (pH=5.2) . 1 pultfiF(20 mg/ml)F1180 pl
TeIKIK A TUTE o 5K it 2520030 minf5,
FCEFE-80°C30 min, /O B, 1HETFEE
ETFIET, ZJ5EMA20 ml Milli-Q/K i, 3XFp
B R S A B 15 (DN AR R B3 F FPCRY 14
1.2.2 51t RARBHIILAE 5 1¥: 5°-CG
AGCGGGCGTAGGCGGAATATC-3", R 5|9 :
5’-CAAACAACGAACGCACAAACCGACG-3, ¥
7200 bp, 1R KGR EEH67C, MgCLIREEHM2.5
mM; RARBIEH AL BUiF5 4. 5°-GGTGAGTGGG
TGTAGGTGGAATATT-3’, M5 |49). 5-AACAAAC
AACAAACACACAAACCAACAT-3’, ¥ 1=
200 bp, B KIREER6TC, BB TR H2.5 mM,
123 HEALFESPEPCRIGI  Master mix 18 pl,
45 BIiEDNA 2 pl, IXREZ M, 1xQ
W, 2.5 mM MgCl,, F Fi#5(4#)450.4 uM, F1Taq
fif0.1 pl ( Qiagen’y#] ) . PCRY HELM:: . 94°C
FHASPES min, HPEIR4°CAEME 30 s, 67°CiE k45
s, 72°CHEMH30 s, RARPILFE L FALIEIA35)H
B, RARJEHH ARSI, fH&J572°CIE

17 min, FHZSSS 1AL B AR AL BRAYIE % ASb
JE I DNAYE Sy B Ak K Al B Ak i BH A XS BE . Fe
J&, H2.0%M AR B EE R - IK 3 AT PCR™ ), 4
FEAL S|P 194 Ay W B REAS e A2 T H 3.
1.3 Geitse ik

FIAT SCI R, $4(8 FHSPSS 17.050 (4 452
AR FRAIHT o SR P A 56 43 BT R AR B[R R L AL FspL g
JEI ARG B s Y SCB, Kaplan-Meier /347 R 1
il BRUAAER, 22 548 FLog rankiG 560 T 1 REA

2 # R
2.1  RARPBIEH (1) FLALAG I 25 S5

401 1 5 LR A1 S JE— 171 I 2R AR BIE [A]
FIEAL, 192051 LB 21 21 5004 RAR B R F 3
b (26%) , ZFAGIFE L (P<0.05). iz FIMSP
FARK I FLARERARPIE R B b 25 5%, WA,

1 2 3 4 5 6 7 8
r — D 1 1
RAR v MU MU MUMU MU MU MU M

M:205 bp
Following bisulfite treatment all samples were firstly tested for DNA
quality using primers for unmethylated RARP. 1: blank control,

no DNA;2: positive control;8: negative control;3-7: RARP gene
methylation of sample 1, 2, 3, 4 and 5;U:unmethylation;M:methylation
1 MSPAHTERIMRARBE F B ELIENR

Figurel MSP analysis of RARP gene methylation in
primary breast carcinomas

2.2 RARBHEEE H AL S A HLAY & R

VRIS G455 B R, RARBIELE H E LR 5
B . PREIRIEOL . 50 L TP53%58 7 o
WARSE(P>0.05), RELEHERS . ERBIE: LHER2
o B ik M L P RARPIL A H b & 1 e, H
TeGitEE X, HAR>20 mm. IFLAL I 2
P A TR L R U R AR P R R J Ak 2 ) I 0
(P<0.05), 7EiZIEPEIE S8 2L I m ST RARB
FE AR (50%) , W31, RARPINK
HELAL P IR PRI (ks ) o (154+262)
fmol/pg, =T ICRARBEE K LA I PRV P4 {E
(91154 ) fmol/pg (P=0.04) .
2.3 RARPBIEH H AL 5T 1 &R

EARAZLIE R, —eqatn, ke
% (P<0.001) . MK/ (P<0.001) . HH
Y (P<0.001) . TPS3%878 (P=0.002) , 1
515 M 56 . RARBREIA B LAk 575 7R s
RAREER, A a2 b B s RARPIEH H 3Lk
(LR BB P A 4765.53 (59.21~71.85) H, ik
TICRARPBHE A TR 35 11969.06 (65.84~72.28 )
H, SRIMZA Log rank A5, WZH AE A7 il 26 1) 22 51|
TGt Em Y (=123, P=0268) , WE2A,

FEMR LA ZLIE B, RARPIER L



ADEERSa IR 2014F 5541555587 Cancer Res Prev Treat,2014,Vol.41,No.5 > 445 -
=1 RARPEE B E S I REIRRRER KR [H15(%)] "
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