rh AL IR 24 A (LTI 2011 4F 2 H 45 5 % %5 1 3] Chin J Breast Dis(Electronic Edition) , February 2011, Vol. 5, No. 1 e 65 -

- FYGWEFIE -

/s RNA206 FliE#ZE R 43 = RERE L 1T
EREERHREERHNRIZAT

Wi EARE B BEK LE
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[ Abstract]  Objective  To explore the expression and regulation role of
microRNA-206(miR-206) and connexin 43 (Cx43) in primary breast tumours (PTs)
and metastatic lymph nodes ( MLLNs). Methods Eight patients of pathologically
confirmed infiltrating duct carcinoma of the breast were enrolled. Pericancer normal
tissues, primary breast tumors (PTs), paired normal axillary lymph nodes (NLNs)
and paired metastatic lymph nodes (MLNs) were obtained from the resected tumors
of the patients. The expressions of mRNA and protein of miR-206 and Cx43 in
pericancer normal tissue, PTs, NLNs and MLLNs were tested using real-time PCR and
Western blot techniques. Comparison between groups was performed using one way
analysis of variances and SNK or LSD test. Results Compared with the normal breast
tissues, the mRNA expression of miR-206 in PTs and NLNs decreased significantly,
and it further decreased in MLLNs compared with PTs and NLNs (P <{0. 05). The
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mRNA expressions of Cx43 was significantly decreased in PTs, NLNs and MLNs
compared with the normal (P<Z0. 05), but there was no statistical difference between
PTs and MLNs (P>0.05). The protein expression of Cx43 in PTS and NLNs were
significantly lower than in the normal (P<C0. 05). Compared with PTs the protein
expression of Cx43 had no statistical difference in NLLNs (P>0. 05), but significantly
increased in MLLNs (P <C0. 05). Conclusions The interaction of miR-206 and Cx43
probably play a role in the metastasis of axillary lymph node in breast cancer.

[Key words] breast neoplasms; metastasis; lymph nodes; microRNA-206; connexin 43

SFL AR 2 v ] M S s 58 R B0 23 B v T PR g L Ak e A 2 L i AR
HTMEEFERZ —, ABRENERE - ZENZS S 2R HE R RAEH .
It 2D RS 2 B . N RNA (microRNA, miRNA) & —Fff K B 2
M 18~25 MEH R ik b LR AR SF AR g% 2 1 B 1Y 545 /N RNA 0 . A
SCHRARIE » miRNA T 30 %0 198 1 4 A% 356 R 1 3R 3R . el Ao o) 15 0 1 g
2 T ) e Ak SR R A DG R R 2 5 g G b 5 RS 1 R 15 . miR-206 78 L g
FIRFEAR ;5 miR-206 R IR FLIR IR 3 A . miR-206 1 2 3A B FLIR i 8 35
B R AR AL e RS, B W TCHE R A AP K . miR-206 2 5 T 3L B A 5 7 1)
PET AERE miR-206 (1R FHAE 5 W NV A8 . G B 128 2 A7 AE T A <08 400 i 1) 1
JES 3 TE 25 ) ' 1 BEAS 2 1 B A6 2 % 452 88 1 (connexin, Cx) » 7E A S KL PR v i
WA A 21 A5 40 3 DL H A X o BT (ML) A 44, 1] a0 s Cx43, fR 3R
M, 43 000MYIEIEE . AKFLRAL FEERIA Cx26.Cx43",Cx43 5 T FLIE
FE AL RS 1 E T, miR-206 18 i Cx43 P35 7 B0 E 40 M 19 4346, miRNA-
206 = IEF T Cx43 MERIAS 5 T ZL BRI R a4, B E s A TH2E

55 S miRNA $EEE R Fil 20 4F TargetScan Chttp:// www. targetscan.
org/) Fl PicTar Chttp://pictar. mdc-berlin. de/cgi-bin/PicTar _vertebrate. cgi) i £x
GJAL(Cx43 FEFD Y 3 EFHIFE X, AT P #0378 Cx43 19 3" BRI A P4 1]
LI5S miRNA-206 5 4 B AN 51 B A1 00 0 62 T GJAL B 478 ~ 484 i xi Al
1609~1615 i s, Mk, EH H—2L 0 T ARUIBR A ZLBEIR AT T 2R
Joi JE &%k (primary breast tumours, PTs ) S e % I 8% 4% 8% ik [0 4% (matched paired
metastasis to lymph nodes, MLNs) . JC ¥ % # W [ 45 (normal lymph nodes,
NLNs) 1 miR-206 I Cx43 fJFik, DI T fi# miR-206 Ml Cx43 BYFEAFE A
SEN ) e R T 2SS
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OFARYIGRIH- G B2 IR 52 R 1 Ve 80 0 i 2L MR B 8 )L 4R 1% 42~62 %
(PR 51 2 349 R 2ot AT FLIR R el R ARG AR, B 58 2 0 llm s B¢ 50K}
R AR 1. 6~2.5 emCE¥EAR 2.2 em) . RH L ETCR A& T B 4 JbARAR, 43
A BEEEAN S 3 cm DL B9 o7 IE B BRIR A ZL(N, IEH LA LD A2 (PTs) .
TCIE LRSI oS Tk T2 45 (NLNs) i B I as ik 2 45 (MLNs) . FEZAR RIS 7. B IS
RNA F§# 0. 9% NaCl i, PR A RNA BEIDHIF1H .4 Cid i . Ik H B R
W —80 CURFENIRAT . T HUbR 7 42 B 40 B A5 TR 58, R E R R R 4 2 AT
ATy G B AT RN -G T7) « 4 3283 B WHO (2003 48) iU bR{fE, &
191 58 R SR MBS W Y AR I P A L s Tk L A5 e R =1 ML

1.2 FORIE 7 PCR

L2.1 HZUE RNA AT miRNA 708 K ORA7 T —80 CHIFEAH] Trizol 551 & (52
[ Invitrogen 22 EDHIFE G RNAL SR S M 00606 B 11 260 nm Al 280 nm I 1K
T HIOEIE AL D(260)/D(280) 1, FfA6: I HC e  # HTSRUIEoHE R DK ARSI 5L RNA
JiE ., [#H mirVana™ miRNA isolation Kit (Ambion 23 H], 3£ E) M &L RNA 143
2 miRNA,

1.2.2 %55 [ . 2K SYBR® PrimeSeript® RT-PCR Kit (Takara , H 4%) . 7E
0.5 ml 1Y Eppendorf & H 1A RNasin 0.5 pls it RNA 1 pl,MgCl, 4 ul, 10X buffer
SRR 2 pul ST SR 1l BFESES ) 1 11 (Cx43 SR Oligo (dt) ,miR-206 %% 55
51918 5-GCGCGTGAGCAGGCTGGAGAAATTAACCACGCGC -3, H & KRk
WML (diethyl pyrocar-bonate, DEPC) Ab B3 (7K #b & 2 BARFR20 pl IR ,42 C
S 40 min, 95 “C 5 min 1SV IKEHEET 5 min, —70 CHRAF .

1.2.3 EPEHE PCR:Cx43 K SYBR® Prime-Script® RT-PCR Kit (Takara s
H A , miR-206 % H] mirVana™ qRT-PCR miRNA Detection Kit (Ambion, 3 H),
JREAR 28 A i HR S I A3 BE ] 5 >R HT 56 [ 2R 2 W] Bio-Rad 1Q5 PH3@iH € # PCR
AL s e Wi 158 H T 1 i &0 I (glyceraldehyde phosphate dehydro-genase, GAPDH, 7E
ANTRVRE i (] 2235 i A E ) A I8 S, GAPDH . miR-206 F1 Cx43 5147 L3 1.
miR-206 il Cx43 FIHFEHFLF : (194 °C 5 min; (2)94 °C 30 s, 57 °C 30 s, 72 C
30 s, AT, A 2 #2740 4> PCR JE3, PCR O A Sk i ik 7 1 47 ik it
LHATHIN . mRNA X & BRI A RS =2""", Hrp, AACt=
ACtegzpa — ACtapasimazy s ACt=Ctgzpan —Clarpi o

%1 miR-206.Cx43 fl GAPDH %) PCR 3| #1351

JE A s E RELR
miR-206 5-UGGAAUGUAAGGAAGUGUGUGG-3 5-ACACACUUCCUUACAUUCCAUU-3
Cx43 5-GGCGTGACTTCACTACTTTTAAGCA-3 5-CAGTTGAGTAGGCTTGAACCTTGTC-3

GAPDH 5-ATGTTCGTCATGGGTGTGAAC-3 5-CCAAAGTTGTCATGGATGACC-¥
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1.3 Western blotting #il] Cx43 & H

TR T R R AR 8 2 1 T Folin- RV B AEAR BB I ERE N 4 mg/ml,
B35 pl HEAR S HIIA 5 pl BRI ,100 CHE/KES min, #4710+ =
ot JEE T R 400 - 58 T 44 T i 6 Je Pl Tk (SDS-PAGE) (120 V HL . 2~3 h), HLIK 58
BeJE HE AT R AR 0 i B, B S R E RPN Cx43 2 BEHUIR (4 pg/ml, Santa
cruz, 3 [E) 2PN GAPDH £ P& (1 = 1000, Santa cruz, £ E) SR 555
R ik 8 A W A BB A8 2P e B (1 ¢ 2000, P A2 & D SR E 1 h )5, T
i 2= R S 18 55 R I W O (Pierce, 2 [E)D) 29 5 min, X I8 H B0 B8 M E
. LI GAPDH J& A (M, 36000) /F Y X B, f X i Jd i 49 1 2 1% . iz H]
Photoshop 8. 0 #E47 26717 K BE ORI R 4R R Cx43 5 GAPDH By WU {EAT D i 4%
B HRBAKESEL T Cx43 HEATHIXT E & .
1.4 Zits#omir

I SPSS16. 0 #4780 M. 5 REIE &0 AT & IR 0 A, 7 22 845F
R ] £ s 3Ros . A AR LA T H A R J7 2293 AT Al Post hoe 4 56 (SNK/
LSD), Lk P<20. 05 FR 22w A Gt w3

2 #ER
2.1 miR-206 Fl Cx43 i mRNA Fik72s 1k

LR PTs F1 NLNs Ff miR-206 B mRNA 2235458 1F & 7L IR BR A4 2H 220
AL (P<<0. 05,3 2) B %A MLNs 1 miR-206 i mRNA iK% PTs Fil
NLNs #— &L (P<C0.05. % 2),

x2 AT miR-206 5 Cx43 i mRNA Fik

miR-206 Cx43
24
Ct fli(zts) 2 AaCUf Ct{ti(x=+s) 92— AACH(ff
N 25.02+0. 96 1. 000 26.70+0. 83 1. 000
PTs 18. 10+0. 62¢ 0.021 21.70-+0. 78" 0.028
NLNs 18.3040. 65 0.024 21.2742. 03 0.026
MLNs 17.2940. 374 0.011 20.51+0. 65 0.023

N: FRFLIRAL P Ts: TR R & ks NLNs: TR Bk U145 ; MLNs.: H BS54 P<<0.05,5 N 4l1b% ;b P<<0. 05,5 PTs
F#5c: P<<0.05,5 NLNs [L#

PTs.NLNs 1 MLNs H Cx43 i mRNA 323555 1F & FL IR 14 20 21 01 15
FRAK (P<<0.05.%% 2)., S5F MR PTs e, 5 HE XA NLNs Al MLNs
Cx43 1) mRNA FEBEA TR HEEF LG FE L (P>0.05),

2.2 Cx43 HHBREZAL

S5IEH IR IR AR S 3, Cx43 B [ R IAFE PTs Ml NLNs A B g B A%

(P<<0.05. 1);5 PTs H# ,NLNs #1 Cx43 EHAR KN ZE R LG E X
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(P>>0.05),1M MLNs H1 Cx43 5 H R A% PTs B B34 (P<<0. 05, K 1.2).,

Cx43
GAPDH

N PTs NLNs MLNs

N IE % FLAR 40 415 PTs  SUM R JRUR 4 5

NLNs: JC i 7 B ik B 45 s MLNs - i 75 B bk 2 &5
B 1 ARAL Cx43 HITHIKE

120

—_

(e

(=]
T

(o]
(=)

Cx43FEARIE (%
5 8

Do
(=]
T

N PIs  NINs _ MLNs
N:IE# FLR AL PTs . FLIRJE JF & 41 s NLNs: i %
WRELEE  MLNs Bk 45 5. P<<0. 05,5 N H#;
b:P<C0.05,%5 PTs L

B2 ARHELH Cx43 EHRIBILE

0

3 itig

miRNA 54K AERK KT ARSI T e & A G TR G
SIEWHA A, £ miRNA T8 21 21 h Fe kK P2t A ek
miR-206 A] RES 5T T FLIE LA F 75 . 5 miR-206 IR 3k 1 7L I8 AH L
miR-206 125235 1 FL AR I 4 e & AR s b FE % . HLCEE R A AP IR, AR S 24
HHER,PTs A1 NLNs H' miR-206 1 mRNA 5[ %, 76 MLNs H' miR-206 1
mRNA A dE— £ AR, Cx43 i mRNA FI57E PTs Fl MLNs 22 [8] JC B & 2%
S, HUEE A TE MLNs H48 PTs B 0 38 0, 427 ZLAR I 2 26 0ss ik L 25 56 78
AT REAEAE A Cx4A3 MIHG S5 JE4 . 1 miRNA B R —R RN R R ERE
P L B AT E T 5 mRNA 9454, KBRS
mRNA FEF R TIHES (i H B9 mRNA FE& H R IRK A, ARSI,
miR-206 mRNA Fik i PTs F] MLNs 531 H B i B ) a3, 1 Cx43 3 )
RN . 254 A R RE IS ZEFHEW . 72 IE W 1B 0L T » miR-206 [
Su Y 2~ 8 ML S Cx43 mRNA AN #5454 . R FF H A S B s S
Cx43 FEfR I DIRE s 76 FLIRE MO R B 45 % B2 10 B miR-206mRNA 3R T
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PEL ARREA LTI Cx43 mRNA #5518 Cx43 R FRE LiH, Cx43 A
— B RS 5 T 4 as g pg PR, SRS T 3L A0 A Y
BEWRELEEFERS . ORISR & B A X — B4 14 75 7F UG B T AE v R AT B R
A FEE S 5 [a] p, A 5286 8 T Cx43 f) mRNA #FiA7E PTs #l MLNs Z i
ToHA I 25 5%, 5 B B A SEIG AR AR A 8 1], JUr 8 5 191 S 45 Sy 3L 0 i vk 2 A
I D AT FRAE LUS B TAE i — 20 97 RAEAS i RO B 2R BUIE 50X — 25 R

AW 5T I KB, Cx43 2 A 7E 7L 9 5 & ki BRI, 5 Kanczuga
Koda 51" M58 45 R — B0, N ok & W 3% 15 A (7 4 i 1) A AL i 124 H
I AT L3 3k A8 A Ak 2 A I 7 A A S Al ) AL SR A S AL i B i
HES M M, 8T 1000 8 A& /NT 1.0 nm BB T80/ 79 38 i, /b
oA =Y K T AR R T SRR LR R ) FN L Y
BILAAAZ 21 SR 55 P 350 0 P o 20 ek o5 AR 3 2 B 1 Y 3R A LA X AP AR AL
Cx43 75 Y 2835 55 4% B i 72 10 3 258 Pk 52 1E A DTS, Cxd 3 A% 28 1K WA 1 15 240
i [0) 42 B3 i 1 58 Ik PR AR B i 2% 5 AT A5 | 440 B m S o ek 2 7 S o e o 2k
kI8 £ B ) B R AR 2 0 SR R A Cxd43 ik BRI AR I A9 S L 76 7L AR
i 5 W I 9 Az A e A v S PR R RS TR I N B . R O A R AR G Ak i B
AT PR A1 At 7 B ) PR A R O A0 B L I A PN R AN M A O A A EL A FH RN A
15 B 2T ML 3 b8 Cx43 55 4% B i B sC o S ), AR SL oG k9t .
Cx43 B 1 3R 38 7RI T B bk T 45 v 3258 B W oy 7 D ke R0 T e B b EEL 45 5 T
mRNA FRFEA I HEB WM kBRI AR W 225 L2 &
S, MLV DIE Y, Cxd 3 780 M b Jot % kb Fn % &8 kb v B9 VB A [RD L 7B AL
Wil 2 2, 5 Cxa3 IIASE A it — A
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