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[HE] B8 HEIHE K BT (tansforming growth factor-B1, TGF-B1) 755 B B /INE I 5z 41 i (8] 5
oAb R wwist RIBMUOE L L, FiE BB/ LR AR (human kidney tubular epithelial cell
line, HKCs ) 40/t /3 1E 7 Xt B2 (10 ng/ml TGF-B1 41;48 h J5 WZE 4N M B A%, 00 5% 5 5 A B4 S ( RT-
PCR) , P LULAME E-F5552 (E-cadherin) AFR35 , S fE BT E twist (3R IA ; [F) BB IO [k B2 TGF-
B1(0.5 ng/ml 10 ng/ml 20 ng/ml) Jli#% HKCs 41,48 h J5IE twist FFIL, SR IEHEINEFRN HKCs
28 TGF-B1 1555 48 h J5 twist T [AFA M B (P <0.05) , [AlA] E-cadherin #3358 i FF& (P <0.05) , [Al A
TGF-B1 X twist £ I M 2R ERBIPE(P <0.05) . 418 TGF-B1 555 /ME L i 40 /] 5iks 41k
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[ Abstract)
transdifferentiation of HKCs promoted by transforming growth factor -B1 ( TGF-B1 ). Methods

Objective  To obseve the change of the twist protein expression in epithelial -mesenchymal
The human kidney
tubular epithelial cell line ( HKCs ) was cultured on plastic pates in the presence or absence of recombinant human
TGF-B1. After cultured for 48 hours, the expressions of E-cadherin were detected by cell immunocytochemistry and
RT-PCR. Western blot was used to detect the expression of twist . Results  Compared with control group , the
expressions of E-cadherin were significantly decreased in TGF -B1 group (P <0.05). Conversely ,a profound increase
of twist protein expression was seen at 48 h after being induced by 10 ng/ml TGF-B1 in HKCs (P <0.05). The

further study showed there was positive correlation between the expression of twist protein and the concentration of

positive TGF-B1 ( P < 0.05 ). Conclusions
mesenchymal transdifferentiation of HKCs promoted by TGF -B1.
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A)) TR SO I G A 1 (FBS, AU T AR )
B2 N TGF-B1 ( 3E[H biosource 23 F] ) ;twist FA g B
(22 Santa Cruz 23 7)) | E-cadherin B 5g ST A ( 52 [H
Santa Cruz 23] ) 3 HRP-RiC Y £ 5T Pt (db i 2
NHE)) o Trizol RNA $#EHU, RT-PCR {57 & ( Takara ) ;
E-cadherin PCR 5|4, 1E 4% ;5'-ATCCAAAGCCTCAG-
GTCATAAACA-3'; Jx X 4% . 5'-AAGAAACAGCAAGAG-
CAGCAGAAT-3' " Hf4 cDNA F Bt 377 bp; A L4
YAt FE E A A w1 AR,

Y27

1. HKCs PIRSNG 75 K41 . R FH & 10% Jf 4R i
THA DMEM/F12(1: 1), 85384540 5% CO, 37 C1E
TG FE

2. SEESAY % HKCs #2 1 x 10° B2FPTF 50 em” 15
FEfH R AT @l S SOH JE L ) DMEM/F12 1
FEMLFPACIUR 12 h RS2SR 40 LU JLA (1)
A 10 ng/ml TGF-B1 #J 0.5% FBS DMEM/F12 1537
S IWEHT 48 h il twist 25 7K  E-cadherin #ik;(2)
S A AR H B (0.5 ng/ml 10 ng/ml 20 ng/ml)
TGF-B1 Hl#L 48 h J5IE twist 25 HK Rk,

3. EEA b gt BUE K R AR HKC 21,
P10 x 10°/ml 3550 T3 B /NBE A9 24 FLAR T, R3AL
1 ml, HHESR, WIEHR ., K22 60% flG i, 53
IHEGFEIE A TCMLIE R I3 1 ml [ 12 b, SR J5 585
FREE, P2 B S MREA L IE R XTIRAL (C 4) ( BP
TCMLIE R FR2H 510 ng/ml TGF-B1 2H (TGF-B1 4H), 4k
SibEgE 48 b BURAIMIC R, DA fa e A fh 2k
Kl E-cadherin (Y3635, UL PBS fCE:—4i B R
e b= g 58 iU , I Image-Pro-Plus 5.0 E
PR 3 BT R e AT EUZ 53 A - B 7K At TG Jr Bt
BLIN 5 A3, TR AR (AOD)

4. WG SERG BEEE SOV (RT-PCR) < FHBERRER b
W (PBS) PRI A AN, R3S AN Trizol RNA £2
B, #e U0 W] A5 20 SR, 58 A0 3 o O B
260 nm 280 nm WG, A 3 K, T1HE A260/A280
LB, 4% RT-PCR X GHAE, SRR 50 ul,
PR K. A 94 °C 1 min, 57 °C 1 min, 72 C
2 min, E-cadherin 35 MG, GAPDH 30 ME3, &
72 C #EAH5 min, HU E-cadherin 1 PCR 7= 4% 5l Fil
GAPDH 1Y) PCR F=#)45 5 wl, 1. 0% BB S SR HLTK |
B U RGN, DBV AR R LR A 1
FH GADPH (A% 1, # — WG RE A AT Ht ( relative
optical density ,ROD) #173¥7

5. Western-blot ; il #5256 /0 2H SR AL B S IR
YNf, F T PBS PRI 2 Wk, A i R 247 T

200 wl, VK247 30 min,4 °C,20 000 x g &> 30 min,
W BT, Bradford 500 & & &, UM [R) B &
M (2 pe) M IMAGE EAFRR 5 x BRESEh
W ,100 CZEM: S min, 28547 10% SDS-PAGE HLIK,
PVDF JE#4ET 1 h, 4T Western TEENE . LA 5% RS S
KB 1 b, 35 A—40(1:500)4 CiE, —Hi
MR A Am e ) L AT S P4 (1: 2000 ) , R DAB
kB0 B RUG R G LR T, ES R LA
W AOD 3R, LI E A 3 1K,

= Gt

SEEPORI YR = AR 22 (x 2 5) Fon, ARl HLAR
K ¢ KB SR SPSS 13.0 HEHTHE b A2
SAGIFEL,

5 R

1. HKCs 4RI 28 0 2ho 2% . 1F H 20 40 B Sk O A 4
HEFI A K I TGF-B1 J& , HKCs 40 iz b, 40
MR IE AN, MRS R IR RIE , WLIE 1A,

2. TGF-B1 X E-cadherin ik 520 . 5058 41 i fk
2578 A 10 ng/ml TGF-B1 Ji7 HKC 40fY E-cadherin
Jua B N (AOD {43514 0.451 £0. 052 ,0. 192 +
0.031) , =5 HAGZIT#E X (P<0.05), WK 1B,

Al RT-PCR &5 7R ¢ IE % % B2 HKC 41 5
3K E-cadherin, 7EIEH C 2079 ] UL 450 bp GAPDH §~
Wait & 377 bp E-cadherin §7 3% 47, ROD = 0.976 =+
0.015 ;LA 10 ng/ml TGF-B1 YEJH 48 h Ji7, E-cadherin
mRNA 3k % R F%, HEE DL 450 bp GAPDH ¥ H4H7 |
F W 3 377 bp E-cadherin #3447 ROD = 0.368 +
0.019, 5IE&H X I L 22 R B A G2 2 L (P <
0.05), WK 2,

3. TGF-B1 X} twist 2 IR 5200 ; Western E[J7F
ZIR R, IEH HKCs 4008 F/KF 1Y twist 22 3R IA
859, LA 10 ng/ml TGF-B1 #lli# 48 h J& , twist 2[5
KB IN (P <0.05) , WK 3, 534h TGF-B1 k¥
FERESERABL R, B TCF-B1 W T, N'E/NE
R AR twist 75 KB # T  , 50E H 0 B4l e
BWEASIT 25 (P<0.05), WK 4,

i

B [B] B £F A0 2 Z2 PP 1 B e e 2R IS
LI R T g 174) M ] 3 J5 , 2 e o ' O o A ) R
B8 A RS v B 0 S 1 e M = 21 D e 7 o B 5
WSk AT BIAR B FSP( +),CD34( - ) B BBE
AT HE AN 28 MRS AR TR RS K s KB4 i B /N I
S AN EMT ik, dubnl W, EMT 25 /NVE
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[ BTAF e G N R . 2 EMT RAERT, 28009 bR
ARG % AR B B R A el AR iR PR RE S R
AR AT DU E 2RI 8 B /0N T o 2 1 ok 3]k
() J5T 5 5 b [ FsF L i 200 e £1%) 2 BB 0, 4 A AH N 8O3, b
YHMIAFAEUN E-cadherin 1 WH 2K, 1E Q7R A SE 56 v iy
WELHY it TGF-B1 BYHIEL, HKC 4 1 2528 ¥ 4 AE
KA | E-cadherin ZHTH R

E-cadherin f2JH75 [ K 45 4 2 18], 4 S5 3%
JoZ [ G0 s 7 1) T B AR | XAk L S S5 AR TR 38 K
B A A FRAE TR E YRR e R B A /N [
A AEAL SRR | E-cadherin 33k T B 5 5 1] BT 4F
AL R R IEHIE

Twist JEPJE—F G F R, Hgmtt 8 H Y REE 2

AT — Pl W e - ER-HEE 45 #4358 (a basic helix-loop-
helix, bHLH ) , 3= %2 11 57 I8 45 J5 i A B rp IR 2 (R0
HETCSAEZ R b (G B S i SCE A5
WESEA twist &R AETE, HRIIRPETE 59% ~ 85% 2
], 7E AR twist 75 5 9T B2 A AE IR 3%
U B LA BB TR Sun 45T B R Y
twist ZE AR5 E/NE 7 AMIE E-cadherin FJFRIET
JHIEG R B /NG EMT, 7EARSZ 5, AT & 3
TGF-B1 531 EMT &2 FE v twist Rk 2&THE 1Y, B
W FEMCHREPE DL EH Y TGF-B1 15519 EMT 4 7% v ff 5
A LTS twist ik,

MR EL R HMIFLEH EMT A%V LR
AN 7 A S T TGF-B1 R
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[1-7(BMP-7) ' S54BH4VE K T (CTGF) ' 45 | H:
S BH 1 EMT 332345 E-cadherin e8¢, X1
AW B RTEZ TR RAFAE G DL B — BH AT ] —
AT IEARREA BB RSt R 22 IR A
FEAMRE R A A 44 R i SasR  L FVE
K2 MR RIESE B twist 25 S22 Fh A 740 FGF |
HIF BMP 7E 3L 7 6 S2 86 it B IESE AR
TGF-B1 531 EMT i B R A7 7E twist #47 , {H TGF-B1
B twist BIRARANAT, twist 275 0T DAAE Jy 5 2T 4 4k
TRIT IR P ) — A 2L R ST E— 2D SRR
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