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Abstract

AIM: To establish a neonatal rat colon tissue
culture system and to analyze the effect of trans-
forming growth factor-p1 (TGF-f1) on polarity
characteristics of epithelial cells.

METHODS: Forty-eight hours after 10 ng/mL
TGF-p1 was added during the process of culture
of colon tissues from neonatal rats, the expression
changes of Crumbs3, E-cadherin and alpha smooth
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muscle actin (a-SMA) in the control group (without
TGF-B1) and intervention group (with TGF-f1)
were detected by IHC and RT-PCR.

RESULTS: Pavement-like cells could be seen
around tissues in the control group after 48 h;
Crumbs3 was mainly located at the apical mem-
brane of epithelial cells (P < 0.01); a single layer
of a-SMA-positive myofibroblasts along the
crypt axis was visible, and a-SMA was lowly
expressed in the smooth muscle. However, cells
in the intervention group showed different mor-
phology and size; E-cadherin was mainly pres-
ent in the cytoplasm, and E-cadherin expression
was lower than that in the control group (P <
0.05); a-SMA was abundantly expressed in acti-
vated fibroblasts (P < 0.01). The mRNA expres-
sion of E-cadherin and Crumbs3 in the control
group was significantly lower than that in the
intervention group (P < 0.05), while the mRNA
expression of a-SMA in the intervention group
was significantly higher than that in the control
group (P <0.01).

CONCLUSION: TGF-f1 induced down-regula-
tion of Crumbs3 and then dramatically changed
the phenotype of epithelial cells.

© 2014 Baishideng Publishing Group Inc. All rights
reserved.
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1.1 HAE3 dISDRER, WHT R4 L5 3
Yyrbaty, YFATES: SCXK(#)2013-0002, &R
FEELS FUBM A LR, EMER AT, DMEM @ pE s 77
F#(Gibco), LA NK A K FF(PeproTech), 4
FEARPEEI(Gibeo), TGF-B1(PeproTech), 4k
#H 7 (Gibeo), A IA(MPBIO), 7%k i
(GlutaMAX- 1 Gibco), 3110 Series II CO K45
#i(Nthermo), TH4-200% 5% 6. 18] B BB H A
OLYMPUS).
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100 U/mL, $% %100 pg/mL), 5 mg/L4FTE
PRSEE, & BN 10 mL/L"""™, TGF-B1 10 ng/
mL, AL AT FA3 pg/mL. R 2154 CIRA7.

122 - X3 difd 7L E T-750 mL/L
LBE10 minH B ARSE G o B 264 T U S5 1l 20
2. EBpln R IE, 8, NEY. H4 °C PBSERIN
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R B FRTR.
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Crumbs3 . cttgtcctcagaggccatcgtg 101
: ctcgaagttttctcattagcagg
E-cadherin : gaggtctacaccttcctggtg 137
: tctgtagacactttgaatcgg
a -SMA . catcacgaactgggatgacatg 133
: catcttctcectgttggctttag
GAPDH( ) : ggtcggtgtgaacggatttgg 121
: ggtcggtgtgaacggatttgg
a-SMA: a—

PIF . W s KAk, PBSHE, 3%H,0, K3k
WIR S S, ROk E15 min, A a-
i WULEN 2 H (alpha smooth muscle actin,
a-SMA)(ab124964 FiARF BT © 1000)
E-cadherin(ab15148 HUAFREIRE N1 & 50).
Crumbs3(ab180835 HLiAFE:E A1 1 100).
CK18(bs1339r HuiEM B N1 2 100) 4 CiT
L, PBSHE3 X, W IAHR. —HiGoat Anti-Rabbit
lgG(HRP)(ab136817HiAFBEHEL 1 1000)
37 CiRAH I &30 min, BAEBHAR 7 £
Tt /E. DABRA, JRAKE gy, & LBEMK,
THZRIEW, R R B, BB T sRgE R
B AR A HPB SAUE — iR B M xs . A
1P P6.077 B 1 G40 1 3 A 5 45 2. G 788 o 44 7
V6% B (A, Bk D) BEALI 2 64 LT,
[0 5 Al — 5K V) A B A B E R &, R
P RN A MBI 25 15 SAE 1S 2R IE A E
(CAH), RIA&BHPE =0 S bR e FEAE, 2 )G
KOPEMEAE MZFEARICAME. FICAMEBEAT 43
FLGEL, DLk b et 0 72 1 R R e Ve e 5
SEIRE.
1.2.4 -

mRNA D WEEAL RS AL, L
B FR, D-hanksWR BEic 20 22238, % E TRIzolix
F(EEInvitrogen? &) i B B IR R 7 LM
HAFIREUARNA, WG icDNAS —4E.
K HIPrimer premier 6.0%KF% 11514, 5197
B R 51K R 1. S B H -3 R
fii Z B (GAPDH). HX2 pL cDNATE N, 2%
SYBR Premix Ex Taq 10 pL, b 51 #& ik
J£250.4 pmol/L, JNK B 251 7K 22 S AR FH20 L.
FREARIE B AL, N SER 2 #P CRL(CFX96:
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8 2R R AR 2, SR 27 it B kAT A
XF g AT

K0 SEIGH e lmean = SER
~, KHSPSS16.04 T8, & T kEEAT
e He AR e B8 P<0.05 82 5 B 481t 2

2 B8
2.1 FLR 5%
R IR RE 9548 g T W B AR R HE A 1 B
ZE L Ea(E1A), RS MmAHSAHE LR
BORKE IR FL R G B A S SR e R R L
JE 45K, AT LB HE ) R A (2B i Sk BT
R, MRS GO %, HEE (O — IRAREE. 40
Ji B R bR A SR B R Ay, AR SE
50 FHCK18(bs1339n)Hithk & e AL R 45 b
B A, 5 7R AL B A5 I H VA R b R
Al AR AR et (B3G). M TGE-B1THiJa 45
J¥r 28 23 ) 00 R A R /N TS AN —, TR BR AR (]
1B), HEJ: a2t o b i i HE A wi e, 3%
A IR, B SE g 20 2L DL K B A K I R AT
YLy = (E2D), FF H R 4 4 i ) A5 54
a-SMA £ = #RiA(E30).
2.2 Crumbs3. E-cadherin. a-SMA

TEFG TR BT GF-B DI 45 11
A, Crumbs3=E B RIATE I 57 40 R T v A7
#H(KI3D), E-cadherin ERIATE L 17 2H 255
R, oAb R I M O AR A A G
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TE 5 7% 4 A0 TAH (19 % 2% B2 4E 43 1) 9 0.2643
+0.0192. 0.196740.0541, P<0.05. a-SMAZE
S 2H AN T 1) 06 BEAE 43 9 90.1867 &
0.0633. 0.2957+0.0249, P<0.01(&l4). E-cad-
herinfE TGF-B 11l j5 H 45 255 B 1Ml o-SMA )
Tk

2.3 RT-PCR 48 hfEi: 74 Crumbs3
FImRNAWREEEZE S T TH40.2735+
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ILERLEIHAR B TSRS R( x 250). A: 1B

(HEx 400); C:
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0.0208 vs 0.1859+0.0128, P<0.05). E-cadherin
EEFR AR T A M mRNA K FR L2595 A
0.26814+0.0210. 0.1983+0.0086, P<0.05.
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UG 4R 335 N B a-SM AT mRN A & ik

W

3 1Wie

201 20604E48, Browning®5 " IZE {41 5 T H 55
FENEGEIEAL, H4E R I H RS RAAH R
DiREik24 h. 1X— B KR (Z HT AR =06 AL
BT~ I 16 4. 20 S A K R - R 4 Bl B 1 %o g T
BRI SR RIS o iR A R R el A R E T 4

LRE 5 A

s

2014-10-18 | Volume 22 | Issue 29 |



4390 ISSN 1009-3079 (print) ISSN 2219-2859 (online) 2014 10 18 22 29
"LZRZE
TGF-B1
3 SEOTEFANTIASIFERPIVRZELESE( x 400). A: Crumbs3; B: E—cadherin; C:
a—SMA,; D: Crumbs3; E: E-cadherin; F: a—SMA; G: CK18. a—SMA: a—
0.35- b 0.4~
O O
0.30+ = ]
a
0.25} 0.3
0.20+
b 0.2+
0.15-
0.10+ 01l
ol frl
0.00 0.0
Crumbs3 E-cadherin a—SMA Crumbs3 E-cadherin a—SMA
4 BEONBEMELLR. P<0.05, °P<0.01 vs 5 BEOHIMRNALLE. a-SMA: -
a—-SMA: a- .
AREE 55 45 i 20 23 R HE LA ok HL&R 2% R
BT RPER AT TR Dame SR TCME 20 R e R BT AR I FR Y A e i
WHEFRINEE R IEF M AS A48 h, 3K Fp TR, EARNER. A1 Damelf 538 7
5 7 R ASURME. RN BB sR G AR E R, 78 22 1 N A SOk 1 SRR B RS
Towh T NG AR M TR, X R ERATET FRIEMBCH], £ LTGF-BIH T T, SRS A
WM N K s USRI R R S R — 80 SUNE 35 i 2 450 (2B, 3G). X — 52k
FATRILMIE AL T RS a5 4ERE, R RIOWIE @SN FRAT G AT 78 45 1 A 22 05 2
I3 R FE ek v B B 3 T M R R R, T B8 TR
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RS B R L FE. mTAIR
S HA m BEAR M R AE. AR ZUK TRk, E
3 S 60 T2 i, 2 24 R 5 e 3 ) S P R 2 A TR 4L
S T 4 35 2H 23 11 56 8 45 A0 AN L IR AR B T
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KPP Crumbstl M A Kk thPalsl. PATI
CrumbstpR. W& 7ERuE R 40t s h 43
BRI, B BT bR AN R TR DX
FEXFCrumbs ) Dy RERE 5T b, &t BT 5T 3R B
Crumbs3ii# id 3 & Expanded & H K i % Hippo s
TIE R, MRS B AR O . RANE S
HA LIRS R, ININTGF-B1T- 748 hfg, ik
[ Crumbs3 [R5 B3 T B, AF N b R 4 i
DA EIR EWIE-cadherinth i 3 E 2%, 1 R AETE
A2 I AT 4 40 R i a-SM AN i R A
XA T BB A AR T R LR ) A M B A
T, M Crumbs3 eIk, MR b B 40 i 5%
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BUR) 3 BRI bR A ) 78 AR A B
S H AT ) RGP T REVE 2k . RIS B g R B
FAPUAT. ERATH LI 7 R, B
INTGF-p1T+ s, bR 4nitr £EYIE-cadherin
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a-SMA R mRik, RV EAHR. WK
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