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Abstract

AIM: To investigate the effect of corticotropin-
releasing factor on the expression of tight junc-
tion proteins in intestinal epithelial cells.

METHODS: HT-29 cells pretreated with corti-
cotrophin-releasing factor (CRF) at a concentra-
tion of 20 ng/mL for 24 h were stimulated with
LPS at a concentration of 100 ng/mL for 24 h,
and cellular extracts were harvested to measure
the expression of ZO-1, ZO-2, Occludin, cldnl,
cldn2, cldn3 and cldn4 by enzyme-linked im-
munosorbent assay (ELISA). Subsequently,
groups of HT-29 cells were stimulated with CRF
at a concentration of 0, 1, 10 or 20 ng/mL for 24
h, or pretreated with nuclear factor kB (NF-kB)
inhibitor diethylmaleate (DEM, 1 mmol/L) and
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then incubated with CRF at a concentration of
20 ng/mL for 24 h. Each group was then stimu-
lated with LPS at a concentration of 100 ng/mL
for 24 h, and the expression of cldn2 protein was
detected by Western blot.

RESULTS: The expression of ZO-1, ZO-2, Occlu-
din, cldn1, cldn3 and cldn4 was changed slightly
(all P > 0.05) while the expression of cldn2 was
markedly increased (P < 0.05) in HT-29 cells
after exposure to both LPS and CRF. CRF sig-
nificantly increased the expression of cldn2 in
HT-29 cells in a dose-dependent manner, while
NF-kB inhibitor DEM could block this effect.

CONCLUSION: CREF significantly increases the
expression of cldn2 in HT-29 cells in a dose-
dependent manner, and NF-kB activation is
involved in CRF-induced cldn2 expression. CRF
has no effect on the expression of ZO-1, ZO-2,
Occludin, cldnl, cldn3 and cldn4 in HT-29 cells.
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Z— L #g(diethylmaleate, DEM)1 mmol/L 7 #%
1 h/EmCRF 20 ng/mL#1i#%24 h, KRG £ # &
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A 24 h, KEZMHT29%m 6, RIEEG, L
JEEP I A cldn2 & ik K

ZER: ELISA# M 4 R 2 7 ACRFARI % M £
& 28824 hjs BV ALPSAI#UEZ0-1. Z0-2.

Occludin. cldnl#ecldn3 & ik KP4 £ LELPS
R 82 B 6 F %, 422 cldn2 64 &5k ) 3257
B B3 (P<0.01). ZIEPiTExEMLERE
7 VALPS#% B a7 "ACRF(1 ng/mL) | B T 3|
Acldn2 & k3 3, MG m K CRF#IEORE,
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F R B m K M i 3E 5 (P<0.05), 2L
) FAR MR, W ACRF(20 ng/mL) | % Fl
i A ANF-xk B4 4] #IDEMJG B VALPSHH
HT-294m #6 )%, CRF ] R 465 Fcldn2 & A 38 &
(P>0.05).
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1.1 A4 HT-2940 MR IE 15 0 5 R B 4i i
J; B LR R SRS S P - CRFIE [ Sigma A
occludin, cldnl. cldn2. cldn3. cldnd4. ZO-1
MZO-2 ELISAIRGFI &I [ EigFRZ5 ) 0wl
cldn2JI AR FIDEMIE H Sigma /A 7).

12 7

1.2.1 wmpasdsc: HT-2941 R 5 n, Befiige T
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BEEAR I, T A37 C, RS A K
0L, SN BT IR, 4-5 dJ LLO.25% ) B il
THAGAEAR, O E A K I 41 i, LS X 10°/mLIY)
SRR T50 mLBE IR A H.

1.2.2 @il d: LLCRF(20 ng/mL)F K 5 524
h, SEHRAH M S 4k 8L 1 LUTE 22 B (lipopolysac-
charides, LPS)(100 ng/mL){IIK M 524 h, X}
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BT E: RN, BLCRF 0. 1. 10, 20 ng/mL
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FLILPS 100 ng/mLIIK T H24 h, WS4
HT-2941 i, PBSYEER2IK, #iAFT-70 ‘CUKAf, H
THEA.

1.2.3 ELIS A : Zx J i3 B 4G Il 41 Ffa 5% 5%
W+ occludin. cldnl. cldn2. cldn3. cldn4.
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