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Expression of the hBD -2 and change of NF - kB activity in human pri-

mary epitheliums induced by LPS
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[ABSTRACT] AIM: To investigate the expression of human  — defensin —2 (hBD -2) mRNA and the changes
of NF — kB activity induced by lipopolysaccharide (LPS) in human primary epitheliums. METHODS : The pulmonary pri-
mary epitheliums from human were stimulated with LPS and the expression of hBD —2 mRNA was detected by reverse tran-
scription polymerase chain reaction (RT — PCR). The nuclear factor — kappa B ( NF — kB) binding activity was analyzed
by electrophoretic mobility shift assays. RESULTS: The hBD —2 mRNA was detected 2 hours after LPS stimulation and
the expression of hBD —2 showed a dose — dependent manner. The NF — kB was activated remarkably half an hour after
LPS stimulation. The supershifts assays indicated that the p65 — p50 heterodimer formed complexes of NF — kB, that was in-
volved in the activated of NF — kB. CONCLUSION: LPS induces the expression of hBD —2 mRNA in a dose — dependent
manner. The p65 — p50 heterodimer — formed complexes of NF — kB plays an important role in the regulation of hBD —2
gene expression in response to LPS.
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Fig1 Concentration — dependent increase of hBD —2 mRNA ex-
pression by LPS in primary epitheliums. Lane 2, 3, 4, 5,
6,7, 8: LPS 1000, 100, 10, 1, 0.1, 0.01, 0.001 mg/L.
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Fig2 Time — dependent increase of hBD —2 mRNA expression
by LPS with 1 mg/L in human primary cpitheliums. Lane
1. PDTC + LPS stimulated at 10 h; 2 — 6; LPS stimula-
ted at2, 3, 4,5, 10 h. 1 lane.
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Tab 1

Group hBD -2/GAPDH(A)
LPS 0.01 mg/L 0.075 £0.012
LPS 0.1 mg/L 0.652 +0.008 "
LPS 1 mg/L 8.250 +1.250°
LPS 10 mg/L 72.550 +8.520"

*P<0.01 »s LPS 0. 01 mg/L group.
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{ER
Tab2 PDTC decreased hBD —2 mRNA expression at 10 h after

LPS treatment in human primary epitheliums (% * s.

n=3)
Group hBD -2/GAPDH (A)
LPS 1 mg/L 8.52 +2.56
LPS + PDTC 2.24+£0.85"

*P<0.01 vs LPS group.
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Fig3 Concentration — dependent increase of the NF — kB activi-
ty in human primary epitheliums by LPS. Lane 1 - 6:
LPS 0, 0.01, 0.1, 1, 10, 100 mg/L stimulated at 1 h.
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Tab 3 The NF - kB activity after LPS treatment at differnent

concentrations in human primary epitheliums (% * s.

n=3)

Group NF - kB(4)
LPS 0 mg/L 0.08 £0.01
LPS 0.01 mg/L 0.65+0.10"
LPS 0.1 mg/L 8.25+1.32"
LPS 1 mg/L 72.55+£8.56"
LPS 10 mg/L 650.30 +78.36"

*P<0.01 vs LPS 0 mg/L group.
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Tab4 The NF — kB activity after Img/L LPS treatment at differ-

nent times in human primary epitheliums (x +s. n=3)

Group NF - kB(4)
Oh 0.75+£0.12
0.5h 12.65 £2.35"
1h 18.25 +3.24"
1.5h 9.55+1.85"
2h 8.56+1.76"

*P<0.01 vs LPS group.
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Fig4 Change of NF — kB activity in human primary epitheliums
stimulated with LPS (0.01 mg/L). Lane 1 —5; LPS
stimulated at 0, 0.5, 1, 1.5, 2 h. Lane 6: negative
control.
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Fig5 Supershift assays and compete inhibition of NF — kB activity
in human primary epitheliums treated with LPS (1 mg/L).
Lane 1 anti — p65; Lane 2 anti — p50 Ab; Lane 3: mu-
tation probes; Lane 4 100 fold unlabeled probes.
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