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Effects of direct stimulation by LPS on activation of nuclear factor-kappa B of pul-

monary microvascular endothelial cells
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Abstract: Objective To investigate the effects of direct stimulation by lipopolysaccharide (ILPS) on the activa-
tion of nuclear factor-kappa B (NF-«B) in pulmonary microvascular endothelial cells (PMVECs). Methods Activa-
tion of NF-kB was measured by electrophoretic mobility shift assay (EMSA ), and nuclear translocation of its two sub-
units, p50 and p65, was observed immunocytochemically when PMVECs were directly stimulated by 100 ng/ml LPS
for 0, 0.5, 1, 2, 4, 6, and 8 horby 1, 10, and 100 ng/ ml LPS for 1 h. Effects of TPCK (n-tosyl-phenylalanine-
chloromethylketone ), an inhibitor of activation, on NF-kB induced by 100 ng/ml IPS for 1 h wer also obsewed.
Results  Direct stimulation by LPS could rapidly induce the activation of NF-kB and nuclear translocation of p50
and p65 in a dose-dependent mamer, reaching the peak at 1 h and decreasing gradually. TPCK wuld significantly
inhibit the activation of NF-«B. (P<0.01). Conclusion Direct stimulation by IPS can induce the activation of
NF-«B, which may play an important role in inflammatory response induced by LPS.
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Fig 3 p65 subunit mainly localized in cytoplasm of PMVECs before LPS stimuation (ICC, DAB-NiX 100)
4 100 ng ml LPS 1 h p6s (ICC, DAB-NiX 100)
Fig4 Lots of p65 subunit translocated to the nucleus at1 h after transfection by 100 ng ml LPS (ICC, DABNX 100)
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Fig 5 p50 subunit mainly localized in cytoplasm of PMVECs before LPS stimuation (ICC, DAB-NixX 100)
6 100 ng ml LPS 0.5h pS0 (1CC, DABX 200)

Fig 6 Parts of p65 subunit translocated to the nucleus at 0. 5 h after transfection by 100 ng/ ml IPS (ICG DAB-NiX 100)
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