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MALNERE QB8 M8 e-MLCK) R R 4. 20 H M4 BALB/c /MNRBEHL 24 ,LPS 41 AN A LPS
(1 pg/g)sML-7 417E LPS B M AT # 47 ML-7 8. MENBHB/FE WD HE. S EHNE LR
(BALR)EH AR WHAABMIEALYE MPO)EH MR BEERE HaRaER MM H S MLCK f1
CD11b R BR M, B % R-BE4B% KN RT-PCROBN M AR MLCK mRNA #ik, BAK R
% B (Western blotting) B R A1 MLCK EE#i5. R 5 LPS 4 HW#H,HPAEC 7 ML-7 BE F IRt E
CAY{E i (P<<0. 01) ,p-MLCK 5% [ /37 40 i B 8 3 20 (P <<0. 05) , B W/D (. i 1 41 MPO #&# .BALF
EOSBHY BREMP<0.05 R P<0.01), HWEL R BR,LPS 4/ B3 4 5 KA B 8., DA o o s 40 i 32
R AT M . KM s ML-7 41 B 48 iE B 7 M 0 B % . SRR A L BRALT N MLCK %88 K 5L 40 i
A6 T4 ¥4 M A CD11b 7 ML-7 413598 LPS 1B 8 M /b .ML-7 Al A4 MLCK & mRNA MIEHFE XY
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p-MLCK %35 ; W8 LPS % § A9 = #8408 M 76 B P9 88, B K i & MLCK.CD11b & & #1 MLCK mRNA M %
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[Abstract] Objective To investigate the influence of inhibitor of myosin light-chain kinase (MLCK)
on the human pulmonary arterial endothelial cell (HPAEC) challenged with lipopolysaccharide (LPS) and
LPS induced of acute lung injury (ALI) in mice. Methods HPAECs were cultured in ECM medium and its
passages 4 — 6 were used. After treatment with inhibitor of MLCK (ML-7) for 60 minutes, the HPAECs
were incubated in LPS for another 60 minutes, and then cell viability was measured by the methyl thiazolyl
tetrazolium (MTT) assay. Immunofluorescence microscope was used to detect phosphorylated-MLCK
(p-MLCK) immunoreactive cells. Twenty female BALB/c mice were randomly divided into two groups. The
mice of LPS group were exposed to LPS (1 ug/g) through nasal instillation, and the mice of ML-7 group
were pretreated with ML-7 before intranasal instillation of LPS. Wet/dry weight (W/D) ratio of lung,
bronchoalveolar lavage fluid (BALF) protein content, myeloperoxidase (MPO) activity and histopathological
changes of lung tissue were observed. Immunohistochemistry assays were used to determine the status of
MLCK and CD11b immunoreactive cells in lung tissue, and expression of MLCK mRNA in lung tissue was
assessed by reverse transcription-polymerase chain reaction (RT-PCR). Expression of MLCK protein in
lungs was assayed by Western blotting. Results Compared with LPS group, increased absorbance (A)
value of HPAEC was found in ML-7 group (P<(0.01). Immunoreactive cells of p-MLCK were more reduced
in the ML-7 group (P<C0.05), and W/D ratio of lung, MPO activity and BALF protein content of lung
tissue were decresead in ML-7 group (P<C0.05 or P<C0.01). Histological examination showed that an
extensive lung inflammation was seen in mice of LPS group, with an accumulation of a large number of
neuyrophils, marked pulmonary edema and hemorrhage, but the inflammation and parenchymal hemorrhage
was significantly alleviated in ML-7 group. Both MLCK immunoreactive cells located in endothelium and
CD11b in infiltrated inflammatory cells were decresead in ML-7 group compared with those in LPS group.
Compared with LPS group, MLCK mRNA and protein expressions (A) in ML-7 group were significantly
decreased (both P<C0.05). Conclusion ML-7, an MLCK inhibitor, enhances activity of HPAEC induced by
LPS and reduces expression of p-MLCK. It also reduces the LPS-induced infiltration of neutrophils in lung
tissues, pulmonary edema and expression of MLCK and CD11b protein and MLCK mRNA in lung tissues,
demonstrating that inhibition of activation of MLCK, leading to an abatement of phosphorylation of myosin
light chain or MLCK, resulting in stabilization of vascular barrier function. The results suggest that MLCK
has a crucial role in the pathogenesis of ALIL
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1.1 &R
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MpEKES M OE NEARERRYAEER
EMEBRNELHEREP.CO, BRAER R
WBhBEBR 1K FRREKE O UBEHTER.
1.1.2 WMPREEERZMIDELEEBEN
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1.1.3 RERERG - BAREKERANEHH
WBBAY,2 mg/L i LPS BF 60 min; ML-7 4
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LPS B F 60 min, B R EL 2 MR (PBS) 1§ ¥t , F BB K
75 W [ 52, #138 Triton X-100 5%, R ML 7E #6H . In
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1.2.6 [t MLCK mRNA &% . Bt A4,
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2.3 WHSRBEERE . LPS A/PEMAREH
BRRERN, AN KBEPHENAREE HEN
Bt K b #0 B L CRE B 4G ST 2) . ML-7 3597 7 B E W
X B 5 4 A AR A5, B O (R] R K L 3 R i Il
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A REARATURAARS BPEEEER",
#7R MLCK 7E ALI s a] BE#L .

B ALL B3R97 #E4T T K B &9 I K 70 35 i
R BENVMHES BERERE.RA—-E4E
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FEH F-a(TNF-o), B 41 fa A B-1(OL-1) & F K
M. HERRIEE, SERHERE KN TNF-a
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35 9K RIS B AW B e A A AR S i s 4 8 44 40 () & It (5 15 PTIB 3
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BBl - N - Bl - =l o
B2 @y P EA /R IAA AT Mk E# 2 A (a) Mg 47 Alnﬁﬂﬂﬁ?%tl:&#ﬁ' Al BENRE
k. PFIB % G4 (b) MiZH4L AT nrmnnu"mtmm FUL R 2 #t{ﬁfﬁ"{‘&??# ALl AL, ek R bk, WEREE
s, ERAHBLY#, IGF-1 THAL(C) AT UK A K5 PFIB 4 & Wl k&, iz 0RW &3 HI4H (d) AT U &Y
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