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Effect of lipopolysaccharide on Janus kinase expressions in cocultured lung microvascu-

lar endothelial cells

WANG Guansong, QIAN Gui-sheng, ZHOU Yuan-guo, GUAN Song, CHEN Wei-zhong (Institute of Respiratory Diseases Xingiao
Hospital Third Military Medical University, Chongqing 400037, China)

Abstract: Objective To investigate the effect of lipopolysaccharide (IPS) on the expression of Janus Kinase
(JAK) in cocultured lung microvascular endothelial cells. Methods —Afier self-isolated rat lung microvascular endo-
thelial cells (IMVEC) cocultured with pulmonary arterial smooth muscle cells (PASMC), IPS at different concentra-
tions were added to the media for appopriate concentration, and then LPS at the obtained concentration was re-added
to the fresh media. The expressions of JAK2 mRNA and TYK2 mRNA were detected with semi-quantitative RT-PCR
in PASMC, which was randomly divided into 4 groups: nomal group (N), hypoxia 2 h (H2), hypoxia 8 h (H8),
and hypoxia 16 h (H16). Results The expression level of JAK2 mRNA increased in IMVEC in H2, wreached the
peak in H8, and decreased in H16, but still higher than that in N group. The expression of JAK2 in cocultured LM-
VEC was enhanced by LPS. No expression of TYK2 was found in the cocultured IMVEC. Conclusion TYK?2 is not
expressed in IMVEC, whenever the cells are treated by LPS or not. LPS enhances the expression of JAK2 in cocul-
tured IMVEC.
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»PCR (Roche ) MMLV » Oligo 1.4 $UBR Bt 2 B3 (1LDH )& teay 2
(dT),5» RNA (Promega ) Tag DNA , dNTP, ( )
) . PIG-200 DNA (MT (7] .
Research , USA), SX-100 ( 1.5 1#%# ZPC
). Tripure IMVEC RNA, 1%
1.2 mppissk .
(Lung micwovascular endothelial cells Genbank mRNA ,
IMVEC) s s [4]. JAK2  TYK2, HPRT [ 9§, 1.
(pulmonary arterial smooth muscle cells PASMC) RNA cDNA, PCR . JAK2
, ; [3. 94 “C 1 min, 66 C 1 min 72 C 2min 36 ;TYK2
1.3 ety Stk ihyu 94 C 1 min, 55~ 68 C 1 min 72 C 2 min 33~ 40
. PASMC , ; HPRT 94 ‘C30s 55 C30s 72 C 1min 30
PMVEC 6 , for, 72 °C 10 min. 641 )
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1 PCR
Tab 1 Sequences of PR primers
Primer Upper sequence Lower sequence Langth (bp)
JAK2 5" AGT AGA GITGTG ACC GTC CA3' 5-ACA AAG CGG AAA CCT (CT GT-3' 500
TYK2 5'-GCC GAC TAG AT CTG T6G-3' 5-GCC TCT CAA CCT CAG TCA-3' 904
HPRT 5-GCI' GGT GAA AAG GAC CIC TCG-3' 5"-GCA GAT GGC CAC AGG ACT AGA-3' 284
2.2 1PS i 5 PMVEC #i4% i+ LDH & 169 T 4L
2 1 g/ml LPS 24 h, LDH
2.1 IRF)#%# IPS M PMVEC 89 &% % P<005;8.16 h z
, LPS 1.10 Hg/ml 16 h. 100 g /ml -
2 LPS PMVEC LDH (n=6, X+
8h ’ 1; 100 ng/ml 24h Tab 2 Contents of lactate dehydrogenase in the supernatant
of LMVEC after LPS treatment (n=6, x *£s)
Group N 15
8h 11. 661 20 14.00£1 53
16 h 15. 000 90 16. 3241 97
24 h 18. 6742 51 25. 622 39 *
*, P<0.05 15 N group
2.3 IPS R BH A6 PMVEC F JAK2 [ &9
FEARI
PASMC JAK2 ,
500 bp. 1tghnl IPS2h (12540 08) ,
LPS8 h (L75£012) , 16 h (L 1620 09
s 0 7440 05. 2.
2.4 IPS ¥R A 435449 PMVEC  TYK2 £ B 49
1 1tgmlLPS 12h LMVEC 0
(X 200) RT-PCR , (50~69 C) .
Fig1 Morphology of LMVEC after treatment of 1/ g/ml LPS 94 C 2min 68 C5 min 35 , R IPS
for 24 h under an inverted microscope (< 200) s PMVEC
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Fig 2 Effect of lipopolysaccharide on JAK2 mRNA expression
in cocultured LMVEC
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