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Role of RAGE in lipopolysaccharide-induced cytoskeletal changes in mouse pulmonary
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Abstract: Objective To investigate lipopolysaccharide (LPS)-induced changes of cytoskeletal filamentous actin in primary
isolated pulmonary microvascular endothelial cells (PMVECs) from wild-type and RAGE knock-out mouse. Methods The
lungs of wild-type and RAGE knock-out mice were digested with collagenase type I to obtain endothelial cells purified by
anti-CD31-coupled magnetic beads. The PMVEC identified by factor VIII labeling were stimulated with LPS at different
concentrations and the changes of filamentous actin were observed by confocal microscopy. Results The cultured primary cells
showed typical endothelial cell phenotype as examined with factor VIII labeling. LPS stimulation caused rearrangement of the
cytoskeletal filament F-actin in wild-type mouse PMVECs with stress fiber formation, but such changes were not obvious in
RAGE knock-out mouse PMVECs. Conclusion Mouse PMVECs of a high purity can be obtained by immune magnetic beads.
RAGE is involved in LPS-induced destruction of mouse PMVEC cytoskeletons.
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Fig.1 Microscopy of mouse pulmonary microvascular
endothelial cells cultured in DMEM/F12 medium for 3
days (Original magnification: x100).
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Fig.2 Identification of primary mouse PMVECs with factor VIII (Original magnification: x 100). Cell nuclei were
stained with DAPI, and the cells expressing Factor VIII were stained with Rhodamine. A, B, C: Cells separated with

magnetic beads; D, E, F: Cells separated with collagenase.
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Fig.3 Growth curves of PMVECs in passage 3.
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Fig.4 Change of F-actin in wild-type mouse PMVECs induced by LPS (Original magnification: x630). Mouse PMVECs
grown on Petri dishes were incubated with LPS (1 mg/L) for 0 (A), 60 (B), 120 (C) and 240 (D) min. Cell were probed
with DAPI to label cell nucleus (Blue) and with rodamine-conjugated phalloidin to detect actin faliments (Red).
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Fig.5 Change of F-actin in RAGE (-/-) mouse PMVECs induced by LPS (Original magnification: x 630). Mouse
PMVECs grown on Petri dishes were incubated with LPS (1 mg/L)for 0 (A), 60 (B), 120 (C) and 240 (D) min. Cell were
probed with DAPI to label cell nucleus (Blue) and with rodamine-conjugated phalloidin to detect actin faliments (Red).
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Fig.6 Relative density of F-actin in wide type and
RAGE (-/-) mouse PMVECs induced by LPS. *P<
0.05 vs WT-0; "P<0.05 vs WT.
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