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for 6 h (x1000).
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Intracellular F-actin distribution in endothelial cells treated without or with LPS

(A) Treated without LPS;

(B) Treated with LPS for 6 h
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Fig.2 Effects of Ad-TLR4 and Ad-ATLR4 infection on the organization and localization of F-actin in cultured

endothelial cell line Rf-6A (x1000).
(C) Infected by Ad-TLR4 for 4 h;

(A) Control cells without infection;

(D) Infected by Ad-ATLR4 for 4 h

(B) Infected by Ad-Easy for 4 h;
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F 100 pg/L ) LPS ¥ 6 h, P40 F-actin )
DA, ARAENSIEARES (& 3D).
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Fig.3 Effects of Ad-TLR4 and Ad-ATLR4 infection on LPS-induced F-actin depolymerization

and reorganization in cultured endothelial cell line Rf-6A (x1000).

(A) Non-infected cells

treated with LPS for 6 h; (B) Ad-Easy infected cells treated with LPS for 6 h; (C) Ad-TLR4
infected cells treated with LPS for 6 h; (D) Ad-ATLR4 infected cells treated with LPS for 6 h
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LPS {EIEH . JOAERIRREPE AR v ol A B AT
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4 [A] Y5 X (toll/IL-1 receptor homologous domain,
TIR), TIR /& TLR4 {555 5 Sk N 40 ffu 1 Gk 45
Fe, LT TLR4 FIM N X, LPS ¥ ikl
IEAWTE U TLRS K (5 5 S HEN AL, AT f&
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EFFECTS OF RECOMBINANT ADENOVIRUS OF FULL-LENGTH
AND TRANCATED FORM OF TOLL-LIKE RECEPTOR 4 ON THE ORGANIZATION
OF F-ACTIN IN Rf-6A ENDOTHELIAL CELLS

SONG Ge, SUN Xue-gang, JIANG Yong
(Key laboratory for Shock and Microcirculation of PLA, First Military Medical University, Guangzhou 510515, China)

Abstract: To investigate the effects of recombinant adenovirus that express full-length and trancated
form of toll-like receptor 4 (TLR4 and ATLR4) on the organization of F-actin in cultured endothelial
cell line Rf-6A, the sequences of TLR4 and ATLR4 were amplified by PCR from a TLR4 containing
plasmid pcDNA3-TLR4 followed by subcloning of the fragments into a adenovirus shuttle vector
pAdTrack to form transfer plasmids, pAdTrack-TLR4 and pAdTrack-ATLR4. After linearization with
pme 1 , pAdTrack-TLR4 and pAdTrack-ATLR4 were cotransformed into BJ5183 bacteria that was
pretransformed with adenovirus genomic plasmid of pAdEasy-1. The positive recombinants adenovirus
plasmid were digested with Pac I and transfected into HEK293 cells for the packaging of recombinant
adenovirus particles. After infections of the resultant viruses in Rf-6A cells, LPS-induced F-actin
depolymerization and reorganization was detected with fluorescence staining with rodamine-phalloidin.
The results indicated that LPS stimulation induced F-actin depolymerization and formation of stress fibers.
Recombinant adenoviral vectors containing full-length TLR4 intensified LPS-induced F-actin
depolymerization, while ATLR4 recombinant adenovirus inhibited the depolymerization of F-actin induced
by LPS in Rf-6A cells significantly. These results revealed that the infection of recombinant adenovirus
of full-length and trancated form of TLR4 in cells showed different effects on LPS-induced cellular
response. Ad-ATLR4 showed the protection of cultured endothelial cells from injury of LPS-induced
depolymerization and reorganization of F-actin.

Key Words: Adenovirus; Cytoskeleton; Toll-like receptor 4; Lipopolysaccharide
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