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Expression and effects of recombinant adenovirus-meditated IxBa in cultured Uss; cells
WANG Ming-hai TAI Guang-ping ZHANG Ya-ping XIAO Guang-xia (Ingitute of Bum Research, Southwest Hospital, Third Military Medical Universitys
Chongging 400038 China)

Abstract: Objective To investigate the expresson of kB triggered by an acute phase pwtein promoter SA A3( Serum Amyloid A3 gene ) after
adenoviral transfer in cultured Uys; cells and its inhibitory effects on the activation of NF-kB in response to inflammatory stimuli, and on the produc-
tion of other cytokines. Methods A recombinant adenovirus (Ad IkBx) encoding IkBx was constructed by means of homorecombination and then 50
MOI Ad kB were used to infect the cultured Ug; cells which were challenged with TPS (10 #g/mD 24 h later. Afier that the whole cell proteins
and nuclear proteins were extracted respectively and detected with westem blot. The NF-kB/DNA binding activity of nuclear poteins was determined
with electophoretic mobility shifty assay (EMSA). The TNF-a and 116 productions in the culture supematant were measured with ELISA. Results

(DThe inflammatory-induced expressng plasnid (pAdplpl. SAA; NIS kBx) encoding SAA; promoter, SV40 lage T mideus location signal
(NLS), IkBx ¢DNA and polyA was constructed successfully. @ DOTAP-mediated gene transferwas used to co-transfect the pAdplpl. SAA; NIS Ik Bx
shuttle vector and the recombination plasmid pJM17 into 293 cells. The positive clones were obtained by using PCR to obtain the adenovirus of Ik Bx
gene (Ad IkBx). @ The recombinant virus was amplified in 293 cells and puified with freeze-thaw method for a higher titer (5X 10" virus /mD . @
IkBx protein was induced rapidly in the cultured Ugy cells after IPS challenge and inhibited the NF-kB ctivation and reduced the productions of
TNF-a and 1L-6. Conclusion  Adenoviral transfer of IkBt can modulate the production of inflammatory cytokines by inhibiting the activation of NF-
kB in Uo7 cells after LPS challenge indicating its therapeutic effects in inflammatory reactions
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after LPS challenge
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Fig3 Change of the IkBx protein in the Uy, cells with(B) or
Without(A) Ad kBx protein before LPS (10 g/ ml)

challenge
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Tab1 Content of TNFa determined with ELISA in AdlkBx
pre- infected Ugyy, cells(5X 10° cells/ well) after LPS chal-

lenge(ng/ ml x £ )

n 6 h 12h 24 h
1PS 6 4.71+2 03 5.59+2 14 6.51+F25
AdkBx+LPS 6 256+0%" 281+1.06" 2.95+FQ RN
*, P<Q 05 v LPS
2 LPS UgyIL-6 (ng/ mk x £ s)

Tab2 Content of IL-6 determined with ELISA in Ad Ik Bx pre
infected Usz; cells(5X 10° cells’ well) after LPS chal lenge

(ng/ ml X =)
n 6h 12 24 h
1PS 6 6.424133 10. 112 16 13.2942 52
AdkBx+LPS 6 4.45+133" 7.19+2 10" 8. 0811 84"

*. P<Q 05, **P<0 0l vs LPS
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Fig4 Activaty of NF«B in the Uy, cells with(B) or without(A)Ad
Ic Bx proein before LPS (10 *g/ ml challenge
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