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Abstract

AIM: To construct the replication-deficient recombinant
adenoviruses-AdAChE; inserted both cat acetylcholinest-
erase (AChEr) and green fluorescent protein (GFP) cDNA
drived by CMV promoter using homologous recombination
in bacteria provided by AdEasy system and to investigate
the effect of AChE; on cat smooth muscle cells.

METHODS: The AChE; cDNA was obtained from the plas-
mids-pEFbos/AChE- by digestion, and the shuttle plasmid-
pAdTrack-CMV- AChE; in which the AChE; cDNA was in-
serted into the downstream of CMV promoter was estab-
lished by ligation. Then the linearized shuttle plasmid was
co-transformed into bacteria with backbone vector AdEasy-
1 to obtain the recombinant adenoviral plasmids-pAd AChEr
by homologous recombination. After packed in 293 cells,
the recombinant adenoviruses-Ad AChE; were generated.
The expression of AChE; in cat smooth muscle cell was
detected by RT-PCR and total AChE activity was determined.

RESULTS: The recombinant plasmid pAdAChE; was estab-
lished by homologous recombination and confirmed by re-
striction endonuclease digestion and sequencing. GFP ex-
pression could be observed on the third day after packing
of the linearized pAdAChE; in 293 cells and 4" 10%° efu/mL
titer of Ad AChE; was obtained by CsCl gradient purification.
When the cat smooth cells were infected by the viruses
for 3 days, expression of AChE; and AChE activity in smooth
cells increased significantly.

CONCLUSION: AChE; can be simply and rapidly generated
by using the AdEasy system. The infection of cat smooth
muscle cells by Ad AChE- can result in the high expression
of AChEr. Ad AChEr may serve as a new tool for gene
therapy of achalasia.
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