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Fig.l The construction strategy of Ad vectors containing the trinal gene expression system.
Xbal-digested pAdHM48 was ligated with Avrll-digested pHM15-1TS. The resulting plasmid
pAJHM48-1TS was digested with Csp451, and ligated with Clal-digested pHM13-1tTA as
reported previously. Next, the resulting plasmid pAdHMA48-tTS-11TA was digested with I-
Ceul and PI-Scel, and ligated with I-Ceul and PI-Scel-digested pHM5-TREL? as reported
previously. Finally, the resulting plasmid pAdHM48-tTS-nTA-L was digestied with Pacl, and
transfected into 293 cells, generating a recombinant Ad vector carrying an improved tet-
on system. ’
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Fig.2 Regulated luciferase cxpression in SK HEP-1 cells tzansduced with various Ad-mediated tet-on systems.

SK HEP-1 cells were transduced with AdOn-L4 or Ad-riTA-ITS-L (A: MOI=5, B: MOI=50), and cultured with medium only ar
medium containing various concentrations of doxycycline. After culturc for 48 b, lucifernse production in the cells was
determined. Luciferase production in the non-transduced cells was 0.5 2 0.2 pg/10% cells. The rcgulation factor is the ratio
of maximum luciferase production to minimum luciferase production. The data are cxpressed as mean = S.D. (o=3 or 4).



