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Applying Gal4/ VP16— UAS and Dual- Luciferase reporter gene

system to detecting the activity of Y— secretase
LIU Zhong = hua, RUAN Yan, ZHA Qin- qin, ZHANG Dai :
The Insitute f Mentd Hedth, Peking University, Bejing 100083, China

ABSTRACT Objective: To establish an assay, based on Gal4/vpl6— UAS and Dual— Luciferase reporter gene, for detecting the ae-
tivity of ¥~ secretase in the proteolytic processing of precursor protein. Methods: Human neuroblastoma cells SH — SY5Y €99, which stably
expresses APP C99, were transfected with the plasmids MH 100, C99— GVP and pRL- CMV. MH100 encodes the up activated sequence (UAS)
and luciferase. C99—- GVP encodes the C— temminal fragment of APP and Gal4/ VP16. pRL- CMV encodes the Renilla luciferase. Immunopre-
cipitation Wesem blot was used to analyze the AB secretion. The expression of the reporter gene in the cell lysates was assayed by the method
based on Gald/ VP16~ UAS and Dual— Luciferase reporter gene system. Results: Luciferase activities detected by the Gald/ VP16— UAS and
Dual- Luciferase reporter gene assay system were increased by GM1, i parallel with the increase of AB secretion detected by immunoprecip i ation
Western blot. ¥— Secretase Inhibitor 1X mhibited the secretion of AY and it also decreased luciferase activities in a dose dependent manner.
Conclusion: The assay based on Gald/ VP16— UAS and Dual- Luciferase reporter gene is effective and reliable for detecting the activity of ¥—

secretase with sensitiviy and quantitation, which & helpful to the researches of pathomechanism and therapy of Alzheimer s disease.
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