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Dynamic determination of cAMP level in cell

using fluorescence resonance energy transfer assay
Wang Longsheng Wu Li Hu Shanshan et al
( Institute of Clinical Pharmacology Anhui Medical University
Key Laboratory of Anti-inflammatory and Immune Medicine of Education Ministry of China
Collaborative Innovation Center of Anti-inflammatory and Immune Medicine Hefei 230032)

Abstract Rat fibroblast like synoviocytes ( FLSs) was transfected with pcDNA3—-ICUE3 and the real time change
of cAMP in FLSs upon prostaglandin E,( PGE,) stimulation was observed by fluorescence resonance energy transfer
( FRET) assay which was compared with radioimmunoassay. In FLSs cAMP level increases up to 14. 93% within
1 min after PGE, administration by FRET determination and the variation is acceptable between different experi—
ments. Radioimmunoassay revealed an increase of cAMP production by 7. 79% . FRET could detect the inhibitory
effect of PGE, receptor antagonists on cAMP production and could record the response of 1 nmol/L PGE,. Howev—
er the minimal PGE, concentration that could be detected to induce ¢cAMP production by radioimmunoassay is 0. 1
pmol /L. The data shows that FRET has high sensitivity and repeatability it would to be a reliable method for the
study of G protein coupled receptor signaling.

Key words fluorescence resonance energy transfer; cAMP; G protein coupled receptor; fluorescence probe; live

cell research



