cAMP-Glo™ Assay

Features:
+« Fast and Easy to Use: Assay can be completed
in under 1 hour following cell lysis.

« Excellent Signal:Noise Ratios: One of the
most sensitive cAMP assays available. Easily
scalable to 1536 well plates.

« Proven Luminescent Technology: Assay
powered by Ultra-Glo™ Luciferase. No
interference by fluorescent compounds.

* Low False-Positive Rate: Use of a stabilized
firefly luciferase (Ultra-Glo™ Luciferase) and a
specially formulated buffer minimizes the
incidence of false-positive due to inhibition of
luciferase by analytes when screening for GPCR
modulators.

Description:

The cAMP-Glo™ Assay'®® is a homogeneous,
bioluminescent and high-throughput assay to
measure cAMP levels in cells. The cAMP-Glo Assay
monitors cyclic AMP (cAMP) production in cells in
response to the effects of an agonist or test
compound on G protein-coupled receptors (GPCR).
GPCRs that couple with adneylyl cyclase will increase
or decrease intracellular cAMP. The assay is based aon
the principle that cAMP stimulates protein kinase A
(PKA) holoenzyme activity, decreasing available ATP
and leading to decreased light production in a coupled
luciferase reaction,

This highly sensitive assay produces some of the
highest signal-to-noise ratios of any assay available
and can be performed in less than 1 hour. The
sensitivity of the assay enables it to be used in 1536-
well formats and beyond. The cAMP-Glo Assay utilizes
a stabilized Luciferase (Ultra-Glo™ Luciferase) which
produces a robust luminescent signal free of
fluorescent interference and less susceptible to
interference by library compounds than other
luciferase enzymes,
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Figure 1, Schematic diagram of cAMP production in cells and
the cAMP-Glo™ Assay. Binding of an extracellular ligand to its
receptor alters the conformation of the associated heterotrimeric
G protein, causing dissociation of the G, and Gy, subunits and
initiating a cascade of cellular events, Gu. activates adenylate
cyclase, while Guy, inhibits adenylate cyclase activity. The
cAMP-Glo Assay is depicted in the shaded box. As the
concentration of cAMP increases, cAMP binds to protein kinase A,
and the regulatory subunits undergo a conformational change to
release the catalytic subunits. The free catalytic subunits then
catalyze the transfer of the terminal phosphate of ATP to a protein
kinase A substrate, consuming ATP in the process. The level of
remaining ATP is determined using the luciferase-based Kinase-
Glo® Reagent. Luminescence is inversely propartional to cAMP
levels, Thus, as cAMP concentration increases, luminescence
decreases.

Qualify for a sample at
www.promega.com/campglo
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