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AlphaScreen® SureFire® phospho-Akt 1/2/3 (Ser473) Kit
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Western blot of HEK293
cells lysates from flasks of
cells either unstimulated (+),
or treated with 2 μM
wortmannin (-), using
antibodies against total-Akt
1/2/3 (left panel), or
phospho-Akt Ser473 (right
panel). Western blots were
developed using Western
LightningTM Plus-ECL
Plus ECL
(Perkin Elmer Cat.#
NEL05001EA).
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Akt (also known as PKB) plays a central role in cell survival and
inhibiting apoptosis, by phosphorylating and inactivating several
targets. Akt is activated by insulin and various growth factors,
which p
promotes p
phospholipid
p
p binding
g and transport
p
to the p
plasma
membrane, where the activation loop is phosphorylated at Thr308
by PDK1. The carboxy terminus is phosphorylated at Ser473 by
mammalian target of rapamycin complex 2 (TORC2). Akt
substrates include Bad, forkhead transcription factors, and
caspase-9. Another vital Akt function is the regulation of glycogen
synthesis
th i through
th
h phosphorylation
h
h l ti
off GSK-3α
GSK 3
and
d β.
β Akt
phosphorylation also prevents GSK-3β mediated phosphorylation
and degradation of cyclin D1, and negatively regulates the cyclin
dependent kinase inhibitors p27 Kip and p21 Waf1/CIP1. Akt also
plays a critical role in the regulation of TORC1 and tuberin (TSC2).
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Human primary fibroblast cells were plated at
20,000 cells per well in 96-well microplates
and incubated for 3 days. The media was
removed and the cells were starved in serumfree media for 3 hours. The cells were
stimulated
st
u ated with
t various
a ous co
concentrations
ce t at o s o
of
PDGF for 30 min, and lysed with 50 μL/well
freshly prepared 1X Lysis buffer with gentle
shaking for 10 min. Lysates were assayed for
Akt phospho-Thr473 using the standard
AlphaScreen SureFire protocol.

