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Applications Species Cross-Reactivity*

w H, M, R, Mk, C, Hm
Endogenous

Background: Eukaryotic elongation factor 2 (eEF2)
catalyzes the translocation of peptidyl-tRNA from the

Assite to the P site on the ribosome. It has been shown

that phosphorylation of eEF2 at threonine 56 by eEF2
kinase inhibits its activity (1-4). eEF2 kinase is normally
dependent on Ca?* ions and calmodulin (5,6). eEF2 kinase
can also be activated by PKA in response to elevated CAMP
levels (7-9), which are generally increased in stress- or
starvation-related conditions. A variety of treatments known
to raise intracellular Ga® or CAMP levels have been shown
to result in increased phosphorylation of eEF2, and thus to
inhibit peptide-chain elongation. The inactive phosphory-
lated eEF2 can be converted to its active nonphosphorylated
form by a protein phosphatase, most likely a form of protein
phosphatase-2A (PP-2A). Insulin, which activates protein
synthesis in a wide range of cell types, induces rapid
dephosphorylation of eEF2 through mTOR signaling and
may involve modulation of the activity of the PP-2A or the
eEF2 kinase or both (10).

Specificity/Sensitivity: Phospho-eEF2 (Thr56) Antibody
detects endogenous levels of éEF2 only when phosphory-
lated at Thr56. It does not recognize eEF2 phosphorylated
at other sites.

Source/Purification: Polyclonal antibodies are produced
by immunizing animals with a synthetic phospho-peptide
(KLH-coupled) corresponding to residues surrounding
Thr56 of human eEF2. Antibodies are purified by protein A
and peptide affinity chromatography.
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Western blot analysis of extracts from C6 cells, untreated or
forskolin-treated (10 uM for 60 minutes), using Phospho-eEF2
(Thr56) Antibody (upper) or éEF2 Antibody #2332 (lower).
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IMPORTANT: For Western blots, incubate membrane with diluted antibody in 5% BSA, 1X TBS,
0.1% Tween-20 at 4°C with gentle shaking, overnight.

Applications Key: ~ W—Western IP—Immunoprecipitation

Species Cross-Reactivity Key: ~ H—human ~ M—mouse ~ R—rat

Dg—dog Pg—pig Sc—S. cerevisiae  All—all species expected

IHC—Immunohistochemistry

ChIP—Chromatin Immunoprecipitation

Hm—hamster ~ Mk—monkey ~ Mi—mink ~ C—chicken

IF—Immunofluorescence

Dm—D. melanogaster X—Xenopus

Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM
NaCl, 100 pg/ml BSA and 50% glycerol. Store at —20°C. Do not
aliquot the antibody.

*Species cross-reactivity is determined by Western blot.

**Anti-rabbit secondary antibodies must be used to
detect this antibody.

Recommended Antibody Dilutions:
Western Blotting 1:1000

For application specific protocols please see the web
page for this product at www.cellsignal.com.

Companion Products:
eEF2 Antibody #2332

Phospho-eEF2k (Ser366) Antibody #3691

eEF2k Antibody #3692

Phospho-(Ser/Thr) PKA Substrate Antibody #9621
Rapamycin (FRAP/mTOR Inhibitor) #9904

Phototope®-HRP Western Blot Detection System, Anti-rabbit IgG,
HRP-linked Antibody #7071

Anti-rabbit IgG, HRP-linked Antibody #7074

Prestained Protein Marker, Broad Range (Premixed Format)
#7720

Biotinylated Protein Ladder Detection Pack #7727
20X LumiGLO® Reagent and 20X Peroxide #7003

Please visit www.cellsignal.com for a complete listing
of recommended companion products.
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F—Flow cytometry
Z—zebra fish

E-P—ELISA-Peptide

B—bovine

Species enclosed in parentheses are predicted to react based on 100% sequence homology.



