sg Phospho-p44/42 MAPK (Erk1/2)
& (Thr202/Tyr204) Antibody

F

Q

F

=)

+H=

rev. 03/31/16

www.cellsignal.com

Support: 877-678-TECH (8324)
info@cellsignal.com

Orders: 877-616-CELL (2355)
orders@cellsignal.com

Entrez-Gene ID #5595, 5594
UniProt ID #P27361, P28482

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications Species Cross-Reactivity* Molecular Wt. Isotype
W, IP, IF-IC, F H, M, R, Mk, Mi, Pg, Hm, B, 42, 44 kDa Rabbit**
Endogenous Dm, Z, Ce, (C)
Bat;kground: M|togen.—act|vate.d protein lgnases (MAEKS) are Nonphospho  Phospho-MAPK
awidely conserved family of sering/threonine protein kinases
involved in many cellular programs, such as cell proliferation, Shen o= = Phospho-
differentiation, motility, and death. The p44/42 MAPK (Erk1/2) p42

signaling pathway can be activated in response to a diverse
range of extracellular stimuli including mitogens, growth fac-
tors, and cytokines (1-3), and research investigators consider it
an important target in the diagnosis and treatment of cancer (4).
Upon stimulation, a sequential three-part protein kinase cascade
is initiated, consisting of a MAP kinase kinase kinase (MAPKKK
or MAP3K), a MAP kinase kinase (MAPKK or MAP2K), and

a MAP kinase (MAPK). Multiple p44/42 MAP3Ks have been
identified, including members of the Raf family, as well as Mos
and Tpl2/COT. MEK1 and MEK2 are the primary MAPKKS in this
pathway (5,6). MEK1 and MEK2 activate p44 and p42 through
phosphorylation of activation loop residues Thr202/Tyr204

and Thr185/Tyr187, respectively. Several downstream targets

of p44/42 have been identified, including p90RSK (7) and the
transcription factor Elk-1(8,9). p44/42 are negatively regulated
by a family of dual-specificity (Thr/Tyr) MAPK phosphatases,
known as DUSPs or MKPs (10), along with MEK inhibitors,
such as U0126 and PD98059.
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Western blot analysis of whole-cell extracts from unstarved wild-
type mouse embryonic fibroblasts (MEFs) treated with the indicated
combinations of basic Fibroblast Growth Factor (bFGF #9952,

100 ng/ml for 30 minutes), Platelet-Derived Growth Factor (PDGF
#9909, 100 ng/ml for 30 minutes), MEK1 Inhibitor (PD98059
#9900, 50 uM, 2 hour pre-treatment), and MEK1/2 Inhibitor (U0126
#9903, 10 uM, 2 hour pre-treatment), using Phospho-p44/42
MAPK (Erk1/2) (Thr202/Tyr204) Antibody #9101 (upper panel) and
p44/42 MAPK (Erk1/2) (137F5) Rabbit mAb #4695 (lower panel).

4 2 1 0520 10 5 2 1 05025 (ng)

Specificity and sensitivity of Phospho-p44/42 MAPK (Erk1/2)
(Thr202/Tyr204) Antibody. The antibody reacts specifically with
as little as 0.25 ng of phosphorylated p42 MAP kinase and does
not cross-react with up to 4 g of nonphosphorylated p42 MAP
kinase.

Specificity/Sensitivity: Phospho-p44/42 MAPK (Erk1/2)
(Thr202/Tyr204) Antibody detects endogenous levels of p44 and
p42 MAP Kinase (Erk1 and Erk2) when phosphorylated either
individually or dually at Thr202 and Tyr204 of Erk1 (Thr185 and
Tyr187 of Erk2). The antibody does not cross-react with the cor-
responding phosphorylated residues of either JNK/SAPK or p38
MAP Kinase, and does not cross-react with non-phosphorylated
Erk1/2.

Source/Purification: Polyclonal antibodies are produced
by immunizing animals with a synthetic phosphopeptide cor-
responding to residues surrounding Thr202/Tyr204 of human
p44 MAP kinase.

Tween®20 at 4°C with gentle shaking, overnight.

IMPORTANT: For western blots, incubate membrane with diluted antibody in 5% w/v BSA, 1X TBS, 0.1%
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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
Immunoprecipitation 1:50
Immunofluorescence (IF-IC) 1:250
IF Protocol: Methanol Permeabilization Required
Flow Cytometry 1:200

For product specific protocols and a complete listing
of recommended companion products please see the
product web page at www.cellsignal.com
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Thank you for your recent purchase. If you would like
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Applications: W—Western IP—Immunoprecipitation IHG—Immunohistochemistry ChIP—Chromatin Immunoprecipitation IF—Immunofluorescence F—Flow cytometry E-P—ELISA-Peptide Species Cross-Reactivity: H—human M—mouse R—rat Hm—hamster
Mk—monkey Mi—mink C—chicken Dm—D. melanogaster X—Xenopus Z—zebrafish B—bovine Dg—dog Pg—pig Sc—S. cerevisiae Ce—C. elegans Hr—Horse All—all species expected Species enclosed in parentheses are predicted to react based on 100% homology.



Confocal immunofluorescent analysis of NIH/3T3 cells either U0126-treated (left) or PDGF-treated (right) and labeled with Phospho-
p44/42 MAPK (Erk1/2) (Thr202/Tyr204) Antibody (green). Actin filaments have been labeled with Alexa Fluor® 555 phalloidin (red).

Cell Number (vertical scale) versus Relative Fluorescence (0.1 to 1000) (horizontal scale).

Unstimulated PMA BAY 37-9751
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Phosphorylated MEK and Erk were assayed in human peripheral blood lymphocytes stimulated with PMA in the presence or absence
of the Raf inhibitor BAY 37-9751 or the MEK inhibitor U0126 #9903. BAY 37-951 blocked PMA-stimulated phosphorylation of both
MEK and Erk, consistent with inhibition at the level of Raf, while U0126 blocked phosphorylation of Erk only, consistent with inhibi-

tion at the level of MEK. From Chow, S. et al. (2001) Cytometry 46, 72-78.

Events

Phospho-p44/42

Flow cytometric analysis of Jurkat cells, untreated (green) or
PMA-treated (blue), using Phospho-p44/42 MAPK (Erk1/2)
(Thr202/Tyr204) Antibody compared to a nonspecific negative
control antibody (red).
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