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BACKGROUND

Three isoforms of serine/threonine kinases, designated αPAK p68, βPAK p65
and γPAK p62, have been shown to exhibit a high degree of sequence homolo-
gy with the S. cerevisiae kinase Ste 20, involved in pheromone signaling. The
α, β and γPAK isoforms complex specifically with Rac1 and Cdc42 in their
active GTP-bound state, inhibiting their intrinsic GTPase activity leading to
their autophosphorylation. There are eight sites of autophosphorylation on
γPAK, including Ser 19, Ser 141 and Thr 402, and phosphorylation of Ser 141
and Thr 402 is correlated with γPAK activation. Once phosphorylated and
their affinity for Rac/Cdc42 reduced, the PAK isoforms disassociate from the
complex to seek downstream substrates. One such putative substrate is Mek
kinase, an upstream effector of Mek4 which is involved in the JNK signaling
pathway. While the PAK isoforms interact in a GTP-dependent manner with
Rac1 and Cdc42, they do not interact with Rho.
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STORAGE

For immediate and continuous use, store at 4° C for up to one month. For
sporadic use, freeze in working aliquots in order to avoid repeated freeze/
thaw cycles. If turbidity is evident upon prolonged storage, clarify solution
by centrifugation.

SOURCE

p-α/β/γPAK (Thr 402) is a rabbit polyclonal antibody raised against a short
amino acid sequence containing phosphorylated Thr 402 of γPAK of rat origin.

PRODUCT

Each vial contains IgG in 100 µl of 10 mM HEPES with 150 mM NaCl, 50%
glycerol and < 0.1% BSA.

APPLICATIONS

p-α/β/γPAK (Thr 402) is recommended for detection of Thr 402 phosphoryl-
ated γPAK and correspondingly phosphorylated αPAK and βPAK of mouse,
rat and human origin by Western Blotting (starting dilution to be determined
by researcher, dilution range 1:100-1:5000) and immunoprecipitation [1-2 µl
per 100-500 µg of total protein (1 ml of cell lysate)].

p-α/β/γPAK (Thr 402) is also recommended for detection of Thr 402 phos-
phorylated γPAK and correspondingly phosphorylated αPAK and βPAK in
additional species, including bovine and canine.

Molecular Weight of p-α/β/γPAK: 67/68/62 kDa.

Positive Controls: SK-N-MC+forskolin cell lysate: sc-2288, SK-N-MC cell
lysate: sc-2237 or rat hippocampal tissue extract.

RECOMMENDED SECONDARY REAGENTS

To ensure optimal results, the following support (secondary) reagents are
recommended: 1) Western Blotting: use goat anti-rabbit IgG-HRP: sc-2004
(dilution range: 1:2000-1:100,000) or Cruz Marker™ compatible goat anti-
rabbit IgG-HRP: sc-2030 (dilution range: 1:2000-1:5000), Cruz Marker™
Molecular Weight Standards: sc-2035, TBS Blotto B Blocking Reagent:
sc-2335 (use 50 mM NaF, sc-24988, as diluent), Western Blotting Luminol
Reagent: sc-2048 and Lambda Phosphatase: sc-200312A. 2) Immunoprecip-
itation: use Protein A/G PLUS-Agarose: sc-2003 (0.5 ml agarose/2.0 ml).

DATA

RESEARCH USE

For research use only, not for use in diagnostic procedures.

p-α/β/γPAK (Thr 402): sc-135684. Western blot
analysis of α/β/γPAK phosphorylation in untreated (A)
and lambda protein phosphatase (sc-200312A) treated
(B) rat hippocampal tissue extracts.
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