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|BACKGROUND

| |PRODUCT

The serine/threonine kinase Akt family contains several members, including
Akt1 (also designated PKB or RacPK), Akt2 (also designated PKB or RacPK-{)
and Akt 3 (also designated PKBy or thyoma viral proto-oncogene 3), which
exhibit sequence homology with the protein kinase A and C families and are
encoded by the c-Akt proto-oncogene. All members of the Akt family have a
pleckstrin homology domain. Akt1 and Akt2 are activated by PDGF stimulation.
This activation is dependent on PDGFR-f tyrosine residues 740 and 751, which
bind the subunit of the phosphatidylinositol 3-kinase (PI 3-kinase) complex.
Activation of Akt1 by Insulin or Insulin-growth factor-1 (IGF-1) results in phos-
phorylation of both Thr 308 and Ser 473. Akt proteins become phosphorylated
and activated in Insulin/IGF-1-stimulated cells by an upstream kinase(s),
and the activation of Akt1 and Akt2 is inhibited by the Pl kinase inhibitor
Waortmannin. Taken together, this data strongly suggests that the protein
signals downstream of the PI kinases. Akt3 is phosphorylated on a serine
residue in response to Insulin. However, the activation of Akt3 by Insulin is
inhibited by prior activation of protein kinase C via a mechanism that does
not require the presence of the PH domain. Akt3 is expressed in 3T3-L1 fibro-
blasts, adipocytes and skeletal muscle and may be involved in various bio-
logical processes, including adipocyte and muscle differentiation, glycogen
synthesis, glucose uptake, apoptosis and cellular proliferation.
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[SOURCE |

p-Akt1/2/3 (Tyr 326) is a rabbit polyclonal antibody raised against a short
amino acid sequence containing Tyr 326 phosphorylated Akt1 of human
origin.

|STORAGE |

Store at 4° C, **D0 NOT FREEZE**. Stable for one year from the date of
shipment. Non-hazardous. No MSDS required.

Each vial contains 100 pg IgG in 1.0 ml of PBS with < 0.1% sodium azide
and 0.1% gelatin.

Blocking peptide available for competition studies, sc-109904 P, (100 ug
peptide in 0.5 ml PBS containing < 0.1% sodium azide and 0.2% BSA).

|APPLICATIONS

p-Akt1/2/3 (Tyr 326) is recommended for detection of Tyr 326 phosphorylated
Akt1 and correspondingly Tyr 327 phosphorylated Akt2 and correspondingly
Tyr 323 phosphorylated Akt3 of mouse, rat and human origin by Western
Blotting (starting dilution 1:100, dilution range 1:50-1:500), immunofluores-
cence (starting dilution 1:25, dilution range 1:25-1:250) and solid phase ELISA
(starting dilution 1:30, dilution range 1:30-1:3000).

p-Akt1/2/3 (Tyr 326) is also recommended for detection of correspondingly
phosphorylated Akt1, Akt2 and Akt3 in additional species, including equine,
canine, bovine, porcine and avian.

Molecular Weight of p-Akt1: 62 kDa.
Molecular Weight of p-Akt2: 56 kDa.
Molecular Weight of p-Akt3: 60 kDa.

Positive Controls: Hela + heat shock cell lysate: sc-2272, Jurkat whole cell
lysate: sc-2204 or Jurkat + Calyculin A cell lysate: sc-2277.

|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) Immunofluore-
scence: use goat anti-rabbit IgG-FITC: sc-2012 (dilution range: 1:100-1:400)
or goat anti-rabbit IgG-TR: sc-2780 (dilution range: 1:100-1:400) with
UltraCruz™ Mounting Medium: sc-24941.
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|RESEARCH USE

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

[PROTOCOLS

See our web site at www.scht.com or our catalog for detailed protocols and
support products.
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