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BACKGROUND

Cyclic AMP-regulated gene expression frequently involves a DNA element
designated the cAMP-regulated enhancer (CRE). Many transcription factors
bind to this element, including the protein CREB, which is activated as a result
of phosphorylation by protein kinase A. It has been shown that protein kinase
A-mediated CREB phosphorylation results in its binding to a nuclear protein
designated CBP (for CREB-binding protein). These findings suggest that CBP
has many of the properties expected of a CREB co-activator. Another high
molecular weight transcriptional adapter protein, designated p300, is char-
acterized by three Cysteine- and histidine-rich regions, of which the most
carboxy-terminal region specifically binds the Adenovirus E1A protein. p300
molecules lacking an intact E1A binding site bypass E1A repression even in
the presence of high concentrations of E1A. Sequence analysis of CBP and
p300 has revealed substantial homology, arguing that these proteins are
members of a conserved family of co-activators. Human p300 may be phos-
phorylated on specific amino acid residues, including Ser 89.
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CHROMOSOMAL LOCATION

Genetic locus: EP300 (human) mapping to 22q13.2.

SOURCE

p-p300 (Ser 89) is a rabbit polyclonal antibody raised against a short amino
acid sequence containing Ser 89 phosphorylated p300 of human origin.

PRODUCT

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

APPLICATIONS

p-p300 (Ser 89) is recommended for detection of Ser 89 phosphorylated p300
of human origin by Western Blotting (starting dilution 1:200, dilution range
1:100-1:1000), immunoprecipitation [1-2 µg per 100-500 µg of total protein
(1 ml of cell lysate)], immunofluorescence (starting dilution 1:50, dilution
range 1:50-1:500), immunohistochemistry (including paraffin-embedded
sections) (starting dilution 1:50, dilution range 1:50-1:500) and solid phase
ELISA (starting dilution 1:30, dilution range 1:30-1:3000).

Suitable for use as control antibody for p300 siRNA (h): sc-29431, p300
shRNA Plasmid (h): sc-29431-SH and p300 shRNA (h) Lentiviral Particles:
sc-29431-V.

Molecular Weight of p-p300: 300 kDa.

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) Immunoprecipi-
tation: use Protein A/G PLUS-Agarose: sc-2003 (0.5 ml agarose/2.0 ml).
3) Immunofluorescence: 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. 4) Immunohistochemistry: use
ImmunoCruz™: sc-2051 or ABC: sc-2018 rabbit IgG Staining Systems.
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STORAGE

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

RESEARCH USE

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

PROTOCOLS

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