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RABBIT ANTI- BAD (pS'*®*) PHOSPHOSPECIFIC
POLYCLONAL ANTIBODY

CATALOG NUMBER:

LOT NUMBER:

BACKGROUND:

IMMUNOGEN:

APPLICATIONS:

AB3571 QUANTITY: 100 pL
CONCENTRATION: 0.5 mg/mL

BAD is a 23 kDa member of the Bcl-2 family and acts to promote apoptosis by forming
heterodimers with the survival proteins Bcl-2 and Bcl-x,, thus preventing them from binding
with BAX. BAD is found on the outer mitochondrial membrane and, once phosphorylated in
response to stimulation growth stimuli, translocates to the cytoplasm. When
phosphorylated on serine 112 by ERK and serine 136 by Akt/PKB, BAD forms
heterodimers with 14-3-3 proteins. This interaction then facilitates the phosphorylation at
serine 155, a site within the BH3 domain, leading to the release of Bcl-x, and the
promotion of cell survival.

The antiserum was produced against a chemically synthesized phosphopeptide derived
from the region of BAD that contains serine 136. The sequence is conserved in human,
mouse and rat.

For Western blotting applications, we recommend using the antibody at 0.1-1.0 ug/mL. At
0.50 pg/mL, the dilution provides 100 mL working solution, which at 10 mL/blot allows 10
blots to be performed.

Mutant Analysis

Lysates prepared from Hek293 cells overexpressing wild-type BAD (1, 3) or mutant BAD S136A (2) and activated
by Akt were resolved by SDS-PAGE on a 10% polyacrylamide gel and transferred to PVDF. Membranes were
blocked with a 5% BSA-TBST buffer overnight at 4°C, then lanes (1, 2) were incubated with

0.50 pg/mL BAD [pS™*] antibody or a BAD pan antibody (3) for two hours at room temperature in a 3% BSA-TBST
buffer. After washing, membranes were incubated with goat F(ab’), anti-rabbit IgG alkaline phosphatase and
signals were detected using standard methods.

The data show that S136A mutant does not react, thereby demonstrating the specificity of the antibody.
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Optimal working dilutions must be determined by end user.
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SPECIES REACTIVITY:

CONTROL.:

FORMAT:
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STORAGE/HANDLING:
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Human BAD. Mouse and rat (100% homologous) BAD have not been tested, but are
expected to react.

Recombinant BAD protein, or Hek293 cells overexpressing wild-type BAD activated by
Akt/PKB.

Purified from rabbit serum by sequential epitope-specific chromatography. The antibody
has been negatively preadsorbed using a non-phosphopeptide corresponding to the site of
phosphorylation to remove antibody that is reactive with non-phosphorylated BAD. The
final product is generated by affinity chromatography using a BAD-derived peptide that is
phosphorylated at serine 136.

Dulbecco’s phosphate buffered saline (without Mg2+ and Caz+), pH 7.3 (+/- 0.1), 50%
glycerol with 1.0 mg/mL BSA (IgG, protease free) as a carrier. 0.05% sodium azide

Store at -80°C for up to 12 months after date of receipt. Upon initial thawing, apportion into
working aliquots and store at -80°C. Avoid repeated freeze-thaw cycles to prevent
denaturing the antibody.
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Important Note:  During shipment, small volumes of product will occasionally become entrapped in the seal of the product vial. For
products with volumes of 200 ulL or less, we recommend gently tapping the vial on a hard surface or briefly
centrifuging the vial in a tabletop centrifuge to dislodge any liquid in the container’s cap.

Unless otherwise stated in our catalog or other company documentation accompanying the product(s), our products are intended for research use only and are not to be used for any other
purpose, which includes but is not limited to, unauthorized commercial uses, in vitro diagnostic uses, ex vivo or in vivo therapeutic uses or any type of consumption or application to humans or

animals.
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