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RABBIT ANTI-HUMAN BAD (pS**)
PHOSPHOSPECIFIC POLYCLONAL ANTIBODY

CATALOG NUMBER:

LOT NUMBER:

BACKGROUND:

IMMUNOGEN:

APPLICATIONS:

SPECIES REACTIVITY:

FORMAT:

PRESENTATION:

AB3569 QUANTITY: 100 pL

This antibody recognizes Bad (Mr=23 kDa) only when phosphorylated at serine 112. Bad is
a member of the Bcl-2 family and it promotes cell death through heterodimerization with the
survival proteins Bcl-2 and Bcl-x.. Bad is a cytosolic protein which is phosphorylated on
serine 112 and serine 136 in response to stimulation with IL-3, nerve growth factor (NGF)
or insulin-like growth factor 1 (IGF1). A recent report indicates that PI3K activates the
phosphorylation of Bad through Akt activation. Phosphorylation of Bad results in its
cytoplasmic sequestration by the tau form of 14-3-3 proteins and this abrogates its
interaction with Bcl-x,, allowing Bcl-x, to promote survival of the cell.

The antiserum was produced against a chemically synthesized phosphopeptide derived
from the region of Bad that contains serine 112, based on the Homo sapiens sequence.
This region is identical among many species including rat and mouse.

For Western blot applications, we recommend using the antibody at a 1:1,000 starting
dilution.

HelLa cells were grown to 90% confluency. Prior to treatment, cells were incubated for 20 minutes with calpain
inhibitor. Cells were treated with 100 ng/mL of human EGF for 10 minutes. 320 pg of total protein from control
and treated extracts were incubated with 1 mg of pan BAD antibody overnight, followed by incubation with protein
A/G beads. Immunoprecipitates were resolved on SDS-PAGE under reduced conditions and proteins were
transferred to PVDF membrane. Membrane was incubated with 1 pg/mL of Bad [pS 112] antibody followed by
goat anti-rabbit F(ab’), alkaline phosphatase antibody at 1:5000 dilution. Signal was revealed using CDP-
substrate and exposing membrane to Kodax BioMax film.

Lane (1) HelLa cells treated with EGF and (2) control HeLa cells.
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Optimal working dilutions must be determined by end user.
Human

Purified from rabbit serum by affinity column chromatography using a Bad derived peptide
that is phosphorylated at serine 112.

Phosphate Buffer, pH 7.4, with 1% bovine serum albumin and 0.1% sodium azide
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STORAGE/HANDLING: Store at -80°C. Upon initial thawing, apportion into working aliquots and store at
-80°C. Avoid repeated freeze-thaw cycles to prevent denaturing the antibody.

REFERENCES: Hirai, I. and H.G. Wang (2001) Survival-factor-induced phosphorylation of Bad results in its
dissociation from Bcl-X-L but not Bcl-2. Biochem. J. 359:345-352 (cites the use of this
antibody).

del Peso L., et al. (1997) Interleukin-3-induced phosphorylation of BAD through the
protein kinase Akt. Science 278(5338):687-689.

Neshat M. S., et al. (2000) The survival function of the Bcr-Abl oncogene is mediated by
Bad-dependent and -independent pathways: roles for phosphatidylinositol 3-kinase and
Raf. Mol. Cell Biol. 20(4):1179-1186.

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 /4 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 otherpamy documentation accompanying the product(s)poedtucts are intended for research use only amdatrto be used for any other purpose,
which includes but is not limited to, unauthorizemmmercial uses, in vitro diagnostic uses, ex @ivi vivo therapeutic uses or any type of consimnpdr application to humans or animals.
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