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Background: Ack1 and Ack? (activated cdc42-associated
kinase 1 and 2) are non-receptor tyrosine kinases that com-
prise a tyrosine kinase core, an SH3 domain, a cdc42-bind-
ing region, a Ralt homology region and a proline-rich region
(1,2). They are the only two tyrosine kinases known to
interact with cdc42. Both Acks are activated by growth fac-
tors including EGF, PDGF as well as activation of integrins
by cell adhesion and may serve as a point of convergence
between receptor tyrosine kinase or G protein-coupled re-
ceptor signaling and cdc42. Acks may regulate cell growth,
morphology and motility (3,4).

Tyr284 is located in the activation loop of Ack1 and is a
primary autophosphorylation site critical for Ack1 kinase
activity (5).

Specificity/Sensitivity: Phospho-Ack1 (Tyr284) Antibody

detects transfected levels of Ack1 only when phosphorylated
at Tyr284.

Source/Purification: Polyclonal antibodies are produced
by immunizing animals with a synthetic phosphopeptide
corresponding to residues surrounding Tyr284 of human
Ack1. Antibodies are purified by peptide affinity chroma-
tography.
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Rabbit**
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Western blot analysis of extracts from COS cells, untransfected
or overexpressing Myc-tagged Ack1 protein, using Phospho-
Ack1 (Tyr284) Antibody (upper and middle) and Myc-Tag
(71D10) Rabbit mAb #2278 (lower). The middle blot was treated
with calf intestinal phosphatase (CIP) before antibody probing.

(The lysates of COS cells overexpressing Myc-tagged Ack1 were

kindly provided by Dr. Wannian Yang, Weis Center for Research,
Geisinger Clinic.)
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IMPORTANT: For western blots, incubate membrane with diluted antibody in 5% w/v BSA, 1X TBS,

0.1% Tween-20 at 4°C with gentle shaking, overnight.

Applications Key: =~ W—Western  IP—Immunoprecipitation
R—at

Hr—Horse

Species Cross-Reactivity Key: ~ H—human ~ M—mouse

Dg—dog Pg—pig Sc—S. cerevisiae Ce—C. elegans

IHC—Immunohistochemistry

Hm-—hamster

ChIP—Chromatin Immunoprecipitation

Mk—monkey ~ Mi—mink  C—chicken

All—all species expected

IF—Immunofluorescence

Dm—D. melanogaster X—Xenopus
Species enclosed in parentheses are predicted to react based on 100% homology.

Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM
NaCl, 100 ug/ml BSA and 50% glycerol. Store at —20°C.
Do not aliquot the antibody.

*Species cross-reactivity is determined by western blot.

**Anti-rabbit secondary antibodies must be used to
detect this antibody.

Recommended Antibody Dilutions:

Western blotting 1:1000

For application specific protocols please see the web
page for this product at www.cellsignal.com.

Please visit www.cellsignal.com for a complete listing
of recommended companion products.

E-P—ELISA-Peptide
B—Dovine

F—Flow cytometry
Z—zebrafish



