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Molecular Wit.
32, 34 kDa

Background: The entry of eukaryotic cells into mitosis is
regulated by cdc2 kinase activation, a process controlled at
several steps including cyclin binding and phosphorylation
of cdc2 at Thr161 (1). However, the critical regulatory step
in activating cdc2 during progression into mitosis appears
to be dephosphorylation of cdc2 at Tyr15 and Thr14 (2).
Phosphorylation at Thr14 and Tyr15 resulting in inhibition
of cdc2 can be carried out by Wee1 and Myt1 protein ki-
nases (3,4). The cdc25 phosphatase may be responsible for
removal of phosphates at Thr14 and Tyr15 and subsequent
activation of cdc2 (1,5).

Description: Phosphorylated cdc2 Control Protein: SK-N-
MC total cell extracts, treated with hydroxyurea for 22 hours
to induce cdc2 (Tyr15) phosphorylation, serve as a positive
control for Western blotting experiments.

Nonphosphorylated cdc2 Control Protein: A glutathione
S-transferase (GST)-cdc2 fusion protein serves as a
negative control for monitoring antibody phosphoselectiv-
ity for Western blotting experiments. Molecular weight of
GST-cdc? fusion protein is 32 kDa.

Applications Key: ~ W—Western  IP—Immunoprecipitation

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

IHC—Immunohistochemistry

Western Blots: CST recommends using 10 pl of GST-
cdc2 negative control protein and 20 pl of the positive
control SK-N-MC cell extract.

Note: Boil both negative control and positive control for
2-4 minutes prior to loading on an SDS-PAGE gel.

Directions on Use: As controls, CST recommends using
10 pl of GST-cdc2 negative control protein and 20 pl of the
positive control SK-N-MC cell extract.
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ChIP—Chromatin Immunoprecipitation

Hm—hamster ~ Mk—monkey ~ Mi—mink  C—chicken

Species enclosed in parentheses are predicted to react based on 100% sequence homology.
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IF—Immunofluorescence
X—Xenopus

Storage: Supplied in SDS Sample Buffer. 62.5 mM Tris-HCI
(pH 6.8 at 25°C), 2% w/v SDS, 10% glycerol, 50 mM DTT,
0.01% w/v bromophenol blue or phenol red. Store at —20°C.

Companion Products:
cdc2 (POH1) Mouse mAb #9116

PhosphoPlus® cdc2 (Tyr15) Antibody Kit #9110
Phospho-cdc2 (Tyr15) Antibody #9111

cdc2 Antibody #9112

Anti-rabbit IgG, HRP-linked Antibody #7074
Anti-mouse IgG, HRP-linked Antibody #7076

Prestained Protein Marker, Broad Range (Premixed Format)
#7720

Biotinylated Protein Ladder Detection Pack #7727
20X LumiGLO® Reagent and 20X Peroxide #7003
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F—Flow cytometry ~ E—ELISA
Z—zebrafish ~ B—bovine Dg—Dog All—all species expected
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