Certificate of Analysis

Pl 3-Kinase (p110 a(E542K)/p85a) murine

(recombinant enzyme expressed in Sf21 insect cells)
Catalog # 14-791
Lot # D7KNO27AN
Product Description:  Complex of N-terminal 6His-
tagged recombinant murine pl10a, full length,
containing the mutation E542K, and untagged,
recombinant, murine p85a, full length. Co-expressed
by baculovirus in Sf21 insect cells. Purified using
Ni**/NTA-agarose.

The E542K substitution is a somatic mutation in
pll0a that has been associated with tumours of the
colon and brain. Combined in vitro and in vivo studies
have shown that this mutation confers higher lipid
kinase activity than wild type, and is able to induce
oncogenic transformation. (Kang S. et al., PNAS,
(2005);102: 802-807 and Zhao J.J. et al., PNAS,
(2005);102:18443-18448).

Purity (p110a (E542K) and p85a combined) 84% by
SDS-PAGE  and Coomassie blue  staining.
pll0a(E542K) MW = 129kDa, p85a MW = 84kDa.

Specific Activity (Lot # D7KNO027AN): 1281U/mg,
where one unit of Pl 3-Kinase (pl10a(E542K)/p85a))
activity is defined as 1 nmol phosphatidylinositol 3,4,5-
trisphosphate  (PIP3) formed per minute at room
temperature with a final ATP concentration of 100 uM.
Calculated U/mg was determined after conversion of the
HTRF ratio to pmol formed using the PIP3 calibration
curve described below.
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Formulation: 10pg of enzyme in 100ul of 50mM
Tris/HCI pH7.5, 300mM NacCl, 0.1mM EGTA, 0.03% Brij-
35, 270mM sucrose, 0.2 mM PMSF, 1 mM benzamidine,
0.1% 2-mercaptoethanol. Frozen solution.

Storage and Stability: Store at -70°C from date of
shipment. For maximum recovery of product, centrifuge
original vial prior to removing the cap.

Handling Recommendations: Rapidly thaw the vial
under cold water and immediately place on ice. Aliquot
unused material into pre-chilled microcentrifuge tubes
and immediately snap-freeze the vials in liquid nitrogen
prior to re-storage at -70<C.

FOR IN VITRO RESEARCH USE ONLY
NOT FOR USE IN HUMANS OR ANIMALS

Quiality Control Testing

Kinase Assay : 0.05 — 3.1ng of this lot of PI 3-kinase
pl10 (E542K)/p85 ) was assayed in a 30 minute
reaction using the PIProfiler™ protocol described on
page two

6His-P110-alpha-(mu,FL,E542K)/UT-P85-alpha-(mu,FL)
D7KNO27AN
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MS Tryptic Fingerprint: Confirmed identity as Pl 3-
Kinase (pl110a/p85a) with 49% pl110a and 57%

p85a amino acid coverage of the translated sequence
listed on pages three and five.

SDS-PAGE and Coomassie
Stain: Purity was assessed by
SDS-PAGE and Coomassie blue
staining using 3ug of active Pl 3-
Kinase (p110a(E542K)/p85a)
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