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Akt/PKB Kinase Activity Assay Kit
(Non-Radioactive)

Description
Assay Designs� non-radioactive Akt/PKB Kinase Activity Assay provides a
safe, rapid and reliable method for the screening of inhibitors or activators of
Akt/PKB and for quantitating the activity of Akt/PKB in purified or partially
purified enzyme preparations.  The Akt /PKB Kinase Activity Assay is based
on a solid phase enzyme-linked immuno-absorbent assay (ELISA) that utilizes
a specific synthetic peptide as a substrate for Akt/PKB and a polyclonal
antibody that recognizes the phosphorylated form of the substrate.  The  assay
is designed for the analysis of Akt (1, 2, 3)/PKB ( , , ) activity in the
solution phase.

Assay Methodology

Note: The assay kit is designed for quantitating Akt/PKB activity in purified or
partially purified biological samples. Crude lysates may be employed; however, for
optimal results it is recommended that the experimenter use a purified or partially
purified enzyme preparation.

Scientific Background
Akt, also known as Protein Kinase B (PKB), is a 57kDa serine/threonine
kinase belonging to a subfamily termed the AGC protein kinases that include
PKB isoforms, the cyclic-AMP-dependent PKA, SGK and p90RSK.  There
are three widely expressed isoforms of Akt (Akt1, Akt2, and Akt3, also
known as PKB, PKB and PKB, respectively) that mediate many of the
downstream events controlled by PI3 -kinase.  Each isoform is composed of an
N-terminal PI(3,4,5)P3- and PI(3,4)P2-binding Pleckstrin Homology (PH)
domain, and a C-terminal kinase catalytic domain.  Activation of Akt/PKB
involves a complex series of events.  First, PI3 -kinase-generated lipid
products, PI(3,4,5)P3 and PI(3,4,)P2, recruit Akt to the plasma membrane
through their affinity for the PH domain of Akt.  At the plasma membrane,
Akt is thought to undergo a conformational c hange and becomes activated by
the phosphorylation of two residues, Thr308 within the P -loop of the protein
kinase domain and Ser473 1-6. Akt has been the subject of intense study due to
its role in transducing signals from PI3 -kinase that regulate cell survival and
intermediary metabolism. Akt plays a key role in cancer progression by
stimulating cell proliferation and inhibiting apoptosis and is suggested to be a
key mediator of insulin signaling.  These findings indicate that Akt is likely to
be a hot drug target for the treatment of cancer, diabetes , and stroke7.

Activity Analysis
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Akt/PKB Kinase Activity Assay Kit (Non-Radioactive)
Product #:  EKS-400A

A non-radioactive assay kit designed for the screening of inhibitors or activators of Akt/PKB in biological samples.

Product #:  EKS-400A Size: 1 X 96 well plate

Lot#: 07240817

Reaction Volume: 40L/well
Incubation Time: 4.5hrs

Wavelength Setting: 450nm
Materials Included: Akt/PKB Substrate Microtiter Plate, Lot#

07240811
Phosphospecific Substrate Antibody, Lot#

07240812
Anti-Rabbit IgG: HRP Conjugate, Lot#

07240813
Antibody Dilution Buffer, Lot# 007240814
Kinase Assay Dilution Buffer, Lot# 07240815
ATP, Lot#07240816
Active Akt/PKB (20g/mL), Lot# 07210812
20X Wash Buffer, Lot# 04160807
TMB Substrate, Lot# 02290802
Stop Solution 2, Lot# 11270703
 Instruction Manual

Storage of Kit: All reagents are stable as supplied at 4˚C, except the Active
PKB, which must be stored at –70˚C.

Note: The components in each kit lot # have been quality assured
and warranted in this specific combination only; please do
not mix them with components from other kit lot # s

Analysis of purified
active Akt activity
with EKS-400A.
Varying quantities of
purified active Akt were
assayed using the Akt/PKB
substrate microtiter plate.
Assays were incubated for
60 min at 30°C.
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T E C H N I C A L  S P E C I F I C A T I O N S

FOR RESEARCH USE ONLY.  NOT FOR USE IN DIAGNOSTIC
PROCEDURES: This product is not to be used for diagnostic nor
therapeutic purposes. By accepting this product, the user confirms that it
will be used for research purposes only. Stressgen warrants that its
products conform to the information published by Stressgen. Pu rchaser
must determine the suitability of the product for their particular use. Please
refer to the MSDS for product safety information.
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MATERIAL SAFETY DATA SHEET

Section 1 - Product Identification and Use

Product Name:  Akt/PKB Activity Assay Kit Product #: EKS-400A
This product is sold only for research use by qualified laboratory personnel, and is not to be used as a drug, medica l device, food additive, cosmetic,
nor household chemical. It is not to be used in diagnostic, therapeutic, consumer, agricultural, nor pesticidal applic ations.

Manufacturer’s  Name: Assay Designs
Street  Address: 5777 Hines Drive
City, Prov. Postal Code: Ann Arbor, MI 48108 USA
Fax: (734) 668-2793
EMERGENCY PHONE: (734) 668-6113  Toll Free in North America:  (800) 833 -8651

Section 2 - Hazardous Ingredients
The hazardous properties of the kit components have not been investigated tho roughly.  Observe normal laboratory precautions.

Hazardous Ingredients:
Kit components may contain the following components:
CAS Registry Numbers Chemical Name Percentage
1132-61-2 3-[N-Morpholino]propanesulfonic acid N/A
987-65-5 Adenosine triphosphate (ATP) N/A
10035-04-8 Calcium Chloride N/A
6381-92-6 EDTA N/A
67-42-5 EGTA N/A
N/A Beta-glycerophosphate N/A
7647-01-0 Hydrogen chloride <8.5
7791-18-6n Magnesium Chloride N/A
N/A Sodium Orthovanadate 0.1%
54827-17-7 3,3’,5,5’-tetramethylbenzidine (TMB) N/A
54-64-8 Thimerosal <0.01

Section 3 - Physical Data
The physical properties of the kit components have not been investigated tho roughly.

TMB:  Clear liquid
Stop Solution: Clear, colorless to slight yellow, liquid

Section 4 - Fire and Explosion Hazard
Components of the kit are non-flammable.  Fire and explosion data have not been investigated.
Hazardous Combustion or Decomposition Products:

Kit components may emit toxic vapors.
ATP:  nitrogen oxides, carbon monoxide, oxides of phosphorus, carbon dioxide, nitrog en
TMB:  carbon monoxide, carbon dioxide, nitrogen oxide fumes
Stop Solution:  Carbon dioxide, carbon monoxide, hydrogen gas fumes

Section 5 – Stability and Reactivity Data
Kit components are stable.  Avoid contact with reducing agents, amines, strong acid s, strong bases, and strong oxidizing agents.

ATP:  Stable.  Incompatible with strong oxidizing agents.
TMB:  Stable.  Protect from direct UV light, avoid elevated temperatures, protect from moisture.  Incompatible with strong oxidizing
agents, metals.
Stop Solution:  Stable.  Avoid elevated temperatures.  Incompatible with oxidizing agents, reducing agents, and bases.



MATERIAL SAFETY DATA SHEET

Section 6 - Toxicological Properties
The toxicological properties of the kit components have not been inve stigated.  Kit components may burn eyes and skin severely and
may be harmful if absorbed through skin, inhaled, or swallowed.  May cause irritation to respiratory tract.  May cause an allergic
reaction in some individuals.

TMB:  Irritant to eyes and skin.   May cause irritation of the digestive tract and respiratory tract.
Stop Solution:  Corrosive to skin and eyes. Inhalation of vapors may cause irritation of nasal and respiratory tract.  Ingestion causes
gastrointestinal tract discomfort, nausea and vomit ing.  IARC:  Group 3 Carcinogen

Section 7 – Spill Response and Disposal
Wear chemical safety glasses or goggles and compatible chemical -resistant gloves. Avoid inhalation, contact with eyes, skin or
clothing.

*****MULTIPLE COMPONENT SPILL OR LEAK PROCEDURE S*****
 Wear protective equipment (respirator, chemical safety goggles, rubber boots, and heavy rubber gloves).
 Ventilate area.
 Absorb on sand or vermiculite and place in closed containers for disposal.
 Dispose or mix the material with a combustible solvent  and burn in a chemical incinerator equipped with an afterburner and

scrubber.
 Containers of this material may be hazardous when emptied.  Emptied containers retain product residues:  handle as if they were

full.
 Observe all federal, state and local envir onmental regulations.

Section 8 - First Aid Measures
 If swallowed wash out mouth with water, provided person is conscious.  Seek medical aid.
 In case of skin contact, flush with copious amounts of water for at least 15 minutes. Remove contaminated clothin g and shoes.  If

a rash or other irritation develops, seek medical aid.
 If inhaled, remove to fresh air.  If breathing becomes difficult, seek medical aid..
 In case of eye contact, flush with copious amounts of water for at least 15 minutes while separatin g the eyelids with fingers.  Seek

medical aid.

Section 9 - Preparation
Prepared by: Phone#: Created: Modified:
Assay Designs (734) 668-6113

Toll Free in North America:
(800) 833-8651

05/09/05 07/25/08

The above information is believed to be c orrect but does not purport to be all inclusive and shall be used only as a guide. Assay Designs TM shall not be
held liable for any damage resulting from handling or from contact with the above product. See the Technical Specification, Packing S lip, Invoice, and
Product Catalogue for additional terms and conditions of sale.


