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This antibody was developed and
validated by the Medical Research
Council Protein Phosphorylation and
Ubiquitylation Unit (University of
Dundee, Dundee, UK).

Background

Protein ubiquitylation and protein phospho-
rylation are the two major mechanisms that
regulate the functions of proteins in eukary-
otic cells. However, these different posttrans-
lational modifications do not operate inde-
pendently of one another, but are frequently
interlinked to enable biological processes to
be controlled in a more complex and sophis-
ticated manner. Studying how protein phos-
phorylation events control the ubiquitin sys-
tem and how ubiquitylation regulates protein
phosphorylation has become a focal point of
the study of cell regulation and human dis-
ease. PKB beta (AKT2) is one of 3 closely
related  serine/threonine-protein  kinases
(AKT1, AKT2 and AKT3) which may be al-
ternatively named PKB a, PKB 3, and PKB
y, respectively. Together, they regulate many
processes including metabolism, prolifera-
tion, cell survival, growth and angiogenesis.
This is mediated through serine and/or threo-
nine phosphorylation of a range of down-
stream substrates (Kumar et al., 2013). Clon-
ing of the gene was first described by Staal
et al. (1987). An example of such interplay
between phosphorylation and ubiquitylation
has been highlighted in a recent study show-
ing how the E3 ligase TRAF6 can regulate
Akt2 ubiquitylation and activation, suggesting
that TRAF6 may even promote Akt phospho-
rylation by way of Akt2 ubiquitylation. These
findings help towards the understanding for a
pivotal role of ubiquitylation in endotoxemia-
induced myocardial injury. Furthermore, the
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PKB beta (mouse; residues 455-469), pAb

Alternate Names: AKT2, RAC-beta serine/threonine-protein kinase, Protein kinase Akt-2, Protein kinase B beta

Cat. No.
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68-0031-100
30270

Quantity:
Storage:

100 pg
-20°C
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Physical Characteristics

Quantity: 100 ug

Formulation: phosphate-buffered
saline
Concentration: to be provided on
shipping Specificity: detects PKB beta at ~56
kDa
Source: sheep polyclonal antibody

Reactivity: mouse; does not detect rat
Immunogen: PKB beta (residues 455- or human PKB beta
469) [RYDSLDPLELDQRTH]

Stability/Storage: 12 months at
Purification: affinity-purified using -20°C; aliquot as required
immobilized immunogen

Research Applications and Quality Assurance

Western Immunoblotting:
use 1 pg/mi

Immunoprecipitation:
use 10 pg/mg of cell extract

PKB beta —»
Heavy Chain —p|

Lane 1: Pellet, Lane 2: Supernatant, Lane 3: Input

Western Blotting Analysis:

Immunoprecipitation was performed from mouse, rat and human lysates using a com-
mercially available anti-PKB beta antibody. PKB beta was subsequently detected by
Western Blot using 1 ug/ml anti-PKB beta antibody (Cat# 68-0031-100). In order to show
that all PKB was immunoprecipitated from the input cell extract (Lane 3), a Western Blot
was carried out using anti-PKB antibody (Cat# 68-0031-100) on the supernatent (Lane
2) and the immunoprecipitate (Lane 1; pellet). PKB beta was not detectable in the mouse
supernatant and showed no crossreactivity with rat or human PKB beta.

‘Heavy Chain’ denotes the IgG heavy chain of the immunoprecipitating antibody which is
detected by the immunoblotting anti-PKB antibody (Cat# 68-0031-100).

Continued on page 2

o3
UBIQUIG@
[ L

www.ubiquigent.com
Dundee, Scotland, UK

ORDERS / SALES SUPPORT

International: +1-617-245-0020
US Toll-Free: 1-888-4E1E2E3 (1-888-431-3233)
Email: sales.support@ubiquigent.com

© Ubiquigent 2014, Unless otherwise noted, Ubiquigent,
Ubiquigent logo and all other trademarks are the property
of Ubiquigent, Ltd.

UK HQ and TECHNICAL SUPPORT

International: +44 (0) 1382 381147 (9AM-5PM UTC)
US/Canada: +1-617-245-0020 (9AM-5PM UTC)
Email: tech.support@ubiquigent.com

Limited Terms of Use: For research use only. Not for use in
humans or for diagnostics. Not for distribution or resale in
any form, modification or derivative OR for use in providing
services to a third party (e.g. screening or profiling) without
. . - . . the written permission of Ubiquigent, Ltd.

Email services@ubiquigent.com for enquiries regarding compound

profiling and/or custom assay development services. Lot-specific COA version tracker: v1.0.0




0.3
UBIQUIGENT"

1
e\\mRszTyo

Protein
Phosphorylation and
Ubiquitylation Unit

MRC
DUNDEE

Background

Continued from page 1

study has revealed the clinical value of
Akt2 and TRAF6 — as well as ubiquityla-
tion — as potential therapeutic targets in
the management of heart failure in sepsis
(Yang et al., 2009; Zhang et al., 2014).

Antibody Production:

Anti-PKB beta (mouse) polyclonal antibody
was raised in sheep against PKB beta
(residues 455-469 of mouse PKB beta).
The antibodies were purified by the Medi-
cal Research Council Protein Phosphory-
lation and Ubiquitylation Unit (MRC-PPU,
University of Dundee, Dundee, U.K.) by af-
finity purification of the anti-PKB beta pAbs
from the sheep serum using a GST-tagged
antigen-agarose column. Anti-PKB beta
(mouse) pAb was sourced by Ubiquigent
directly from the MRC-PPU.
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Lane 1: Pellet, Lane 2: Supernatent, Lane 3: Input.

Immunoprecipitation Assay:

Immunoprecipitation was performed from various cell types (0.2 mg of cell extract) us-
ing a mixture of 2 ug of each anti-PKB antibody (anti-PKB alpha Cat# 68-0030-100;
anti-PKB beta Cat# 68-0031-100; anti-PKB gamma Cat# 68-0032-100). The following
samples were analysed by SDS-PAGE/Western blotting (probing with a commercially
available anti-PKB antibody); the input cell extract (Lane 3), the supernatent (Lane 2)
and the immunoprecipitate (Lane 1; pellet). PKB was not detectable in the supernatant
(except for the sample derived from hippocampus).
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