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This antibody was developed and

Physical Characteristics

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

Background

Ubiquitin signals are decoded in cells by at
least 200 ubiquitin binding proteins, which
interact with different types of polyubiquitin
chains and ubiquitin-like modifiers. These
interactions induce conformational chang-
es that allow these proteins to transmit the
ubiquitin signal to effector proteins (Dikic et
al., 2009). NEMO (NFkB Essential Modifier)
is the prototypic member of a family of pro-
teins that interact with Lys63-linked and lin-
ear polyubiquitin chains (Nanda et al., 2011).
NEMO functions as a high affinity receptor
for linear ubiquitin chains and a low affin-
ity receptor for long lysine-linked ubiquitin
chains. It is thought that this phenomenon
could explain quantitatively distinct NF-«xB
activation patterns in response to numerous
cell stimuli (Kensche et al., 2012). NEMO is
an integral component of the canonical IkB
kinase (IKK) complex and is essential for
the activation of IKKa and IKK@, the protein
kinase components of the complex. Muta-
tions that abrogate binding of polyubiquitin
chains to NEMO do not activate the IKK
complex (Ea et al., 2006; Wu et al., 2006)
and cause a severe immunodeficiency dis-
ease and greatly increased susceptibility to
infection by bacteria of the tuberculosis fam-
ily (Doffinger et al., 2001). NEMO also in-
teracts with TANK, a component of the IKK-
related kinases TBK1 and IKKe (Chariot et
al., 2002). The NEMO-TANK interaction is

Continued on page 2

Formulation: phosphate-buffered
saline

Quantity: 100 ug

Concentration: to be provided on
shipping Specificity: detects NEMO at ~48 kDa

Source: sheep polyclonal antibody Reactivity: human

Immunogen: human NEMO (residues
2-419) [GST-tagged]

Species cross reactivity: mouse

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

immobilized immunogen

Research Applications and Quality Assurance

Western Immunoblotting: Immunoprecipitation:

Not tested Use 5 pg/mg of cell extract
Antibody used for IP
IP I1gG NEMO
IKKa | e———
IKKB - —-——
NEMO am

Immunoprecipitation Assay:

NEMO was immunoprecipitated from RAW264.7 total cell extracts (1
mg) using 5 pg anti-NEMO antibody (Cat# 68-0014-100). NEMO was not
immunoprecipitated using a control antibody (IgG). NEMO was subse-
quently detected by a commercially sourced anti-NEMO antibody.

N.B: As NEMO is a component of the canonical IKK complex, other com-
ponents of the complex (the catalytic subunits IKKa and IKKB) are also
immunoprecipitated with the anti-NEMO antibody.
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Background
Continued from page 1

essential for effective cross-talk between
the canonical IKK complex and the IKK-re-
lated kinases which, if disrupted by the loss
of TANK, leads to the hyperactivation of the
innate immune system and to autoimmune
disease (Clark et al., 2011; Kawagoe et al.,
2009).

Antibody Production:

Anti-NEMO (human) polyclonal antibody was
raised in sheep against NEMO (residues
2-419 of human NEMO). The antibodies were
purified by the Medical Research Council Pro-
tein Phosphorylation and Ubiquitylation Unit
(MRC-PPU, University of Dundee, Dundee,
U.K.) by affinity purification of the anti-NEMO
pAbs from the sheep serum using an antigen-
agarose column followed by depletion of any
anti-GST pAbs using a GST-agarose column.
Anti-NEMO (human) pAb was sourced by
Ubiquigent directly from the MRC-PPU.
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