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This antibody was developed and Physical Characteristics
validated by the Medical Research
Council Protein Phosphorylation and Quantity: 100 g Formulation: phosphate-buffered
Ubiquitylation Unit (University of c tration: to b ded saline
oncentration: 10 be providea on
Diaekzs, ke, L. shipping Specificity: detects DCNL5 at
~28 kDa

Source: sheep polyclonal antibody

Reactivity: human; other species not
BaCkground Immunogen: human DCNL5 (residues tested

. 1-124)
The engymes of ‘Fhe NEDPyIz':ltlon pathway Stability/Storage: 12 months at
play a pivotal role in the activation of the larg- Purification: affinity-purified using -20°C; aliquot as required
est class of ubiquitin E3 ligases called Cullin- immobilized immunogen

RING-Ligases (CRLs). Akin to ubiquitylation
three classes of enzymes are involved in the
process of mammalian NEDDylation; E1 ac-

mer), E2 coneating enzymes (UBEM
mer), E2 conjugating enzymes (UBE2M Research Applications and Quality Assurance

or UBEZ2F) and the E3 ligases defective in Western Immunoblotting: Immunoprecipitation:

Cul NEDDylation 1 domain-containing pro- Use 1.0 pg/ml Use 5.0 pg/mg of cell extract

teins (DCUN1D1-5) (Meyer-Schaller et al.,
2009; Huang et al., 2011). The 5 human
DCUN1D1-5 proteins are also named de-
fective in Cul NEDDylation 1 like proteins Input SN Sl\:, P le

(DCNL1-5) (Meyer-Schaller et al., 2009). : anti- anti-
Cloning of DCNL5 was first described by ISug 195 DCNLS Ig& DCNLS
Lamesch et al. (2007). The DCNLs have ;
distinct amino-terminal domains, but share anti-DCNL5 ——— ‘ -
a conserved C-terminal potentiating NED-
Dylation (PONY) domain (Kurz et al., 2008).

It has been determined that the interac- Western Blotting Analysis:
tion between the DCNLs and Cull occurs DCNL5 was immunoprecipitated from total cell extracts (1mg) using 5.0 pyg of anti-
. . DCNLS5 antibody (Cat# 68-0010-100). By Western Blotting DCNL5 was detected us-
mrcl?uggl\tlgebl?r%NnY %or;a'%ar\}s;ge \:V'”ge(f ing anti-DCNL5 antibody (Cat# 68-0010-100). To demonstrate that all DCNL5 was
elix inding domain ( ) respec immunoprecipitated from the input cell extract, DCNL5 could not be detected in the

tively (Kurz et al., 2008; Scott ef al., 2011). supernatant (SN), therefore 5.0 ug of DCNL5 antibody is sufficient to deplete DCNL5
Pairwise analysis of 30 combinations of the from 1 mg of cell extract.

five DCNL PONY domains and six cullin
WHB subdomains by isothermal titration
calorimetry have all shown interaction albeit
with differing affinities (Monda et al., 2013).
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Antibody Production:

Anti-DCNL5 (human) polyclonal antibody was
raised in sheep against DCNL5 (residues 1-124
of human DCNLS5). The antibodies were puri-
fied by the Medical Research Council Protein
Phosphorylation and Ubiquitylation Unit (MRC-
PPU, University of Dundee, Dundee, U.K.) by
affinity purification of the anti-DCNL5 pAbs
from the sheep serum using a GST-tagged an-
tigen-agarose column. Anti-DCNL5 (human)
pAb was sourced by Ubiquigent directly from
the MRC-PPU.
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