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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

The enzymes of the NEDDylation pathway
play a pivotal role in a number of cellular
processes including the indirect regula-
tion and targeting of substrate proteins for
proteasomal degradation. Three classes
of enzymes are involved in the process of
NEDDylation; the ubiquitin-like activating
enzyme APP-BP1/Uba3 (E1), the ubiquitin-
like conjugating enzymes (E2s) and pro-
tein ligases (E3s). UBE2M is a member
of the E2 conjugating enzyme family and
the gene for human UBE2M was first de-
scribed by Osaka et al. (1998) and shares
42% sequence identity with yeast UBE2M.
A trapped ubiquitin like activation complex
has been described for the NEDD8 pathway
comprising, the E1 APP-BP1/Uba3, two
NEDD8 molecules, UBE2M and MgATP.
Thioester linkage of NEDD8 to APP-BP1-
Uba3 results in an alternate E1 conforma-
tion that exposes two NEDDS binding sites
on the E2 enzyme. After transfer of the non-
covalently bound NEDDS to the E2, an al-
ternate E1 conformation allows the release
of the thioester bound NEDDS8 product.
Transfer of the NEDDS thioester linkage be-
tween E1 and E2 enzymes in this way can
induce a conformational change and alter
downstream signalling in the NEDDS8 ubig-
uitin-like (Ubl) cascade (Huang et al., 2007).
The interaction of different E2 enzymes with
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Quantity: 100 ug
saline
Concentration: to be provided on

shipping

Source: sheep polyclonal antibody

tested.
Immunogen: mouse Ube2M (residues
1-183) [GST-tagged]

Physical Characteristics

Formulation: phosphate-buffered

Specificity: detects Ube2M at ~22 kDa

Reactivity: mouse; other species not

Stability/Storage: 12 months at

-20°C; aliquot as required

Purification: affinity-purified using
immobilized immunogen

Research Applications and Quality Assurance

Western Immunoblotting:

Immunoprecipitation:

Use 0.5 pg/ml Not tested
0.25ng 25ng 25ng . .

Dot Blotting Analysis:
Q| Fecombinant Ube2M By dot blot assay the specific
Native recognition of recombinant
Recombinant Ube2F Ube2M protein was observed
under native and denaturing
conditions when probed with
@ | Recombinant Ube2M 0.5ug/ml anti-Ube2M antibody
penared  (Cat# 68-0025-100). No cross
Recombinant UbeaF reactivity was observed with

Ube2F.
U20s
sRNA St Ube2MUbedP - Crl UbeaMUbe2F 5, 0 aghours
anti-mUbe2M C— - = —

Western Blotting Analysis:

U20S cells were transfected with either control siRNA, Ube2M siRNA or Ube2F siRNA
(lanes 1, 2 and 3 respectively). By Western blotting the specific recognition of a band cor-
responding to Ube2M was observed in lysates treated with control siRNA (lane 1) or Ube2F
siRNA (lane 3) compared to lysates treated with Ube2M siRNA (lane 2) where the presence
of Ube2M could not be detected when probed with 0.5 pg/ml anti-Ube2M antibody (Cat#

68-0025-100).
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different Cullin RING E3 Ligases (CRLs)
has been determined; for example UBE2M/
RBX1 and UBE2F/RBX2 can interact with
such ligases. This reveals the functional
importance of hierarchical expansion of the
NEDDS8 conjugation system in establish-
ing selective CRL activation (Huang et al.,
2009). Following ionizing irradiation of a hu-
man oesophageal cancer cell line a cDNA
microarray screen found UBE2M to be up-
regulated suggesting a role for UBE2M in
oesophageal cancer (Bo et al., 2004).

Antibody Production:

Anti-UBE2M (mouse) polyclonal antibody was
raised in sheep against UBE2M (residues
1-183 of mouse UBE2M). 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-UBE2M
pAbs from the sheep serum using an antigen-
agarose column followed by depletion of any
anti-GST pAbs using a GST-agarose column.
Anti-UBE2M (mouse) pAb was sourced by
Ubiquigent directly from the MRC-PPU.
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