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Background

The enzymes of the ubiquitylation path-
way play a pivotal role in a number of
cellular processes including regulated
and targeted proteasomal degradation
of substrate proteins. Three classes of
enzymes are involved in the process
of ubiquitylation; activating enzymes
(E1s), conjugating enzymes (E2s)
and protein ligases (E3s). UBE2J1 is
a member of the E2 conjugating en-
zyme family and cloning of the human
gene was first described by Lester et
al. (2000). UBE2J1 is a 318 amino acid
single-pass type IV membrane protein,
which can be found localised to the
membrane of the endoplasmic reticu-
lum (ER) (Lester et al., 2000). UBE2J1
catalyzes the modification of misfold-
ed membrane proteins with ubiquitin
which results in their targeting to the
proteasome for degradation (Walter et
al., 2001). UBE2J1 has been shown to
interact with the E3 ligase ICPO forming
polyubiquitin chains in an in vitro polyu-
biquitylation assay. ICPO targets sub-
strates such as PML, Sp100, CENP-C,
and CENP-A for proteasomal degrada-
tion (Everett et al., 1999; Everett et al.,
1998; Lomonte et al., 2001; Parkinson
and Everett. 2000). Evidence for an
association of the UBE2J1 gene locus
with Serum creatinine (S CR) levels
has been demonstrated. S CR is a
biomarker used for the non-invasive
assessment of kidney function and it is
hoped will provide an insight into the
genetic basis of serum creatinine regu-
latory processes (Pattaro et al., 2010).

Continued on page 2

Physical Characteristics
Species: human

Source: E. coli expression

Quantity: 20 ug

Concentration: 1 mg/ml

Formulation: 50 mM HEPES pH 7.5,

150 mM sodium chloride, 2 mM
dithiothreitol, 10% glycerol

Molecular Weight: ~35 kDa

Purity: >98% by InstantBlue™ SDS-PAGE

Stability/Storage: 12 months at -70°C;
aliquot as required

Protein Sequence:
MGSSHHHHHHSSGLVPRGSHMASMTG
GQQOMGRGSMETRYNLKSPAVKRLMKEAAEL
KDPTDHYHAQPLEDNLFEWHFTVRGPPDSD
FDGGVYHGRIVLPPEYPMKPPSIILLTANGR
FEVGKKICLSISGHHPETWQPSWSIRTALLAT
IGFMPTKGEGAIGSLDYTPEERRALAKKSQD
FCCEGCGSAMKDVLLPLKSGSDSSQADQEAKE
LARQISFKAEVNSSGKTISESDLNHSFSLT
DLQDDIPTTFQGATASTSYGLQNSSAASF
HQPTQPVAKNTSMSPRQRRAQQQSQRRLSTSP
DVIQGHQPRDNHT

Tag (bold text): N-terminal His

Protease cleavage site: Thrombin (LVPR VY GS)

UBE2J1 (regular text): Start bold italics (amino acid resi-
dues 1-282)

Accession number: NP_057105.2

Quality Assurance

Purity:

4-12% gradient SDS-PAGE
InstantBlue™ staining
Lane 1: MW markers

Lane 2: 1 yg His-UBE2J1

kDa
188

98

62
49
W - His-UBE2J1

38

28

Protein Identification:
Confirmed by mass spectrometry.

E2-Ubiquitin Thioester Loading Assay:
The activity of His-UBE2J1 was validated by
loading E1 UBE1 activated ubiquitin onto the
active cysteine of the His-UBE2J1 E2 enzyme
via a transthiolation reaction. Incubation of
the UBE1 and His-UBE2J1 enzymes in the
presence of ubiquitin and ATP at 30°C was
compared at two time points, T, and T, min-
utes. Sensitivity of the ubiquitin/His-UBE2J1
thioester bond to the reducing agent DTT was
confirmed.
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