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The enzymes of the ubiquitylation path-
way play a pivotal role in a number of 
cellular processes including regulated 
and targeted proteosomal 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). UBE2T is a member of the 
E2 conjugating enzyme family and clon-
ing of the human gene was first described 
by Zhang et al. (2000). UBE2T is integral 
to the Fanconi Anemia (FA) pathway for 
DNA damage repair. UBE2T binds to the 
C-terminal PH domain of FANCL the ubiq-
uitin ligase subunit of the FA core com-
plex, which leads to the monoubiquityla-
tion of FANCD2 and FANCI (Longerich et 
al., 2009; Machida et al., 2006). E3 ligase 
activity is not determined by assembly 
of the FA core complex but by the DNA 
damage-induced subcellular localization 
of the complex to chromatin. UBE2T and 
FANCD2 access this subcellular fraction 
independently and FANCD2 monoubiqui-
tylation is regulated by the formation of 
an E2/E3 holoenzyme on chromatin. DNA 
damage in UBE2T-depleted human osteo-
sarcoma cells leads to the formation of ab-
normal chromosomes that are a hallmark 
of FA (Alpi et al., 2007). UBE2T expression 
has been analysed in lung cancer tissue 
and compared to normal human tissue. 
UBE2T was found to be significantly up-
regulated at both the protein and mRNA 
level suggesting involvement in the malig-
nant cell phenotype (Hao et al., 2008).
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Species: human

Source: E. coli expression

Quantity: 20 μg

Concentration: 1 mg/ml

Formulation: 50 mM HEPES pH 7.5, 
150 mM sodium chloride, 2 mM  
dithiothreitol, 10% glycerol

Molecular Weight: ~25 kDa

Purity: >98% by InstantBlue™ SDS-PAGE

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

Protein Sequence:
MGSSHHHHHHSSGLEVLFQGPGSMQRASR 
LKRELHMLATEPPPGITCWQDKDQMDDLRAQ 
ILGGANTPYEKGVFKLEVIIPERYPFEPPQIRFLT 
PIYHPNIDSAGRICLDVLKLPPKGAWRPSLNI 
ATVLTSIQLLMSEPNPDDPLMADISSEFKYNK 
PAFLKNARQWTEKHARQKQKADEEEMLDNL 
PEAGDSRVHNSTQKRKASQLVGIEKKFHPDV

Tag (bold text): N-terminal His
Protease cleavage site: PreScission™ (LEVLFQtGP)
UBE2T (regular text): Start bold italics (amino acid 
residues 1-197)
Accession number: NP_054895

Alternate Name: HSPC150

Continued on page 2

Purity:
4-12% gradient SDS-PAGE
InstantBlue™ staining 
lane 1: MW markers 
lane 2: 1 µg His-UBE2T

E2-Ubiquitin Thioester Loading Assay:
The activity of His-UBE2T was validated by 
loading E1 UBE1 activated ubiquitin onto the 
active cysteine of the His-UBE2T E2 enzyme 
via a transthiolation reaction. Incubation 
of the UBE1 and His-UBE2T enzymes in the 
presence of ubiquitin and ATP at 30˚C was 
compared at two time points, T0 and T10 min-
utes. Sensitivity of the ubiquitin/His-UBE2T 
thioester bond to the reducing agent DTT 
was confirmed.

Protein Identification: 
Confirmed by mass spectrometry.
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