GRABID CD(245-697) [6His-tagged]

Deconjugating enzyme: Deubiquitylase

Alternate Names: TRAF binding protein domain, Zinc finger RAN binding domain containing 1, ZRANB1

0.3

Cat. No.
Lot. No.

64-0049-050
30166

FOR RESEARCH USE ONLY

N

UBIQUIGENT"
oo°®

CERTIFICATE OF ANALYSIS Page 1 of 2

Quantity:
Storage:
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Background

Deconjugating enzymes (DCEs) are
proteases that process ubiquitin or
ubiquitin-like gene products, reverse
the modification of proteins by a single
ubiquitin or ubiquitin-like protein (UBL)
and remodel polyubiquitin (or poly-UBL)
chains on target proteins (Reyes-Turcu
et al., 2009). The deubiquitylating — or
deubiquitinating —enzymes (DUBs) rep-
resent the largest family of DCEs and
regulate ubiquitin dependent signalling
pathways. The activities of the DUBs
include the generation of free ubiquitin
from precursor molecules, the recycling
of ubiquitin following substrate degra-
dation to maintain cellular ubiquitin ho-
meostasis and the removal of ubiquitin
or ubiquitin-like proteins (UBL) modifi-
cations through chain editing to rescue
proteins from proteasomal degradation
or to influence cell signalling events
(Komander et al., 2009). There are two
main classes of DUB, cysteine proteas-
es and metalloproteases. TRABID is a
cysteine protease and is a member of
the OTU (ovarian tumour) superfam-
ily of proteins (Balakirev et al., 2003).
Cloning of the human gene was first
described by Evans et al. (1992). TRA-
BID was recently reported to specifically
and positively regulate the Wnt signal-
ling pathway. TRABID is composed of
a tumour necrosis factor receptor as-
sociated factor (TRAF) binding domain
in the C-terminus and three Zinc-finger
(ZnF) motifs at the N-terminus. TRABID
preferentially binds to K63-linked polyu-
biquitin chains but not K48-linked polyu-
biquitin chains and specifically cleaves

Continued on page 2

Physical Characteristics
Species: human Protein Sequence: Please see page 2
Source: E. coli

Quantity: 50 ug

Concentration: 0.5 mg/ml

Formulation: 50 mM HEPES pH 7.5,

150 mM sodium chloride,

2 mM dithiothreitol, 10% glycerol

Molecular Weight: ~54.8 kDa

Purity: >81% by InstantBlue™ SDS-PAGE

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

Quality Assurance

Protein Identification:
Confirmed by mass spectrometry.

Purity:

4-12% gradient SDS-PAGE

InstantBlue™ staining

Lane 1: MW markers

Lane 2: 1 yg His-TRABID
CD(245-697)

Deubiquitylase Enzyme Assay:

The activity of His-TRABID CD(245-697) was validated by
the monitoring of mono-ubiquitin generation as a result of
the enzyme catalysed cleavage of K63-linked di-ubiquitin.
Incubation of the substrate in the presence or absence of
68 His-TRABID CD(245-697) was compared confirming the
deubiquitylating activity of His-TRABID CD(245-697).
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Deconjugating enzyme: Deubiquitylase
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Continued from page 1

K63 chains. K63-linked ubiquitylation is
known to fulfil diverse proteasome-in-
dependent roles, including DNA repair,
endocytosis and NFkB signalling (Shi et
al., 2012). Proteins that mediate specif-
ic assembly and disassembly of atypi-
cal K6, K27, K29 and K33 linkages are
mainly unknown. Recent work on these
atypical di-ubiquitins has shown that
TRABID specifically hydrolyses both
K29 and K33-linked di-ubiquitin (Lic-
chesi et al., 2012) and in fact cleaves
the K29 linkage with 40-fold more effi-
ciency than the K63 linkage (Virdee et
al., 2010)
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Physical Characteristics

Continued from page 1

Protein Sequence:
MGSSHHHHHHSSGLEVLFQGPRSLEVDFK
KLKQIKNRMKKTDWLFLNACVGVVEGD
LAAIEAYKSSGGDIARQLTADEVRLLNRP
SAFDVGYTLVHLAIRFQRQDMLAILLTE
VSQQAAKCIPAMVCPELTEQIRRE
IAASLHQRKGDFACYFLTDLVTFTLPAD
IEDLPPTVQEKLFDEVLDRDVQKELEEESPI
INWSLELATRLDSRLYALWNRTAGDCLLDS
VLQATWGIYDKDSVLRKALHDSLHDCSHW
FYTRWKDWESWYSQSFGLHFSLREEQWQED
WAFILSLASQPGASLEQTHIFVLAHILRRPI
IVYGVKYYKSFRGETLGYTRFQGVYLPLL
WEQSFCWKSPIALGYTRGHFSALVA
MENDGYGNRGAGANLNTDDDVTITFLPLVD
SERKLLHVHFLSAQELGNEEQQEKLLREWLDC
CVTEGGVLVAMQKSSRRRNHPLVTQMVEKWLD
RYRQIRPCTSLS

Tag (bold text): N-terminal His

Protease cleavage site: PreScission™ (LEVLFQ VY GP)
TRABID CD(246-697) (regular text): Start bold italics (amino
acid residues 245-697)

Accession number: NP_060050
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