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Background

Deconjugating enzymes (DCEs) are pro-
teases that process ubiquitin or ubiquitin-
like gene products, reverse the modifi-
cation 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 — en-
zymes (DUBSs) represent the largest family
of DCEs and regulate ubiquitin dependent
signalling pathways. The activities of the
DUBs include the generation of free ubiquit-
in from precursor molecules, the recycling
of ubiquitin following substrate degradation
to maintain cellular ubiquitin homeostasis
and the removal of ubiquitin or ubiquitin-like
proteins (UBL) modifications through chain
editing to rescue proteins from proteasom-
al degradation or to influence cell signalling
events (Komander et al., 2009). There are
two main classes of DUB, cysteine pro-
teases and metalloproteases. Ubiquitin
specific protease 6 (USP6) is a member of
the cysteine protease enzyme family and
cloning of the gene was first described by
Nakamura et al. (1992). USP6 was the first
DUB to be identified as an oncogene (Ol-
iveira and Chou, 2012). Multiple DUBs, in-
cluding A20, CYLD, Cezanne, USP21 and
USP15, have been shown to function as
negative regulators of NFkB; however, only
one DUB, USP6, induces NFkB activation
(Pringle et al., 2012). USP6 is translocated
and overexpressed in aneurysmal bone
cyst (ABC), a paediatric tumour character-
ized by extensive bone degradation and
inflammatory recruitment (Pringle et al.,
2012). Recent work has shown that USP6
is part of a signalling pathway that contrib-
utes to ABC pathogenesis, raising the pos-
sibility that development of USP-specific

Continued on page 2

Physical Characteristics
Species: human

Source: insect (Sf21)

Quantity: 50 ug

Concentration: 0.5 mg/ml

Protein Sequence: Please see page 2

Formulation: 50 mM HEPES pH 7.5,

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

Molecular Weight: ~125.3 kDa

Purity: >88% by InstantBlue™ SDS-PAGE

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

aliquot as required

Quality Assurance

Purity:

4-12% gradient SDS-PAGE

InstantBlue™ staining

Lane 1: MW markers

Lane 2: 1 ug GST-USP6
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Protein Identification:
Confirmed by mass spectrometry.

Deubiquitylase Enzyme Assay:

The activity of GST-USP6 CD(529-1406) was validated by
determining the increase in fluorescence measured as
a result of the enzyme catalysed cleavage of the fluoro-
genic substrate Ubiquitin-Rhodamine110-Glycine gener-
ating Ubiquitin and Rhodamine110-Glycine. Incubation of
the substrate in the presence or absence of GST-USP6
CD(529-1406) was compared confirming the deubiquitylat-
ing activity of GST-USP6 CD(529-1406).
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inhibitors or NF-kB antagonists might be
effective novel strategies for the treatment
of these tumours (Ye et al., 2010).
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MSPILGYWKIKGLVOPTRLLLEYLEEKYEEH
LYERDEGDKWRNKKFELGLEFPNLPYYIDGD
VKLTOSMAIIRYIADKHNMLGGCPKERAEISM
LEGAVLDIRYGVSRIAYSKDFETLKVDFL
SKLPEMLKMFEDRLCHKTYLNGDHVTHPD
FMLYDALDVVLYMDPMCLDAFPKLVCFK
KRIEAIPQIDKYLKSSKYIAWPLOGWQATF
GGGDHPPKSDLEVLFQGPLGSKGATGLSNL
GNTCFMNSSIQCVSNTQPLTQYFISGRH
LYELNRTNPIGMKGHMAKCYGDLVQELWS
GTQKSVAPLKLRRTIAKYAPKFDGFQQQD
SQELLAFLLDGLHEDLNRVHEKPYVELKDS
DGRPDWEVAAEAWDNHLRRNRSIIVDLFH
GQLRSQVKCKTCGHISVRFDPFNFLSLPLP
MDSYMDLEITVIKLDGTTPVRYGLRL
NMDEKYTGLKKQLRDLCGLNSEQTIL
LAEVHDSNIKNFPQODNQKVQLSVSGFL
CAFEIPVPSSPISASSPTQIDFSSSPSTNGM
FTLTTNGDLPKPIFIPNGMPNTVVPCGTEKN
FTNGMVNGHMPSLPDSPFTGYIIAVHRKM
MRTELYFLSPQENRPSLFGMPLIVPCT
VHTRKKDLYDAVWIQVSWLARPLPPQEASI
HAQDRDNCMGYQYPFTLRVVQKDGNSCAW
CPQYRFCRGCKIDCGEDRAFIGNAYI
AVDWHPTALHLRYQTSQERVVDKHESVEQS
RRAQAEPINLDSCLRAFTSEEELGESE
MYYCSKCKTHCLATKKLDLWRLPPFLII
HLKRFQFVNDQWIKSQKIVRFLRESFDP
SAFLVPRDPALCQHKPLTPQGDELSKPRI
LAREVKKVDAQSSAGKEDMLLSKSPSSLSANI
SSSPKGSPSSSRKSGTSCPSSKNSSPNS
SPRTLGRSKGRLRLPQIGSKNKPSSSK
KNLDASKENGAGQICELADALSRGHM
RGGSQPELVTPQDHEVALANGFLYE
HEACGNGCGDGYSNGQLGNHSEEDSTD
DOQREDTHIKPIYNLYAISCHSGILSGGHY
ITYAKNPNCKWYCYNDSSCEELHPDEIDTD
SAYILFYEQQGIDYAQFLPKIDGKKMADTSST
DEDSESDYEKYSMLQ

Tag (bold text): N-terminal GST

Protease cleavage site: PreScission™ (LEVLFQ V GP)
USPG6 CD(529-1406) (regular text): Start bold italics
(amino acid residues 529-1406)

Accession number: NP_004496
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