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The deubiquitylating enzymes (DUBs) 
regulate ubiquitin dependent signaling 
pathways. The activities of the DUBs 
are diverse and include the generation 
of free ubiquitin from precursor mole-
cules, the recycling of ubiquitin follow-
ing substrate degradation to maintain 
cellular ubiquitin homeostasis and the 
removal of ubiquitin or ubiquitin-like 
protein (UBL) modifications through 
chain editing to rescue proteins from 
proteasomal degradation or to influ-
ence cell signalling events (Komander 
et al., 2009). There are two main class-
es of DUB, cysteine proteases and 
metalloproteases. CYLD is a cytoplas-
mic deubiquitylating enzyme belong-
ing to the Ubiquitin Carboxy-terminal 
Hydrolase (UCH) family and cloning 
of the gene was first described by Big-
nell et al. (2000). CYLD comprises a 
Cytoskeletal-Associated Protein-Gly-
cine-conserved (CAP-GLY) domain, 
a proline rich region, an SH3 binding 
domain and a sequence homology to 
the catalytic domain of a UCH. CYLD 
has been identified as a tumour sup-
pressor protein and negatively regu-
lates the c-Jun NH(2)-terminal kinase 
(JNK) signalling pathway by inhibiting 
the activation of Map-Kinase Kinase7 
(MKK7) (Reiley et al., 2004). CYLD is 
a negative regulator of the NF-kappaB 
(NFkB) signalling pathway by inhibit-
ing the TNFR-Associated Factor 2 
(TRAF2) mediated activation of IKap-
paB Kinase (IKK) (Kovalenko et al., 

Species: human

Source: Sf21 insect cell-baculovirus  
expression

Quantity: 50 μg

Concentration: 0.5 mg/ml

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

Molecular Weight: ~110 kDa

Purity: >75% by InstantBlue™ SDS-PAGE

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

Protein Sequence:  Please see page 2
  

Alternate Names: CYLD1, KIAA0849

Continued on page 2

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

Deubiquitylating Enzyme Assay:
The activity of His-CYLD was validated by 
determining the increase in fluorescence 
measured as a result of the enzyme ca-
talysed cleavage of the fluorogenic sub-
strate Ubiquitin-Rhodamine110-Glycine 
generating Ubiquitin and Rhodamine110-
Glycine. Incubation of the substrate in the 
presence or absence of His-CYLD was 
compared confirming the deubiquitylat-
ing activity of His-CYLD.

Protein Identification: 
Confirmed by mass spectrometry.
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2003). Mutated CYLD is known to be 
associated with cylindromatosis, mul-
tiple familial trichoepithelioma, and 
Brooke-Spiegler syndrome (Heller-
brand et al., 2007; Trompouki et al., 
2003).
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Protein Sequence: 
M S Y Y H H H H H H D Y D I P T T E N L Y
F Q G A M G S S S G L W S Q E K V T S P Y W E E R I
F Y L L L Q E C S V T D K Q T Q K L L K V P K G
S I G Q Y I Q D R S V G H S R I P S A K G K K N Q
IGLKILEQPHAVLFVDEKDVVEINEKF
TELLLAITNCEERFSLFKNRNRLSKGLQ
IDVGCPVKVQLRSGEEKFPGVVRFRGPL
LAERTVSGIFFGVELLEEGRGQGFTDGVY
QGKQLFQCDEDCGVFVALDKLELIEDDD
TALESDYAGPGDTMQVELPPLEINSRVS
L K V G E T I E S G T V I F C D V L P G K E S L G Y
F V G V D M D N P I G N W D G R F D G V Q L C S
FACVESTILLHINDIIPALSESVTQER
RPPKLAFMSRGVGDKGSSSHNKPKATGST
SDPGNRNRSELFYTLNGSSVDSQPQSK
S K N T W Y I D E V A E D P A K S L T E I S T D
FDRSSPPLQPPPVNSLTTENRFHSLPFS
LTKMPNTNGSIGHSPLSLSAQSVMEELN
T A P V Q E S P P L A M P P G N S H G L E V G S
L A E V K E N P P F Y G V I R W I G Q P P G L N E V
L A G L E L E D E C A G C T D G T F R G T R Y F T
CALKKALFVKLKSCRPDSRFASLQPVS
N Q I E R C N S L A F G G Y L S E V V E E N T P P K
M E K E G L E I M I G K K K G I Q G H Y N S C Y L D
STLFCLFAFSSVLDTVLLRPKEKNDVEYY
SETQELLRTEIVNPLRIYGYVCATKIMKL
RKILEKVEAASGFTSEEKDPEEFLNILF
HHILRVEPLLKIRSAGQKVQDCYFYQIF
MEKNEKVGVPTIQQLLEWSFINSNLKFAE
APSCLIIQMPRFGKDFKLFKKIFPSLEL
N I T D L L E D T P R Q C R I C G G L A M Y E C R E
CYDDPDISAGKIKQFCKTCNTQVHLHP
KRLNHKYNPVSLPKDLPDWDWRHGCIP
CQNMELFAVLCIETSHYVAFVKYGKDD
SAWLFFDSMADRDGGQNGFNIPQVTPCPE
VGEYLKMSLEDLHSLDSRRIQGCARRLL
CDAYMCMYQSPTMSLYK  

Tag (bold text): N-terminal His
Protease cleavage site: TEV (ENLYFQ▼G)
CYLD (regular text): Start bold italics (amino acid residues 
2-956)
Accession number: NP_056062


