Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of

Enzyme description:- His-CYLD 2-956
Clone number:- DU1834

Source:- BL21 Recombinant
Tag:- N-terminal His, tag
Purification method:- Ni™*-Sepharose
Expression level:- 10 mg/L.

Calculated molecular mass:-

Monoisotopic 110485 Da
Average Mass 110553 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.81
Purity:- 90%

Enzyme storage buffer:-

50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, ImM DTT

Storage temperature:- -80°C

Assay:-

Ub-Rho110-Gly cleavage assay monitored by Ex/Em 485/535 nm

Assay buffer:-

40 mM Tris pH 7.5, 100 mM NaCl, 5 mM DTT, 0.01% Triton X-100, 0.005% Ovalbumin,
0.5 uM Ub-Rho110-Gly
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His-CYLD

His-CYLD residues 2-956

QIONQC7

Human

Protein: QINQC7 DNA: NM015247.2
N-terminal His, tag

MSYYHHHHHHDYDIPTTENLYFQGAMGSSSGLWSQEKVTSPYWEERIFYL
LLOQECSVTDKQTQOKLLKVPKGSIGQYIQODRSVGHSRIPSAKGKKNQIGLK
ILEQPHAVLFVDEKDVVEINEKFTELLLAITNCEERFSLFKNRNRLSKGL
QIDVGCPVKVQLRSGEEKFPGVVRFRGPLLAERTVSGIFFGVELLEEGRG
QOGFTDGVYQGKOQLFQCDEDCGVFVALDKLELIEDDDTALESDYAGPGDTM
OVELPPLEINSRVSLKVGETIESGITVIFCDVLPGKESLGYFVGVDMDNPI
GNWDGRFDGVQLCSFACVESTILLHINDIIPALSESVTQERRPPKLAFMS
RGVGDKGSSSHNKPKATGSTSDPGNRNRSELFYTLNGSSVDSQPQSKSKN
TWYIDEVAEDPAKSLTEISTDFDRSSPPLOPPPVNSLTTENRFHSLPFSL
TKMPNTNGSIGHSPLSLSAQSVMEELNTAPVQESPPLAMPPGNSHGLEVG
SLAEVKENPPFYGVIRWIGQPPGLNEVLAGLELEDECAGCTDGTFRGTRY
FTCALKKALFVKLKSCRPDSRFASLOPVSNOQIERCNSLAFGGYLSEVVEE
NTPPKMEKEGLEIMIGKKKGIQGHYNSCYLDSTLFCLFAFSSVLDTVLLR
PKEKNDVEYYSETQELLRTEIVNPLRIYGYVCATKIMKLRKILEKVEAAS
GFTSEEKDPEEFLNILFHHILRVEPLLKIRSAGOKVODCYFYQIFMEKNE
KVGVPTIQQOLLEWSFINSNLKFAEAPSCLIIQOMPRFGKDFKLFKKIFPSL
ELNITDLLEDTPROQCRICGGLAMYECRECYDDPDISAGKIKQFCKTCNTQ
VHLHPKRLNHKYNPVSLPKDLPDWDWRHGCIPCONMELFAVLCIETSHYV
AFVKYGKDDSAWLFFDSMADRDGGONGFNIPQVTPCPEVGEYLKMSLEDL
HSLDSRRIQGCARRLLCDAYMCMYQSPTMSLYK

CYLD 2-956 in bold
TEV site underlined
BamH1



DNA sequence of
insert

GGATCCAGTTCAGGCTTATGGAGCCAAGAAAAAGTCACTTCACCCTACTG
GGAAGAGCGGATTTTTTACTTGCTTCTTCAAGAATGCAGCGTTACAGACA
AACAAACACAAAAGCTCCTTAAAGTACCGAAGGGAAGTATAGGACAGTAT
ATTCAAGATCGTTCTGTGGGGCATTCAAGGATTCCTTCTGCAAAAGGCAA
GAAAAATCAGATTGGATTAAAAATTCTAGAGCAACCTCATGCAGTTCTCT
TTGTTGATGAAAAGGATGTTGTAGAGATAAATGAAAAGTTCACAGAGTTA
CTTTTGGCAATTACCAATTGTGAGGAGAGGTTCAGCCTGTTTAAAAACAG
AAACAGACTAAGTAAAGGCCTCCAAATAGACGTGGGCTGTCCTGTGAAAG
TACAGCTGAGATCTGGGGAAGAAAAATTTCCTGGAGTTGTACGCTTCAGA
GGACCCCTGTTAGCAGAGAGGACAGTCTCCGGAATATTCTTTGGAGTTGA
ATTGCTGGAAGAAGGTCGTGGTCAAGGTTTCACTGACGGGGTGTACCAAG
GGAAACAGCTTTTTCAGTGTGATGAAGATTGTGGCGTGTTTGTTGCATTG
GACAAGCTAGAACTCATAGAAGATGATGACACTGCATTGGAAAGTGATTA
CGCAGGTCCTGGGGACACAATGCAGGTCGAACTTCCTCCTTTGGAAATAA
ACTCCAGAGTTTCTTTGAAGGTTGGAGAAACAATAGAATCTGGAACAGTT
ATATTCTGTGATGTTTTGCCAGGAAAAGAAAGCTTAGGATATTTTGTTGG
TGTGGACATGGATAACCCTATTGGCAACTGGGATGGAAGATTTGATGGAG
TGCAGCTTTGTAGTTTTGCGTGTGTTGAAAGTACAATTCTATTGCACATC
AATGATATCATCCCAGCTTTATCAGAGAGTGTGACGCAGGAAAGGAGGCC
TCCCAAACTTGCCTTTATGTCAAGAGGTGTTGGGGACAAAGGTTCATCCA
GTCATAATAAACCAAAGGCTACAGGATCTACCTCAGACCCTGGAAATAGA
AACAGATCTGAATTATTTTATACCTTAAATGGGTCTTCTGTTGACTCACA
ACCACAATCCAAATCAAAAAATACATGGTACATTGATGAAGTTGCAGAAG
ACCCTGCAAAATCTCTTACAGAGATATCTACAGACTTTGACCGTTCTTCA
CCACCACTCCAGCCTCCTCCTGTGAACTCACTGACCACCGAGAACAGATT
CCACTCTTTACCATTCAGTCTCACCAAGATGCCCAATACCAATGGAAGTA
TTGGCCACAGTCCACTTTCTCTGTCAGCCCAGTCTGTAATGGAAGAGCTA
AACACTGCACCCGTCCAAGAGAGTCCACCCTTGGCCATGCCTCCTGGGAA
CTCACATGGTCTAGAAGTGGGCTCATTGGCTGAAGTTAAGGAGAACCCTC
CTTTCTATGGGGTAATCCGTTGGATCGGTCAGCCACCAGGACTGAATGAA
GTGCTCGCTGGACTGGAACTGGAAGATGAGTGTGCAGGCTGTACGGATGG
AACCTTCAGAGGCACTCGGTATTTCACCTGTGCCCTGAAGAAGGCGCTGT
TTGTGAAACTGAAGAGCTGCAGGCCTGACTCTAGGTTTGCATCATTGCAG
CCGGTTTCCAATCAGATTGAGCGCTGTAACTCTTTAGCATTTGGAGGCTA
CTTAAGTGAAGTAGTAGAAGAAAATACTCCACCAAAAATGGAAAAAGAAG
GCTTGGAGATAATGATTGGGAAGAAGAAAGGCATCCAGGGTCATTACAAT
TCTTGTTACTTAGACTCAACCTTATTCTGCTTATTTGCTTTTAGTTCTGT
TCTGGACACTGTGTTACTTAGACCCAAAGAAAAGAACGATGTAGAATATT
ATAGTGAAACCCAAGAGCTACTGAGGACAGAAATTGTTAATCCTCTGAGA
ATATATGGATATGTGTGTGCCACAAAAATTATGAAACTGAGGAAAATACT
TGAAAAGGTGGAGGCTGCATCAGGATTTACCTCTGAAGAAAAAGATCCTG
AGGAATTCTTGAATATTCTGTTTCATCATATTTTAAGGGTAGAACCTTTG
CTAAAAATAAGATCAGCAGGTCAAAAGGTACAAGATTGTTACTTCTATCA
AATTTTTATGGAAAAAAATGAGAAAGTTGGCGTTCCCACAATTCAGCAGT
TGTTAGAATGGTCTTTTATCAACAGTAACCTGAAATTTGCAGAGGCACCA
TCATGTCTGATTATTCAGATGCCTCGATTTGGAAAAGACTTTAAACTATT
TAAAAAAATTTTTCCTTCTCTGGAATTAAATATAACAGATTTACTTGAAG
ACACTCCCAGACAGTGCCGGATATGTGGAGGGCTTGCAATGTATGAGTGT
AGAGAATGCTACGACGATCCGGACATCTCAGCTGGAAAAATCAAGCAGTT
TTGTAAAACCTGCAACACTCAAGTCCACCTTCATCCGAAGAGGCTGAATC
ATAAATATAACCCAGTGTCACTTCCCAAAGACTTACCCGACTGGGACTGG
AGACACGGCTGCATCCCTTGCCAGAATATGGAGTTATTTGCTGTTCTCTG
CATAGAAACAAGCCACTATGTTGCTTTTGTGAAGTATGGGAAGGACGATT
CTGCCTGGCTCTTCTTTGACAGCATGGCCGATCGGGATGGTGGTCAGAAT
GGCTTCAACATTCCTCAAGTCACCCCATGCCCAGAAGTAGGAGAGTACTT
GAAGATGTCTCTGGAAGACCTGCATTCCTTGGACTCCAGGAGAATCCAAG



GCTGTGCACGAAGACTGCTTTGTGATGCATATATGTGCATGTACCAGAGT
CCAACAATGAGTTTGTACAAATAAGGATCC



