Division of Signal Transduction Therapy

Standard Operation Procedure

Preparation of USP7
Enzyme description:- USP7
Clone number:- DU15644
Source:- BL21 Recombinant
Tag:- N-terminal His.-tag
Purification method:- Ni**-Sepharose, SEC
Expression level:- 1 mg/L
Calculated molecular mass:-
Monoisotopic 130633 Da
Average Mass 130714 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.96
Purity:- 80%

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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Protein: Q93009 DNA: NM_003470.2
N-terminal His, tag

MGSSHHHHHHSSGLEVLFQGPGSMNHQQQQQQOKAGEQQLSEPEDMEMEA
GDTDDPPRITQONPVINGNVALSDGHNTAEEDMEDDTSWRSEATFQFTVER
FSRLSESVLSPPCFVRNLPWKIMVMPRFYPDRPHQKSVGFFLQCNAESDS
TSWSCHAQAVLKIINYRDDEKSFSRRISHLFFHKENDWGFSNFMAWSEVT
DPEKGF IDDDKVTFEVFVQADAPHGVAWDSKKHTGYVGLKNQGATCYMNS
LLOTLFFTNQLRKAVYMMPTEGDDSSKSVPLALQRVFYELQHSDKPVGTK
KLTKSFGWETLDSFMQHDVQELCRVLLDNVENKMKGTCVEGTIPKLFRGK
MVSYIQCKEVDYRSDRREDYYDIQLSIKGKKNIFESFVDYVAVEQLDGDN
KYDAGEHGLQEAEKGVKFLTLPPVLHLQLMRFMYDPQTDONIKINDRFEF
PEQLPLDEFLOKTDPKDPANYILHAVLVHSGDNHGGHYVVYLNPKGDGKW
CKFDDDVVSRCTKEEAIEHNYGGHDDDLSVRHCTNAYMLVYIRESKLSEV
LOAVTDHDIPQQOLVERLQEEKRIEAQKRKERQEAHLYMQVQIVAEDQFCG
HOGNDMYDEEKVKYTVFKVLKNSSLAEFVQSLSQTMGFPQDQIRLWPMQA
RSNGTKRPAMLDNEADGNKTMIELSDNENPWTIFLETVDPELAASGATLP
KFDKDHDVMLFLKMYDPKTRSLNYCGHIYTPISCKIRDLLPVMCDRAGFI
ODTSLILYEEVKPNLTERIQDYDVSLDKALDELMDGDIIVFQKDDPENDN
SELPTAKEYFRDLYHRVDVIFCDKTIPNDPGFVVTLSNRMNYFQVAKTVA
ORLNTDPMLLQFFKSQGYRDGPGNPLRHNYEGTLRDLLQFFKPRQPKKLY
YQOLKMKITDFENRRSFKCIWLNSQFREEEITLYPDKHGCVRDLLEECKK
AVELGEKASGKLRLLEIVSYKIIGVHQEDELLECLSPATSRTFRIEEIPL
DQVDIDKENEMLVTVAHFHKEVFGTFGIPFLLRIHQGEHFREVMKRIQSL
LDIQEKEFEKFKFAIVMTGRHQYINEDEYEVNLKDFEPQPGNMSHPRPWL
GLDHFNKAPKRSRYTYLEKAIKIHN

in bold
Precission site underlined

BamH]1 / Notl

GGATCCATGAACCACCAGCAGCAGCAGCAGCAGCAGAAAGCGGGCGAGCAGC
AGTTGAGCGAGCCCGAGGACATGGAGATGGAAGCGGGAGATACAGATGACCC
ACCAAGAATTACTCAGAACCCTGTGATCAATGGGAATGTGGCCCTGAGTGAT
GGACACAACACCGCGGAGGAGGACATGGAGGATGACACCAGTTGGCGCTCCG
AGGCAACCTTTCAGTTCACTGTGGAGCGCTTCAGCAGACTGAGTGAGTCGGT
CCTTAGCCCTCCGTGTTTTGTGCGAAATCTGCCATGGAAGATTATGGTGATG
CCACGCTTTTATCCAGACAGACCACACCAAAAAAGCGTAGGATTCTTTCTCC
AGTGCAATGCTGAATCTGATTCCACGTCATGGTCTTGCCATGCACAAGCAGT
GCTGAAGATAATAAATTACAGAGATGATGAAAAGTCGTTCAGTCGTCGTATT



AGTCATTTGTTCTTCCATAAAGAAAATGATTGGGGATTTTCCAATTTTATGG
CCTGGAGTGAAGTGACCGATCCTGAGAAAGGATTTATAGATGATGACAAAGT
TACCTTTGAAGTCTTTGTACAGGCGGATGCTCCCCATGGAGTTGCGTGGGAT
TCAAAGAAGCACACAGGCTACGTCGGCTTAAAGAATCAGGGAGCGACTTGTT
ACATGAACAGCCTGCTACAGACGTTATTTTTCACGAATCAGCTACGAAAGGC
TGTGTACATGATGCCAACCGAGGGGGATGATTCGTCTAAAAGCGTCCCTTTA
GCATTACAAAGAGTGTTCTATGAATTACAGCATAGTGATAAACCTGTAGGAA
CAAAAAAGTTAACAAAGTCATTTGGGTGGGAAACTTTAGATAGCTTCATGCA
ACATGATGTTCAGGAGCTTTGTCGAGTGTTGCTCGATAATGTGGAAAATAAG
ATGAAAGGCACCTGTGTAGAGGGCACCATACCCAAATTATTCCGCGGCAAAA
TGGTGTCCTATATCCAGTGTAAAGAAGTAGACTATCGGTCTGATAGAAGAGA
AGATTATTATGATATCCAGCTAAGTATCAAAGGAAAGAAAAATATATTTGAA
TCATTTGTGGATTATGTGGCAGTAGAACAGCTCGATGGGGACAATAAATACG
ACGCTGGGGAACATGGCTTACAGGAAGCAGAGAAAGGTGTGAAATTCCTAAC
ATTGCCACCAGTGTTACATCTACAACTGATGAGATTTATGTATGACCCTCAG
ACGGACCAAAATATCAAGATCAATGATAGGTTTGAATTCCCAGAGCAGTTAC
CACTTGATGAATTTTTGCAAAAAACAGATCCTAAGGACCCTGCAAATTATAT
TCTTCATGCAGTCCTGGTTCATAGTGGAGATAATCATGGTGGACATTATGTG
GTTTATCTAAACCCCAAAGGGGATGGCAAATGGTGTAAATTTGATGACGACG
TGGTGTCAAGGTGTACTAAAGAGGAAGCAATTGAGCACAATTATGGGGGTCA
CGATGACGACCTGTCTGTTCGACACTGCACTAATGCTTACATGTTAGTCTAC
ATCAGGGAATCAAAACTGAGTGAAGTTTTACAGGCGGTCACCGACCATGATA
TTCCTCAGCAGTTGGTGGAGCGATTACAAGAAGAGAAAAGGATCGAGGCTCA
GAAGCGGAAGGAGCGGCAGGAAGCCCATCTCTATATGCAAGTGCAGATAGTC
GCAGAGGACCAGTTTTGTGGCCACCAAGGGAATGACATGTACGATGAAGAAA
AAGTGAAATACACTGTGTTCAAAGTATTGAAGAACTCCTCGCTTGCTGAGTT
TGTTCAGAGCCTCTCTCAGACCATGGGATTTCCACAAGATCAAATTCGATTG
TGGCCCATGCAAGCAAGGAGTAATGGAACAAAACGACCAGCAATGTTAGATA
ATGAAGCCGACGGCAATAAAACAATGATTGAGCTCAGTGATAATGAAAACCC
TTGGACAATATTCCTGGAAACAGTTGATCCCGAGCTGGCTGCTAGTGGAGCG
ACCTTACCCAAGTTTGATAAAGATCATGATGTAATGTTATTTTTGAAGATGT
ATGATCCCAAAACGCGGAGCTTGAATTACTGTGGGCATATCTACACACCAAT
ATCCTGTAAAATACGTGACTTGCTCCCAGTTATGTGTGACAGAGCAGGATTT
ATTCAAGATACTAGCCTTATCCTCTATGAGGAAGTTAAACCGAATTTAACAG
AGAGAATTCAGGACTATGACGTGTCTCTTGATAAAGCCCTTGATGAACTAAT
GGATGGTGACATCATAGTATTTCAGAAGGATGACCCTGAAAATGATAACAGT
GAATTACCCACCGCAAAGGAGTATTTCCGAGATCTCTACCACCGCGTTGATG
TCATTTTCTGTGATAAAACAATCCCTAATGATCCTGGATTTGTGGTTACGTT
ATCAAATAGAATGAATTATTTTCAGGTTGCAAAGACAGTTGCACAGAGGCTC
AACACAGATCCAATGTTGCTGCAGTTTTTCAAGTCTCAAGGTTATAGGGATG
GCCCAGGTAATCCTCTTAGACATAATTATGAAGGTACTTTAAGAGATCTTCT
ACAGTTCTTCAAGCCTAGACAACCTAAGAAACTTTACTATCAGCAGCTTAAG
ATGAAAATCACAGACTTTGAGAACAGGCGAAGTTTTAAATGTATATGGTTAA
ACAGCCAATTTAGGGAAGAGGAAATAACACTATATCCAGACAAGCATGGGTG
TGTCCGGGACCTGTTAGAAGAATGTAAAAAGGCCGTGGAGCTTGGGGAGAAA
GCATCAGGGAAACTTAGGCTGCTAGAAATTGTAAGCTACAAAATCATTGGTG
TTCATCAAGAAGATGAACTATTAGAATGTTTATCTCCTGCAACGAGCCGGAC
GTTTCGAATAGAGGAAATCCCTTTGGACCAGGTGGACATAGACAAAGAGAAT
GAGATGCTTGTCACAGTGGCGCATTTCCACAAAGAGGTCTTCGGAACGTTCG
GAATCCCGTTTTTGCTGAGGATACACCAGGGCGAGCATTTTCGAGAAGTGAT
GAAGCGAATCCAGAGCCTGCTGGACATCCAGGAGAAGGAGTTTGAGAAGTTT
AAATTTGCAATTGTAATGATGGGCCGACACCAGTACATAAATGAAGACGAGT
ATGAAGTAAATTTGAAAGACTTTGAGCCACAGCCCGGTAATATGTCTCATCC
TCGGCCTTGGCTAGGGCTCGACCACTTCAACAAAGCCCCAAAGAGGAGTCGC
TACACTTACCTTGAAAAGGCCATTAAAATCCATAACTGAGCGGCCGC



