Division of Signal Transduction Therapy

Standard Operation Procedure

Preparation of USP7
Enzyme description:- USP7 C223A
Clone number:- DU30030
Source:- BL21 Recombinant
Tag:- N-terminal His.-tag
Purification method:- Ni**-Sepharose, SEC
Expression level:- 10 mg/L.
Calculated molecular mass:-
Monoisotopic 130601 Da
Average Mass 130682 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, 1mM 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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Division of Signal Transduction Therapy
Clone Data Sheet
His-USP7 C223A

USP7 C223A

HAUSP

DU30030

Human

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

MGSSHHHHHHSSGLEVLFQGPGSMNHQQQQQQOKAGEQQLSEPEDMEMEA
GDTDDPPRITQONPVINGNVALSDGHNTAEEDMEDDTSWRSEATFQFTVER
FSRLSESVLSPPCFVRNLPWKIMVMPRFYPDRPHQKSVGFFLQCNAESDS
TSWSCHAQAVLKIINYRDDEKSFSRRISHLFFHKENDWGFSNFMAWSEVT
DPEKGFIDDDKVTFEVFVQADAPHGVAWDSKKHTGYVGLKNQGATAYMNS
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

GGATCCATGAACCACCAGCAGCAGCAGCAGCAGCAGAAAGCGGGCGAGCA
GCAGTTGAGCGAGCCCGAGGACATGGAGATGGAAGCGGGAGATACAGATG
ACCCACCAAGAATTACTCAGAACCCTGTGATCAATGGGAATGTGGCCCTG
AGTGATGGACACAACACCGCGGAGGAGGACATGGAGGATGACACCAGTTG
GCGCTCCGAGGCAACCTTTCAGTTCACTGTGGAGCGCTTCAGCAGACTGA
GTGAGTCGGTCCTTAGCCCTCCGTGTTTTGTGCGAAATCTGCCATGGAAG
ATTATGGTGATGCCACGCTTTTATCCAGACAGACCACACCAAAAAAGCGT
AGGATTCTTTCTCCAGTGCAATGCTGAATCTGATTCCACGTCATGGTCTT
GCCATGCACAAGCAGTGCTGAAGATAATAAATTACAGAGATGATGAAAAG
TCGTTCAGTCGTCGTATTAGTCATTTGTTCTTCCATAAAGAAAATGATTG
GGGATTTTCCAATTTTATGGCCTGGAGTGAAGTGACCGATCCTGAGAAAG



GATTTATAGATGATGACAAAGTTACCTTTGAAGTCTTTGTACAGGCGGAT
GCTCCCCATGGAGTTGCGTGGGATTCAAAGAAGCACACAGGCTACGTCGG
CTTAAAGAATCAGGGAGCGACTGCTTACATGAACAGCCTGCTACAGACGT
TATTTTTCACGAATCAGCTACGAAAGGCTGTGTACATGATGCCAACCGAG
GGGGATGATTCGTCTAAAAGCGTCCCTTTAGCATTACAAAGAGTGTTCTA
TGAATTACAGCATAGTGATAAACCTGTAGGAACAAAAAAGTTAACAAAGT
CATTTGGGTGGGAAACTTTAGATAGCTTCATGCAACATGATGTTCAGGAG
CTTTGTCGAGTGTTGCTCGATAATGTGGAAAATAAGATGAAAGGCACCTG
TGTAGAGGGCACCATACCCAAATTATTCCGCGGCAAAATGGTGTCCTATA
TCCAGTGTAAAGAAGTAGACTATCGGTCTGATAGAAGAGAAGATTATTAT
GATATCCAGCTAAGTATCAAAGGAAAGAAAAATATATTTGAATCATTTGT
GGATTATGTGGCAGTAGAACAGCTCGATGGGGACAATAAATACGACGCTG
GGGAACATGGCTTACAGGAAGCAGAGAAAGGTGTGAAATTCCTAACATTG
CCACCAGTGTTACATCTACAACTGATGAGATTTATGTATGACCCTCAGAC
GGACCAAAATATCAAGATCAATGATAGGTTTGAATTCCCAGAGCAGTTAC
CACTTGATGAATTTTTGCAAAAAACAGATCCTAAGGACCCTGCAAATTAT
ATTCTTCATGCAGTCCTGGTTCATAGTGGAGATAATCATGGTGGACATTA
TGTGGTTTATCTAAACCCCAAAGGGGATGGCAAATGGTGTAAATTTGATG
ACGACGTGGTGTCAAGGTGTACTAAAGAGGAAGCAATTGAGCACAATTAT
GGGGGTCACGATGACGACCTGTCTGTTCGACACTGCACTAATGCTTACAT
GTTAGTCTACATCAGGGAATCAAAACTGAGTGAAGTTTTACAGGCGGTCA
CCGACCATGATATTCCTCAGCAGTTGGTGGAGCGATTACAAGAAGAGAAA
AGGATCGAGGCTCAGAAGCGGAAGGAGCGGCAGGAAGCCCATCTCTATAT
GCAAGTGCAGATAGTCGCAGAGGACCAGTTTTGTGGCCACCAAGGGAATG
ACATGTACGATGAAGAAAAAGTGAAATACACTGTGTTCAAAGTATTGAAG
AACTCCTCGCTTGCTGAGTTTGTTCAGAGCCTCTCTCAGACCATGGGATT
TCCACAAGATCAAATTCGATTGTGGCCCATGCAAGCAAGGAGTAATGGAA
CAAAACGACCAGCAATGTTAGATAATGAAGCCGACGGCAATAAAACAATG
ATTGAGCTCAGTGATAATGAAAACCCTTGGACAATATTCCTGGAAACAGT
TGATCCCGAGCTGGCTGCTAGTGGAGCGACCTTACCCAAGTTTGATAAAG
ATCATGATGTAATGTTATTTTTGAAGATGTATGATCCCAAAACGCGGAGC
TTGAATTACTGTGGGCATATCTACACACCAATATCCTGTAAAATACGTGA
CTTGCTCCCAGTTATGTGTGACAGAGCAGGATTTATTCAAGATACTAGCC
TTATCCTCTATGAGGAAGTTAAACCGAATTTAACAGAGAGAATTCAGGAC
TATGACGTGTCTCTTGATAAAGCCCTTGATGAACTAATGGATGGTGACAT
CATAGTATTTCAGAAGGATGACCCTGAAAATGATAACAGTGAATTACCCA
CCGCAAAGGAGTATTTCCGAGATCTCTACCACCGCGTTGATGTCATTTTC
TGTGATAAAACAATCCCTAATGATCCTGGATTTGTGGTTACGTTATCAAA
TAGAATGAATTATTTTCAGGTTGCAAAGACAGTTGCACAGAGGCTCAACA
CAGATCCAATGTTGCTGCAGTTTTTCAAGTCTCAAGGTTATAGGGATGGC
CCAGGTAATCCTCTTAGACATAATTATGAAGGTACTTTAAGAGATCTTCT
ACAGTTCTTCAAGCCTAGACAACCTAAGAAACTTTACTATCAGCAGCTTA
AGATGAAAATCACAGACTTTGAGAACAGGCGAAGTTTTAAATGTATATGG
TTAAACAGCCAATTTAGGGAAGAGGAAATAACACTATATCCAGACAAGCA
TGGGTGTGTCCGGGACCTGTTAGAAGAATGTAAAAAGGCCGTGGAGCTTG
GGGAGAAAGCATCAGGGAAACTTAGGCTGCTAGAAATTGTAAGCTACAAA
ATCATTGGTGTTCATCAAGAAGATGAACTATTAGAATGTTTATCTCCTGC
AACGAGCCGGACGTTTCGAATAGAGGAAATCCCTTTGGACCAGGTGGACA
TAGACAAAGAGAATGAGATGCTTGTCACAGTGGCGCATTTCCACAAAGAG
GTCTTCGGAACGTTCGGAATCCCGTTTTTGCTGAGGATACACCAGGGCGA
GCATTTTCGAGAAGTGATGAAGCGAATCCAGAGCCTGCTGGACATCCAGG
AGAAGGAGTTTGAGAAGTTTAAATTTGCAATTGTAATGATGGGCCGACAC
CAGTACATAAATGAAGACGAGTATGAAGTAAATTTGAAAGACTTTGAGCC
ACAGCCCGGTAATATGTCTCATCCTCGGCCTTGGCTAGGGCTCGACCACT
TCAACAAAGCCCCAAAGAGGAGTCGCTACACTTACCTTGAAAAGGCCATT
AAAATCCATAACTGAGCGGCCGC



