Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of USP6 [529 — 1406]

Enzyme description:- USP6 [529 — 1406]
Clone number:- DU37745

Source:- Sf21 Recombinant
Tag:- N-terminal GST tag
Purification method:- GSH sepharose
Expression level:- 4 mg/L

Calculated molecular mass:-

Monoisotopic 125215 Da
Average Mass 125292 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.73
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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GST-USP6 [529 - 1406]

GST-USP6 [529-1406]

UBP6, HRP1, TRE2

DU37745

Human

Protein: P35125 DNA: NM_004505.2
N-terminal GST tag

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFP
NLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGV
SRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTHPDFMLYDAL
DVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLOGWQATFGG
GDHPPKSDLEVLFQGPLGSKGATGLSNLGNTCFMNSSIQCVSNTQPLTQYFIS
GRHLYELNRTNPIGMKGHMAKCYGDLVQELWSGTQKSVAPLKLRRTIAKYAPK
FDGFQOOODSQELLAFLLDGLHEDLNRVHEKPYVELKDSDGRPDWEVAAEAWDN
HLRRNRSIIVDLFHGOLRSQVKCKTCGHISVRFDPFNFLSLPLPMDSYMDLEI
TVIKLDGTTPVRYGLRLNMDEKYTGLKKQLRDLCGLNSEQILLAEVHDSNIKN
FPODNOKVOLSVSGFLCAFEIPVPSSPISASSPTQIDFSSSPSTNGMFTLTTN
GDLPKPIFIPNGMPNTVVPCGTEKNFTNGMVNGHMPSLPDSPFTGYIIAVHRK
MMRTELYFLSPOENRPSLFGMPLIVPCTVHTRKKDLYDAVWIQVSWLARPLPP
QEASIHAQDRDNCMGYQYPFTLRVVQOKDGNSCAWCPQYRFCRGCKIDCGEDRA
FIGNAYIAVDWHPTALHLRYQTSQERVVDKHESVEQSRRAQAEPINLDSCLRA
FTSEEELGESEMYYCSKCKTHCLATKKLDLWRLPPFLIIHLKRFQFVNDQWIK
SOKIVRFLRESFDPSAFLVPRDPALCOHKPLTPQGDELSKPRILAREVKKVDA
OSSAGKEDMLLSKSPSSLSANISSSPKGSPSSSRKSGTSCPSSKNSSPNSSPR
TLGRSKGRLRLPQIGSKNKPSSSKKNLDASKENGAGQICELADALSRGHMRGG
SQPELVTPODHEVALANGFLYEHEACGNGCGDGYSNGOLGNHSEEDSTDDQORE
DTHIKPIYNLYAISCHSGILSGGHYITYAKNPNCKWYCYNDSSCEELHPDEID
TDSAYILFYEQOGIDYAQFLPKIDGKKMADTSSTDEDSESDYEKYSMLQ

in bold
Prescission site underlined

BamH1/Notl



DNA sequence of
insert

GGATCCAAGGGAGCCACAGGTCTAAGCAACCTGGGAAACACATGCTTCATGAA
CTCAAGCATCCAGTGCGTTAGTAACACACAGCCACTGACACAGTATTTTATCT
CAGGGAGACATCTTTATGAACTCAACAGGACAAATCCCATTGGTATGAAGGGG
CATATGGCTAAATGCTATGGTGATTTAGTGCAGGAACTCTGGAGTGGAACTCA
GAAGAGTGTTGCCCCATTAAAGCTTCGGCGGACCATAGCAAAATATGCTCCCA
AGTTTGATGGGTTTCAGCAACAAGACTCCCAAGAACTTCTGGCTTTTCTCTTG
GATGGTCTTCATGAAGATCTCAACCGAGTCCATGAAAAGCCATATGTGGAACT
GAAGGACAGTGATGGCCGACCAGACTGGGAAGTAGCTGCAGAGGCCTGGGACA
ACCATCTAAGAAGAAATAGATCAATAATTGTGGATTTGTTCCATGGGCAGCTA
AGATCTCAAGTCAAATGCAAGACATGTGGGCATATAAGTGTCCGATTTGATCC
TTTCAATTTTTTGTCTTTGCCACTACCAATGGACAGTTACATGGACTTAGAAA
TAACAGTGATTAAGTTAGATGGTACTACCCCTGTACGGTATGGACTAAGACTG
AATATGGATGAAAAGTACACAGGTTTAAAAAAACAGCTGAGGGATCTCTGTGG
ACTTAATTCAGAACAAATCCTACTAGCAGAAGTACATGATTCCAACATAAAGA
ACTTTCCTCAGGATAACCAAAAAGTACAACTCTCAGTGAGCGGATTTTTGTGT
GCATTTGAAATTCCTGTCCCTTCATCTCCAATTTCAGCTTCTAGTCCAACACA
AATAGATTTCTCCTCTTCACCATCTACAAATGGAATGTTCACCCTAACTACCA
ATGGGGACCTACCCAAACCAATATTCATCCCCAATGGAATGCCAAACACTGTT
GTGCCATGTGGAACTGAGAAGAACTTCACAAATGGAATGGTTAATGGTCACAT
GCCATCTCTTCCTGACAGCCCCTTTACAGGTTACATCATTGCAGTCCACCGAA
AAATGATGAGGACAGAACTGTATTTCCTGTCACCTCAGGAGAATCGCCCCAGC
CTCTTTGGAATGCCATTGATTGTTCCATGCACTGTGCATACCCGGAAGAAAGA
CCTATATGATGCGGTTTGGATTCAAGTATCCTGGTTAGCAAGACCACTCCCAC
CTCAGGAAGCTAGTATTCATGCCCAGGATCGTGATAACTGTATGGGCTATCAA
TATCCATTCACTCTACGAGTTGTGCAGAAAGATGGGAACTCCTGTGCTTGGTG
CCCACAGTATAGATTTTGCAGAGGCTGTAAAATTGATTGTGGGGAAGACAGAG
CTTTCATTGGAAATGCCTATATTGCTGTGGATTGGCACCCCACAGCCCTTCAC
CTTCGCTATCAAACATCCCAGGAAAGGGTTGTAGATAAGCATGAGAGTGTGGA
GCAGAGTCGGCGAGCGCAAGCCGAGCCCATCAACCTGGACAGCTGTCTCCGTG
CTTTCACCAGTGAGGAAGAGCTAGGGGAAAGTGAGATGTACTACTGTTCCAAG
TGTAAGACCCACTGCTTAGCAACAAAGAAGCTGGATCTCTGGAGGCTTCCACC
CTTCCTGATTATTCACCTTAAGCGATTTCAATTTGTAAATGATCAGTGGATAA
AATCACAGAAAATTGTCAGATTTCTTCGGGAAAGTTTTGATCCGAGTGCTTTT
TTGGTACCACGAGACCCGGCCCTCTGCCAGCATAAACCACTCACACCCCAGGG
GGATGAGCTCTCCAAGCCCAGGATTCTGGCAAGAGAGGTGAAGAAAGTGGATG
CGCAGAGTTCGGCTGGAAAAGAGGACATGCTCCTAAGCAAAAGCCCATCTTCA
CTCAGCGCTAACATCAGCAGCAGCCCAAAAGGTTCTCCTTCTTCATCAAGAAA
AAGTGGAACCAGCTGTCCCTCCAGCAAAAACAGCAGCCCTAATAGCAGCCCAC
GGACTTTGGGGAGGAGCAAAGGGAGGCTCCGGCTGCCCCAGATTGGCAGCAAA
AATAAGCCGTCAAGTAGTAAGAAGAACTTGGATGCCAGCAAAGAGAATGGGGC
TGGGCAGATCTGTGAGCTGGCTGACGCCTTGAGCCGAGGGCATATGCGGGGGG
GCAGCCAACCAGAGCTGGTCACTCCTCAGGACCATGAGGTAGCTTTGGCCAAT
GGATTCCTTTATGAGCATGAAGCATGTGGCAATGGCTGTGGCGATGGCTACAG
CAATGGTCAGCTTGGAAACCACAGTGAAGAAGACAGCACTGATGACCAAAGAG
AAGACACTCATATTAAGCCTATTTATAATCTATATGCAATTTCATGCCATTCA
GGAATTCTGAGTGGGGGCCATTACATCACTTATGCCAAAAACCCAAACTGCAA
GTGGTACTGTTATAATGACAGCAGCTGTGAGGAACTTCACCCTGATGAAATTG
ACACCGACTCTGCCTACATTCTTTTCTATGAGCAGCAGGGGATAGACTACGCA
CAATTTCTGCCAAAGATTGATGGCAAAAAGATGGCAGACACAAGCAGTACGGA
TGAAGACTCTGAGTCTGATTACGAAAAGTACTCTATGTTACAGTAAGCGGCCG
C



