Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-USP4

Enzyme description:- USP4

Clone number:- DU14350

Source:- BL21 Recombinant
Tag:- N-terminal His, tag
Purification method:- Ni™*-Sepharose, IEX
Expression level:- 4 mg/L

Calculated molecular mass:-

Monoisotopic 110909 Da
Average Mass 111006 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.26
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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Protein: Q13107 DNA: NM_003363
N-terminal His, tag

MGSSHHHHHHSSGLEVLFQGPGSMAEGGGCRERPDAETQKSELGPLMRTT
LORGAQWYLIDSRWFKOWKKYVGFDSWDMYNVGEHNLFPGPIDNSGLFSD
PESQTLKEHLIDELDYVLVPTEAWNKLLNWYGCVEGOQQPIVRKVVEHGLF
VKHCKVEVYLLELKLCENSDPTNVLSCHFSKADTIATIEKEMRKLFNIPA
ERETRLWNKYMSNTYEQLSKLDNTVQODAGLYQGOQVLVIEPQNEDGTWPRQ
TLOSKSSTAPSRNFTTSPKSSASPYSSVSASLIANGDSTSTCGMHSSGVS
RGGSGFSASYNCQEPPSSHIQPGLCGLGNLGNTCFMNSALQCLSNTAPLT
DYFLKDEYEAEINRDNPLGMKGEIAEAYAELIKOMWSGRDAHVAPRMFKT
QVGRFAPQFSGYQQOODSQELLAFLLDGLHEDLNRVKKKPYLELKDANGRP
DAVVAKEAWENHRLRNDSVIVDTFHGLFKSTLVCPECAKVSVTFDPFCYL
TLPLPLKKDRVMEVFLVPADPHCRPTQYRVTVPLMGAVSDLCEALSRLSG
IAAENMVVADVYNHRFHKIFOMDEGLNHIMPRDDIFVYEVCSTSVDGSEC
VILPVYFRERKSRPSSTSSASALYGOPLLLSVPKHKLTLESLYQAVCDRI
SRYVKQPLPDEFGSSPLEPGACNGSRNSCEGEDEEEMEHQEEGKEQLSET
EGSGEDEPGNDPSETTQKKIKGQPCPKRLFTFSLVNSYGTADINSLAADG
KLLKLNSRSTLAMDWDSETRRLYYDEQESEAYEKHVSMLOPQKKKKTTVA
LRDCIELFTTMETLGEHDPWYCPNCKKHQOATKKFDLWSLPKILVVHLKR
FSYNRYWRDKLDTVVEFPIRGLNMSEFVCNLSARPYVYDLIAVSNHYGAM
GVGHYTAYAKNKLNGKWYYFDDSNVSLASEDQIVTKAAYVLFYQRRDDEF
YKTPSLSSSGSSDGGTRPSSSQQOGFGDDEACSMDTN

in bold
Precission site underlined
BamH]1 / Notl

GGATCCATGGCGGAAGGTGGAGGCTGCCGTGAGCGACCGGATGCGGAGAC
TCAGAAGTCCGAGCTTGGACCCTTAATGAGGACCACACTCCAACGCGGGG
CGCAGTGGTATCTTATTGACAGCCGGTGGTTCAAGCAGTGGAAGAAGTAT
GTGGGCTTTGACAGCTGGGACATGTACAATGTGGGTGAACATAACCTATT
TCCTGGCCCAATAGACAACTCTGGGCTATTTTCAGATCCTGAGAGTCAGA
CCTTGAAAGAACACTTAATTGATGAATTGGACTATGTATTGGTCCCTACC
GAGGCGTGGAATAAACTACTAAACTGGTACGGCTGTGTAGAAGGCCAGCA
ACCCATCGTCAGAAAAGTTGTGGAGCATGGCCTGTTTGTCAAGCACTGCA
AAGTCGAGGTGTATTTGCTGGAACTGAAGCTCTGTGAGAACAGTGACCCC
ACCAATGTGCTGAGTTGCCATTTCAGCAAGGCAGACACCATTGCAACCAT
CGAGAAAGAGATGCGGAAGCTATTCAACATCCCTGCGGAGCGTGAAACAC
GGCTCTGGAACAAATACATGAGCAACACCTACGAGCAGTTGAGCAAGCTA



GACAACACTGTCCAGGATGCTGGGCTATACCAGGGTCAGGTGCTAGTAAT
TGAGCCTCAAAATGAAGATGGCACATGGCCCAGGCAGACCTTGCAGTCAA
AATCAAGCACTGCGCCTAGCAGAAATTTTACTACCTCTCCAAAATCATCA
GCAAGTCCCTATTCCTCAGTGTCTGCCTCTCTCATTGCAAATGGTGATAG
CACTAGCACCTGTGGGATGCACAGTTCCGGTGTCAGCAGGGGTGGATCTG
GCTTTTCTGCTTCGTATAATTGTCAGGAGCCACCATCCTCTCATATACAA
CCTGGGCTCTGTGGACTTGGAAACCTGGGAAACACCTGCTTCATGAACTC
CGCTTTGCAGTGTTTGAGCAACACTGCACCACTGACTGACTACTTTCTCA
AAGATGAGTATGAAGCCGAAATCAACAGAGACAACCCTCTGGGGATGAAA
GGGGAAATTGCAGAAGCCTATGCTGAACTCATTAAGCAGATGTGGTCTGG
AAGGGACGCCCATGTGGCACCTCGCATGTTCAAAACTCAAGTAGGACGTT
TTGCTCCTCAATTTTCTGGCTACCAGCAACAAGATTCTCAGGAGCTGCTG
GCCTTTCTTCTAGATGGATTGCATGAAGATCTGAACCGGGTAAAGAAAAA
GCCCTACTTGGAGCTGAAGGATGCCAATGGGCGGCCAGATGCGGTGGTGG
CAAAGGAAGCCTGGGAGAATCACAGGTTGAGGAATGATTCTGTGATTGTG
GATACTTTCCATGGCCTCTTCAAATCTACTTTGGTTTGCCCAGAATGTGC
TAAGGTTTCTGTGACCTTTGACCCATTTTGCTATCTAACGCTGCCACTGC
CCTTGAAGAAAGATCGAGTTATGGAGGTTTTCCTGGTTCCTGCTGACCCT
CACTGCAGACCTACTCAGTACCGTGTGACTGTGCCGCTGATGGGGGCTGT
GTCCGACCTGTGCGAGGCTCTCTCCAGGCTGTCTGGCATTGCTGCAGAAA
ATATGGTGGTCGCAGATGTGTATAATCACCGATTCCACAAAATTTTCCAA
ATGGATGAAGGTTTAAACCACATCATGCCTCGGGATGACATTTTCGTGTA
CGAGGTCTGCAGCACTTCCGTGGATGGCTCGGAATGTGTCACGCTTCCAG
TCTACTTCAGGGAGAGGAAGTCCAGGCCATCAAGCACTTCCTCCGCATCA
GCGCTATATGGGCAGCCACTATTGCTTTCTGTCCCCAAGCACAAGTTAAC
CCTTGAGTCTTTGTACCAGGCTGTTTGTGATCGTATCAGCCGCTATGTGA
AACAGCCTTTACCTGATGAGTTTGGCAGCTCACCCTTGGAGCCAGGGGCC
TGCAATGGCTCCAGGAACAGCTGTGAAGGAGAAGATGAGGAAGAAATGGA
GCATCAGGAAGAAGGCAAAGAGCAGCTTTCAGAAACAGAAGGCAGTGGGG
AAGATGAGCCAGGAAATGACCCCAGTGAGACCACCCAAAAGAAGATCAAA
GGCCAGCCCTGCCCAAAAAGGCTTTTTACCTTCAGTCTTGTGAACTCCTA
TGGAACAGCTGACATAAATTCACTTGCAGCTGATGGAAAACTACTTAAAC
TCAACTCTCGATCTACACTGGCCATGGATTGGGACAGTGAAACTCGGAGA
CTTTACTATGATGAGCAAGAATCTGAGGCCTACGAGAAGCATGTGAGCAT
GTTGCAGCCTCAGAAGAAGAAGAAGACCACAGTGGCCCTGAGAGACTGCA
TCGAGCTCTTCACCACCATGGAGACCCTTGGGGAGCATGACCCCTGGTAC
TGTCCCAACTGTAAGAAGCATCAACAGGCCACAAAAAAGTTTGACCTATG
GTCCTTGCCCAAGATCCTGGTGGTCCACCTCAAACGTTTCTCCTACAACA
GATACTGGAGGGATAAGCTCGACACAGTCGTAGAATTCCCAATCAGAGGG
CTGAACATGTCCGAGTTTGTCTGTAACCTGTCAGCAAGGCCTTATGTGTA
CGACCTCATTGCCGTGTCCAATCATTATGGAGCCATGGGGGTTGGCCACT
ACACTGCATATGCGAAGAACAAACTGAATGGTAAATGGTATTACTTTGAT
GATAGCAACGTGTCCCTGGCCTCTGAGGATCAGATAGTGACTAAAGCAGC
TTATGTGCTATTTTACCAACGTCGAGATGATGAATTTTATAAGACACCTT
CACTTAGCAGTTCTGGTTCCTCTGATGGAGGGACACGACCAAGCAGCTCT
CAGCAGGGCTTTGGGGATGATGAGGCTTGCAGCATGGACACCAACTAAGC
GGCCGC



