Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-USP5S

Enzyme description:- USP5

Clone number:- DU15641

Source:- E. coli Recombinant
Tag:- N-terminal His.-tag
Purification method:- Ni™*-Sepharose
Expression level:- 5 mg/L

Calculated molecular mass:-

Monoisotopic 98820 Da
Average Mass 98880 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 4.96
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: P45974 DNA: U47927.1
N-terminal His, tag

MGSSHHHHHHSSGLEVLFQGPGSPNSPLGSMAELSEEALLSVLPTIRVPK
AGDRVHKDECAFSFDTPESEGGLYICMNTFLGFGKQYVERHFNKTGQRVY
LHLRRTRRPKEEDPATGTGDPPRKKPTRLAIGVEGGFDLSEEKFELDEDV
KIVILPDYLEIARDGLGGLPDIVRDRVTSAVEALLSADSASRKQEVQAWD
GEVRQVSKHAFSLKQLDNPARIPPCGWKCSKCDMRENLWLNLTDGSILCG
RRYFDGSGGNNHAVEHYRETGYPLAVKLGTITPDGADVYSYDEDDMVLDP
SLAEHLSHFGIDMLKMOKTDKTMTELEIDMNORIGEWELIQESGVPLKPL
FGPGYTGIRNLGNSCYLNSVVQVLFSIPDFOQRKYVDKLEKIFQONAPTDPT
ODFSTQVAKLGHGLLSGEYSKPVPESGDGERVPEQKEVQODGIAPRMFKAL
IGKGHPEFSTNRQODAQEFFLHLINMVERNCRSSENPNEVFRFLVEEKIK
CLATEKVKYTQRVDYIMOLPVPMDAALNKEELLEYEEKKRQAEEEKMALP
ELVRAQVPFSSCLEAYGAPEQVDDFWSTALQAKSVAVKTTRFASFPDYLV
IQIKKFTFGLDWVPKKLDVSIEMPEELDISOLRGTGLOPGEEELPDIAPP
LVITPDEPKGSLGFYGNEDEDSFCSPHFSSPTSPMLDESVIIQLVEMGFPM
DACRKAVYYTGNSGAEAAMNWVMSHMDDPDFANPLILPGSSGPGSTSAAA
DPPPEDCVTITIVSMGFSRDOALKALRATNNSLERAVDWIFSHIDDLDAEA
AMDISEGRSAADSISESVPVGPKVRDGPGKYQLFAFISHMGTSTMCGHYV
CHIKKEGRWVIYNDQKVCASEKPPKDLGYIYFYQRVAS

in bold
Precission site underlined

BamH]1 / Notl



DNA sequence of
insert

GGATCCATGGCGGAGCTGAGTGAGGAGGCGCTGCTGTCAGTATTACCGACGA
TCCGGGTCCCTAAGGCTGGAGACCGGGTCCACAAAGACGAGTGCGCCTTCTC
CTTCGACACGCCGGAGTCTGAGGGGGGCCTCTACATCTGTATGAACACGTTT
CTGGGCTTTGGGAAACAGTATGTGGAGAGACATTTCAATAAGACCGGCCAGC
GAGTCTACTTGCACCTCCGGCGGACCCGGCGCCCGAAAGAGGAGGACCCTGC
TACAGGCACTGGAGACCCACCCCGGAAGAAGCCCACGCGGCTGGCTATTGGT
GTTGAAGGCGGATTTGACCTTAGCGAGGAGAAGTTTGAATTAGACGAGGATG
TGAAGATTGTCATTTTGCCAGATTACCTGGAGATTGCCCGGGATGGACTGGG
GGGACTGCCTGACATTGTCAGAGATCGGGTGACCAGTGCAGTGGAGGCCCTA
CTGTCGGCCGACTCAGCCTCCCGCAAGCAGGAGGTGCAGGCATGGGATGGGG
AAGTACGGCAGGTGTCTAAGCATGCCTTCAGCCTCAAGCAGTTGGACAACCC
TGCTCGAATCCCTCCCTGTGGCTGGAAGTGCTCCAAGTGTGACATGAGAGAG
AACCTGTGGCTCAACCTGACTGATGGCTCCATCCTCTGTGGGCGACGCTACT
TCGATGGCAGTGGGGGCAACAACCACGCTGTGGAGCACTACCGAGAGACAGG
CTACCCGTTAGCTGTCAAGCTGGGCACCATCACCCCTGATGGAGCTGACGTG
TACTCATATGATGAGGATGACATGGTCCTGGACCCCAGCCTGGCTGAGCACC
TGTCCCACTTCGGCATCGACATGCTGAAGATGCAGAAGACAGACAAGACGAT
GACTGAGTTGGAGATAGACATGAACCAGCGGATTGGTGAATGGGAGCTGATC
CAGGAGTCAGGTGTGCCACTCAAGCCCCTGTTTGGGCCTGGCTACACAGGCA
TCCGGAACCTGGGTAACAGCTGCTACCTCAACTCTGTGGTCCAGGTGCTCTT
CAGCATCCCTGACTTCCAGAGGAAGTATGTGGATAAGCTGGAGAAGATCTTC
CAGAATGCCCCGACGGACCCTACCCAGGATTTCAGCACCCAGGTGGCCAAGC
TGGGCCATGGCCTTCTCTCCGGGGAGTATTCCAAGCCAGTACCGGAGTCGGG
CGATGGGGAGCGGGTGCCAGAACAGAAGGAAGTTCAAGATGGCATTGCCCCT
CGGATGTTCAAGGCCCTCATCGGCAAGGGCCACCCTGAATTCTCCACCAACC
GGCAGCAGGATGCCCAGGAGTTCTTCCTTCACCTTATCAACATGGTGGAGAG
GAATTGCCGGAGCTCTGAAAATCCTAATGAAGTGTTCCGCTTCTTGGTGGAG
GAAAAGATCAAGTGCCTGGCCACAGAGAAGGTGAAGTACACCCAGCGAGTTG
ACTACATCATGCAGCTGCCTGTGCCCATGGATGCAGCCCTTAACAAAGAGGA
GCTTCTGGAGTACGAGGAGAAGAAGCGGCAAGCCGAAGAGGAGAAGATGGCA
CTGCCAGAACTGGTTCGGGCCCAGGTGCCCTTCAGCTCTTGCCTGGAGGCCT
ACGGGGCCCCTGAGCAGGTCGATGACTTCTGGAGCACGGCCCTGCAGGCCAA
GTCAGTAGCTGTCAAGACCACACGATTTGCCTCATTCCCTGACTACCTGGTC
ATCCAGATCAAGAAGTTCACCTTCGGCTTAGACTGGGTGCCCAAGAAACTGG
ATGTGTCCATCGAGATGCCAGAGGAGCTCGACATCTCCCAGTTGAGGGGCAC
AGGGCTGCAGCCCGGAGAGGAGGAGCTGCCAGACATTGCCCCACCCCTGGTC
ACTCCGGATGAGCCCAAAGGTAGCCTTGGTTTCTATGGCAACGAAGACGAAG
ACTCCTTCTGCTCCCCTCACTTCTCCTCTCCGACATCGCCCATGCTGGATGA
ATCAGTCATCATCCAGCTGGTGGAGATGGGATTCCCTATGGACGCCTGCCGC
AAAGCTGTCTACTACACGGGCAACAGCGGGGCTGAGGCCGCCATGAACTGGG
TCATGTCACACATGGATGATCCAGATTTTGCAAACCCCCTCATCCTGCCTGG
CTCTAGTGGGCCGGGCTCCACAAGCGCAGCAGCCGACCCCCCTCCTGAGGAC
TGTGTGACCACCATTGTCTCCATGGGCTTCTCCCGGGACCAGGCCTTGAAAG
CGCTGCGGGCCACGAACAATAGTTTAGAACGGGCTGTGGACTGGATCTTCAG
TCACATTGACGACCTGGATGCTGAAGCTGCCATGGACATCTCAGAGGGCCGC
TCAGCTGCCGACTCCATCTCTGAGTCTGTGCCAGTGGGACCTAAAGTCCGGG
ATGGTCCTGGAAAGTATCAGCTCTTTGCCTTCATTAGTCACATGGGCACCTC
TACCATGTGTGGTCACTACGTCTGCCACATCAAGAAAGAAGGCAGATGGGTG
ATCTACAATGACCAGAAAGTGTGTGCCTCCGAGAAGCCGCCCAAGGACCTGG
GCTACATCTACTTCTACCAGAGAGTGGCCAGCTAAGCGGCCGC



