Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-USP10

Enzyme description:- His-USP10

Clone number:- DU15647
Source:- Sf21 Recombinant
Tag:- N-terminal His
Purification method:- Ni™*-Sepharose
Expression level:- 5 mg/L

Calculated molecular mass:-

Monoisotopic 91912 Da
Average Mass 91967 Da
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.39
Purity:- 80%

Enzyme storage buffer:-

50mM 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: Q14694 DNA: AAH00263.1
N-terminal His, tag

MSYYHHHHHHDYDIPTTENLYFQGAMGSGIQRPTSTSSLVAAAMALHSPQYIF
GDFSPDEFNQFFVTPRSSVELPPYSGTVLCGTQAVDKLPDGOEYQRIEFGVDE
VIEPSDTLPRTPSYSISSTLNPQAPEFILGCTASKITPDGITKEASYGSIDCQ
YPGSALALDGSSNVEAEVLENDGVSGGLGOQRERKKKKKRPPGYYSYLKDGGDD
SISTEALVNGHANSAVPNSVSAEDAEFMGDMPPPLTPRTCNSPONSTDSVSDI
VPDSPFPGALGSDTRTAGQPEGGPGADFGQSCFPAEAGRDTLSRTAGAQPCVG
TDTTENLGVANGQILESSGEGTATNGVELHTTESIDLDPTKPESASPPADGTG
SASGTLPVSQPKSWASLFHDSKPSSSSPVAYVETKYSPPAISPLVSEKQVEVK
EGLVPVSEDPVAIKIAELLENVTLIHKPVSLOPRGLINKGNWCYINATLQALV
ACPPMYHLMKFIPLYSKVORPCTSTPMIDSFVRLMNEFTNMPVPPKPRQALGD
KIVRDIRPGAAFEPTYIYRLLTVNKSSLSEKGROQEDAEEYLGFILNGLHEEML
NLKKLLSPSNEKLTISNGPKNHSVNEEEQEEQGEGSEDEWEQVGPRNKTSVTR
OADFVOTPITGIFGGHIRSVVYQOSSKESATLOPFFTLOLDIQSDKIRTVQDA
LESLVARESVQGYTTKTKOQEVEISRRVTLEKLPPVLVLHLKRFVYEKTGGCOK
LIKNIEYPVDLEISKELLSPGVKNKNFKCHRTYRLFAVVYHHGNSATGGHYTT
DVFQIGLNGWLRIDDOQTVKVINQYQOVVKPTAERTAYLLYYRRVDLL

in bold
TEV cleavage site underlined
Notl / Notl



DNA sequence of
insert

GCGGCCGCGATGGCCCTCCACAGCCCGCAGTATATTTTTGGAGATTTTAGCCC
TGATGAATTCAATCAATTCTTTGTGACTCCTCGATCTTCAGTTGAGCTTCCTC
CATACAGTGGAACAGTTCTGTGTGGCACACAGGCTGTGGATAAACTACCTGAT
GGACAAGAATATCAGAGAATTGAGTTTGGTGTCGATGAAGTCATTGAACCCAG
TGACACTTTGCCGAGAACCCCCAGCTACAGTATTTCAAGCACACTGAACCCTC
AGGCCCCTGAATTTATTCTCGGTTGTACAGCTTCCAAAATAACCCCTGATGGT
ATCACTAAAGAAGCAAGCTATGGCTCCATCGACTGCCAGTACCCAGGCTCTGC
CCTCGCTTTGGATGGAAGTTCTAATGTGGAGGCGGAAGTTTTGGAAAATGATG
GTGTCTCAGGTGGTCTTGGACAAAGGGAGCGTAAAAAGAAGAAAAAGCGGCCA
CCTGGATATTACAGCTATTTGAAAGATGGTGGCGATGATAGTATCTCCACAGA
AGCCCTGGTCAATGGCCATGCCAATTCAGCAGTCCCGAACAGTGTCAGTGCAG
AGGATGCAGAATTTATGGGTGACATGCCTCCGCCACTTACGCCCAGGACTTGT
AACAGCCCCCAGAACTCCACAGACTCTGTCAGTGACATTGTGCCTGACAGTCC
TTTCCCCGGAGCACTCGGCAGTGACACCAGGACTGCAGGGCAGCCAGAGGGGG
GCCCCGGGGCTGATTTTGGTCAGTCCTGCTTCCCTGCAGAGGCTGGCAGAGAC
ACCCTGTCAAGGACAGCTGGGGCTCAGCCCTGCGTTGGTACCGATACTACTGA
AAACCTTGGAGTTGCTAATGGACAAATACTTGAATCCTCGGGTGAGGGCACAG
CTACCAACGGGGTGGAGTTGCACACCACGGAAAGCATAGACTTGGACCCAACC
AAACCCGAGAGTGCATCACCTCCTGCTGACGGCACGGGCTCTGCATCAGGCAC
CCTTCCTGTCAGCCAGCCCAAGTCCTGGGCCAGCCTCTTTCATGATTCTAAGC
CCTCTTCCTCCTCGCCGGTGGCCTATGTGGAAACTAAGTATTCCCCTCCCGCC
ATATCTCCCCTGGTTTCTGAAAAGCAGGTTGAAGTCAAAGAAGGGCTTGTTCC
GGTTTCAGAGGATCCTGTAGCCATAAAGATTGCAGAGTTGCTGGAGAATGTAA
CCCTAATCCATAAACCAGTGTCGTTGCAACCCCGTGGGCTGATCAATAAAGGG
AACTGGTGCTACATTAATGCTACACTGCAGGCATTGGTTGCTTGCCCGCCGAT
GTACCACCTGATGAAGTTCATTCCTCTGTATTCCAAAGTGCAAAGGCCTTGTA
CGTCAACACCCATGATAGACAGCTTTGTTCGGCTAATGAATGAGTTCACTAAT
ATGCCAGTACCTCCAAAACCCCGACAAGCTCTTGGAGATAAAATCGTGAGGGA
TATTCGCCCTGGAGCTGCCTTTGAGCCCACATATATTTACAGACTCCTGACAG
TTAACAAGTCAAGCCTGTCTGAAAAGGGTCGACAAGAAGATGCTGAGGAATAC
TTAGGCTTCATTCTAAATGGACTTCATGAGGAAATGTTGAACCTAAAGAAGCT
TCTCTCACCAAGTAATGAAAAACTTACGATTTCCAACGGCCCCAAAAACCACT
CGGTCAATGAAGAAGAGCAGGAAGAACAAGGTGAAGGAAGCGAGGATGAATGG
GAACAAGTGGGCCCCCGGAACAAGACTTCCGTCACCCGCCAGGCGGATTTTGT
TCAGACTCCAATCACCGGCATTTTTGGTGGACACATCAGGTCTGTGGTTTACC
AGCAGAGTTCAAAAGAATCTGCCACTTTGCAGCCATTTTTCACGTTGCAGTTG
GATATCCAGTCAGACAAGATACGCACAGTCCAGGATGCACTGGAGAGCTTGGT
GGCAAGAGAATCTGTCCAAGGTTATACCACAAAAACCAAACAAGAGGTTGAGA
TAAGTCGAAGAGTGACTCTGGAAAAACTCCCTCCTGTCCTCGTGCTGCACCTG
AAACGATTCGTTTATGAGAAGACTGGTGGGTGCCAGAAGCTTATCAAAAATAT
TGAATATCCTGTGGACTTGGAAATTAGTAAAGAACTGCTTTCTCCAGGGGTTA
AAAATAAGAATTTTAAATGCCACCGAACCTATCGGCTCTTTGCAGTGGTCTAC
CATCACGGCAACAGTGCGACGGGCGGCCATTACACTACAGACGTCTTCCAGAT
CGGTCTGAATGGCTGGCTGCGCATCGATGACCAGACAGTCAAGGTGATCAACC
AGTACCAGGTGGTGAAACCAACTGCTGAACGCACAGCCTACCTCCTGTATTAC
CGCCGAGTGGACCTGCTGTAAGCGGCCGC



