Division of Signal Transduction Therapy

Standard Operation Procedure

Preparation of His-UBE1

Enzyme description:- UBE1

Clone number:- DU32888
Source:- Sf21 recombinant
Tag:- His-

Purification method:- Ni**-Sepharose
Expression level:- Tmg/L

Calculated molecular mass:-

Monoisotopic 121012 Da
Average Mass 121084 Da
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.1
Purity:- 90%

Enzyme storage buffer:-

50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, ImM DTT

Storage temperature:- -80°C

Assay:-

Any E2-loading assay or E3 assay; e.g. UBE2N/UBE2V1 K63 chain formation.
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His,-

MSYYHHHHHHDYDIPTTENLYFQGAMGSSSSPLSKKRRVSGPDPKPGSNC
SPAQSVLSEVPSVPTNGMAKNGSEADIDEGLYSROLYVLGHEAMKRLQTS
SVLVSGLRGLGVEIAKNIILGGVKAVTLHDQGTAQWADLSSQFYLREEDI
GKNRAEVSQPRLAELNSYVPVTAYTGPLVEDFLSGFQVVVLTNTPLEDQL
RVGEFCHNRGIKLVVADTRGLFGQLFCDFGEEMILTDSNGEQPLSAMVSM
VTKDNPGVVTCLDEARHGFESGDFVSFSEVQGMVELNGNQPMEIKVLGPY
TFSICDTSNFSDYIRGGIVSQVKVPKKISFKSLVASLAEPDFVVTDFAKF
SRPAQLHIGFQALHQOFCAQHGRPPRPRNEEDAAELVALAQAVNARALPAV
QONNLDEDLIRKLAYVAAGDLAPINAFIGGLAAQEVMKACSGKFMPIMQOW
LYFDALECLPEDKEVLTEDKCLORONRYDGQVAVFGSDLOEKLGKQKYFL
VGAGAIGCELLKNFAMIGLGCGEGGEIIVTDMDTIEKSNLNRQFLFRPWD
VTKLKSDTAAAAVROMNPHIRVTSHONRVGPDTERIYDDDFFQNLDGVAN
ALDNVDARMYMDRRCVYYRKPLLESGTLGTKGNVQVVIPFLTESYSSSQD
PPEKSIPICTLKNFPNAIEHTLOWARDEFEGLFKQPAENVNQYLTDPKFV
ERTLRLAGTQPLEVLEAVQORSLVLORPQTWADCVTWACHHWHTQYSNNIR
OLLHNFPPDQOLTSSGAPFWSGPKRCPHPLTFDVNNPLHLDYVMAAANLFA
OTYGLTGSQDRAAVATFLQOSVQVPEFTPKSGVKIHVSDQELQSANASVDD
SRLEELKATLPSPDKLPGFKMYPIDFEKDDDSNFHMDFIVAASNLRAENY
DIPSADRHKSKLIAGKIIPAIATTTAAVVGLVCLELYKVVQGHRQLDSYK
NGFLNLALPFFGFSEPLAAPRHQYYNQEWTLWDRFEVQGLOPNGEEMTLK
OFLDYFKTEHKLEITMLSQGVSMLYSFFMPAAKLKERLDQPMTEIVSRVS
KRKLGRHVRALVLELCCNDESGEDVEVPYVRYTIR

TEV underlined
BamHI



DNA sequence of
insert

GGATCCTCCAGCTCGCCGCTGTCCAAGAAACGTCGCGTGTCCGGGCCTGA
TCCAAAGCCGGGTTCTAACTGCTCCCCTGCCCAGTCCGTGTTGTCCGAAG
TGCCCTCGGTGCCAACCAACGGAATGGCCAAGAACGGCAGTGAAGCAGAC
ATAGACGAGGGCCTTTACTCCCGGCAGCTGTATGTGTTGGGCCATGAGGC
AATGAAGCGGCTCCAGACATCCAGTGTCCTGGTATCAGGCCTGCGGGGCC
TGGGCGTGGAGATCGCTAAGAACATCATCCTTGGTGGGGTCAAGGCTGTT
ACCCTACATGACCAGGGCACTGCCCAGTGGGCTGATCTTTCCTCCCAGTT
CTACCTGCGGGAGGAGGACATCGGTAAAAACCGGGCCGAGGTATCACAGC
CCCGCCTCGCTGAGCTCAACAGCTATGTGCCTGTCACTGCCTACACTGGA
CCCCTCGTTGAGGACTTCCTTAGTGGTTTCCAGGTGGTGGTGCTCACCAA
CACCCCCCTGGAGGACCAGCTGCGAGTGGGTGAGTTCTGTCACAACCGTG
GCATCAAGCTGGTGGTGGCAGACACGCGGGGCCTGTTTGGGCAGCTCTTC
TGTGACTTTGGAGAGGAAATGATCCTCACAGATTCCAATGGGGAGCAGCC
ACTCAGTGCTATGGTTTCTATGGTTACCAAGGACAACCCCGGTGTGGTTA
CCTGCCTGGATGAGGCCCGACACGGGTTTGAGAGCGGGGACTTTGTCTCC
TTTTCAGAAGTACAGGGCATGGTTGAACTCAACGGAAATCAGCCCATGGA
GATCAAAGTCCTGGGTCCTTATACCTTTAGCATCTGTGACACCTCCAACT
TCTCCGACTACATCCGTGGAGGCATCGTCAGTCAGGTCAAAGTACCTAAG
AAGATTAGCTTTAAATCCTTGGTGGCCTCACTGGCAGAACCTGACTTTGT
GGTGACGGACTTCGCCAAGTTTTCTCGCCCTGCCCAGCTGCACATTGGCT
TCCAGGCCCTGCACCAGTTCTGTGCTCAGCATGGCCGGCCACCTCGGCCC
CGCAATGAGGAGGATGCAGCAGAACTGGTAGCCTTAGCACAGGCTGTGAA
TGCTCGAGCCCTGCCAGCAGTGCAGCAAAATAACCTGGACGAGGACCTCA
TCCGGAAGCTGGCATATGTGGCTGCTGGGGATCTGGCACCCATAAACGCC
TTCATTGGGGGCCTGGCTGCCCAGGAAGTCATGAAGGCCTGCTCCGGGAA
GTTCATGCCCATCATGCAGTGGCTATACTTTGATGCCCTTGAGTGTCTCC
CTGAGGACAAAGAGGTCCTCACAGAGGACAAGTGCCTCCAGCGCCAGAAC
CGTTATGACGGGCAAGTGGCTGTGTTTGGCTCAGACCTGCAAGAGAAGCT
GGGCAAGCAGAAGTATTTCCTGGTGGGTGCGGGGGCCATTGGCTGTGAGC
TGCTCAAGAACTTTGCCATGATTGGGCTGGGCTGCGGGGAGGGTGGAGAA
ATCATCGTTACAGACATGGACACCATTGAGAAGTCAAATCTGAATCGACA
GTTTCTTTTCCGGCCCTGGGATGTCACGAAGTTAAAGTCTGACACGGCTG
CTGCAGCTGTGCGCCAAATGAATCCACATATCCGGGTGACAAGCCACCAG
AACCGTGTGGGTCCTGACACGGAGCGCATCTATGATGACGATTTTTTCCA
AAACCTAGATGGCGTGGCCAATGCCCTGGACAACGTGGATGCCCGCATGT
ACATGGACCGCCGCTGTGTCTACTACCGGAAGCCACTGCTGGAGTCAGGC
ACACTGGGCACCAAGGGCAATGTGCAGGTGGTGATCCCCTTCCTGACAGA
GTCGTACAGTTCCAGCCAGGACCCACCTGAGAAGTCCATCCCCATCTGTA
CCCTGAAGAACTTCCCTAATGCCATCGAGCACACCCTGCAGTGGGCTCGG
GATGAGTTTGAAGGCCTCTTCAAGCAGCCAGCAGAAAATGTCAACCAGTA
CCTCACAGACCCCAAGTTTGTGGAGCGAACACTGCGGCTGGCAGGCACTC
AGCCCTTGGAGGTGCTGGAGGCTGTGCAGCGCAGCCTGGTGCTGCAGCGA
CCACAGACCTGGGCTGACTGCGTGACCTGGGCCTGCCACCACTGGCACAC
CCAGTACTCGAACAACATCCGGCAGCTGCTGCACAACTTCCCTCCTGACC
AGCTCACAAGCTCAGGAGCGCCGTTCTGGTCTGGGCCCAAACGCTGTCCA
CACCCGCTCACCTTTGATGTCAACAATCCCCTGCATCTGGACTATGTGAT
GGCTGCTGCCAACCTGTTTGCCCAGACCTACGGGCTGACAGGCTCTCAGG
ACCGAGCTGCTGTGGCCACATTCCTGCAGTCTGTGCAGGTCCCCGAATTC
ACCCCCAAGTCTGGCGTCAAGATCCATGTTTCTGACCAGGAGCTGCAGAG
CGCCAATGCCTCTGTTGATGACAGTCGTCTAGAGGAGCTCAAAGCCACTC
TGCCCAGCCCAGACAAGCTCCCTGGATTCAAGATGTACCCCATTGACTTT
GAGAAGGATGATGACAGCAACTTTCATATGGATTTCATCGTGGCTGCATC



CAACCTCCGGGCAGAAAACTATGACATTCCTTCTGCAGACCGGCACAAGA
GCAAGCTGATTGCAGGGAAGATCATCCCAGCCATTGCCACGACCACAGCA
GCCGTGGTTGGCCTTGTGTGTCTGGAGCTGTACAAGGTTGTGCAGGGGCA
CCGACAGCTTGACTCCTACAAGAATGGTTTCCTCAACTTGGCCCTGCCTT
TCTTTGGTTTCTCTGAACCCCTTGCCGCACCACGTCACCAGTACTATAAC
CAAGAGTGGACATTGTGGGATCGCTTTGAGGTACAAGGGCTGCAGCCTAA
TGGTGAGGAGATGACCCTCAAACAGTTCCTCGACTATTTTAAGACAGAGC
ACAAATTAGAGATCACCATGCTGTCCCAGGGCGTGTCCATGCTCTATTCC
TTCTTCATGCCAGCTGCCAAGCTCAAGGAACGGTTGGATCAGCCGATGAC
AGAGATTGTGAGCCGTGTGTCGAAGCGAAAGCTGGGCCGCCACGTGCGGG
CGCTGGTGCTTGAGCTGTGCTGTAACGACGAGAGCGGCGAGGATGTCGAG
GTTCCCTATGTCCGATACACCATCCGCTGAGGATCC



