Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of GST-Smurfl

Enzyme description:- GST-Smurfl 1-754 (full length)
Clone number:- DU19628

Source:- Recombinant

Tag:- N-terminal GST

Purification method:- GSH-Sepharose

Expression level:- 0.1mg/L

Calculated molecular mass:-

Monoisotopic 113916
Average Mass 113986
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.71
Purity:- 80%

Enzyme storage buffer:-

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

Storage temperature:- -80°C

Assay:-

Ligase assay with Ubiquitin, UBE1 and UBE2D family members. Incubate with 0.5mM Mg-
ATP for 2h at 37°C and analyse by immunoblotting for Ubiquitin chain formation.
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Smurfl

Smuf1
DU19628
Human
QI9HCE7
N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSPEIPGSTRAAAMSN
PGTRRNGSSIKIRLTVLCAKNLAKKDFFRLPDPFAKIVVDGSGQCHSTD
TVKNTLDPKWNOHYDLYVGKTDSITISVWNHKKIHKKQOGAGFLGCVRLL
SNAISRLKDTGYQRLDLCKLNPSDTDAVRGQIVVSLOQTRDRIGTGGSVV
DCRGLLENEGTVYEDSGPGRPLSCFMEEPAPYTDSTGAAAGGGNCRFVE
SPSODORLOAQRLRNPDVRGSLOTPONRPHGHQSPELPEGYEQRTTVQG
OVYFLHTQTGVSTWHDPRIPSPSGTIPGGDAAFLYEFLLOGHTSEPRDL
NSVNCDELGPLPPGWEVRSTVSGRIYFVDHNNRTTQFTDPRLHHIMNHQ
COLKEPSQPLPLPSEGSLEDEELPAQRYERDLVOKLKVLRHELSLOOPO
AGHCRIEVSREEIFEESYRQIMKMRPKDLKKRLMVKFRGEEGLDYGGVA
REWLYLLCHEMLNPYYGLFQYSTDNIYMLOQINPDSSINPDHLSYFHFVG
RIMGLAVFHGHYINGGFTVPFYKQLLGKPIQLSDLESVDPELHKSLVWI
LENDITPVLDHTFCVEHNAFGRILOQHELKPNGRNVPVTEENKKEYVRLY
VNWRFMRGIEAQFLALOKGFNELIPOHLLKPFDOKELELIIGGLDKIDL
NDWKSNTRLKHCVADSNIVRWFWOAVETFDEERRARLLOQFVTGSTRVPL
OGFKALQGSTGAAGPRLFTIHLIDANTDNLPKAHTCFNRIDIPPYESYE
KLYEKLLTAVEETCGFAVE

in bold
Prescission protease site underlined
Notl / Notl



DNA sequence of
insert

GCGGCCGCTATGTCGAACCCCGGGACACGCAGGAACGGCTCCAGCATCA
AGATCCGTCTGACAGTGTTATGTGCCAAGAACCTTGCAAAGAAAGACTT
CTTCAGGCTCCCTGACCCTTTTGCAAAGATTGTCGTGGATGGGTCTGGG
CAGTGCCACTCAACCGACACTGTGAAAAACACATTGGACCCAAAGTGGA
ACCAGCACTATGATCTATATGTTGGGAAAACGGATTCGATAACCATTAG
CGTGTGGAACCATAAGAAAATTCACAAGAAACAGGGAGCTGGCTTCCTG
GGCTGTGTGCGGCTGCTCTCCAATGCCATCAGCAGATTAAAAGATACCG
GATACCAGCGTTTGGATCTATGCAAACTAAACCCCTCAGATACTGATGC
AGTTCGTGGCCAGATAGTGGTCAGTTTACAGACACGAGACAGAATAGGA
ACCGGCGGCTCGGTGGTGGACTGCAGAGGACTGTTAGAAAATGAAGGAA
CGGTGTATGAAGACTCGGGGCCTGGGAGGCCGCTCAGCTGCTTCATGGA
GGAACCAGCCCCTTACACAGATAGCACCGGTGCTGCTGCTGGAGGAGGG
AATTGCAGGTTCGTGGAGTCCCCAAGTCAAGATCAAAGACTTCAGGCAC
AGCGGCTTCGAAACCCTGATGTGCGAGGTTCACTACAGACGCCCCAGAA
CCGACCACACGGCCACCAGTCCCCGGAACTGCCCGAAGGCTACGAACAA
AGAACAACAGTCCAGGGCCAAGTTTACTTTTTGCATACACAGACTGGAG
TTAGCACGTGGCACGACCCCAGGATACCAAGTCCCTCGGGGACCATTCC
TGGGGGAGATGCAGCTTTTCTATACGAATTCCTTCTACAAGGCCATACA
TCTGAGCCCAGAGACCTTAACAGTGTGAACTGTGATGAACTTGGACCAC
TGCCGCCAGGCTGGGAAGTCAGAAGTACAGTTTCTGGGAGGATATATTT
TGTAGATCATAATAACCGAACAACCCAGTTTACAGACCCAAGGTTACAC
CACATCATGAATCACCAGTGCCAACTCAAGGAGCCCAGCCAGCCGCTGC
CACTGCCCAGTGAGGGCTCTCTGGAGGACGAGGAGCTTCCTGCCCAGAG
ATACGAAAGAGATCTAGTCCAGAAGCTGAAAGTCCTCAGACACGAACTG
TCGCTTCAGCAGCCCCAAGCTGGTCATTGCCGCATCGAAGTGTCCAGAG
AAGAAATCTTTGAGGAGTCTTACCGCCAGATAATGAAGATGCGACCGAA
AGACTTGAAAAAACGGCTGATGGTGAAATTCCGTGGGGAAGAAGGTTTG
GATTACGGTGGTGTGGCCAGGGAGTGGCTTTACTTGCTGTGCCATGAAA
TGCTGAATCCTTATTACGGGCTCTTCCAGTATTCTACGGACAATATTTA
CATGTTGCAAATAAATCCGGATTCTTCAATCAACCCCGACCACTTGTCT
TATTTCCACTTTGTGGGGCGGATCATGGGGCTGGCTGTGTTCCATGGAC
ACTACATCAACGGGGGCTTCACAGTGCCCTTCTACAAGCAGCTGCTGGG
GAAGCCCATCCAGCTCTCAGATCTGGAATCTGTGGACCCAGAGCTGCAT
AAGAGCTTGGTGTGGATCCTAGAGAACGACATCACGCCTGTACTGGACC
ACACCTTCTGCGTGGAACACAACGCCTTCGGGCGGATCCTGCAGCATGA
ACTGAAACCCAATGGCAGAAATGTGCCAGTCACAGAGGAGAATAAGAAA
GAATACGTCCGGTTGTATGTAAACTGGAGGTTTATGAGAGGAATCGAAG
CCCAGTTCTTAGCTCTGCAGAAGGGGTTCAATGAGCTCATCCCTCAACA
TCTGCTGAAGCCTTTTGACCAGAAGGAACTGGAGCTGATCATAGGCGGC
CTGGATAAAATAGACTTGAACGACTGGAAGTCGAACACGCGGCTGAAGC
ACTGTGTGGCCGACAGCAACATCGTGCGGTGGTTCTGGCAAGCGGTGGA
GACGTTCGATGAAGAAAGGAGGGCCAGGCTCCTGCAGTTTGTGACTGGG
TCCACGCGAGTCCCGCTCCAAGGCTTCAAGGCTTTGCAAGGTTCTACAG
GCGCGGCAGGGCCCCGGCTGTTCACCATCCACCTGATAGACGCGAACAC
AGACAACCTTCCGAAGGCCCATACCTGCTTTAACCGGATCGACATTCCA
CCATATGAGTCCTATGAGAAGCTCTACGAGAAGCTGCTGACAGCCGTGG
AGGAGACCTGCGGGTTTGCTGTGGAGTGAGCGGCCGC



