MRC PPU Reagents and Services

Standard Operating Procedure

Preparation of active USP38 [1 — 1042]

Enzyme description:- USP38 [1 - 1042]
Clone number:- DU 35473
Source:- Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification _method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 144, 257.22 daltons

Average Mass 144, 349.40 daltons

[cysteines reduced, methionines have not been oxidised

Theoretical pl:- 5.84
Purity:- >85 %
Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C
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Clone Data Sheet

USP38 [1 - 1042]

USP38 [1 - 1042]
DU 35473
Human

NM _032557.6

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KY IAWPLQOGWQATFGGGDHPPKSDLEVLFQGPLGSPGIPGSTRAAAMDK
ILEGLVSSSHPLPLKRVIVRKVVESAEHWLDEAQCEAMFDLTTRLILEG
ODPFOROVGHQVLEAYARYHRPEFESFFNKTFVLGLLHQGYHSLDRKDV
AILDYIHNGLKLIMSCPSVLDLFSLLOVEVLRMVCERPEPQLCARLSDL
LTDFVQCIPKGKLSITFCQOLVRTIGHFQCVSTQERELREYVSQVTKVS
NLLONIWKAEPATLLPSLQEVFASISSTDASFEPSVALASLVQHIPLOM
ITVLIRSLTTDPNVKDASMTQALCRMIDWLSWPLAQHVDTWVIALLKGL
AAVOKFTILIDVTLLKIELVFNRLWFPLVRPGALAVLSHMLLSFQHSPE
AFHLIVPHVVNLVHSFKNDGLPSSTAFLVOLTELIHCMMYHYSGFPDLY
EPILEAIKDFPKPSEEKIKLILNQSAWTSQSNSLASCLSRLSGKSETGK
TGLINLGNTCYMNSVIQALFMATDFRRQVLSLNLNGCNSLMKKLOHLFA
FLAHTQREAYAPRIFFEASRPPWFTPRSQODCSEYLRFLLDRLHEEEKI
LKVOASHKPSEILECSETSLOEVASKAAVLTETPRTSDGEKTLIEKMFG
GKLRTHIRCLNCRSTSQKVEAFTDLSLAFCPSSSLENMSVQDPASSPSI
ODGGLMQASVPGPSEEPVVYNPTTAAFICDSLVNEKTIGSPPNEFYCSE
NTSVPNESNKILVNKDVPQKPGGETTPSVTDLLNYFLAPEILTGDNQYY
CENCASLONAEKTMOITEEPEYLILTLLRFSYDOKYHVRRKILDNVSLP
LVLELPVKRITSFSSLSESWSVDVDFTDLSENLAKKLKPSGTDEASCTK
LVPYLLSSVVVHSGISSESGHYYSYARNITSTDSSYQMYHQSEALALAS
SOSHLLGRDSPSAVFEQDLENKEMSKEWFLFNDSRVTFTSFQSVOKITS
RFPKDTAYVLLYKKQHSTNGLSGNNPTSGLWINGDPPLOKELMDAITKD
NKLYLQEQELNARARALQAASASCSFRPNGFDDNDPPGSCGPTGGGGGG
GFNTVGRLVF

Amino acids M1 — F1042 (end) of human USP38.
Residue M243 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.

PreScission (LEVLFQGP) residues 221 - 229
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Cloning sites Not1 site of pGEX6P-2

Nucleotide Sequence of Insert

gcggccgcgATGGACAAGATCCTGGAGGGCCTTGTGAGTTCCTCGCATCCCCTGCCCCTCAAGCGG
GTGATTGTGCGGAAGGTGGTGGAATCGGCGGAGCACTGGCTAGACGAGGCGCAGTGCGAGGCCATG
TTTGACCTGACGACCCGGCTCATCCTGGAGGGCCAGGACCCTTTCCAGCGGCAGGTGGGGCACCAG
GTGCTGGAGGCCTACGCACGATACCACCGGCCAGAGTTCGAGTCCTTCTTCAACAAGACCTTCGTG
TTGGGCCTCCTTCATCAGGGCTACCACTCTCTGGACAGGAAGGATGTAGCCATCCTGGACTACATT
CACAACGGCCTGAAGCTGATTATGAGCTGTCCGTCGGTGCTGGATCTCTTTAGCCTCCTGCAGGTA
GAGGTGTTACGGATGGTGTGTGAGAGGCCGGAGCCGCAGCTCTGTGCCCGACTGAGCGACCTTCTG
ACCGACTTTGTGCAATGCATCCCCAAGGGGAAATTGTCCATCACGTTCTGTCAACAGCTGGTTCGA
ACGATAGGCCATTTCCAGTGCGTGTCCACCCAGGAAAGAGAGCTGCGGGAATATGTCTCCCAGGTG
ACAAAAGTGAGTAACTTGCTGCAGAACATCTGGAAGGCCGAGCCTGCCACACTACTGCCTTCCCTG
CAAGAAGTTTTTGCAAGCATCTCTTCCACAGATGCATCATTTGAACCTTCTGTAGCATTGGCAAGC
CTTGTGCAGCATATTCCTCTTCAGATGATTACAGTTCTCATCAGGAGCCTTACTACGGATCCAAAT
GTAAAAGATGCAAGTATGACCCAAGCCCTTTGCAGAATGATTGACTGGCTATCCTGGCCATTGGCT
CAGCATGTGGATACATGGGTAATTGCACTCCTGAAAGGACTGGCAGCTGTCCAGAAGTTTACTATT
TTGATAGATGTTACTTTGCTGAAAATAGAACTGGTTTTTAATCGACTTTGGTTTCCTCTTGTGAGA
CCTGGTGCTCTTGCAGTTCTTTCTCACATGCTGCTTAGCTTTCAGCATTCTCCAGAGGCGTTCCAT
TTGATTGTTCCTCATGTGGTTAATTTGGTTCATTCTTTCAAAAATGATGGTCTGCCTTCAAGTACA
GCCTTCTTAGTACAATTAACAGAATTGATACACTGTATGATGTATCATTATTCTGGATTTCCAGAT
CTCTATGAACCTATTCTGGAGGCAATAAAGGATTTTCCTAAGCCCAGTGAAGAGAAGATTAAGTTA
ATTCTCAATCAAAGTGCCTGGACTTCTCAATCCAATTCTTTGGCGTCTTGCTTGTCTAGACTTTCT
GGAAAATCTGAAACTGGGAAAACTGGTCTTATTAACCTAGGAAATACATGTTATATGAACAGTGTT
ATACAAGCCTTGTTTATGGCCACAGATTTCAGGAGACAAGTATTATCTTTAAATCTAAACGGGTGC
AATTCATTAATGAAAAAATTACAGCATCTTTTTGCCTTTCTGGCCCATACACAGAGGGAAGCATAC
GCACCTCGGATATTCTTTGAGGCTTCCAGACCTCCATGGTTTACTCCCAGATCACAGCAAGACTGT
TCTGAATACCTCAGATTTCTCCTTGACAGGCTCCATGAAGAAGAAAAGATCTTGAAAGTTCAGGCC
TCACACAAGCCTTCTGAAATTCTGGAATGCAGTGAAACTTCTTTACAGGAAGTAGCTAGTAAAGCA
GCAGTACTAACAGAGACCCCTCGTACAAGTGACGGTGAGAAGACTTTAATAGAAAAAATGTTTGGA
GGAAAACTACGAACTCACATACGTTGTTTGAACTGCAGGAGTACCTCACAAAAAGTGGAAGCCTTT
ACAGATCTTTCGCTTGCCTTTTGTCCTTCCTCTTCTTTGGAAAACATGTCTGTCCAAGATCCAGCA
TCATCACCCAGTATACAAGATGGTGGTCTAATGCAAGCCTCTGTACCCGGTCCTTCAGAAGAACCA
GTAGTTTATAATCCAACAACAGCTGCCTTCATCTGTGACTCACTTGTGAATGAAAAAACCATAGGC
AGTCCTCCTAATGAGTTTTACTGTTCTGAAAACACTTCTGTCCCTAACGAATCTAACAAGATTCTT
GTTAATAAAGATGTACCTCAGAAACCAGGAGGTGAAACCACACCTTCAGTAACTGACTTACTAAAT
TATTTTTTGGCTCCAGAGATTCTTACTGGTGATAACCAATATTATTGTGAAAACTGTGCCTCTCTG
CAAAATGCTGAGAAAACTATGCAAATCACGGAGGAACCTGAATACCTTATTCTTACTCTCCTGAGA
TTTTCATATGATCAGAAGTATCATGTGAGAAGGAAAATTTTAGACAATGTATCACTGCCACTGGTT
TTGGAGTTGCCAGTTAAAAGAATTACTTCTTTCTCTTCATTGTCAGAAAGTTGGTCTGTAGATGTT
GACTTCACTGATCTTAGTGAGAACCTTGCTAAAAAATTAAAGCCTTCAGGGACTGATGAAGCTTCC
TGCACAAAATTGGTGCCCTATCTATTAAGTTCCGTTGTGGTTCACTCTGGTATATCCTCTGAAAGT
GGGCATTACTATTCTTATGCCAGAAATATCACAAGTACAGACTCTTCATATCAGATGTACCACCAG
TCTGAGGCTCTGGCATTAGCATCCTCCCAGAGTCATTTACTAGGGAGAGATAGTCCCAGTGCAGTT
TTTGAACAGGATTTGGAAAATAAGGAAATGTCAAAAGAATGGTTTTTATTTAATGACAGTAGAGTG
ACATTTACTTCATTTCAGTCAGTCCAGAAAATTACGAGCAGGTTTCCAAAGGACACAGCTTATGTG
CTTTTGTATAAAAAACAGCATAGTACTAATGGTTTAAGTGGTAATAACCCAACCAGTGGACTCTGG
ATAAATGGAGACCCACCTCTACAGAAAGAACTTATGGATGCTATAACAAAAGACAATAAACTATAT
TTACAGGAACAAGAGTTGAATGCTCGAGCCCGGGCCCTCCAAGCTGCATCTGCTTCATGTTCATTT
CGGCCCAATGGATTTGATGACAACGACCCACCAGGAAGCTGTGGACCAACTGGTGGAGGGGGTGGA
GGAGGATTTAATACAGTTGGCAGACTCGTATTTtgagcggcc
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