Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of GST-USP28

Enzyme description:- GST-USP28

Clone number:- SC20233

Source:- BL21 Recombinant
Tag:- N-terminal GST tag
Purification method:- GSH sepharose, SEC
Expression level:- 1 mg/L

Calculated molecular mass:-

Monoisotopic 149220 Da
Average Mass 149310 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.13
Purity:- 60%

Enzyme storage buffer:-

50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, 1mM 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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GST-USP28

SC20233

Human

Protein: Q96RU2 DNA: BC065928.1
N-terminal GST tag

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFP
NLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGV
SRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTHPDFMLYDAL
DVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLOGWQATFGG
GDHPPKSDLEVLFQGPLGSMTAELQODDAAGAADGHGSSCOMLLNQLREITGI
ODPSFLHEALKASNGDITQAVSLLTDERVKEPSODTVATEPSEVEGSAANKEV
LAKVIDLTHDNKDDLOAAIALSLLESPKIQADGRDLNRMHEATSAETKRSKRK
RCEVWGENPNPNDWRRVDGWPVGLKNVGNTCWFSAVIQSLFOLPEFRRLVLSY
SLPONVLENCRSHTEKRNIMFMOELQYLFALMMGSNRKFVDPSAALDLLKGAF
RSSEEQQODVSEFTHKLLDWLEDAFQLAVNVNSPRNKSENPMVOLFYGTFLTE
GVREGKPFCNNETFGQYPLOVNGYRNLDECLEGAMVEGDVELLPSDHSVKYGQ
ERWFTKLPPVLTFELSRFEFNQSLGOPEKIHNKLEFPQIIYMDRYMYRSKELI
RNKRECIRKLKEEIKILOOKLERYVKYGSGPARFPLPDMLKYVIEFASTKPAS
ESCPPESDTHMTLPLSSVHCSVSDQTSKESTSTESSSQDVESTFSSPEDSLPK
SKPLTSSRSSMEMPSQPAPRTVTDEEINFVKTCLORWRSEIEQDIQDLKTCIA
STTQTIEQMYCDPLLROQVPYRLHAVLVHEGOANAGHYWAYIYNQPROSWLKYN
DISVITESSWEEVERDSYGGLRNVSAYCLMYINDKLPYFNAEAAPTESDQOMSEV
EALSVELKHYIQEDNWRFEQEVEEWEEEQSCKIPOMESSTNSSSQDYSTSQEP
SVASSHGVRCLSSEHAVIVKEQTAQAIANTARAYEKSGVEAALSEVMLSPAMO
GVILAIAKARQTFDRDGSEAGLIKAFHEEYSRLYQLAKETPTSHSDPRLOHVL
VYFFONEAPKRVVERTLLEQFADKNLSYDERSISIMKVAQAKLKEIGPDDMNM
EEYKKWHEDYSLFRKVSVYLLTGLELYQKGKYQEALSYLVYAYQSNAALLMKG
PRRGVKESVIALYRRKCLLELNAKAASLFETNDDHSVTEGINVMNELIIPCIH
LIINNDISKDDLDAIEVMRNHWCSYLGODIAENLOQLCLGEFLPRLLDPSAEII
VLKEPPTIRPNSPYDLCSRFAAVMESIQGVSTVTVK

in bold
Precission site underlined

BamH]1 / Notl



DNA sequence of
insert

ATGACTGCGGAGCTGCAGCAGGACGACGCGGCCGGCGCGGCAGALCGGLCCA
CGGCTCGAGCTGCCAAATGCTGTTAAATCAACTGAGAGAAATCACAGGCA
TTCAGGACCCTTCCTTTCTCCATGAAGCTCTGAAGGCCAGTAATGGTGAC
ATTACTCAGGCAGTCAGCCTTCTCACTGATGAGAGAGTTAAGGAGCCCAG
TCAAGACACTGTTGCTACAGAACCATCTGAAGTAGAGGGGAGTGCTGCCA
ACAAGGAAGTATTAGCAAAAGTTATAGACCTTACTCATGATAACAAAGAT
GATCTTCAGGCTGCCATTGCTTTGAGTCTACTGGAGTCTCCCAAAATTCA
AGCTGATGGAAGAGATCTTAACAGGATGCATGAAGCAACCTCTGCAGAAA
CTAAACGCTCAAAGAGAAAACGCTGTGAAGTCTGGGGAGAAAACCCCAAT
CCCAATGACTGGAGGAGAGTTGATGGTTGGCCAGTTGGGCTGAAAAATGT
TGGCAATACATGTTGGTTTAGTGCTGTTATTCAGTCTCTCTTTCAATTGC
CTGAATTTCGAAGACTTGTTCTCAGTTATAGTCTGCCACAAAATGTACTT
GAAAATTGTCGAAGTCATACAGAAAAGAGAAATATCATGTTTATGCAAGA
GCTTCAGTATTTGTTTGCTCTAATGATGGGATCAAATAGAAAATTTGTAG
ACCCGTCTGCAGCCCTGGATCTATTAAAGGGAGCATTCCGATCATCTGAG
GAACAGCAGCAAGATGTGAGTGAATTCACACACAAGCTCCTGGATTGGCT
AGAGGACGCATTCCAGCTAGCTGTTAATGTTAACAGTCCCAGGAACAAAT
CTGAAAATCCAATGGTGCAGCTGTTCTATGGTACTTTCCTGACTGAAGGG
GTTCGTGAAGGAAAACCCTTTTGTAACAATGAGACCTTCGGCCAGTATCC
TCTTCAGGTAAACGGTTATCGCAACTTAGACGAGTGTTTGGAAGGGGCCA
TGGTGGAGGGTGATGTTGAGCTTCTTCCCTCCGATCACTCGGTGAAGTAT
GGACAAGAGCGTTGGTTTACAAAGCTACCTCCAGTGTTGACCTTTGAACT
CTCAAGATTTGAGTTTAATCAGTCCCTTGGGCAGCCAGAGAAAATTCACA
ATAAGCTGGAATTTCCTCAGATTATTTATATGGACAGGTACATGTACAGG
AGCAAGGAGCTTATTCGAAATAAGAGAGAGTGTATTCGAAAGTTGAAGGA
GGAAATAAAAATTCTGCAGCAAAAATTGGAAAGGTATGTGAAATATGGCT
CAGGCCCAGCTCGGTTCCCGCTCCCGGACATGCTGAAATATGTTATTGAA
TTTGCTAGTACAAAACCTGCCTCAGAAAGCTGTCCACCTGAAAGTGACAC
ACATATGACATTACCACTTTCTTCAGTGCACTGCTCGGTTTCTGACCAGA
CATCCAAGGAAAGTACAAGTACAGAAAGCTCTTCTCAGGATGTTGAAAGT
ACCTTTTCTTCTCCTGAAGATTCTTTACCCAAGTCTAAACCACTGACATC
TTCTCGGTCTTCCATGGAAATGCCTTCACAGCCAGCTCCACGAACAGTCA
CAGATGAGGAGATAAATTTTGTTAAGACCTGTCTTCAGAGATGGAGGAGT
GAGATTGAACAAGATATACAAGATTTAAAGACTTGTATTGCAAGTACTAC
TCAGACTATTGAACAGATGTACTGCGATCCTCTCCTTCGTCAGGTGCCTT
ATCGCTTGCATGCAGTTCTTGTTCATGAAGGACAAGCAAATGCTGGACAC
TATTGGGCCTATATCTATAATCAACCCCGACAGAGCTGGCTCAAGTACAA
TGACATCTCTGTTACTGAATCTTCCTGGGAAGAAGTTGAAAGAGATTCCT
ATGGAGGCCTGAGAAATGTTAGTGCTTACTGTCTGATGTACATTAATGAC
AAACTACCCTACTTCAATGCAGAGGCAGCCCCAACTGAATCAGATCAAAT
GTCAGAAGTGGAAGCCCTATCTGTGGAACTCAAGCATTACATTCAGGAGG
ATAACTGGCGGTTTGAGCAGGAAGTAGAGGAGTGGGAAGAAGAGCAGTCT
TGCAAAATCCCTCAAATGGAGTCCTCCACCAACTCCTCATCACAGGACTA
CTCTACATCACAAGAGCCTTCAGTAGCCTCTTCTCATGGGGTTCGCTGCT
TGTCATCTGAGCATGCTGTGATTGTAAAGGAGCAAACTGCCCAGGCTATT
GCAAACACAGCCCGTGCCTATGAGAAGAGCGGTGTAGAAGCGGCACTGAG
TGAGGTGATGCTGAGCCCTGCCATGCAAGGGGTCATCCTGGCCATAGCTA
AAGCCCGTCAGACCTTTGACCGAGATGGGTCTGAAGCAGGGCTGATTAAG
GCATTCCATGAAGAATACTCCAGGCTCTATCAGCTTGCCAAAGAGACCCC
CACCTCTCACAGTGATCCTCGACTTCAGCATGTCCTTGTCTACTTTTTCC
AAAATGAAGCACCCAAAAGGGTAGTAGAACGAACCCTTCTGGAACAGTTT
GCAGATAAAAATCTTAGCTATGATGAAAGATCAATCAGCATTATGAAGGT
GGCTCAAGCGAAACTGAAGGAAATTGGTCCAGATGACATGAATATGGAAG
AGTACAAGAAGTGGCATGAAGATTATAGTTTGTTCCGAAAAGTGTCTGTG
TATCTCCTAACAGGCCTAGAACTCTATCAAAAAGGAAAGTACCAAGAGGC
ACTTTCCTACCTGGTATATGCCTACCAGAGCAATGCTGCCCTGCTGATGA
AGGGGCCCCGCCGGGGGGTCAAAGAATCCGTGATTGCTTTATACCGAAGA
AAATGCCTTCTGGAGCTGAATGCCAAAGCAGCTTCTCTTTTTGAAACAAA
TGATGATCACTCCGTAACTGAGGGCATTAATGTGATGAATGAACTGATCA
TCCCCTGCATTCACCTTATCATTAATAATGACATTTCCAAGGATGATCTG
GATGCCATTGAGGTCATGAGAAACCATTGGTGCTCTTACCTTGGGCAAGA
TATTGCAGAAAATCTGCAGCTGTGCCTAGGGGAGTTTCTACCCAGACTTC



TAGATCCTTCTGCAGAAATCATCGTCTTGAAAGAGCCTCCAACTATTCGA
CCCAATTCTCCCTATGACCTATGTAGCCGATTTGCAGCTGTCATGGAGTC
AATTCAGGGAGTTTCAACTGTGACAGTGAAATAA



