Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of GST-USP25

Enzyme description:- GST-USP25

Clone number:- SC21610

Source:- BL21 Recombinant
Tag:- N-terminal GST tag
Purification method:- GSH-sepharose
Expression level:- 1.5 mg/L

Calculated molecular mass:-

Monoisotopic 148948 Da
Average Mass 149037 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.28
Purity:- 80%

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-USP25
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SC21610

Human

Protein: QO9UHP3 DNA: NM_013396.3
N-terminal GST tag

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGL
EFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGAVL
DIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTH
PDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIA
WPLOGWQATFGGGDHPPKSDLEVLFQGPLGSMTVEQNVLQOSAAQKHQQT
FLNOLREITGINDTQILOOALKDSNGNLELAVAFLTAKNAKTPQOEETTY
YOTALPGNDRYISVGSQADTNVIDLTGDDKDDLORAIALSLAESNRAFRE
TGITDEEQAISRVLEASIAENKACLKRTPTEVWRDSRNPYDRKRQDKAPV
GLKNVGNTCWFSAVIQSLFNLLEFRRLVLNYKPPSNAQDLPRNOKEHRNL
PFMRELRYLFALLVGTKRKYVDPSRAVEILKDAFKSNDSQQODVSEFTHK
LLDWLEDAFOMKAEEETDEEKPKNPMVELFYGRFLAVGVLEGKKFENTEM
FGQYPLOQVNGFKDLHECLEAAMIEGEIESLHSENSGKSGQEHWFTELPPV
LTFELSRFEFNOALGRPEKIHNKLEFPOVLYLDRYMHRNREITRIKREEI
KRLKDYLTVLOQORLERYLSYGSGPKRFPLVDVLQYALEFASSKPVCTSPV
DDIDASSPPSGSIPSQTLPSTTEQQOGALSSELPSTSPSSVAAISSRSVIH
KPFTQSRIPPDLPMHPAPRHITEEELSVLESCLHRWRTEIENDTRDLQES
ISRIHRTIELMYSDKSMIQVPYRLHAVLVHEGQANAGHYWAYIFDHRESR
WMKYNDIAVTKSSWEELVRDSFGGYRNASAYCLMYINDKAQFLIQEEFNK
ETGOQPLVGIETLPPDLRDFVEEDNQRFEKELEEWDAQLAQKALQEKLLAS
OKLRESETSVTTAQAAGDPEYLEQPSRSDFSKHLKEETIQIITKASHEHE
DKSPETVLOSAIKLEYARLVKLAQEDTPPETDYRLHHVVVYFIQONOAPKK
ITIEKTLLEQFGDRNLSFDERCHNIMKVAQAKLEMIKPEEVNLEEYEEWHO
DYRKFRETTMYLIIGLENFQRESYIDSLLFLICAYQONNKELLSKGLYRGH
DEELISHYRRECLLKLNEQAAELFESGEDREVNNGLIIMNEFIVPFLPLL
LVDEMEEKDILAVEDMRNRWCSYLGOQEMEPHLOQEKLTDFLPKLLDCSMEI
KSFHEPPKLPSYSTHELCERFARIMLSLSRTPADGR

in bold
Precission site underlined

BamHI/Sall



DNA sequence of
insert

ATGACCGTGGAGCAGAACGTGCTGCAGCAGAGCGCGGCGCAGAAGCACCA
GCAGACGTTTTTGAATCAACTGAGAGAAATTACGGGGATTAATGACACCC
AGATACTACAGCAAGCCTTGAAGGATAGTAATGGAAACTTGGAATTAGCA
GTGGCTTTCCTTACTGCGAAGAATGCTAAGACCCCTCAGCAGGAGGAGAC
AACTTACTACCAAACAGCACTTCCTGGCAATGATAGATACATCAGTGTGG
GAAGCCAAGCAGATACAAATGTGATTGATCTCACTGGAGATGATAAAGAT
GATCTTCAGAGAGCAATTGCCTTGAGTTTGGCCGAATCAAACAGGGCATT
CAGGGAGACTGGAATAACTGATGAGGAACAAGCCATTAGCAGAGTTCTTG
AAGCCAGCATAGCAGAGAATAAAGCATGTTTGAAGAGGACACCTACAGAA
GTTTGGAGGGATTCTCGAAACCCTTATGATAGAAAAAGACAGGACAAAGC
TCCCGTTGGGCTAAAGAATGTTGGCAATACTTGTTGGTTTAGTGCTGTTA
TTCAGTCATTATTTAATCTTTTGGAATTTAGAAGATTAGTTCTGAATTAC
AAGCCTCCATCAAATGCTCAAGATTTACCCCGAAACCAAAAGGAACATCG
GAATTTGCCTTTTATGCGTGAGCTGAGGTATCTATTTGCACTTCTTGTTG
GTACCAAAAGGAAGTATGTTGATCCATCAAGAGCAGTTGAAATTCTTAAG
GATGCTTTCAAATCAAATGACTCACAGCAGCAAGATGTGAGTGAGTTTAC
ACACAAATTATTAGATTGGTTAGAAGATGCCTTCCAAATGAAAGCTGAAG
AGGAGACGGATGAAGAGAAGCCAAAGAACCCCATGGTAGAGTTGTTCTAT
GGCAGATTCCTGGCTGTGGGAGTACTTGAAGGTAAAAAATTTGAAAACAC
TGAAATGTTTGGTCAGTACCCACTTCAGGTCAATGGGTTCAAAGATCTGC
ATGAGTGCCTAGAAGCTGCAATGATTGAAGGAGAAATTGAGTCTTTACAT
TCAGAGAATTCAGGAAAATCAGGCCAAGAGCATTGGTTTACTGAATTACC
ACCTGTGTTAACATTTGAATTGTCAAGATTTGAATTTAATCAGGCATTGG
GAAGACCAGAAAAAATTCACAACAAATTAGAATTTCCCCAAGTTTTATAT
TTGGACAGATACATGCACAGAAACAGAGAAATAACAAGAATTAAGAGGGA
AGAGATCAAGAGACTGAAAGATTACCTCACGGTATTACAACAAAGGCTAG
AAAGATATTTAAGCTATGGTTCCGGTCCCAAACGATTCCCCTTGGTAGAT
GTTCTTCAGTATGCATTGGAATTTGCCTCAAGTAAACCTGTTTGCACTTC
TCCTGTTGACGATATTGACGCTAGTTCCCCACCTAGTGGTTCCATACCAT
CACAGACATTACCAAGCACAACAGAACAACAGGGAGCCCTATCTTCAGAA
CTGCCAAGCACATCACCTTCATCAGTTGCTGCCATTTCATCGAGATCAGT
AATACACAAACCATTTACTCAGTCCCGGATACCTCCAGATTTGCCCATGC
ATCCGGCACCAAGGCACATAACGGAGGAAGAACTTTCTGTGCTGGAAAGT
TGTTTACATCGCTGGAGGACAGAAATAGAAAATGACACCAGAGATTTGCA
GGAAAGCATATCCAGAATCCATCGAACAATTGAATTAATGTACTCTGACA
AATCTATGATACAAGTTCCTTATCGATTACATGCCGTTTTAGTTCACGAA
GGCCAAGCTAATGCTGGGCACTACTGGGCATATATTTTTGATCATCGTGA
AAGCAGATGGATGAAGTACAATGATATTGCTGTGACAAAATCATCATGGG
AAGAGCTAGTGAGGGACTCTTTTGGTGGTTATAGAAATGCCAGTGCATAC
TGTTTAATGTACATAAATGATAAGGCACAGTTCCTAATACAAGAGGAGTT
TAATAAAGAAACTGGGCAGCCCCTTGTTGGTATAGAAACATTACCACCGG
ATTTGAGAGATTTTGTTGAGGAAGACAACCAACGATTTGAAAAAGAACTA
GAAGAATGGGATGCACAACTTGCCCAGAAAGCTTTGCAGGAAAAGCTTTT
AGCGTCTCAGAAATTGAGAGAGTCAGAGACTTCTGTGACAACAGCACAAG
CAGCAGGAGACCCAGAATATCTAGAGCAGCCATCAAGAAGTGATTTCTCA
AAGCACTTGAAAGAAGAAACTATTCAAATAATTACCAAGGCATCACATGA
GCATGAAGATAAAAGTCCTGAAACAGTTTTGCAGTCGGCAATTAAGTTGG
AATATGCAAGGTTGGTTAAGTTGGCCCAAGAAGACACCCCACCAGAAACC
GATTATCGTTTACATCATGTAGTGGTCTACTTTATCCAGAACCAGGCACC
AAAGAAAATTATTGAGAAAACATTACTAGAACAATTTGGAGATAGAAATT
TGAGTTTTGATGAAAGGTGTCACAACATAATGAAAGTTGCTCAAGCCAAA
CTGGAAATGATAAAACCTGAAGAAGTAAACTTGGAGGAATATGAGGAGTG
GCATCAGGATTATAGGAAATTCAGGGAAACAACTATGTATCTCATAATTG
GGCTAGAAAATTTTCAAAGAGAAAGTTATATAGATTCCTTGCTGTTCCTC
ATCTGTGCTTATCAGAATAACAAAGAACTCTTGTCTAAAGGCTTATACAG
AGGACATGATGAAGAATTGATATCACATTATAGAAGAGAATGTTTGCTAA



AATTAAATGAGCAAGCCGCAGAACTCTTCGAATCTGGAGAGGATCGAGAA
GTAAACAATGGTTTGATTATCATGAATGAGTTTATTGTCCCATTTTTGCC
ATTATTACTGGTGGATGAAATGGAAGAAAAGGATATACTAGCTGTAGAAG
ATATGAGAAATCGATGGTGTTCCTACCTTGGTCAAGAAATGGAACCACAC
CTCCAAGAAAAGCTGACAGATTTTTTGCCAAAACTGCTTGATTGTTCTAT
GGAGATTAAAAGTTTCCATGAGCCACCGAAGTTACCTTCATATTCCACGC
ATGAACTCTGTGAGCGATTTGCCCGAATCATGTTGTCCCTCAGTCGAACT
CCTGCTGATGGAAGATAA



