Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active USP16 [1 — 823]

Enzyme description:- USP16 [1 - 823]
Clone number-:- DU 46239
Source:- Recombinant
Expression system:- E.coli

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

Calculated molecular mass:-

Monoisotopic 120, 317.52 daltons

Average Mass 120, 394.31 daltons

[cysteines reduced, methionines have not been oxidised

Theoretical pl:- 6.31
Purity:- 80 %
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

USP16 [1 - 823]

USP16 [1 - 823]
DU 46239
Human

NM 006447.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSMGKKRTKGKTVPID
DSSETLEPVCRHIRKGLEQGNLKKALVNVEWNICODCKTDNKVKDKAEE
ETEEKPSVWLCLKCGHQGCGRNSQEQHALKHYLTPRSEPHCLVLSLDNW
SVWCYVCDNEVQYCSSNQLGOVVDYVRKQASITTPKPAEKDNGNIELEN
KKLEKESKNEQEREKKENMAKENPPMNSPCQITVKGLSNLGNTCFFNAV
MONLSQTPVLRELLKEVKMSGTIVKIEPPDLALTEPLEINLEPPGPLTL
AMSQFLNEMQETKKGVVTPKELFSQVCKKAVRFKGYQQODSQELLRYLL
DGMRAEEHQRVSKGILKAFGNSTEKLDEELKNKVKDYEKKKSMPSFVDR
IFGGELTSMIMCDQCRTVSLVHESFLDLSLPVLDDQSGKKSVNDKNLKK
TVEDEDQDSEEEKDNDSYIKERSDIPSGTSKHLOKKAKKQOAKKQAKNOR
ROOKIQGKVLHLNDICTIDHPEDSEYEAEMSLOGEVNIKSNHISQEGVM
HKEYCVNQKDLNGOAKMIESVTDNQKSTEEVDMKNINMDNDLEVLTSSP
TRNLNGAYLTEGSNGEVDISNGFKNLNLNAALHPDEINIEILNDSHTPG
TKVYEVVNEDPETAFCTLANREVFNTDECS IQHCLYQFTRNEKLRDANK
LLCEVCTRRQCNGPKANIKGERKHVYTNAKKQOMLISLAPPVLTLHLKRF
QOAGFNLRKVNKHIKFPEILDLAPFCTLKCKNVAEENTRVLYSLYGVVE
HSGTMRSGHYTAYAKARTANSHLSNLVLHGDIPQDFEMESKGOWFHISD
THVQAVPTTKVLNSQAYLLFYERIL

Amino acids M1 — L823 (end) of human USP16.
Residue M232 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

BamH1 and Not1 sites of pGEX 6P-1



Nucleotide
Sequence of insert
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ggatccATGGGAAAGAAACGGACAAAGGGAAAAACTGTTCCAATCGATG
ATTCCTCTGAAACTTTAGAACCTGTGTGCAGACACATTAGAAAAGGATTG
GAACAAGGTAATTTGAAAAAGGCTTTAGTGAATGTGGAATGGAATATCTG
CCAAGACTGTAAGACTGACAATAAAGTGAAAGATAAAGCTGAAGAAGAAA
CAGAAGAAAAGCCTTCAGTTTGGCTGTGTCTTAAATGTGGCCATCAGGGC
TGTGGCAGAAATTCTCAGGAGCAGCATGCCTTGAAGCACTATCTGACGCC
AAGATCTGAACCTCACTGTCTGGTTCTTAGTTTGGACAACTGGAGTGTAT
GGTGTTACGTATGTGATAATGAGGTCCAGTATTGTAGTTCAAACCAGTTG
GGTCAAGTGGTTGATTATGTCAGAAAACAAGCCAGCATTACAACTCCAAA
GCCAGCAGAGAAAGATAATGGAAATATTGAACTTGAAAATAAAAAATTAG
AAAAAGAGAGTAAGAATGAACAAGAGAGAGAAAAGAAGGAAAACATGGCT
AAAGAGAATCCTCCCATGAATTCTCCTTGCCAAATAACCGTGAAAGGACT
CAGTAATTTGGGAAACACATGTTTCTTCAATGCAGTTATGCAGAACTTGT
CACAAACACCAGTGCTTAGAGAACTACTAAAAGAAGTGAAAATGTCTGGA
ACAATTGTAAAAATTGAACCACCTGATTTGGCATTAACAGAACCATTAGA
AATAAACCTTGAGCCTCCAGGCCCTCTTACTTTAGCCATGAGCCAGTTTC
TTAATGAGATGCAAGAGACCAAAAAGGGGGTTGTGACACCGAAAGAACTC
TTTTCTCAGGTCTGTAAAAAAGCAGTGCGGTTTAAAGGCTATCAGCAGCA
AGACAGCCAGGAGCTGCTTCGCTACTTATTGGATGGGATGAGAGCAGAAG
AACACCAAAGAGTGAGTAAAGGAATACTTAAAGCATTTGGTAATTCTACT
GAAAAGTTGGATGAAGAACTAAAAAATAAAGTTAAAGATTATGAGAAGAA
AAAATCAATGCCAAGTTTTGTTGACCGCATCTTTGGTGGTGAACTAACTA
GTATGATCATGTGTGATCAATGCAGAACTGTCTCCTTGGTTCATGAATCT
TTCCTTGATTTGTCCCTCCCAGTTTTAGATGATCAGAGTGGTAAGAAAAG
TGTAAATGATAAAAATCTGAAAAAGACAGTGGAGGATGAAGATCAAGATA
GTGAGGAAGAAAAAGATAACGACAGTTACATAAAAGAGAGAAGTGATATT
CCTTCTGGAACAAGTAAGCACTTACAGAAAAAAGCAAAGAAACAAGCCAA
AAAGCAAGCCAAGAACCAACGAAGACAACAAAAAATTCAAGGAAAAGTTC
TTCATTTAAATGATATTTGTACTATTGACCATCCTGAAGACAGTGAATAT
GAAGCTGAAATGTCACTTCAAGGAGAAGTAAATATTAAATCCAACCATAT
TTCACAAGAGGGTGTTATGCATAAAGAATATTGTGTCAACCAGAAAGATT
TGAATGGCCAAGCAAAAATGATCGAAAGTGTAACTGACAATCAAAAATCC
ACAGAGGAAGTAGATATGAAAAATATCAACATGGATAATGATCTGGAGGT
TTTAACATCTTCTCCCACTAGGAATTTAAATGGTGCCTACCTAACGGAAG
GGAGCAATGGAGAAGTGGACATTTCCAATGGTTTCAAAAACCTAAATTTG
AATGCTGCTCTTCATCCTGATGAAATAAATATAGAGATTCTGAATGATAG
TCATACTCCTGGAACAAAGGTGTATGAGGTTGTAAATGAAGATCCAGAAA
CTGCTTTCTGTACTCTTGCAAACAGGGAAGTTTTCAATACTGATGAGTGT
TCAATCCAACATTGTTTATATCAGTTCACCCGTAATGAGAAACTTCGAGA
TGCGAATAAACTGCTTTGTGAAGTATGCACACGGAGACAGTGTAATGGAC
CAAAGGCAAATATAAAAGGTGAAAGGAAGCATGTTTACACCAATGCCAAA
AAGCAGATGCTAATTTCTCTTGCTCCTCCTGTTCTTACTCTTCATTTAAA
GAGATTTCAGCAGGCTGGTTTTAACCTACGCAAAGTTAACAAACACATAA
AGTTTCCGGAAATCTTAGATTTGGCTCCTTTTTGCACCCTTAAATGTAAG
AATGTTGCAGAAGAAAATACAAGGGTACTCTATTCCTTATATGGAGTTGT
TGAACACAGTGGTACTATGAGGTCGGGGCATTACACTGCCTATGCCAAGG
CAAGAACCGCAAATAGTCATCTCTCTAATCTTGTTCTTCACGGTGATATT
CCACAAGATTTTGAAATGGAATCAAAAGGGCAGTGGTTTCACATCAGCGA
CACACATGTGCAAGCTGTGCCTACAACTAAAGTACTAAACTCACAAGCGT
ACCTCCTATTTTATGAGAGAATACTGtaagcggccge



