MRCPPU REAGENTS and SERVICES

Standard Operating Procedure

Preparation of USP30 [57 - 517]

Enzyme description:- USP30 [57 — 517]
Clone number:- DU 36294
Source:- Recombinant
Expression system:- E.coli

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

Calculated molecular mass:-

Monoisotopic 79, 357.89 daltons

Average Mass 79, 409.00 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.83

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 150 mM NacCl, 270 mM sucrose, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C
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Clone Data Sheet

USP30 [57 - 517]

USP30 [57 - 517]
DU 36294
Human

NM 032663.4

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAITRYTADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEATIPQIDKY
LKSSKYTAWPLOGWOATFGGGDHPPKSDLEVLFQGPLGSTERKKRRKG
LVPGLVNLGNTCFMNSLLQGLSACPAFIRWLEEFTSQYSRDQKEPPSH
QYLSLTLLHLLKALSCQEVTDDEVLDASCLLDVLRMYRWQISSFEEQD
AHELFHVITSSLEDERDRQPRVTHLFDVHSLEQQSEITPKQITCRTRG
SPHPTSNHWKSQHPFHGRLTSNMVCKHCEHQSPVRFDTFDSLSLSIPA
ATWGHPLTLDHCLHHFISSESVRDVVCDNCTKIEAKGTLNGEKVEHQR
TTFVKQLKLGKLPQCLCIHLORLSWSSHGTPLKRHEHVQFNEFLMMD I
YKYHLLGHKPSQHNPKLNKNPGPTLELQDGPGAPTPVLNQPGAPKTQTI
FMNGACSPSLLPTLSAPMPFPLPVVPDYSSSTYLFRLMAVVVHHGDMH
SGHEFVTYRRSPPSARNPLSTSNQWLWVSDDTVRKASLQEVLSSSAYLL
FYERVLSRMQHQSQECKSEE

Amino acids T57 — E517 (end) of human USP30.

Residue T232 of the fusion protein is equivalent to T57 of the native
enzyme. The GST tag is located at residues 1 —220.

PreScission site (LEVLFQGP) residues 221 — 228

BamH]1 and Notl sites of pGex6P3
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ggatccACAGAAAGAAAGAAGCGTAGAAAAGGGCTTGTGCCTGGCCTT
GTTAATTTAGGGAACACCTGCTTCATGAACTCCCTGCTACAAGGCCTG
TCTGCCTGTCCTGCTTTCATCAGGTGGCTGGAAGAGTTCACCTCCCAG
TACTCCAGGGATCAGAAGGAGCCCCCCTCACACCAGTATTTATCCTTA
ACACTCTTGCACCTTCTGAAAGCCTTGTCCTGCCAAGAAGTTACTGAT
GATGAGGTCTTAGATGCAAGCTGCTTGTTGGATGTCTTAAGAATGTAC
AGATGGCAGATCTCATCATTTGAAGAACAGGATGCTCACGAATTATTC
CATGTCATTACCTCGTCATTGGAAGATGAGCGAGACCGCCAGCCTCGG
GTCACACATTTGTTTGATGTGCATTCCCTGGAGCAGCAGTCAGAAATA
ACTCCCAAACAAATTACCTGCCGCACAAGAGGGTCACCTCACCCCACA
TCCAATCACTGGAAGTCTCAACATCCTTTTCATGGAAGACTCACTAGT
AATATGGTCTGCAAACACTGTGAACACCAGAGTCCTGTTCGATTTGAT
ACCTTTGATAGCCTTTCACTAAGTATTCCAGCCGCCACATGGGGTCAC
CCATTGACCCTGGACCACTGCCTTCACCACTTCATCTCATCAGAATCA
GTGCGGGATGTTGTGTGTGACAACTGTACAAAGATTGAAGCCAAGGGA
ACGTTGAACGGGGAAAAGGTGGAACACCAGAGGACCACTTTTGTTAAA
CAGTTAAAACTAGGGAAGCTCCCTCAGTGTCTCTGCATCCACCTACAG
CGGCTGAGCTGGTCCAGCCACGGCACGCCTCTGAAGCGGCATGAGCAC
GTGCAGTTCAATGAGTTCCTGATGATGGACATTTACAAGTACCACCTC
CTTGGACATAAACCTAGTCAACACAACCCTAAACTGAACAAGAACCCA
GGGCCTACACTGGAGCTGCAGGATGGGCCGGGAGCCCCCACACCAGTT
CTGAATCAGCCAGGGGCCCCCAAAACACAGATTTTTATGAATGGCGCC
TGCTCCCCATCTTTATTGCCAACGCTGTCAGCGCCGATGCCCTTCCCT
CTCCCAGTTGTTCCCGACTACAGCTCCTCCACATACCTCTTCCGGCTG
ATGGCAGTTGTCGTCCACCATGGAGACATGCACTCTGGACACTTTGTC
ACTTACCGACGGTCCCCACCTTCTGCCAGGAACCCTCTCTCAACTAGC
AATCAGTGGCTGTGGGTCTCCGATGACACTGTCCGCAAGGCCAGCCTG
CAGGAGGTCCTGTCCTCCAGCGCCTACCTGCTGTTCTACGAGCGCGTC
CTTTCCAGGATGCAGCACCAGAGCCAGGAGTGCAAGTCTGAAGAALga
gcgcccge



