Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active USP48 [1 — 1035]

Enzyme description:- USP48 [1 - 1035]

Clone number-:- DU 27626

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 145, 762.79 daltons

Average Mass 145, 856.44 daltons

[cysteines reduced, methionines have not been oxidised

Theoretical pl:- 5.75
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

USP48 [1 - 1035]

USP4 [1 - 1035]
DU 27626
Human
NM_0032236.7

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSMAPRLOLEKAAWRW
AETVRPEEVSQEHIETAYRIWLEPCIRGVCRRNCKGNPNCLVGIGEHIW
LGEIDENSFHNIDDPNCERRKKNSFVGLTNLGATCYVNTFLQVWFLNLE
LROALYLCPSTCSDYMLGDGIQEEKDYEPQTICEHLOYLFALLONSNRR
YIDPSGFVKALGLDTGQQODAQEFSKLFMSLLEDTLSKQKNPDVRNIVQ
QOFCGEYAYVTVCNQCGRESKLLSKFYELELNIQGHKQLTDCISEFLKE
EKLEGDNRYFCENCQSKONATRKIRLLSLPCTLNLQLMRFVFDROTGHK
KKLNTYIGFSEILDMEPYVEHKGGSYVYELSAVLIHRGVSAYSGHYIAH
VKDPQSGEWYKFNDEDIEKMEGKKLOLGIEEDLAEPSKSQTRKPKCGKG
THCSRNAYMLVYRLOTQEKPNTTVQVPAFLQOELVDRDNSKFEEWCIEMA
EMRKQOSVDKGKAKHEEVKELYQORLPAGAEPYEFVSLEWLOKWLDESTPT
KPIDNHACLCSHDKLHPDKISIMKRISEYAADIFYSRYGGGPRLTVKAL
CKECVVERCRILRLKNQLNEDYKTVNNLLKAAVKGSDGFWVGKSSLRSW
ROLALEQLDEQDGDAEQSNGKMNGSTLNKDESKEERKEEEELNFNEDIL
CPHGELCISENERRLVSKEAWSKLOQYFPKAPEFPSYKECCSQCKILER
EGEENEALHKMIANEQKTSLPNLFQODKNRPCLSNWPEDTDVLYIVSQFF
VEEWRKFVRKPTRCSPVSSVGNSALLCPHGGLMFTFASMTKEDSKLIAL
IWPSEWOMIQKLFVVDHVIKITRIEVGDVNPSETQYISEPKLCPECREG
LLCOOORDLREYTQATIYVHKVVDNKKVMKDSAPELNVSSSETEEDKEE
AKPDGEKDPDFNQSNGGTKROKISHONYIAYQOKQVIRRSMRHRKVRGEK
ALLVSANQTLKELKIQIMHAFSVAPFDONLSIDGKILSDDCATLGTLGV
IPESVILLKADEPIADYAAMDDVMQVCMPEEGFKGTGLLGH

Amino acids M1 — H1035 (end) of human USP48.
Residue M232 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.



Division of Signal Tranduction Therapy

Protease cleavage PreScission (LEVLFQGP) residues 221 - 229

Cloning sites BamH]1 and Notl sites of pFastBac Dual



Nucleotide
Sequence of insert
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ggatccATGGCCCCGCGGCTGCAGCTGGAGAAGGCGGCCTGGCGCTGGGCGGAGACGGT
GCGGCCCGAGGAGGTGTCGCAGGAGCACATCGAGACCGCTTACCGCATCTGGCTGGAGC
CCTGCATTCGCGGCGTGTGCAGACGAAACTGCAAAGGAAATCCGAATTGCTTGGTTGGT
ATTGGTGAGCATATTTGGTTAGGAGAAATAGATGAAAATAGTTTTCATAACATCGATGA
TCCCAACTGTGAGAGGAGAAAAAAGAACTCATTTGTGGGCCTGACTAACCTTGGAGCCA
CTTGTTATGTCAACACATTTCTTCAAGTGTGGTTTCTCAACTTGGAGCTTCGGCAGGCA
CTCTACTTATGTCCAAGCACTTGTAGTGACTACATGCTGGGAGACGGCATCCAAGAAGA
AAAAGATTATGAGCCTCAAACAATTTGTGAGCATCTCCAGTACTTGTTTGCCTTGTTGC
AAAACAGTAATAGGCGATACATTGATCCATCAGGATTTGTTAAAGCCTTGGGCCTGGAC
ACTGGACAACAGCAGGATGCTCAAGAATTTTCAAAGCTCTTTATGTCTCTATTGGAAGA
TACTTTGTCTAAACAAAAGAATCCAGATGTGCGCAATATTGTTCAACAGCAGTTCTGTG
GAGAATATGCCTATGTAACTGTTTGCAACCAGTGTGGCAGAGAGTCTAAGCTTTTGTCA
AAATTTTATGAGCTGGAGTTAAATATCCAAGGCCACAAACAGTTAACAGATTGTATCTC
GGAATTTTTGAAGGAAGAAAAATTAGAAGGAGACAATCGCTATTTTTGCGAGAACTGTC
AAAGCAAACAGAATGCAACAAGAAAGATTCGACTTCTTAGCCTTCCTTGCACTCTGAAC
TTGCAGCTAATGCGTTTTGTCTTTGACAGGCAAACTGGACATAAGAAAAAGCTGAATAC
CTACATTGGCTTCTCAGAAATTTTGGATATGGAGCCTTATGTGGAACATAAAGGTGGGT
CCTACGTGTATGAACTCAGCGCAGTCCTCATACACAGAGGAGTGAGTGCTTATTCTGGC
CACTACATCGCCCACGTGAAAGATCCACAGTCTGGTGAATGGTATAAGTTTAATGATGA
AGACATAGAAAAGATGGAGGGGAAGAAATTACAACTAGGGATTGAGGAAGATCTAGCAG
AACCTTCTAAGTCTCAGACACGTAAACCCAAGTGTGGCAAAGGAACTCATTGCTCTCGA
AATGCATATATGTTGGTTTATAGACTGCAAACTCAAGAAAAGCCCAACACTACTGTTCA
AGTTCCAGCCTTTCTTCAAGAGCTGGTAGATCGGGATAATTCCAAATTTGAGGAGTGGT
GTATTGAAATGGCTGAGATGCGTAAGCAAAGTGTGGATAAAGGAAAAGCAAAACACGAA
GAGGTTAAGGAGCTGTACCAAAGGTTACCTGCTGGAGCTGAGCCCTATGAGTTTGTCTC
TCTGGAATGGCTGCAAAAGTGGTTGGATGAATCAACACCTACCAAACCTATTGATAATC
ACGCTTGCCTGTGTTCCCATGACAAGCTTCACCCGGATAAAATATCAATTATGAAGAGG
ATATCTGAATATGCAGCTGACATTTTCTATAGTAGATATGGAGGAGGTCCAAGACTAAC
TGTGAAAGCCCTGTGTAAGGAATGTGTAGTAGAACGTTGTCGCATATTGCGTCTGAAGA
ACCAACTAAATGAAGATTATAAAACTGTTAATAATCTGCTGAAAGCAGCAGTAAAGGGC
AGCGATGGATTTTGGGTGGGGAAGTCCTCCTTGCGGAGTTGGCGCCAGCTAGCTCTTGA
ACAGCTGGATGAGCAAGATGGTGATGCAGAACAAAGCAACGGAAAGATGAACGGTAGCA
CCTTAAATAAAGATGAATCAAAGGAAGAAAGAAAAGAAGAGGAGGAATTAAATTTTAAT
GAAGATATTCTGTGTCCACATGGTGAGTTATGCATATCTGAAAATGAAAGAAGGCTTGT
TTCTAAAGAGGCTTGGAGCAAACTGCAGCAGTACTTTCCAAAGGCTCCTGAGTTTCCAA
GTTACAAAGAGTGCTGTTCACAGTGCAAGATTTTAGAAAGAGAAGGGGAAGAAAATGAA
GCCTTACATAAGATGATTGCAAACGAGCAAAAGACTTCTCTCCCAAATTTGTTCCAGGA
TAAAAACAGACCGTGTCTCAGTAACTGGCCAGAGGATACGGATGTCCTCTACATCGTGT
CTCAGTTCTTTGTAGAAGAGTGGCGGAAATTTGTTAGAAAGCCTACAAGATGCAGCCCT
GTGTCATCAGTTGGGAACAGTGCTCTTTTGTGTCCCCACGGGGGCCTCATGTTTACATT
TGCTTCCATGACCAAAGAAGATTCTAAACTTATAGCTCTCATATGGCCCAGTGAGTGGC
AAATGATACAAAAGCTCTTTGTTGTGGATCATGTAATTAAAATCACGAGAATTGAAGTG
GGAGATGTAAACCCTTCAGAAACACAGTATATTTCTGAGCCCAAACTCTGTCCAGAATG
CAGAGAAGGCTTATTGTGTCAGCAGCAGAGGGACCTGCGTGAATACACTCAAGCCACCA
TCTATGTCCATAAAGTTGTGGATAATAAAAAGGTGATGAAGGATTCGGCTCCGGAACTG
AATGTGAGTAGTTCTGAAACAGAGGAGGACAAGGAAGAAGCTAAACCAGATGGAGAAAA
AGATCCAGATTTTAATCAAAGCAATGGTGGAACAAAGCGGCAAAAGATATCCCATCAAA
ATTATATAGCCTATCAAAAGCAAGTTATTCGCCGAAGTATGCGACATAGAAAAGTTCGT
GGTGAGAAAGCACTTCTCGTTTCTGCTAATCAGACGTTAAAAGAATTGAAAATTCAGAT
CATGCATGCATTTTCAGTTGCTCCTTTTGACCAGAATTTGTCAATTGATGGAAAGATTT
TAAGTGATGACTGTGCCACCCTAGGCACCCTTGGCGTCATTCCTGAATCTGTCATTTTA
TTGAAGGCTGATGAACCAATTGCAGATTATGCTGCAATGGATGATGTCATGCAAGTTTG
TATGCCAGAAGAAGGGTTTAAAGGTACTGGTCTTCTTGGACATtaagcggccge



