Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-USP8 C786S

Enzyme description:- His-USP8 C786S
Clone number:- DU22208

Source:- Sf21 Recombinant
Tag:- N-terminal His.-tag
Purification method:- Ni™*-Sepharose
Expression level:- 5 mg/L

Calculated molecular mass:-

Monoisotopic 130695 Da
Average Mass 130772 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 8.91
Purity:- 80%

Enzyme storage buffer:-

50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, ImM 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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His-USPS8 C786S

His-USP8 C786S

UBPY

DU22208

Human

Protein: P40818 DNA: NM_005154.3
N-terminal His,-tag

MSYYHHHHHHDYDIPTTENLYFQGAMGSMPAVASVPKELYLSSSLKDL
NKKTEVKPEKISTKSYVHSALKIFKTAEECRLDRDEERAYVLYMKYVT
VYNLIKKRPDFKOQOODYFHSILGPGNIKKAVEEAERLSESLKLRYEEA
EVRKKLEEKDROQEEAQRLOOKROETGREDGGTLAKGSLENVLDSKDKT
OKSNGEKNEKCETKEKGAITAKELYTMMTDKNISLIIMDARRMQODYQD
SCILHSLSVPEEAISPGVTASWIEAHLPDDSKDTWKKRGNVEYVVLLD
WFSSAKDLOIGTTLRSLKDALFKWESKTVLRNEPLVLEGGYENWLLCY
POQYTTNAKVTPPPRRONEEVSISLDFTYPSLEESIPSKPAAQTPPASI
EVDENIELISGONERMGPLNISTPVEPVAASKSDVSPIIQPVPSIKNV
PQIDRTKKPAVKLPEEHRIKSESTNHEQQOSPQSGKVIPDRSTKPVVFS
PTLMLTDEEKARIHAETALLMEKNKOQEKELRERQOEEQKEKLRKEEQE
OKAKKKQEAEENEITEKQQOKAKEEMGKKESEQAKKEDKETSAKRGKEI
TGVKROSKSEHETSDAKKSVEDRGKRCPTPEIQKKSTGDVPHTSVTGD
SGSGKPFKIKGQPESGILRTGTFREDTDDTERNKAQREPLTRARSEEM
GRIVPGLPSGWAKFLDPITGTFRYYHSPTNTVHMYPPEMAPSSAPPST
PPTHKAKPQIPAERDREPSKLKRSYSSPDITQAIQEEEKRKPTVTPTV
NRENKPTCYPKAEISRLSASQIRNLNPVFGGSGPALTGLRNLGNTSYM
NSILQCLCNAPHLADYFNRNCYQODDINRSNLLGHKGEVAEEFGIIMKA
LWITGQYRYISPKDFKITIGKINDQFAGYSQODSQELLLFLMDGLHEDL
NKADNRKRYKEENNDHLDDFKAAEHAWQOKHKOLNESIIVALFQGQFKS
TVQCLTCHKKSRAFEAFMYLSLPLASTSKCTLODCLRLFSKEEKLTDN
NRFYCSHCRARRDSLKKIEIWKLPPVLLVHLKRFSYDGRWKOKLQTSYV
DFPLENLDLSQYVIGPKNNLKKYNLFSVSNHYGGLDGGHYTAYCKNAA
RORWFKFDDHEVSDISVSSVKSSAAYILFYTSLGPRVTDVAT

in bold
TEV site underlined
BamH1 / Notl



DNA sequence of
insert

ggatccATGCCTGCTGTGGCTTCAGTTCCTAAAGAACTCTACCTCAGTTCTTC
ACTAAAAGACCTTAATAAGAAGACAGAAGTTAAACCAGAGAAAATAAGCACTA
AGAGTTATGTGCACAGTGCCCTGAAGATCTTTAAGACAGCAGAAGAATGCAGA
TTAGATCGTGATGAGGAAAGGGCCTATGTACTATATATGAAATACGTGACTGT
TTATAATCTTATCAAAAAAAGACCTGATTTCAAGCAACAGCAGGATTATTTCC
ATTCAATACTTGGACCTGGAAACATCAAAAAAGCTGTCGAAGAAGCTGAAAGA
CTCTCTGAAAGCCTTAAATTAAGATATGAAGAAGCTGAAGTCCGGAAAAAACT
TGAGGAAAAAGACAGGCAGGAGGAAGCACAGCGGCTACAACAAAAAAGGCAGG
AAACAGGAAGAGAGGATGGTGGCACATTGGCTAAAGGCTCTTTGGAGAATGTT
TTGGATTCCAAAGACAAAACCCAAAAGAGCAATGGTGAAAAGAATGAAAAATG
TGAGACCAAAGAGAAAGGAGCAATCACAGCAAAGGAACTATACACAATGATGA
CGGATAAAAACATCAGCTTGATTATAATGGATGCTCGAAGAATGCAGGATTAT
CAGGATTCCTGTATTTTACATTCTCTCAGTGTTCCTGAAGAAGCCATCAGTCC
AGGAGTCACTGCTAGTTGGATTGAAGCACACCTGCCAGATGATTCTAAAGACA
CATGGAAGAAGAGGGGGAATGTGGAGTATGTGGTACTTCTTGACTGGTTTAGT
TCTGCCAAAGATTTACAGATTGGAACAACTCTCCGGAGTCTGAAAGATGCACT
TTTCAAGTGGGAAAGTAAAACTGTCCTGCGCAATGAGCCTTTGGTTTTAGAGG
GAGGCTATGAAAACTGGCTCCTTTGTTATCCCCAGTATACAACAAATGCTAAG
GTCACTCCACCCCCACGACGCCAGAATGAAGAGGTGTCTATCTCATTGGATTT
TACTTATCCCTCATTGGAAGAATCAATTCCTTCTAAACCTGCTGCCCAGACGC
CACCTGCATCTATAGAAGTAGATGAAAATATAGAATTGATAAGTGGTCAAAAT
GAGAGAATGGGACCACTGAATATATCAACTCCAGTTGAACCAGTTGCTGCTTC
TAAATCTGATGTTTCACCCATAATTCAGCCAGTGCCTAGTATAAAGAATGTTC
CACAGATTGATCGTACTAAAAAACCAGCAGTCAAATTGCCTGAAGAGCATAGA
ATAAAATCTGAAAGTACAAACCATGAGCAACAATCTCCTCAGAGTGGAAAAGT
TATTCCTGATCGTTCCACCAAGCCAGTAGTTTTTTCTCCAACTCTCATGTTAA
CAGATGAAGAAAAGGCTCGTATTCATGCAGAAACTGCTCTTCTAATGGAAAAA
AACAAACAAGAAAAAGAACTTCGGGAAAGGCAGCAAGAGGAACAGAAAGAGAA
ACTGAGGAAGGAAGAACAAGAACAAAAAGCCAAAAAGAAACAAGAAGCTGAAG
AAAATGAAATTACAGAGAAGCAACAAAAAGCAAAAGAAGAAATGGGGAAGAAA
GAAAGTGAACAGGCCAAGAAAGAAGATAAAGAAACCTCAGCAAAGAGGGGCAA
AGAAATAACAGGAGTAAAAAGACAAAGTAAAAGTGAACATGAAACTTCTGATG
CCAAGAAATCTGTAGAAGATAGGGGGAAAAGGTGTCCAACCCCAGAAATACAG
AAAAAGTCAACAGGAGATGTGCCCCATACATCTGTGACAGGGGATTCAGGTTC
AGGCAAGCCATTTAAGATTAAAGGACAACCAGAAAGTGGAATTCTAAGGACAG
GAACTTTTAGAGAGGATACAGACGATACCGAAAGAAATAAAGCTCAACGAGAA
CCTTTGACAAGAGCACGAAGTGAAGAAATGGGGAGGATCGTACCAGGACTGCC
TTCAGGCTGGGCCAAGTTTCTTGACCCAATCACTGGAACCTTTCGTTATTATC
ATTCACCCACCAACACTGTTCATATGTACCCACCGGAAATGGCTCCTTCATCT
GCACCTCCTTCCACCCCTCCAACTCATAAAGCCAAGCCACAGATTCCTGCTGA
GCGGGATAGGGAACCTTCCAAACTGAAGCGCTCCTACTCCTCCCCAGATATAA
CCCAGGCTATTCAAGAGGAAGAGAAGAGGAAGCCAACAGTAACTCCAACAGTT
AATCGGGAAAACAAGCCAACATGTTATCCTAAAGCTGAGATCTCAAGGCTTTC
TGCTTCTCAGATTCGGAACCTCAATCCTGTTTTTGGAGGTTCTGGACCAGCTC
TTACTGGACTTCGTAACTTAGGAAATACTTcTTATATGAACTCAATATTGCAG
TGCCTATGTAACGCTCCACATTTGGCTGATTATTTCAACCGAAACTGTTATCA
GGATGATATTAACAGGTCAAATTTGTTGGGGCATAAAGGTGAAGTGGCAGAAG
AATTTGGTATAATCATGAAAGCCCTGTGGACAGGACAGTATAGATATATCAGT
CCAAAGGACTTTAAAATCACCATTGGGAAGATCAATGACCAGTTTGCAGGATA
CAGTCAGCAAGATTCACAAGAATTGCTTCTGTTCCTAATGGATGGTCTCCATG
AAGATCTAAATAAAGCTGATAATCGGAAGAGATATAAAGAAGAAAATAATGAT
CATCTCGATGACTTTAAAGCTGCAGAACATGCCTGGCAGAAACACAAGCAGCT
CAATGAGTCTATTATTGTTGCACTTTTTCAGGGTCAATTCAAATCTACAGTAC
AGTGCCTCACATGTCACAAAAAGTCTAGGGCATTTGAGGCCTTCATGTATTTG
TCTCTACCACTAGCATCCACAAGTAAATGTACATTACAGGATTGCCTTAGATT
ATTTTCCAAAGAAGAAAAACTCACAGATAACAACAGATTTTACTGCAGTCATT



GCAGAGCTCGACGGGATTCTCTAAAAAAGATAGAAATCTGGAAGTTACCACCT
GTGCTTTTAGTGCATCTGAAACGTTTTTCCTACGATGGCAGGTGGAAACAAAA
ATTACAGACATCTGTGGACTTCCCGTTAGAAAATCTTGACTTGTCACAGTATG
TTATTGGTCCAAAGAACAATTTGAAGAAATATAATTTGTTTTCTGTTTCAAAT
CACTACGGTGGGCTGGATGGAGGCCACTACACAGCCTATTGTAAAAATGCAGC
AAGACAACGGTGGTTTAAGTTTGATGATCATGAAGTTTCTGATATCTCCGTTT
CTTCTGTGAAATCTTCAGCAGCTTATATCCTCTTTTATACTTCATTGGGACCA
CGAGTAACTGATGTAGCCACATAAGCggCCge



