Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-VCPIP1

Enzyme description:- His-VCPIP1

Clone number:- DU25040

Source:- BL21 Recombinant
Tag:- N-terminal His
Purification method:- Ni™*-Sepharose
Expression level:- 1.3 mg/L

Calculated molecular mass:-

Monoisotopic 137170 Da
Average Mass 137252 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 7.18
Purity:- 70%

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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His-VCPIP1

His-VCPIP1

VCPIP135

DU25040

Human

Protein: Q96JH7 DNA: NM_025054.5
N-terminal His,-tag

MGSSHHHHHHSSGENLYFQGHMLGSMSQPPPPPPPLPPPPPPPEAPQTPSSLA
SAAASGGLLKRRDRRILSGSCPDPKCOARLFFPASGSVSIECTECGQRHEQQQO
LLGVEEVTDPDVVLHNLLRNALLGVTGAPKKNTELVKVMGLSNYHCKLLSPIL
ARYGMDKQTGRAKLLRDMNOGELFDCALLGDRAFLIEPEHVNTVGYGKDRSGS
LLYLHDTLEDIKRANKSQECLIPVHVDGDGHCLVHAVSRALVGRELFWHALRE
NLKOHFQOHLARYQALFHDFIDAAEWEDIINECDPLFVPPEGVPLGLRNIHIF
GLANVLHRPIILLDSLSGMRSSGDYSATFLPGLIPAEKCTGKDGHLNKPICIA
WSSSGRNHYIPLVGIKGAALPKLPMNLLPKAWGVPODLIKKYIKLEEDGGCVI
GGDRSLODKYLLRLVAAMEEVFMDKHGIHPSLVADVHQYFYRRTGVIGVQPEE
VITAAAKKAVMDNRLHKCLLCGALSELHVPPEWLAPGGKLYNLAKSTHGQLRTD
KNYSFPLNNLVCSYDSVKDVLVPDYGMSNLTACNWCHGTSVRKVRGDGSIVYL
DGDRTNSRSTGGKCGCGFKHFWDGKEYDNLPEAFPITLEWGGRVVRETVYWFQ
YESDSSLNSNVYDVAMKLVTKHFPGEFGSEILVOQKVVHTILHQTAKKNPDDYT
PVNIDGAHAQRVGDVQGOESESQLPTKIILTGOKTKTLHKEELNMSKTERTIQ
ONITEQASVMOKRKTEKLKQEQKGOPRTVSPSTIRDGPSSAPATPTKAPYSPT
TSKEKKIRITTNDGROSMVTLKSSTTFFELQESIAREFNIPPYLOQCIRYGFPP
KELMPPOAGMEKEPVPLOHGDRITIEILKSKAEGGQSAAAHSAHTVKQEDIAV
TGKLSSKELQEQAEKEMYSLCLLATLMGEDVWSYAKGLPHMFQOGGVFYSIMK
KTMGMADGKHCTFPHLPGKTFVYNASEDRLELCVDAAGHFPIGPDVEDLVKEA
VSQVRAEATTRSRESSPSHGLLKLGSGGVVKKKSEQLHNVTAFQGKGHSLGTA
SGNPHLDPRARETSVVRKHNTGTDFSNSSTKTEPSVFTASSSNSELIRIAPGV
VITMRDGROLDPDLVEAQRKKLOEMVSSIQASMDRHLRDOQSTEQSPSDLPORKT
EVVSSSAKSGSLOTGLPESFPLTGGTENLNTETTDGCVADALGAAFATRSKAQ
RGNSVEELEEMDSQODAEMTNTTEPMDHSZAA

in bold
TEV site underlined
Bglll/BamHI



DNA sequence of
insert

AGATCTATGTCTCAGCCGCCGCCGCCGCCGCCTCCGTTGCCGCCGCCACCTCC
TCCCCCTGAGGCTCCACAGACTCCGTCGTCCTTGGCGTCGGCGGCTGCTTCGG
GGGGGCTTTTGAAGCGGAGAGACCGGAGAATCCTTTCCGGGAGCTGCCCGGAT
CCGAAGTGTCAGGCGCGTCTATTTTTCCCGGCCTCCGGTTCTGTCAGCATCGA
GTGTACCGAGTGCGGCCAGCGGCACGAGCAGCAACAGCTGCTGGGGGTTGAGG
AGGTGACCGACCCGGACGTAGTGCTACACAACCTGCTGCGGAACGCGCTGCTC
GGGGTTACGGGGGCACCCAAGAAGAACACGGAACTGGTAAAGGTGATGGGCCT
TTCCAACTATCACTGCAAATTGTTGTCGCCCATATTAGCTCGCTATGGAATGG
ACAAACAGACAGGCCGGGCCAAGCTTCTCCGGGACATGAACCAGGGCGAACTG
TTCGATTGCGCCTTACTGGGTGACCGCGCCTTCCTCATAGAACCAGAGCATGT
TAACACTGTGGGCTATGGCAAGGACCGCTCCGGAAGCCTCCTGTATTTGCATG
ACACTCTGGAGGACATTAAGCGGGCCAATAAAAGCCAGGAATGTCTCATTCCA
GTGCATGTGGACGGGGATGGACACTGCTTGGTGCATGCTGTGTCTCGGGCTCT
AGTAGGCCGAGAGCTCTTCTGGCATGCCTTAAGAGAGAATCTTAAACAGCACT
TTCAGCAGCACCTGGCCCGATATCAAGCTCTGTTCCATGACTTCATTGATGCT
GCTGAGTGGGAGGACATTATCAATGAGTGTGACCCTCTGTTTGTACCACCTGA
GGGTGTTCCCTTGGGCCTGAGGAATATCCACATATTTGGTCTTGCCAATGTGC
TACATCGTCCTATTATTCTGTTAGATTCCCTCAGTGGCATGAGAAGCTCTGGT
GATTATTCAGCCACCTTTCTACCTGGGCTCATCCCTGCAGAGAAGTGCACTGG
GAAAGATGGTCATTTGAACAAACCAATCTGTATTGCATGGAGCAGCTCCGGTA
GAAACCATTATATCCCCTTGGTAGGCATAAAAGGGGCTGCTTTGCCCAAACTG
CCTATGAATTTGCTTCCTAAAGCATGGGGTGTGCCTCAGGACCTTATTAAAAA
GTACATAAAACTTGAAGAGGATGGTGGTTGTGTTATTGGAGGTGACAGAAGTT
TGCAAGATAAATACTTACTTAGGCTTGTTGCTGCTATGGAAGAAGTCTTTATG
GACAAACATGGTATCCATCCTAGTTTGGTTGCTGATGTCCATCAGTATTTCTA
CAGAAGGACTGGAGTGATAGGAGTTCAGCCTGAGGAAGTCACAGCAGCTGCTA
AAAAAGCAGTAATGGATAATCGCCTTCACAAATGTTTGCTCTGTGGTGCCCTT
TCTGAACTTCATGTTCCTCCAGAGTGGTTGGCTCCTGGAGGGAAATTGTATAA
CCTGGCAAAAAGTACTCATGGACAGCTGAGGACTGACAAAAATTACAGCTTTC
CCTTGAACAATTTGGTTTGCTCATATGATTCAGTGAAAGATGTTCTGGTACCA
GACTATGGAATGAGTAACCTAACAGCTTGTAATTGGTGCCATGGCACATCTGT
GCGAAAGGTCAGAGGAGATGGGTCTATTGTGTATTTGGATGGAGACAGAACTA
ATTCTAGGTCCACTGGTGGCAAATGTGGTTGTGGATTCAAACACTTTTGGGAT
GGTAAGGAGTATGACAATCTACCAGAAGCTTTCCCTATTACTTTAGAATGGGG
TGGAAGAGTGGTCAGAGAAACAGTATATTGGTTCCAGTATGAAAGTGATTCAT
CTTTGAATAGTAATGTTTACGATGTTGCAATGAAACTTGTTACCAAGCACTTT
CCAGGTGAATTTGGGAGTGAAATCCTAGTTCAGAAAGTTGTCCACACTATATT
GCATCAGACTGCCAAAAAGAATCCCGATGATTATACTCCTGTAAATATAGATG
GTGCTCACGCCCAAAGAGTTGGAGATGTTCAAGGACAAGAATCAGAGTCTCAG
CTCCCAACTAAAATTATTCTTACTGGACAGAAAACAAAAACTTTGCACAAGGA
GGAGTTAAACATGAGTAAAACTGAAAGAACTATTCAACAGAATATTACGGAAC
AGGCTTCTGTAATGCAGAAACGGAAAACAGAGAAGTTAAAACAAGAACAAAAA
GGGCAACCCAGGACTGTTTCTCCCAGTACCATTCGTGATGGTCCATCCTCTGC
ACCTGCTACACCTACCAAGGCTCCCTATTCACCGACAACTTCTAAGGAGAAGA
AGATCCGAATCACAACTAATGATGGACGACAGTCCATGGTTACCCTTAAGTCT
TCAACAACCTTTTTTGAACTTCAGGAAAGTATAGCCAGAGAATTCAACATTCC
TCCATATTTACAGTGTATTCGATACGGGTTTCCTCCTAAAGAGTTAATGCCAC
CACAGGCAGGAATGGAAAAGGAACCAGTTCCTTTACAGCATGGCGACAGAATT
ACAATAGAAATTCTAAAAAGTAAAGCTGAAGGTGGTCAGTCTGCTGCAGCACA
CTCAGCCCACACTGTGAAACAAGAAGATATTGCTGTTACTGGTAAACTGTCAT
CTAAGGAACTTCAGGAGCAAGCTGAAAAAGAAATGTACTCCTTGTGTCTTTTA
GCAACATTAATGGGAGAAGATGTATGGTCTTATGCAAAGGGACTTCCTCACAT
GTTTCAGCAGGGTGGTGTATTCTACAGTATTATGAAGAAAACCATGGGTATGG
CTGATGGCAAGCATTGTACTTTTCCACATCTGCCTGGCAAAACCTTTGTCTAT
AATGCTTCTGAAGATAGACTGGAATTGTGTGTGGATGCTGCAGGACATTTCCC
CATTGGTCCTGATGTTGAAGATTTAGTTAAAGAGGCTGTAAGTCAGGTTCGAG



CAGAGGCTACTACAAGAAGTAGGGAATCAAGTCCCTCACATGGGCTATTAAAA
CTAGGTAGTGGTGGAGTAGTGAAAAAGAAATCTGAGCAACTTCATAACGTAAC
TGCCTTTCAGGGAAAAGGGCATTCTTTAGGAACTGCATCTGGTAACCCACACC
TTGATCCAAGAGCTAGGGAAACTTCAGTTGTAAGAAAGCATAATACAGGGACA
GACTTTAGTAATAGTTCCACTAAAACAGAGCCTTCTGTATTCACAGCTTCTTC
TAGTAATAGTGAGCTTATTCGAATAGCTCCTGGAGTAGTAACAATGAGAGACG
GCAGGCAGCTTGATCCTGATTTGGTTGAGGCCCAGCGAAAAAAATTGCAGGAA
ATGGTTTCTTCTATTCAGGCTTCAATGGACAGGCACCTTCGGGATCAAAGTAC
AGAGCAGTCACCATCTGATCTTCCTCAAAGGAAAACAGAAGTTGTGAGTTCTT
CTGCAAAGTCTGGGAGTCTTCAGACTGGTTTGCCTGAATCTTTTCCTTTAACT
GGTGGTACTGAAAATTTGAATACAGAAACAACTGATGGCTGTGTAGCAGATGC
ACTGGGAGCAGCCTTTGCCACAAGGTCAAAAGCACAAAGGGGAAATTCCGTGG
AGGAGCTTGAAGAGATGGATAGTCAAGATGCTGAGATGACTAACACAACTGAG
CCAATGGATCACTCTTGAGCGGCCGC



