Division of Signal Transduction Therapy
Standard Operation Procedure

Dac-USP45 C199A

Enzyme description:- Dac-USP45 C199A
Clone number:- DU22217

Source:- Sf21 Recombinant
Tag:- N-terminal Dac tag
Purification method:- Ampicillin sepharose
Expression level:- 8 mg/L.

Calculated molecular mass:-

Monoisotopic 121237 Da
Average Mass 121310 Da
[cycsteines reduced, methionines have not been oxidised]
Theoretical pl:- 8.58
Purity:- 80%

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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Dac-USP45 C199A

DU22217

Human

Protein: Q70EL2 ~ DNA: NM_001080401.1
N-terminal Dac tag

MSAIPGVPQIDAESYILIDYNSGKVLAEQNADVRRDPASLTKMMTSYVIGQAM
KAGKFKETDLVTIGNDAWATGNPVFKGSSLMFLKPGMQVPVSQLIRGINLQOSG
NDACVAMADFAAGSQDAFVGLMNSYVNALGLKNTHFQTVHGLDADGQYSSARD
MALIGOQALIRDVPNEYSIYKEKEFTFNGIRQLNRNGLLWDNSLNVDGIKTGHT
DKAGYNLVASATEGOMRLISAVMGGRTFKGREAESKKLLTWGFRFFETVNPEN
LYFOGGSMRVKDPTKALPEKAKRSKRPTVPHDEDSSDDIAVGLTCQHVSHAIS
VNHVKRAIAENLWSVCSECLKERRFYDGOLVLTSDIWLCLKCGFQGCGKNSES
OHSLKHFKSSRTEPHCIIINLSTWIIWCYECDEKLSTHCNKKVLAQIVDFLOK
HASKTQTSAFSRIMKLCEEKCETDEIQKGGKCRNLSVRGITNLGNTAFFNAVM
ONLAQTYTLTDLMNEIKESSTKLKIFPSSDSQLDPLVVELSRPGPLTSALFLF
LHSMKETEKGPLSPKVLFNQLCOKAPRFKDFQQODSOELLHYLLDAVRTEETK
RIQASILKAFNNPTTKTADDETRKKVKAYGKEGVKMNFIDRIFIGELTSTVMC
EECANISTVKDPFIDISLPIIEERVSKPLLWGRMNKYRSLRETDHDRYSGNVT
IENIHQPRAAKKHSSSKDKSQLIHDRKCIRKLSSGETVTYQKNENLEMNGDSL
MFASLMNSESRLNESPTDDSEKEASHSESNVDADSEPSESESASKQTGLFRSS
SGSGVQPDGPLYPLSAGKLLYTKETDSGDKEMAEAISELRLSSTVTGDQDFDR
ENQPLNISNNLCFLEGKHLRSYSPONAFQTLSQSYITTSKECSIQSCLYQFTS
MELLMGNNKLLCENCTKNKOQKYQEETSFAEKKVEGVYTNARKQLLISAVPAVL
ILHLKRFHOAGLSLRKVNRHVDFPLMLDLAPFCSATCKNASVGDKVLYGLYGI
VEHSGSMREGHYTAYVKVRTPSRKLSEHNTKKKNVPGLKAADNESAGQWVHVS
DTYLQVVPESRALSAQAYLLFYERVL

in bold
TEV site underlined
Bglll / Notl




DNA sequence of
insert

agatctATGCGGGTGAAAGATCCAACTAAAGCTTTACCTGAGAAAGCCAAAAG
AAGTAAAAGGCCTACTGTACCTCATGATGAAGACTCTTCAGATGATATTGCTG
TAGGTTTAACTTGCCAACATGTAAGTCATGCTATCAGCGTGAATCATGTAAAG
AGAGCAATAGCTGAGAATCTGTGGTCAGTTTGCTCAGAATGTTTAAAAGAAAG
AAGATTCTATGATGGGCAGCTAGTACTTACTTCTGATATTTGGTTGTGCCTCA
AGTGTGGCTTCCAGGGATGTGGTAAAAACTCAGAAAGCCAACATTCATTGAAG
CACTTTAAGAGTTCCAGAACAGAGCCCCATTGTATTATAATTAATCTGAGCAC
ATGGATTATATGGTGTTATGAATGTGATGAAAAATTATCAACGCATTGTAATA
AGAAGGTTTTGGCTCAGATAGTTGATTTTCTCCAGAAACATGCTTCTAAAACA
CAAACAAGTGCATTTTCTAGAATCATGAAACTTTGTGAAGAAAAATGTGAAAC
AGATGAAATACAGAAGGGAGGAAAATGCAGAAATTTATCTGTAAGAGGAATTA
CAAATTTAGGAAATACTgcCTTTTTTAATGCAGTCATGCAGAACTTGGCACAG
ACTTATACTCTTACTGATCTGATGAATGAGATCAAAGAAAGTAGTACAAAACT
CAAGATTTTTCCTTCCTCAGACTCTCAGCTGGACCCATTGGTGGTGGAACTTT
CAAGGCCTGGACCACTGACTTCTGCCTTGTTCCTGTTTCTTCACAGCATGAAG
GAGACTGAAAAAGGACCACTTTCTCCTAAAGTTCTTTTTAATCAGCTTTGTCA
GAAGGCACCTCGATTTAAAGATTTCCAGCAACAGGACAGTCAGGAGCTTCTTC
ATTATCTTCTGGATGCAGTGAGGACAGAAGAAACAAAGCGAATACAAGCTAGC
ATTCTAAAAGCATTTAACAACCCAACTACTAAAACTGCTGATGATGAAACTAG
AAAAAAAGTCAAAGCATATGGAAAAGAAGGTGTGAAAATGAACTTCATAGATC
GGATCTTTATTGGTGAATTAACTAGCACGGTCATGTGTGAAGAATGTGCAAAT
ATCTCCACGGTGAAAGATCCATTCATTGATATTTCACTTCCTATAATAGAAGA
AAGGGTTTCAAAACCTTTACTTTGGGGAAGAATGAATAAATATAGAAGTTTAC
GGGAGACAGATCATGATCGATACAGTGGCAATGTTACTATAGAAAATATTCAT
CAACCTAGAGCTGCCAAGAAGCATTCTTCATCTAAAGATAAGAGTCAACTAAT
TCATGACCGAAAATGTATTAGAAAATTGTCATCTGGAGAAACTGTCACATACC
AGAAAAATGAAAACCTTGAAATGAATGGGGATTCTTTAATGTTTGCCAGCCTC
ATGAATTCTGAGTCACGTCTGAATGAAAGCCCTACTGATGACAGTGAAAAAGA
AGCCAGCCATTCTGAAAGCAATGTTGATGCTGACAGTGAGCCTTCAGAATCTG
AAAGTGCTTCAAAGCAGACTGGGCTGTTCAGATCCAGTAGTGGATCCGGTGTG
CAGCCAGATGGACCCCTTTACCCTCTGTCAGCAGGTAAACTGCTGTACACCAA
GGAGACTGACAGTGGTGATAAGGAAATGGCAGAAGCTATTTCTGAACTTCGTT
TGAGCAGCACTGTAACTGGAGATCAAGATTTTGACAGAGAAAATCAGCCACTA
AATATTTCAAATAATTTATGTTTTTTGGAGGGGAAGCATTTGAGGTCTTATAG
TCCCCAAAATGCTTTTCAGACCCTTTCTCAGAGCTATATAACTACTTCTAAAG
AATGTTCAATTCAGTCCTGTCTCTACCAGTTTACATCTATGGAATTACTAATG
GGGAATAATAAGCTTCTATGTGAGAATTGTACTAAAAACAAACAGAAGTACCA
AGAAGAAACCAGTTTTGCAGAAAAGAAAGTAGAAGGAGTTTATACTAATGCCA
GGAAGCAATTGCTCATTTCTGCTGTTCCAGCTGTCCTAATTCTCCACCTGAAA
AGATTTCATCAGGCTGGCTTGAGTCTTCGTAAAGTAAACAGACATGTAGATTT
TCCACTTATGCTCGATTTAGCACCATTCTGCTCTGCTACTTGTAAGAATGCAA
GTGTGGGAGATAAAGTTCTCTACGGTCTCTATGGCATAGTGGAACATAGTGGC
TCGATGAGAGAAGGCCACTACACTGCTTATGTGAAAGTGAGAACACCCTCCAG
GAAATTATCGGAACATAACACTAAAAAGAAAAATGTGCCTGGTTTGAAAGCGG
CTGATAATGAATCAGCAGGCCAGTGGGTCCATGTTAGTGACACTTACTTACAG
GTGGTTCCAGAATCAAGAGCACTTAGTGCACAAGCCTACCTTCTTTTCTATGA
AAGAGTATTATAAgcggccgc



