Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-USP1 / UAF1

Enzyme description:- His-USP1 (1-785) [G670A/G6T71A]
UAF1 (1-732)

Clone number:- DU23056

Source:- Recombinant

Tag:- N-terminal His

Purification method:- Ni-NTA-agarose

Expression level:- 3mg/L

Calculated molecular mass:- USP1

Monoisotopic 90447
Average Mass 90502
[cysteines reduced, methionines have not been oxidised]

Theoretical pl:- 5.67

Calculated molecular mass:- UAF1

Monoisotopic 82547
Average Mass 82597
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.87
Purity:- >80%

Enzyme storage buffer:-

50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, ImM DTT

Storage temperature:- -80°C

Assay:-

Active against Ub-Rho-Gly. Very sensitive to freeze thawing



Division of Signal Transduction Therapy

Clone Data Sheet

Protein name USP1 (1-785) [G670A, G671A]

Protein

Synonyms
Clone Number

Species
Accession Number

Tags

Aminoacid sequence of the
expressed protein

Native sequence
Protease cleavage

Cloning sites

USPI1 (1-785) FL [G670A, G671A] prevents autocleavage
UBP1

DU23056

Human

094782

N-terminal His6-

MGSSHHHHHHSSGENLYFQGMPGVIPSESNGLSRGSPSKK
NRLSLKFFQKKETKRALDFTDSQENEEKASEYRASEIDQV
VPAAQSSPINCEKRENLLPFVGLNNLGNTCYLNSILOVLY
FCPGFKSGVKHLFNIISRKKEALKDEANQKDKGNCKEDSL
ASYELICSLOSLIISVEQLOASFLLNPEKYTDELATQPRR
LLNTLRELNPMYEGYLOQHDAQEVLOCILGNIQETCQLLKK
EEVKNVAELPTKVEEIPHPKEEMNGINSIEMDSMRHSEDF
KEKLPKGNGKRKSDTEFGNMKKKVKLSKEHQSLEENQRQT
RSKRKATSDTLESPPKIIPKYISENESPRPSQKKSRVKIN
WLKSATKQPSILSKFCSLGKITTNQOGVKGOQSKENECDPEE
DLGKCESDNTTNGCGLESPGNTVTPVNVNEVKPINKGEEQ
IGFELVEKLFQOGOLVLRTRCLECESLTERREDFQDISVPV
QEDELSKVEESSEISPEPKTEMKTLRWAISQFASVERIVG
EDKYFCENCHHYTEAERSLLFDKMPEVITIHLKCFAASGL
EFDCYGGGLSKINTPLLTPLKLSLEEWSTKPTNDSYGLFA
VVMHSGITISSGHYTASVKVTDLNSLELDKGNFVVDOMCE
IGKPEPLNEEEARGVVENYNDEEVSIRVGGNTQPSKVLNK
KNVEAIGLLAAQKSKADYELYNKASNPDKVASTAFAENRN
SETSDTTGTHESDRNKESSDOTGINISGFENKISYVVQSL
KEYEGKWLLFDDSEVKVTEEKDFLNSLSPSTSPTSTPYLL
FYKKL

in bold
TEV protease site underlined
BamH]1 / Notl



DNA sequence of insert

GGATCCATGGGCAGCAGCCATCATCATCATCATCACAGCAGCGGCG
AAAACCTGTATTTTCAGGGCATGCCTGGTGTCATACCTAGTGAAAG
TAATGGACTTTCAAGAGGTAGCCCTTCAAAGAAAAACAGACTTTCC
TTAAAGTTTTTTCAGAAAAAGGAAACTAAGAGAGCTTTGGATTTCA
CAGATTCTCAAGAAAATGAAGAAAAAGCTTCTGAATATAGAGCATC
TGAAATTGATCAAGTTGTTCCTGCAGCACAGTCTTCACCTATAAAC
TGTGAGAAGAGAGAAAACTTGTTACCATTTGTGGGACTGAATAATC
TCGGCAATACTTGCTATCTTAATAGTATACTTCAGGTATTATATTT
TTGTCCCGGTTTTAAATCTGGAGTAAAGCACTTATTTAATATTATT
TCAAGGAAGAAAGAAGCTCTAAAGGATGAAGCCAATCAAAAAGACA
AGGGAAATTGCAAAGAAGATTCTTTGGCAAGTTATGAATTGATATG
CAGTTTACAGTCCTTAATCATTTCGGTTGAACAGCTCCAGGCTAGT
TTTCTCTTAAATCCAGAGAAATATACTGATGAACTTGCCACTCAGC
CAAGGCGACTGCTTAACACACTGAGGGAACTCAACCCTATGTATGA
AGGATATCTACAGCATGATGCACAGGAAGTATTACAATGTATTTTG
GGAAACATTCAAGAAACATGCCAACTCCTAAAAAAAGAAGAAGTAA
AAAATGTGGCAGAATTACCTACTAAGGTAGAAGAAATACCTCATCC
GAAAGAGGAAATGAATGGTATTAACAGCATAGAGATGGACAGTATG
AGGCATTCTGAAGACTTTAAAGAGAAACTCCCAAAAGGAAATGGGA
AAAGAAAAAGTGACACTGAATTTGGTAACATGAAGAAAAAAGTTAA
ATTATCCAAGGAACACCAGTCATTGGAAGAGAACCAGAGACAAACT
AGATCAAAAAGAAAAGCTACAAGTGATACATTAGAGAGTCCTCCTA
AAATAATTCCCAAGTATATTTCTGAAAATGAGAGTCCAAGACCCTC
ACAAAAGAAATCAAGAGTTAAAATAAATTGGTTAAAGTCTGCAACT
AAGCAACCCAGCATTCTTTCTAAATTTTGTAGTCTGGGAAAAATAA
CAACAAACCAAGGAGTCAAAGGACAATCTAAAGAAAATGAATGTGA
TCCTGAAGAGGACTTGGGGAAGTGTGAAAGTGATAACACAACTAAT
GGTTGTGGACTTGAATCTCCAGGAAATACTGTTACACCTGTAAATG
TTAATGAAGTTAAACCCATAAACAAAGGTGAAGAACAAATTGGTTT
TGAGCTAGTGGAGAAATTATTTCAAGGTCAGCTGGTATTAAGGACG
CGTTGCTTGGAATGTGAAAGTTTAACAGAAAGAAGAGAAGATTTTC
AAGACATCAGTGTGCCAGTACAAGAAGATGAGCTTTCCAAAGTAGA
GGAGAGTTCTGAAATTTCTCCAGAGCCAAAAACAGAAATGAAGACC
CTGAGATGGGCAATTTCACAATTTGCTTCAGTAGAAAGGATTGTAG
GAGAAGATAAATATTTCTGTGAAAACTGCCATCATTATACTGAAGC
TGAACGAAGTCTTTTGTTTGACAAAATGCCTGAAGTTATAACTATT
CATTTGAAGTGCTTTGCTGCTAGTGGTTTGGAGTTTGATTGTTATG
GTGGTGGACTTTCCAAGATCAACACTCCTTTATTGACACCTCTTAA
ATTGTCACTAGAAGAATGGAGCACAAAGCCAACTAACGACAGCTAT
GGATTATTTGCGGTTGTGATGCATAGTGGCATTACAATTAGTAGTG
GGCATTACACTGCTTCTGTTAAAGTCACTGACCTTAACAGTTTAGA
ACTAGATAAAGGAAATTTTGTGGTTGACCAAATGTGTGAAATAGGT
AAGCCAGAACCATTGAATGAGGAGGAAGCAAGGGGTGTGGTTGAGA
ATTATAATGATGAAGAAGTGTCAATTAGAGTTGGTGGAAATACACA
GCCAAGTAAAGTTTTGAACAAAAAAAATGTAGAAGCTATTGGACTT
CTTGCcAGCcACAAAAGAGCAAAGCAGATTATGAGCTATACAACAAAG
CCTCTAATCCTGATAAGGTTGCTAGTACAGCGTTTGCTGAAAATAG
AAATTCTGAGACTAGTGATACTACTGGGACCCATGAATCTGATAGA
AACAAGGAATCCAGTGACCAAACAGGCATTAATATTAGTGGATTTG
AGAACAAAATTTCATACGTAGTGCAAAGCTTAAAGGAGTATGAGGG
GAAGTGGTTGCTTTTTGATGATTCTGAAGTCAAAGTTACTGAAGAG
AAGGACTTTCTGAATTCTCTTTCCCCTTCTACATCTCCTACTTCTA
CTCCTTACTTGCTATTTTATAAGAAATTATAGGCGGCCGC



Division of Signal Transduction Therapy

Protein

Synonyms
Clone Number

Species
Accession Number

Tags

Aminoacid sequence of the
expressed protein

Native sequence

Clone Data Sheet

Protein name UAF1 (1-732)

UAF1
WDRA48
DU23056
Human
QS8TAF3
n/a

MAAHHRONTAGRRKVQVSYVIRDEVEKYNRNGVNALOQLDP
ALNRLFTAGRDSIIRIWSVNQHKODPYIASMEHHTDWVND
IVLCCNGKTLISASSDTTVKVWNAHKGFCMSTLRTHKDYV
KALAYAKDKELVASAGLDROIFLWDVNTLTALTASNNTVT
TSSLSGNKDSIYSLAMNOLGTIIVSGSTEKVLRVWDPRTC
AKLMKLKGHTDNVKALLLNRDGTQCLSGSSDGTIRLWSLG
QORCIATYRVHDEGVWALQVNDAFTHVYSGGRDRKIYCTD
LRNPDIRVLICEEKAPVLKMELDRSADPPPAIWVATTKST
VNKWTLKGIHNFRASGDYDNDCTNPITPLCTQPDOQVIKGG
ASIIQCHILNDKRHILTKDTNNNVAYWDVLKACKVEDLGK
VDFEDEIKKRFKMVYVPNWFSVDLKTGMLTITLDESDCFA
AWVSAKDAGFSSPDGSDPKLNLGGLLLOALLEYWPRTHVN
PMDEEENEVNHVNGEQENRVOKGNGYFQVPPHTPVIFGEA
GGRTLFRLLCRDSGGETESMLLNETVPOQWVIDITVDKNMP
KFNKIPFYLOPHASSGAKTLKKDRLSASDMLOVRKVMEHV
YEKIINLDNESQTTSSSNNEKPGEQEKEEDIAVLAEEKIE
LLCODOVLDPNMDLRTVKHF IWKSGGDLTLHYRQOKST

in bold



DNA sequence of cassette

ATGGCGGCCCATCACCGGCAGAACACAGCAGGGCGGAGGAAAGTGC
AGGTTTCCTATGTTATTCGAGATGAAGTGGAGAAGTACAACCGAAA
TGGAGTCAATGCTCTGCAGCTGGATCCAGCACTAAATAGACTTTTC
ACAGCCGGTCGAGACTCTATCATAAGAATATGGAGTGTCAATCAGC
ACAAGCAAGATCCATATATAGCATCTATGGAACACCATACTGATTG
GGTAAACGACATTGTACTCTGTTGTAATGGGAAAACATTAATATCT
GCTTCTTCTGACACGACAGTAAAAGTATGGAATGCACACAAGGGAT
TTTGCATGTCAACATTAAGGACACATAAGGATTACGTAAAGGCCTT
AGCATATGCCAAGGATAAAGAACTAGTAGCATCAGCTGGGTTGGAC
AGACAAATATTCCTTTGGGATGTGAATACTCTAACAGCATTGACTG
CCTCAAATAACACTGTCACAACTTCTTCTTTAAGTGGAAACAAAGA
TTCCATTTATAGCCTGGCCATGAATCAACTGGGAACAATCATTGTA
TCAGGGTCCACTGAAAAGGTGTTACGGGTATGGGATCCAAGAACAT
GTGCAAAACTAATGAAGCTTAAAGGGCACACGGATAATGTGAAGGC
ATTGCTATTAAACAGAGATGGCACGCAATGCCTGTCAGGCAGTTCT
GATGGGACAATTCGCCTTTGGTCCCTTGGCCAGCAGAGATGTATAG
CAACATACCGAGTCCATGATGAAGGTGTTTGGGCGCTGCAAGTCAA
TGATGCCTTCACACATGTGTATTCTGGTGGAAGGGACAGGAAGATT
TATTGTACAGACCTAAGAAACCCTGACATTCGGGTGCTAATTTGTG
AAGAAAAAGCACCAGTTCTCAAGATGGAGCTTGATAGATCAGCTGA
TCCTCCTCCTGCAATTTGGGTTGCAACAACTAAGTCTACAGTAAAT
AAATGGACTTTGAAAGGAATTCATAATTTTAGAGCCTCTGGAGATT
ATGACAATGACTGTACAAATCCTATAACACCTCTTTGTACACAACC
TGACCAGGTTATTAAAGGGGGTGCTAGTATTATTCAGTGCCACATT
CTTAATGATAAGAGACATATATTAACCAAAGATACCAATAATAATG
TGGCATATTGGGATGTATTGAAGGCATGTAAAGTTGAAGATCTGGG
CAAAGTGGATTTTGAAGATGAAATTAAGAAAAGATTTAAAATGGTG
TATGTGCCAAATTGGTTCTCAGTAGACTTAAAAACAGGGATGTTAA
CTATTACTTTGGATGAAAGTGATTGTTTTGCTGCCTGGGTTTCTGC
AAAAGATGCTGGTTTCAGCAGCCCTGATGGGTCAGATCCAAAATTG
AATTTAGGAGGACTTTTACTCCAAGCACTCCTGGAATATTGGCCTA
GAACACATGTGAATCCAATGGATGAAGAGGAAAATGAAGTAAACCA
TGTAAATGGGGAGCAGGAGAACCGAGTGCAGAAGGGAAATGGATAT
TTTCAAGTGCCCCCACATACACCCGTGATCTTTGGTGAAGCTGGAG
GTCGCACACTGTTCAGGCTGCTCTGCCGAGATTCCGGGGGTGAGAC
TGAGTCTATGCTTCTTAATGAAACAGTGCCACAATGGGTAATTGAC
ATCACTGTGGATAAAAATATGCCCAAATTCAACAAAATTCCTTTCT
ACCTCCAACCTCATGCATCTTCAGGAGCAAAAACCTTAAAAAAAGA
TAGACTCTCTGCTAGTGACATGCTCCAAGTCCGAAAAGTTATGGAA
CATGTTTATGAAAAAATTATCAACTTGGATAATGAGTCTCAAACCA
CTAGCTCTTCTAATAATGAAAAACCAGGAGAACAGGAAAAAGAAGA
AGATATTGCTGTGTTGGCAGAGGAGAAAATTGAACTTTTGTGCCAA
GACCAGGTTTTGGATCCAAATATGGACCTTCGAACAGTGAAACACT
TCATATGGAAGAGCGGTGGAGACCTCACCCTCCATTACCGTCAGAA
GTCCACGTGAGGTACC



