Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of UBE1 [2 - 1058]

Enzyme description:- UBEI1 [2 - 1058]

Clone number:- DU 3026

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- Ni**-NTA agarose

Expression level:- 1 mg/L

Calculated molecular mass:-

Monoisotopic 120, 978.72 daltons
Average Mass 121, 055.42 daltons
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.55
Purity:- 85 %

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, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature:- -70 °C

Assay:- Ubiquitin assay
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Clone Data Sheet

UBE1 [2 - 1058]

UBEI [2 - 1058]
DU 3026

Human

X56976
N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQOGAMGSSSSPLSKKRRVSGPDPKPGSN
CSPAQSVLSEVPSVPTNGMAKNGSEADIDEGLYSRQLYVLGHEAMKRLO
TSSVLVSGLRGLGVEIAKNIILGGVKAVTLHDQGTAQWADLSSQFYLRE
EDIGKNRAEVSQPRLAELNSYVPVTAYTGPLVEDFLSGFQVVVLTNTPL
EDQLRVGEICHNRGIKLVVADTRGLFGQLFCDFGEEMILTDSNGEQPLS
AMVSMVTKDNPGVVTCLDEARHGFESGDFVSFSEVQGMVELNGNQPMEI
KVLGPYTFSICDTSNFSDYIRGGIVSQVKVPKKISFKSLVASLAEPDFV
VIDFAKFSRPAQLHIGFQALHQFCAQHGRPPRPRNEEDAAELVALAQAV
NARALPAVQOONNLDEDLIRKLAYVAAGDLAPINAFIGGLAAQEVMKACS
GKFMPIMOWLYFDALECLPEDKEVLTEDKCLORONRYDGOQVAVFGSDLQ
EKLGKOKYFLVGAGAIGCELLKNFAMIGLGCGEGGEIIVTDMDTIEKSN
LNRQFLFRPWDVTKLKSDTAAAAVROMNPHIRVTSHONRVGPDTERIYD
DDFFQNLDGVANALDNVDARMYMDRRCVYYRKPLLESGTLGTKGNVQVV
IPFLTESYSSSQDPPEKSIPICTLKNFPNAIEHTLOWARDEFEGLFKQP
AENVNQYLTDPKFVERTLRLAGTQPLEVLEAVORSLVLORPQTWADCVT
WACHHWHTQYSNNIRQLLHNFPPDQLTSSGAPFWSGPKRCPHPLTFDVN
NPLHLDYVMAAANLFAQTYGLTGSQDRAAVATFLOSVQVPEFTPKSGVK
IHVSDOQELOSANASVDDSRLEELKATLPSPDKLPGFKMYPIDFEKDDDS
NFHMDFIVAASNLRAENYDIPSADRHKSKLIAGKIIPAIATTTAAVVGL
VCLELYKVVQGHRQLDSYKNGFLNLALPFFGFSEPLAAPRHOYYNQEWT
LWDRFEVQGLOPNGEEMTLKQFLDYFKTEHKLEITMLSQGVSMLYSFFM
PAAKLKERLDQPMTEIVSRVSKRKLGRHVRALVLELCCNDESGEDVEVP
YVRYTIR

Amino acids S2 — R1058 (end) of UBEI.

Residue S29 of the fusion protein is equilivalent to S2 of the native
enzyme.

The His(6) tag is located at residues 5 — 10.
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The following amino acid substitutions are present:
F — 1, where F178 of the native enzyme is 1205 of the fusion protein

G — D, where G190 of the native enzyme is D217 of the fusion protein

Protease cleavage ITEV (ENLYFQG) residues 18 - 24

Cloning sites BamH]1 site of pFastBac HTb



Nucleotide
sequence of insert
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ggatccTCCAGCTCGCCGCTGTCCAAGAAACGTCGCGTGTCCGGGCCTG
ATCCAAAGCCGGGTTCTAACTGCTCCCCTGCCCAGTCCGTGTTGTCCGA
AGTGCCCTCGGTGCCAACCAACGGAATGGCCAAGAACGGCAGTGAAGCA
GACATAGACGAGGGCCTTTACTCCCGGCAGCTGTATGTGTTGGGCCATG
AGGCAATGAAGCGGCTCCAGACATCCAGTGTCCTGGTATCAGGCCTGCG
GGGCCTGGGCGTGGAGATCGCTAAGAACATCATCCTTGGTGGGGTCAAG
GCTGTTACCCTACATGACCAGGGCACTGCCCAGTGGGCTGATCTTTCCT
CCCAGTTCTACCTGCGGGAGGAGGACATCGGTAAAAACCGGGCCGAGGT
ATCACAGCCCCGCCTCGCTGAGCTCAACAGCTATGTGCCTGTCACTGCC
TACACTGGACCCCTCGTTGAGGACTTCCTTAGTGGTTTCCAGGTGGTGG
TGCTCACCAACACCCCCCTGGAGGACCAGCTGCGAGTGGGTGAGATCTG
TCACAACCGTGGCATCAAGCTGGTGGTGGCAGACACGCGGGGCCTGTTT
GGGCAGCTCTTCTGTGACTTTGGAGAGGAAATGATCCTCACAGATTCCA
ATGGGGAGCAGCCACTCAGTGCTATGGTTTCTATGGTTACCAAGGACAA
CCCCGGTGTGGTTACCTGCCTGGATGAGGCCCGACACGGGTTTGAGAGC
GGGGACTTTGTCTCCTTTTCAGAAGTACAGGGCATGGTTGAACTCAACG
GAAATCAGCCCATGGAGATCAAAGTCCTGGGTCCTTATACCTTTAGCAT
CTGTGACACCTCCAACTTCTCCGACTACATCCGTGGAGGCATCGTCAGT
CAGGTCAAAGTACCTAAGAAGATTAGCTTTAAATCCTTGGTGGCCTCAC
TGGCAGAACCTGACTTTGTGGTGACGGACTTCGCCAAGTTTTCTCGCCC
TGCCCAGCTGCACATTGGCTTCCAGGCCCTGCACCAGTTCTGTGCTCAG
CATGGCCGGCCACCTCGGCCCCGCAATGAGGAGGATGCAGCAGAACTGG
TAGCCTTAGCACAGGCTGTGAATGCTCGAGCCCTGCCAGCAGTGCAGCA
AAATAACCTGGACGAGGACCTCATCCGGAAGCTGGCATATGTGGCTGCT
GGGGATCTGGCACCCATAAACGCCTTCATTGGGGGCCTGGCTGCCCAGG
AAGTCATGAAGGCCTGCTCCGGGAAGTTCATGCCCATCATGCAGTGGCT
ATACTTTGATGCCCTTGAGTGTCTCCCTGAGGACAAAGAGGTCCTCACA
GAGGACAAGTGCCTCCAGCGCCAGAACCGTTATGACGGGCAAGTGGCTG
TGTTTGGCTCAGACCTGCAAGAGAAGCTGGGCAAGCAGAAGTATTTCCT
GGTGGGTGCGGGGGCCATTGGCTGTGAGCTGCTCAAGAACTTTGCCATG
ATTGGGCTGGGCTGCGGGGAGGGTGGAGAAATCATCGTTACAGACATGG
ACACCATTGAGAAGTCAAATCTGAATCGACAGTTTCTTTTCCGGCCCTG
GGATGTCACGAAGTTAAAGTCTGACACGGCTGCTGCAGCTGTGCGCCAA
ATGAATCCACATATCCGGGTGACAAGCCACCAGAACCGTGTGGGTCCTG
ACACGGAGCGCATCTATGATGACGATTTTTTCCAAAACCTAGATGGCGT
GGCCAATGCCCTGGACAACGTGGATGCCCGCATGTACATGGACCGCCGC
TGTGTCTACTACCGGAAGCCACTGCTGGAGTCAGGCACACTGGGCACCA
AAGGCAATGTGCAGGTGGTGATCCCCTTCCTGACAGAGTCGTACAGTTC
CAGCCAGGACCCACCTGAGAAGTCCATCCCCATCTGTACCCTGAAGAAC
TTCCCTAATGCCATCGAGCACACCCTGCAGTGGGCTCGGGATGAGTTTG
AAGGCCTCTTCAAGCAGCCAGCAGAAAATGTCAACCAGTACCTCACAGA
CCCCAAGTTTGTGGAGCGAACACTGCGGCTGGCAGGCACTCAGCCCTTG
GAGGTGCTGGAGGCTGTGCAGCGCAGCCTGGTGCTGCAGCGACCACAGA
CCTGGGCTGACTGCGTGACCTGGGCCTGCCACCACTGGCACACCCAGTA
CTCGAACAACATCCGGCAGCTGCTGCACAACTTCCCTCCTGACCAGCTC
ACAAGCTCAGGAGCGCCGTTCTGGTCTGGGCCCAAACGCTGTCCACACC
CGCTCACCTTTGATGTCAACAATCCCCTGCATCTGGACTATGTGATGGC
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TGCTGCCAACCTGTTTGCCCAGACCTACGGGCTGACAGGCTCTCAGGAC
CGAGCTGCTGTGGCCACATTCCTGCAGTCTGTGCAGGTCCCCGAATTCA
CCCCCAAGTCTGGCGTCAAGATCCATGTTTCTGACCAGGAGCTGCAGAG
CGCCAATGCCTCTGTTGATGACAGTCGTCTAGAGGAGCTCAAAGCCACT
CTGCCCAGCCCAGACAAGCTCCCTGGATTCAAGATGTACCCCATTGACT
TTGAGAAGGATGATGACAGCAACTTTCATATGGATTTCATCGTGGCTGC
ATCCAACCTCCGGGCAGAAAACTATGACATTCCTTCTGCAGACCGGCAC
AAGAGCAAGCTGATTGCAGGGAAGATCATCCCAGCCATTGCCACGACCA
CAGCAGCCGTGGTTGGCCTTGTGTGTCTGGAGCTGTACAAGGTTGTGCA
GGGGCACCGACAGCTTGACTCCTACAAGAATGGTTTCCTCAACTTGGCC
CTGCCTTTCTTTGGTTTCTCTGAACCCCTTGCCGCACCACGTCACCAGT
ACTATAACCAAGAGTGGACATTGTGGGATCGCTTTGAGGTACAAGGGCT
GCAGCCTAATGGTGAGGAGATGACCCTCAAACAGTTCCTCGACTATTTT
AAGACAGAGCACAAATTAGAGATCACCATGCTGTCCCAGGGCGTGTCCA
TGCTCTATTCCTTCTTCATGCCAGCTGCCAAGCTCAAGGAACGGTTGGA
TCAGCCGATGACAGAGATTGTGAGCCGTGTGTCGAAGCGAAAGCTGGGC
CGCCACGTGCGGGCGCTGGTGCTTGAGCTGTGCTGTAACGACGAGAGCG
GCGAGGATGTCGAGGTTCCCTATGTCCGATACACCATCCGCtgaggatc
C



