Division of Signal Transduction Therapy
Standard Operation Procedure [G1207S]

Preparation of UBE20 1-1292 (end)

Enzyme description:- UBE20

Clone number:- DU45549

Source:- insect recombinant
Tag:- N-terminal His
Purification method:- Ni""-NTA-Sepharose
Expression level:- 3 mg/L

Calculated molecular mass:-

Monoisotopic 145487 Da
Average Mass 145573 Da
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 498
Purity:- 90%

Enzyme storage buffer:-

50mM HEPES pH 7.5, 150mM NacCl, 10% glycerol, ImM TCEP

Storage temperature:- -80°C

Assay:-
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Clone Data Sheet
UBE20 [G1207S]

UBE20 1-1292 (end) [G1207S]
E2-230K

DU45549

Human

NM_022066.3
GI:192449448 with silent change g6a (to kill BamH1) and coding
change g3619a (G1207S) - common variant

N-terminal His-

MSYYHHHHHHDYDIPTTENLYFQGAMGSLEVLFQGPMADPAAPTPAAPAP
AQAPAPAPEAVPAPAAAPVPAPAPASDSASGPSSDSGPEAGSQRLLFSHD
LVSGRYRGSVHFGLVRLIHGEDSDSEGEEEGRGSSGCSEAGGAGHEEGRA
SPLRRGYVRVOWYPEGVKQHVKETKLKLEDRSVVPRDVVRHMRSTDSQCG
TVIDVNIDCAVKLIGTNCIIYPVNSKDLOHIWPFMYGDYIAYDCWLGKVY
DLKNQIILKLSNGARCSMNTEDGAKLYDVCPHVSDSGLFFDDSYGFYPGQ
VLIGPAKIFSSVOWLSGVKPVLSTKSKFRVVVEEVQVVELKVTWITKSFC
PGGTDSVSPPPSVITQENLGRVKRLGCFDHAQROLGERCLYVFPAKVEPA
KIAWECPEKNCAQGEGSMAKKVKRLLKKQVVRIMSCSPDTQCSRDHSMED
PDKKGESKTKSEAESASPEETPDGSASPVEMODEGAEEPHEAGEQLPPFL
LKEGRDDRLHSAEQDADDEAADDTDDTSSVTSSASSTTSSQSGSGTSRKK
SIPLSIKNLKRKHKRKKNKITRDFKPGDRVAVEVVITTMTSADVMWQDGSV
ECNIRSNDLFPVHHLDNNEFCPGDFVVDKRVQSCPDPAVYGVVQSGDHIG
RTCMVKWFKLRPSGDDVELIGEEEDVSVYDIADHPDFRFRTTDIVIRIGN
TEDGAPHKEDEPSVGQVARVDVSSKVEVVWADNSKTIILPQHLYNIESEI
EESDYDSVEGSTSGASSDEWEDDSDSWETDNGLVEDEHPKIEEPPIPPLE
QOPVAPEDKGVVISEEAATAAVQOGAVAMAAPMAGLMEKAGKDGPPKSFREL
KEAIKILESLKNMTVEQLLTGSPTSPTVEPEKPTREKKFLDDIKKLOENL
KKTLDNVAIVEEEKMEAVPDVERKEDKPEGOSPVKAEWPSETPVLCQQOCG
GKPGVTFTSAKGEVFSVLEFAPSNHSFKKIEFQPPEAKKFFSTVRKEMAL
LATSLPEGIMVKTFEDRMDLFSALIKGPTRTPYEDGLYLFDIQLPNIYPA
VPPHFCYLSQCSGRLNPNLYDNGKVCVSLLGTIWIGKGTERWTSKSSLLOQV
LISIQGLILVNEPYYNEAGFDSDRGLOQEGYENSRCYNEMALIRVVQSMTQ
LVRRPPEVFEQEIROHFSTGGWRLVNRIESWLETHALLEKAQALPNGVPK
ASSSPEPPAVAELSDSGQOEPEDGGPAPGEASQGSDSEGGAQSLASASRD
HTDOQTSETAPDASVPPSVKPKKRRKSYRSFLPEKSGYPDIGFPLFPLSKG
FIKSIRGVLTQFRAALLEAGMPECTEDK

in bold
Prescission Protease underlined
BamH1/Not1



DNA sequence of the

expression cassette

GGATCCCTGGAAGTTCTGTTCCAGGGGCCCATGGCAGATCCCGCAGCC
CCCACGCCCGCAGCTCCCGCTCCAGCCCAGGCCLCLCGGLTCCAGCCCeG
GAGGCAGTCCCGGCCCCAGCCGCAGCCLCLCLGETCCCGGLGLLGGLGeee
GCCTCGGACTCGGCCTCCGGGCCGTCCTCGGACTCCGGCCCAGAAGCC
GGCTCGCAGCGCCTGCTGTTTTCTCACGACCTGGTGTCGGGCCGTTAC
CGTGGCTCCGTGCACTTCGGGCTGGTGCGCCTCATCCACGGCGAGGAC
TCGGACTCGGAGGGCGAGGAGGAGGGCCGCGGGAGCTCGGGGTGCTCC
GAGGCCGGGGGCGCGGGCCACGAGGAGGGLCCGGGLCLCAGLCCLCLCLTGLGL
CGCGGCTACGTGCGCGTCCAGTGGTACCCGGAGGGCGTCAAGCAGCAT
GTGAAGGAGACCAAGCTGAAACTAGAGGACCGTTCTGTGGTGCCCCGA
GATGTGGTCCGGCACATGCGATCCACCGACAGTCAGTGTGGCACGGTG
ATCGACGTCAACATCGACTGTGCCGTCAAGCTCATCGGCACCAACTGC
ATCATCTATCCCGTCAACAGCAAGGACCTGCAGCACATCTGGCCCTTC
ATGTATGGGGACTACATTGCCTATGACTGCTGGCTGGGGAAGGTCTAC
GACTTGAAGAACCAGATCATCCTGAAGCTATCCAACGGCGCCAGGTGC
TCCATGAACACGGAAGATGGCGCCAAGCTCTACGACGTCTGCCCGCAC
GTCAGCGACTCGGGTCTCTTCTTCGATGATTCCTATGGCTTCTACCCA
GGCCAGGTGCTCATTGGCCCTGCCAAGATCTTCTCCAGCGTCCAGTGG
CTGTCAGGTGTCAAGCCCGTGCTCAGCACCAAGAGCAAGTTCCGAGTG
GTGGTGGAAGAGGTGCAGGTTGTAGAGTTGAAAGTTACATGGATTACC
AAGAGTTTCTGTCCAGGGGGCACGGACAGCGTCAGCCCCCCACCCTCT
GTCATCACCCAGGAAAACCTAGGCAGGGTGAAGCGTCTCGGATGCTTT
GACCATGCTCAGCGGCAGCTTGGGGAGCGCTGTCTGTATGTCTTCCCA
GCCAAGGTAGAGCCAGCCAAGATTGCCTGGGAATGTCCAGAAAAAAAC
TGCGCCCAGGGGGAGGGCTCTATGGCCAAGAAGGTGAAGCGCCTGTTG
AAGAAGCAGGTTGTGCGGATCATGTCATGCTCCCCAGACACCCAGTGT
TCCCGGGACCATTCCATGGAAGACCCAGACAAGAAGGGGGAATCCAAA
ACCAAGAGCGAAGCGGAGTCTGCCAGCCCTGAGGAGACGCCCGATGGC
TCTGCCAGTCCAGTGGAGATGCAGGACGAGGGTGCAGAGGAGCCCCAC
GAGGCAGGAGAGCAGCTGCCCCCATTCCTGCTAAAAGAAGGCAGAGAT
GACAGGCTGCACTCGGCAGAGCAGGACGCAGATGATGAGGCTGCTGAT
GACACGGACGACACCAGTTCGGTGACCTCCTCTGCCAGCTCCACCACT
TCCTCCCAGAGCGGCAGCGGCACGAGTCGCAAAAAGAGCATCCCCTTG
TCCATCAAGAACTTAAAGCGCAAACACAAGAGGAAGAAGAATAAAATC
ACTCGAGACTTCAAGCCAGGGGACAGGGTGGCAGTGGAGGTGGTGACC
ACGATGACCTCAGCCGACGTGATGTGGCAGGATGGCTCCGTGGAATGC
AACATCCGCTCCAACGACCTCTTCCCTGTGCACCACCTGGACAACAAC
GAGTTCTGCCCTGGAGACTTCGTGGTAGATAAGCGAGTCCAGAGCTGT
CCAGACCCTGCTGTCTACGGTGTGGTACAGTCTGGGGACCACATCGGC
CGTACCTGCATGGTGAAGTGGTTCAAGCTGAGGCCGAGTGGGGACGAC
GTGGAGCTGATTGGAGAAGAGGAAGATGTGAGTGTTTACGACATTGCT
GACCACCCTGACTTTAGGTTCCGTACAACTGACATCGTCATCCGCATC
GGCAATACTGAGGATGGGGCTCCTCACAAGGAGGATGAGCCATCGGTG
GGCCAGGTGGCCCGTGTGGACGTCAGCAGCAAGGTGGAGGTGGTGTGG
GCTGACAACTCAAAGACCATCATCCTGCCCCAGCACTTGTACAACATA
GAGTCTGAGATTGAGGAGTCAGACTACGATTCGGTAGAAGGCAGCACC
AGCGGGGCATCCTCGGATGAATGGGAAGATGATAGTGACAGCTGGGAG
ACGGACAATGGGCTGGTGGAGGACGAGCACCCCAAGATAGAGGAGCCC
CCCATCCCACCCCTGGAGCAGCCGGTGGCCCCTGAGGACAAGGGAGTG
GTGATCAGTGAAGAGGCAGCCACAGCTGCCGTCCAGGGGGCTGTGGCC
ATGGCTGCCCCCATGGCCGGGCTGATGGAGAAGGCTGGCAAGGACGGG
CCACCCAAGAGCTTCCGGGAGTTGAAAGAGGCCATCAAGATCCTGGAG
AGCCTCAAGAACATGACTGTGGAGCAGCTGCTGACGGGCTCGCCCACC
TCTCCGACTGTGGAGCCTGAGAAGCCAACTCGGGAGAAGAAGTTTCTG
GATGACATCAAGAAGCTACAGGAAAACCTCAAGAAGACCCTGGACAAT
GTGGCCATTGTAGAGGAGGAGAAGATGGAAGCAGTGCCCGACGTAGAG



CGCAAGGAGGACAAGCCCGAGGGGCAGTCACCTGTGAAGGCTGAGTGG
CCCAGCGAAACCCCGGTGCTGTGCCAGCAGTGTGGCGGCAAGCCTGGC
GTCACCTTCACCAGCGCCAAGGGCGAGGTCTTCTCCGTACTGGAGTTT
GCACCCTCAAATCATTCTTTTAAGAAAATTGAGTTCCAGCCTCCAGAA
GCCAAGAAGTTCTTCAGCACAGTGCGGAAGGAGATGGCGCTGCTGGCT
ACCTCACTGCCTGAGGGCATCATGGTCAAGACTTTTGAAGATAGAATG
GACCTCTTCTCAGCTCTCATCAAGGGCCCCACTCGAACCCCCTACGAG
GATGGCCTCTACTTGTTTGACATCCAGCTCCCCAACATCTACCCAGCC
GTGCCCCCCCACTTCTGCTACCTCTCCCAATGCAGTGGCCGCCTGAAC
CCCAACCTGTATGACAATGGGAAGGTGTGTGTCAGCCTCCTGGGCACC
TGGATTGGAAAGGGGACAGAGAGGTGGACAAGCAAGTCCAGCCTTCTC
CAGGTGCTCATCTCCATCCAAGGTCTGATCCTGGTAAATGAACCATAC
TACAACGAAGCCGGCTTCGACAGTGACCGAGGCCTGCAGGAAGGCTAT
GAAAACAGTCGCTGTTACAATGAGATGGCGCTGATCCGCGTGGTGCAG
TCCATGACCCAGCTGGTGCGGCGGCCCCCCGAGGTCTTTGAGCAGGAG
ATCAGGCAACACTTTAGCACTGGTGGCTGGCGGCTGGTGAACCGTATC
GAGTCCTGGCTGGAAACCCATGCCCTGCTGGAGAAGGCCCAGGCACTG
CCCAACGGGGTGCCCAAGGCCAGCAGCTCGCCAGAGCCCCCAGCTGTA
GCCGAGCTGTCAGACTCCGGCCAACAAGAACCTGAGGATGGAGGGCCA
GCCCCAGGAGAGGCCTCCCAGGGCTCAGACTCAGAGGGCGGTGCCCAG
AGCCTGGCCTCAGCTAGCAGGGACCACACAGACCAGACTTCGGAGACC
GCACCAGACGCATCGGTGCCACCCAGTGTGAAACCAAAGAAGCGGAGA
AAGAGCTACCGGAGCTTCTTACCTGAGAAGAGTGGCTACCCTGACATC
GGCTTCCCCCTCTTCCCACTTTCCAAGGGTTTCATCAAGAGCATCCGG
GGTGTCCTGACGCAGTTCCGGGCTGCCCTGCTAGAGGCAGGCATGCCG
GAGTGCACAGAGGACAAGTAGCGGCCGC



