Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-UBE20

Enzyme description:- His-UBE20

Clone number:- DU32152

Source:- BL21 recombinant

Tag:- N-terminal His,-tag

Purification method:- Ni"™-NTA-Sepharose

Expression level:- 0.1mg/L - frequent expression failures -

Calculated molecular mass:-

Monoisotopic 84110 Da
Average Mass 84160 Da
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 4.68
Purity:- 40-70%

Enzyme storage buffer:-

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

Storage temperature:- -80°C

Assay:-

Loading with Ubiquitin and UBE] in the presence of Mg-ATP



Protein

Synonyms
Clone Number

Species
Accession Number

Tags

Aminoacid sequence of
the expressed protein

Native sequence
Protease cleavage

Cloning sites

DNA sequence of
insert

Division of Signal Transduction Therapy

Clone Data Sheet
His-UBE20
UBE20
E2-230K
DU32152
Human

Protein: Q9C0OC9
N-terminal His, tag

MGSSHHHHHHSSGLEVLFQGPGSMTSADVMWODGSVECNIRSNDLFPVHH
LDNNEFCPGDFVVDKRVQSCPDPAVYGVVQSGDHIGRTCMVKWFKLRPSG
DDVELIGEEEDVSVYDIADHPDFRFRTTDIVIRIGNTEDGAPHKEDEPSV
GQVARVDVSSKVEVVWADNSKTIILPQHLYNIESEIEESDYDSVEGSTSG
ASSDEWEDDSDSWETDNGLVEDEHPKIEEPPIPPLEQPVAPEDKGVVISE
EAATAAVQGAVAMAAPMAGLMEKAGKDGPPKSFRELKEAIKILESLKNMT
VEQLLTGSPTSPTVEPEKPTREKKFLDDIKKLOENLKKTLDNVAIVEEEK
MEAVPDVERKEDKPEGQSPVKAEWPSETPVLCQOCGGKPGVTFTSAKGEV
FSVLEFAPSNHSFKKIEFQPPEAKKFFSTVRKEMALLATSLPEGIMVKTF
EDRMDLFSALIKGPTRTPYEDGLYLFDIQLPNIYPAVPPHFCYLSQCSGR
LNPNLYDNGKVCVSLLGTWIGKGTERWTSKSSLLOVLISIQGLILVNEPY
YNEAGFDSDRGLQEGYENSRCYNEMALIRVVQSMTQLVRRPPEVFEQEIR
QOHFSTGGWRLVNRIESWLETHALLEKAQALPNGVPKASSSPEPPAVAELS
DSGQOQEPEDGGPAPGEASQGSDSEGGAQGLASASRDHTDQTSETAPDASV
PPSVKPKKRRKSYRSFLPEKSGYPDIGFPLFPLSKGFIKSIRGVLTQFRA
ALLEAGMPECTEDK

in bold
Prescission Protease site underlined

BamH1 / Notl

GGATCCATGACCTCAGCCGACGTGATGTGGCAGGATGGCTCCGTGGAATG
CAACATCCGCTCCAACGACCTCTTCCCTGTGCACCACCTGGACAACAACG
AGTTCTGCCCTGGAGACTTCGTGGTAGATAAGCGAGTCCAGAGCTGTCCA
GACCCTGCTGTCTACGGTGTGGTACAGTCTGGGGACCACATCGGCCGTAC
CTGCATGGTGAAGTGGTTCAAGCTGAGGCCGAGTGGGGACGACGTGGAGC
TGATTGGAGAAGAGGAAGATGTGAGTGTTTACGACATTGCTGACCACCCT
GACTTTAGGTTCCGTACAACTGACATCGTCATCCGCATCGGCAATACTGA
GGATGGGGCTCCTCACAAGGAGGATGAGCCATCGGTGGGCCAGGTGGCCC
GTGTGGACGTCAGCAGCAAGGTGGAGGTGGTGTGGGCTGACAACTCAAAG
ACCATCATCCTGCCCCAGCACTTGTACAACATAGAGTCTGAGATTGAGGA
GTCAGACTACGATTCGGTAGAAGGCAGCACCAGCGGGGCATCCTCGGATG
AATGGGAAGATGATAGTGACAGCTGGGAGACGGACAATGGGCTGGTGGAG



GACGAGCACCCCAAGATAGAGGAGCCCCCCATCCCACCCCTGGAGCAGCC
GGTGGCCCCTGAGGACAAGGGAGTGGTGATCAGTGAAGAGGCAGCCACAG
CTGCCGTCCAGGGGGCTGTGGCCATGGCTGCCCCCATGGCCGGGCTGATG
GAGAAGGCTGGCAAGGACGGGCCACCCAAGAGCTTCCGGGAGTTGAAAGA
GGCCATCAAGATCCTGGAGAGCCTCAAGAACATGACTGTGGAGCAGCTGC
TGACGGGCTCGCCCACCTCTCCGACTGTGGAGCCTGAGAAGCCAACTCGG
GAGAAGAAGTTTCTGGATGACATCAAGAAGCTACAGGAAAACCTCAAGAA
GACCCTGGACAATGTGGCCATTGTAGAGGAGGAGAAGATGGAAGCAGTGC
CCGACGTAGAGCGCAAGGAGGACAAGCCCGAGGGGCAGTCACCTGTGAAG
GCTGAGTGGCCCAGCGAAACCCCGGTGCTGTGCCAGCAGTGTGGCGGCAA
GCCTGGCGTCACCTTCACCAGCGCCAAGGGCGAGGTCTTCTCCGTACTGG
AGTTTGCACCCTCAAATCATTCTTTTAAGAAAATTGAGTTCCAGCCTCCA
GAAGCCAAGAAGTTCTTCAGCACAGTGCGGAAGGAGATGGCGCTGCTGGC
TACCTCACTGCCTGAGGGCATCATGGTCAAGACTTTTGAAGATAGAATGG
ACCTCTTCTCAGCTCTCATCAAGGGCCCCACTCGAACCCCCTACGAGGAT
GGCCTCTACTTGTTTGACATCCAGCTCCCCAACATCTACCCAGCCGTGCC
CCCCCACTTCTGCTACCTCTCCCAATGCAGTGGCCGCCTGAACCCCAACC
TGTATGACAATGGGAAGGTGTGTGTCAGCCTCCTGGGCACCTGGATTGGA
AAGGGGACAGAGAGGTGGACAAGCAAGTCCAGCCTTCTCCAGGTGCTCAT
CTCCATCCAAGGTCTGATCCTGGTAAATGAACCATACTACAACGAAGCCG
GCTTCGACAGTGACCGAGGCCTGCAGGAAGGCTATGAAAACAGTCGCTGT
TACAATGAGATGGCGCTGATCCGCGTGGTGCAGTCCATGACCCAGCTGGT
GCGGCGGCCCCCCGAGGTCTTTGAGCAGGAGATCAGGCAACACTTTAGCA
CTGGTGGCTGGCGGCTGGTGAACCGTATCGAGTCCTGGCTGGAAACCCAT
GCCCTGCTGGAGAAGGCCCAGGCACTGCCCAACGGGGTGCCCAAGGCCAG
CAGCTCGCCAGAGCCCCCAGCTGTAGCCGAGCTGTCAGACTCCGGCCAAC
AAGAACCTGAGGATGGAGGGCCAGCCCCAGGAGAGGCCTCCCAGGGCTCA
GACTCAGAGGGCGGTGCCCAGGGCCTGGCCTCAGCTAGCAGGGACCACAC
AGACCAGACTTCGGAGACCGCACCAGACGCATCGGTGCCACCCAGTGTGA
AACCAAAGAAGCGGAGAAAGAGCTACCGGAGCTTCTTACCTGAGAAGAGT
GGCTACCCTGACATCGGCTTCCCCCTCTTCCCACTTTCCAAGGGTTTCAT
CAAGAGCATCCGGGGTGTCCTGACGCAGTTCCGGGCTGCCCTGCTAGAGG
CAGGCATGCCGGAGTGCACAGAGGACAAGTAGGCGGCCGC



