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Standard Operating Procedure 
 

Preparation of UBE3A C843A [1 – 875] 
 
 
Enzyme description:- UBE3A C843A [1 - 875] 

 
Clone number:- DU 65473 

 
Source:- Recombinant 

 
Expression system:-   E.coli 

 
Tag:- N-terminal GST 

 
Purification  method:- GSH Agarose 

 
Calculated molecular mass:- 
Monoisotopic        127, 252.85 daltons 
Average Mass       127, 334.43 daltons 
[cysteines reduced, methionines have not been oxidised 

 
Theoretical pI:- 5.21 

 
Purity:- >80 % 

 
Activation protocol:- Constitutively active 

 
Enzyme storage buffer:- 

 50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, 0.5 mM TCEP 

 
Storage temperature:- -70 °C 
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Clone Data Sheet 
 

UBE3A C843A [1 - 875] 
 
 
Protein UBE3A C843A [1 - 875] 

 
Clone number DU 65473 

 
Species Human 

 
Accession number Q05086-1 

 
Tags N-terminal GST 

 
Bacterially 
expressed protein 

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLQGWQATFGGGDHPPKSDENLYFQGGSMEKLHQCYWKSGEPQS
DDIEASRMKRAAAKHLIERYYHQLTEGCGNEACTNEFCASCPTFLRMDN
NAAAIKALELYKINAKLCDPHPSKKGASSAYLENSKGAPNNSCSEIKMN
KKGARIDFKDVTYLTEEKVYEILELCREREDYSPLIRVIGRVFSSAEAL
VQSFRKVKQHTKEELKSLQAKDEDKDEDEKEKAACSAAAMEEDSEASSS
RIGDSSQGDNNLQKLGPDDVSVDIDAIRRVYTRLLSNEKIETAFLNALV
YLSPNVECDLTYHNVYSRDPNYLNLFIIVMENRNLHSPEYLEMALPLFC
KAMSKLPLAAQGKLIRLWSKYNADQIRRMMETFQQLITYKVISNEFNSR
NLVNDDDAIVAASKCLKMVYYANVVGGEVDTNHNEEDDEEPIPESSELT
LQELLGEERRNKKGPRVDPLETELGVKTLDCRKPLIPFEEFINEPLNEV
LEMDKDYTFFKVETENKFSFMTCPFILNAVTKNLGLYYDNRIRMYSERR
ITVLYSLVQGQQLNPYLRLKVRRDHIIDDALVRLEMIAMENPADLKKQL
YVEFEGEQGVDEGGVSKEFFQLVVEEIFNPDIGMFTYDESTKLFWFNPS
SFETEGQFTLIGIVLGLAIYNNCILDVHFPMVVYRKLMGKKGTFRDLGD
SHPVLYQSLKDLLEYEGNVEDDMMITFQISQTDLFGNPMMYDLKENGDK
IPITNENRKEFVNLYSDYILNKSVEKQFKAFRRGFHMVTNESPLKYLFR
PEEIELLICGSRNLDFQALEETTEYDGGYTRDSVLIREFWEIVHSFTDE
QKRLFLQFTTGTDRAPVGGLGKLKMIIAKNGPDTERLPTSHTAFNVLLL
PEYSSKEKLKERLLKAITYAKGFGML

 
Native sequence Amino acids M1 – L975 (end residue) of human UBE3A. 

Residue M230 of the fusion protein is equivalent to M1 of the native 
enzyme.  The GST tag is located at residues 1 – 220. 

 
The enzyme has an C843A mutation.  Residue C843 is equivalent to 
A1072of the fusion protein. 

 
Protease cleavage TEV (ENLYFQG) residues 221 – 227 

 
 
Cloning sites BamH1 and Not1 sites of pGEX 6P-1 
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Nucleotide 
Sequence  

ggatccATGGAGAAGCTGCACCAGTGTTATTGGAAATCAGGAGAACCTCAGTCTGACGA
CATTGAAGCTAGCCGAATGAAGCGAGCAGCTGCAAAGCATCTAATAGAACGCTACTACC
ACCAGTTAACTGAGGGCTGTGGAAATGAAGCCTGCACGAATGAGTTTTGTGCTTCCTGT
CCAACTTTTCTTCGTATGGATAATAATGCAGCAGCTATTAAAGCCCTCGAGCTTTATAA
GATTAATGCAAAACTCTGTGATCCTCATCCCTCCAAGAAAGGAGCAAGCTCAGCTTACC
TTGAGAACTCGAAAGGTGCCCCCAACAACTCCTGCTCTGAGATAAAAATGAACAAGAAA
GGCGCTAGAATTGATTTTAAAGATGTGACTTACTTAACAGAAGAGAAGGTATATGAAAT
TCTTGAATTATGTAGAGAAAGAGAGGATTATTCCCCTTTAATCCGTGTTATTGGAAGAG
TTTTTTCTAGTGCTGAGGCATTGGTACAGAGCTTCCGGAAAGTTAAACAACACACCAAG
GAAGAACTGAAATCTCTTCAAGCAAAAGATGAAGACAAAGATGAAGATGAAAAGGAAAA
AGCTGCATGTTCTGCTGCTGCTATGGAAGAAGACTCAGAAGCATCTTCCTCAAGGATAG
GTGATAGCTCACAGGGAGACAACAATTTGCAAAAATTAGGCCCTGATGATGTGTCTGTG
GATATTGATGCCATTAGAAGGGTCTACACCAGATTGCTCTCTAATGAAAAAATTGAAAC
TGCCTTTCTCAATGCACTTGTATATTTGTCACCTAACGTGGAATGTGACTTGACGTATC
ACAATGTATACTCTCGAGATCCTAATTATCTGAATTTGTTCATTATCGTAATGGAGAAT
AGAAATCTCCACAGTCCTGAATATCTGGAAATGGCTTTGCCATTATTTTGCAAAGCGAT
GAGCAAGCTACCCCTTGCAGCCCAAGGAAAACTGATCAGACTGTGGTCTAAATACAATG
CAGACCAGATTCGGAGAATGATGGAGACATTTCAGCAACTTATTACTTATAAAGTCATA
AGCAATGAATTTAACAGTCGAAATCTAGTGAATGATGATGATGCCATTGTTGCTGCTTC
GAAGTGCTTGAAAATGGTTTACTATGCAAATGTAGTGGGAGGGGAAGTGGACACAAATC
ACAATGAAGAAGATGATGAAGAGCCCATCCCTGAGTCCAGCGAGCTGACACTTCAGGAA
CTTTTGGGAGAAGAAAGAAGAAACAAGAAAGGTCCTCGAGTGGACCCCCTGGAAACTGA
ACTTGGTGTTAAAACCCTGGATTGTCGAAAACCACTTATCCCTTTTGAAGAGTTTATTA
ATGAACCACTGAATGAGGTTCTAGAAATGGATAAAGATTATACTTTTTTCAAAGTAGAA
ACAGAGAACAAATTCTCTTTTATGACATGTCCCTTTATATTGAATGCTGTCACAAAGAA
TTTGGGATTATATTATGACAATAGAATTCGCATGTACAGTGAACGAAGAATCACTGTTC
TCTACAGCTTAGTTCAAGGACAGCAGTTGAATCCATATTTGAGACTCAAAGTTAGACGT
GACCATATCATAGATGATGCACTTGTCCGGCTAGAGATGATCGCTATGGAAAATCCTGC
AGACTTGAAGAAGCAGTTGTATGTGGAATTTGAAGGAGAACAAGGAGTTGATGAGGGAG
GTGTTTCCAAAGAATTTTTTCAGCTGGTTGTGGAGGAAATCTTCAATCCAGATATTGGT
ATGTTCACATACGATGAATCTACAAAATTGTTTTGGTTTAATCCATCTTCTTTTGAAAC
TGAGGGTCAGTTTACTCTGATTGGCATAGTACTGGGTCTGGCTATTTACAATAACTGTA
TACTGGATGTACATTTTCCCATGGTTGTCTACAGGAAGCTAATGGGGAAAAAAGGAACT
TTTCGTGACTTGGGAGACTCTCACCCAGTTCTATATCAGAGTTTAAAAGATTTATTGGA
GTATGAAGGGAATGTGGAAGATGACATGATGATCACTTTCCAGATATCACAGACAGATC
TTTTTGGTAACCCAATGATGTATGATCTAAAGGAAAATGGTGATAAAATTCCAATTACA
AATGAAAACAGGAAGGAATTTGTCAATCTTTATTCTGACTACATTCTCAATAAATCAGT
AGAAAAACAGTTCAAGGCTTTTCGGAGAGGTTTTCATATGGTGACCAATGAATCTCCCT
TAAAGTAC TTATTCAGACCAGAAGAAATTGAATTGCTTATATGTGGAAGCCGGAATCT 
AGATTTCCAAGCACTAGAAGAAACTACAGAATATGACGGTGGCTATACCAGGGACTCTG
TTCTGATTAGGGAGTTCTGGGAAATCGTTCATTCATTTACAGATGAACAGAAAAGACTC
TTCTTGCAGTTTACAACGGGCACAGACAGAGCACCTGTGGGAGGACTAGGAAAATTAAA
GATGATTATAGCCAAAAATGGCCCAGACACAGAAAGGTTACCTACATCTCATACTgcCT
TTAATGTGCTTTTACTTCCGGAATACTCAAGCAAAGAAAAACTTAAAGAGAGATTGTTG
AAGGCCATCACGTATGCCAAAGGATTTGGCATGCTGTAAgcggccgc 


