
Division of Signal Transduction Therapy 
 

Standard Operation Procedure 
 

Preparation of Cullin-4a / Rbx1 
 
Enzyme description:- Cullin-4a / Rbx1 dimer 
 
Clone number:- DU23656 
 
Source:- Recombinant 
 
Tag:- cleaved from Dac-tag 
 
Purification method:- Ampicillin Sepharose, SEC 
 
Expression level:- 0.5mg/L 
 
Calculated molecular mass:- 
 
Monoisotopic Cullin-3:    87825 Da 
Average Mass Cullin-3:    87879 Da 
Monoisotopic Rbx1:        12265 Da 
Average Mass Rbx1:        12273 Da 
 
[cysteines reduced, methionines have not been oxidised] 
 
Theoretical pI:- Cullin2: 8.70  Rbx1: 7.00 
 
Purity:- >80% 
 
Enzyme storage buffer:-  
 
50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, 1mM TCEP 
 
Storage temperature:- -80ºC 
 
Assay:-  
 
 



Division of Signal Transduction Therapy 
 

Clone Data Sheet 
 

Protein name 
 
Protein Cullin-4a  1-759   (full length) 
Synonyms Cul4a 
Clone Number DU23656 
Species Human 
Accession Number Q13619 
Tags cleaved from Dac-tag 
Aminoacid sequence of 
the purified and cleaved 
Cullin-3  
 

GGSMADEAPRKGSFSALVGRTNGLTKPAALAAAPAKPGGAGGSKKLVI
KNFRDRPRLPDNYTQDTWRKLHEAVRAVQSSTSIRYNLEELYQAVENL
CSHKVSPMLYKQLRQACEDHVQAQILPFREDSLDSVLFLKKINTCWQD
HCRQMIMIRSIFLFLDRTYVLQNSTLPSIWDMGLELFRTHIISDKMVQ
SKTIDGILLLIERERSGEAVDRSLLRSLLGMLSDLQVYKDSFELKFLE
ETNCLYAAEGQRLMQEREVPEYLNHVSKRLEEEGDRVITYLDHSTQKP
LIACVEKQLLGEHLTAILQKGLDHLLDENRVPDLAQMYQLFSRVRGGQ
QALLQHWSEYIKTFGTAIVINPEKDKDMVQDLLDFKDKVDHVIEVCFQ
KNERFVNLMKESFETFINKRPNKPAELIAKHVDSKLRAGNKEATDEEL
ERTLDKIMILFRFIHGKDVFEAFYKKDLAKRLLVGKSASVDAEKSMLS
KLKHECGAAFTSKLEGMFKDMELSKDIMVHFKQHMQNQSDSGPIDLTV
NILTMGYWPTYTPMEVHLTPEMIKLQEVFKAFYLGKHSGRKLQWQTTL
GHAVLKAEFKEGKKEFQVSLFQTLVLLMFNEGDGFSFEEIKMATGIED
SELRRTLQSLACGKARVLIKSPKGKEVEDGDKFIFNGEFKHKLFRIKI
NQIQMKETVEEQVSTTERVFQDRQYQIDAAIVRIMKMRKTLGHNLLVS
ELYNQLKFPVKPGDLKKRIESLIDRDYMERDKDNPNQYHYVA 

Native sequence in bold 
Protease cleavage TEV site  
Cloning sites BamH1 / Not1 
 
 



 
DNA sequence 
of  the Cullin 4a 
insert 

GGATCCATGGCGGACGAGGCCCCGCGGAAGGGCAGCTTCTCGGCGCTCGTGGG
CCGCACCAACGGCCTCACCAAGCCCGCGGCCCTGGCCGCCGCGCCCGCCAAGC
CGGGGGGCGCGGGCGGCTCCAAGAAGCTGGTCATCAAGAACTTCCGAGACAGA
CCTCGGCTGCCCGACAACTACACGCAGGACACGTGGCGGAAGCTGCACGAGGC
GGTGCGGGCCGTGCAGAGCAGCACCTCCATCAGGTACAACCTCGAGGAGCTCT
ACCAGGCTGTGGAAAATCTCTGTTCTCACAAAGTCTCCCCAATGCTCTACAAG
CAACTGCGTCAGGCCTGTGAAGACCACGTCCAGGCACAGATCCTTCCGTTTAG
AGAAGACTCACTAGATAGTGTTTTATTTTTAAAGAAGATTAACACGTGCTGGC
AGGACCACTGCAGACAAATGATCATGATCAGAAGCATCTTCCTGTTCTTGGAC
CGCACCTATGTGCTGCAGAACTCCACGCTGCCCTCCATCTGGGATATGGGATT
AGAACTGTTTAGAACCCATATTATTAGTGATAAAATGGTTCAGAGTAAAACCA
TTGATGGAATCCTACTGCTGATCGAGCGCGAGAGGAGCGGCGAGGCCGTGGAC
CGGAGCCTGTTGCGGAGCCTCCTGGGCATGCTGTCTGACCTGCAGGTGTATAA
AGATTCATTTGAACTGAAATTTTTGGAAGAGACTAATTGCTTATATGCTGCCG
AAGGCCAAAGGTTAATGCAGGAAAGAGAGGTTCCAGAATATCTTAACCATGTA
AGTAAACGCTTAGAGGAAGAGGGAGACAGAGTAATCACTTACTTGGACCACAG
CACACAGAAACCACTGATTGCTTGTGTGGAGAAACAGCTATTAGGAGAACATT
TAACAGCAATTCTGCAGAAAGGGCTCGACCACTTACTGGATGAGAACAGAGTG
CCGGACCTCGCACAGATGTACCAGCTGTTCAGCCGGGTGAGGGGCGGGCAGCA
GGCGCTGCTGCAGCACTGGAGCGAGTACATCAAGACTTTTGGAACAGCGATCG
TAATCAATCCTGAGAAAGACAAAGACATGGTCCAAGACCTGTTGGACTTCAAG
GACAAGGTGGACCACGTGATCGAGGTCTGCTTCCAGAAGAATGAGCGGTTCGT
CAACCTGATGAAGGAGTCCTTTGAGACGTTCATCAACAAGAGACCCAACAAGC
CTGCAGAACTGATCGCAAAGCATGTGGATTCAAAGTTAAGAGCAGGCAACAAA
GAAGCCACAGACGAGGAGCTGGAGCGGACGTTGGACAAGATCATGATCCTGTT
CAGGTTTATCCACGGTAAAGATGTCTTTGAAGCATTTTATAAAAAAGATTTGG
CAAAAAGACTCCTTGTTGGGAAAAGTGCCTCAGTCGATGCTGAAAAGTCTATG
TTGTCAAAGCTCAAGCATGAGTGCGGTGCAGCCTTCACCAGCAAGCTGGAAGG
CATGTTCAAGGACATGGAGCTTTCGAAGGACATCATGGTTCATTTCAAGCAGC
ATATGCAGAATCAGAGTGACTCAGGCCCTATAGACCTCACAGTGAACATACTC
ACAATGGGCTACTGGCCAACATACACGCCCATGGAAGTGCACTTAACCCCAGA
AATGATTAAACTTCAGGAAGTATTTAAGGCATTTTATCTTGGAAAGCACAGTG
GTCGAAAACTTCAGTGGCAAACTACTTTGGGACATGCTGTTTTAAAAGCGGAG
TTTAAAGAAGGGAAGAAGGAATTCCAGGTGTCCCTCTTCCAGACACTGGTGCT
CCTCATGTTCAACGAGGGAGATGGCTTCAGCTTTGAGGAGATAAAAATGGCCA
CGGGGATAGAGGATAGTGAATTGCGCAGAACGCTGCAGTCCCTGGCCTGTGGC
AAAGCACGTGTGCTGATTAAAAGTCCCAAAGGAAAGGAAGTGGAAGATGGAGA
CAAGTTCATTTTTAATGGAGAGTTCAAGCACAAGTTGTTTAGAATAAAGATCA
ATCAAATTCAGATGAAGGAAACTGTTGAGGAACAGGTTAGCACCACTGAGAGA
GTGTTTCAGGATAGACAATATCAGATTGATGCTGCTATCGTCAGAATAATGAA
GATGAGAAAGACTCTTGGTCATAATCTTCTAGTTTCTGAATTATATAATCAGC
TGAAATTTCCAGTAAAGCCTGGAGATTTGAAAAAGAGAATTGAATCTCTGATA
GACAGAGACTATATGGAGAGAGACAAAGACAATCCGAATCAGTACCACTACGT
GGCCTGAGCGGCCGC 

 



Division of Signal Transduction Therapy 
 

Clone Data Sheet 
 

Protein name 
 
Protein Rbx1    1-108 (full length) 
Synonyms RNF75, ROC1 
Clone Number DU23263 
Species Human 
Accession Number P62877 
Tags N/A 
Aminoacid sequence of 
the purified Rbx1  
 

MAAAMDVDTPSGTNSGAGKKRFEVKKWNAVALWAWDIVVDNCAICRNH
IMDLCIECQANQASATSEECTVAWGVCNHAFHFHCISRWLKTRQVCPL
DNREWEFQKYGH 

Native sequence in bold 
Protease cleavage N/A 
Cloning sites Nhe1 / Kpn1 
DNA sequence of the 
Rbx1 insert 

gctagcATGGCGGCAGCGATGGATGTGGATACCCCGAGCGGCACCAAC
AGCGGCGCGGGCAAGAAGCGCTTTGAAGTGAAAAAGTGGAATGCAGTA
GCCCTCTGGGCCTGGGATATTGTGGTTGATAACTGTGCCATCTGCAGG
AACCACATTATGGATCTTTGCATAGAATGTCAAGCTAACCAGGCGTCC
GCTACTTCAGAAGAGTGTACTGTCGCATGGGGAGTCTGTAACCATGCT
TTTCACTTCCACTGCATCTCTCGCTGGCTCAAAACACGACAGGTGTGT
CCATTGGACAACAGAGAGTGGGAATTCCAAAAGTATGGGCACTAGggt
acc 

 
 
 


