Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active c-Jun [1 - 331]

Enzyme description:- c-Jun[1- 331]

Clone number :- DU 968

Sour ce: - Recombinant

Expression system:- E. coli

Tag:- N-terminal Maltose Binding Protein (MBP) and
C-terminal His(6)terminal

Purification method:- Amylose agarose

Expression level:- 0.5 mg/L

Calculated molecular mass: -

M onoi sotopic 82, 080.76 daltons

Average Mass 82, 132.18 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.53

Purity:- >85 %

Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Stor age temper atur e: - -20°C

Assay:- Substrate for INK
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Clone Data Sheset

c-Jun [1 - 331]

Protein c-Jun[1- 331]

Clone number DU 968

Species Human

Accession no Jo4111

Tags N-terminal MBP and C-terminal His(6)

Baculovirus VKl KTGARI LALSALTTMVFSASALAKI EEGKLVI W NGDKGYN

expressed protein ~ GLAEVGKKFEKDTG KVTVEHPDKL EEKFPQVAATGDGPDI | FW
AHDRFGGYAQSGLLAEI TPDKAFQDKL YPFTWDAVRYNGKL | AY
Pl AVEALSL| YNKDLLPNPPKTWEE| PAL DKEL KAKGKSALMFN
LQEPYFTVPLI AADGGYAFKYENGKYDI KDVGVDNAGAKAGL TF
LVDLI KNKHVNADTDYSI AEAAFNKGETAMT|T NGPWAWSNI DTS
KVNYGVTVLPTFKGQPSKPFVGVL SAG NAASPNKELAKEFLEN
YLL TDEGL EAVNKDKPL GAVAL KSYEEEL AKDPRI AATNVENAQK
GEI MPNI PQVSAFWAVRTAVI NAASGRQTVDEAL KDAQTNSSS
NNNNNNNNNNLGE EGRI SEFGSMTAKVET TFYDDAL NASFL PSE
SGPYGYSNPKI LKQSMILNLADPVGSLKPHLRAKNSDL L TSPDV
GLLKLASPELERLI | QSSNGHI TTTPTPTQFL CPKNVTDEQEGF
AEGFVRAL AEL HSQNTL PSVT SAAQPVNGAGWAPAVASVAGGS
GSGGFSASL HSEPPVYANL SNENPGAL SSGGGAPSYGAAGLAFP
AQPQQQQOPPHHL PQQVPVQHPRL QAL KEEPQTVPEMPGETPPL
SPI DVESQERI KAERKRVRNRI AASKCRKRKLERI ARLEEKVKT
L KAQNSEL ASTANM. REQVAQL KQKVMNHVNSGOQL M. TQQL QT
FHHHHHH

Native sequence Amino acids M1 — F331 (end) of human c-Jun.
Residue M419 of the fusion protein is equivalent to M1 of human c-Jun.
The MBP tag islocated at residues 1 — 408 and the His(6) tag is located at
residues 750 — 755.

Protease cleavage Factor Xa (IEGR) residues 409 - 412

Cloning sites BamH1 sites of pMal2px



Nucleotide
sequence of insert
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GGATCCATGACTGCAAAGATGGAAACGACCTTCTATGGCGATGCCCTCAA
CGCCTCGI TCCTCCCGT CCGAGAGCGGACCTTATGGCTACAGTAACCCCA
AGATCCTGAAACAGAGCATGACCCTGAACCT GGCCGACCCAGT GGGGAGC
CTGAAGCCGCACCT CCGCGCCAAGAACT CGGACCT CCTCACCT CGCCCA
CGTGGEEECTGCTCAAGCT GGECGT CGCCCGAGCTGGAGCGCCTGATAATCC
AGT CCAGCAACGGGCACATCACCACCACGCCGACCCCCACCCAGITCCTG
TGCCCCAAGAACGT GACAGAT GAGCAGGAGGECTTCECCGAGEECTTCGT
GCGCGECCCTGECCGAACT GCACAGCCAGAACACGCTGCCCAGCGT CACGT
CGGECGEECECAGCCGGT CAACGGGEECAGGECATGGTGECTCCCGCGGTAGCC
TCGGT GGCAGGEEGECAGCGGECAGCGECEECT TCAGCGCCAGCCTGCACAG
CGAGCCGCCGGT CTACGCAAACCT CAGCAACTTCAACCCAGGCGCGCTGA
GCAGCGEECEECEEEECECCCT CCTACGECECEECCEECCTEECCTTTCCC
GCGCAACCCCAGCAGCAGCAGCAGCCGCCGECACCACCTGCCCCAGCAGAT
GCCCGT GCAGCACCCGECGECT GCAGGCCCT GAAGGAGGAGCCTCAGACAG
TGCCCGAGAT GCCCGGECGAGACACCGECCCCTGI CCCCCATCGACATGGAG
TCCCAGGAGCGGAT CAAGGCGGAGAGGAAGCGCAT GAGGAACCGCATCEC
TGCCTCCAAGT GCCCGAAAAAGGAAGCT GGAGAGAAT CGCCCGECTGRAGG
AAAAAGT GAAAACCT TGAAAGCT CAGAACT CGGAGCT GECGT CCACGECC
AACATGCTCAGGGAACAGGT GGCACAGCTTAAACAGAAAGT CATGAACCA
CGTTAACAGT GGGTGCCAACTCATGCTAACGCAGCAGTTGCAAACATTTC
ACCATCACCATCACCATt gaggat cc



