Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MARK4 [2 - 752]

Enzyme description:- MARK4 [2 - 752]
Clone number :- DU 1281

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:.- N-terminal His(6) tag
Purification method:- Ni*-NTA agarose
Expression level:- 1 mg/L

Calculated molecular mass:- 85, 706 daltons
Purity:- 75 %

Activation protocol:- Consgtitutively active
Enzyme stor age buffer:-

50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temper ature: - -70 °C [Long term stability to be determined]
Assay:- Standard filter binding assay

Assay Buffer:-

50 mM Tris-HCI pH 7.5, 0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc
Substrate:-

AMARA peptide AMARAASAAALARRR] Final concentration: 300 pM

Specific activity range: - To be determined
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Clone Data Sheet

MARK4[2 - 752]

MARK4 [2 - 752]
DU 1281

Human
AKQ75272
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFOGAMGSSSRTVLAPGNDRNSDTHGTLG
SGRSSDKGPSWESRSL GARCRNSI ASCPEEQPHVGNYRLLRTI GKGNFA
KVKLARHI LTGREVAI KI' | DKTQLNPSSLQKLFREVRI MKGLNHPNI VK
LFEVI ETEKTLYLVMEYASAGEVFDYLVSHGRVKEKEARAKFRQ VSAV
HYCHQKNI VHRDLKAENL LLDAEANI KI' ADFG-SNEFTLGSKLDTFCGS
PPYAAPEL FQGKKYDGPEVDI WELGVI LYTLVSGSL PFDGHNLKELRER
VLRGKYRVPFYMSTDCESI LRRFLVLNPAKRCTLEQ MKDKW NI GYEG
EELKPYTEPEEDFGDTKRI EVMWGMGYTREEI KESLTSQKYNEVTATYL
LLGRKTEEGEDRGAPGA.ALARVRAPSDT TNGT SSSKGT SHSKGOQRSSSS
TYHROQRRHSDFCGPSPAPL HPKRSPTSTGEAEL KEERL PGRKASCSTAG
SGSRGLPPSSPMWSSAHNPNKAEI PERRKDSTSTPNNLPPSMMIRRNTY
VCTERPGAERPSL L PNGKENSSGI PRVPPASPSSHSL APPSGERSRLAR
GSTI RSTFHGEQVRDRRAGGGEGEEEGVQNGPPASPTLAHEAAPL PAGRPR
PTTNLFTKLTSKLTRRVADEPERI GGPEVTSCHLPWDQTETAPRLLRFP
WBVKLTSSRPPEAL MAAL RQATAAARCRCRQPQPFL LACL HGGAGGPEP
L SHFEVEVCQL PRPGLRGVLFRRVAGTALAFRTLVTRI SNDLEL

Amino acids S2 — L 752 (end) of human MARKA4.

Residue S29 of fusion protein is equilivalent to S2 of the native enzyme.
The His(6) tag is located at residues 5 — 10.

rTEV (ENLYFQG,) residues 18 - 24

BamH1 site of pFastBAC HTb



Nucleotide
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ggat cc TCTTCGCGGACGGT GCTGGCCCCGCEECAACGAT CGGAACT CGG
ACACGCATGGCACCT TAGECAGT GGCCGCT CCTCCGACAAAGGCCCGTC
CTGGTCCAGCCGCTCACT GEGT GCCCGT TGCCGGAACTCCATCGCCTCC
TGTCCCGAGGAGCAGCCCCACGT GGECAACTACCGECCTGCTGAGGACCA
TTGCEGAAGGGECAACT TTGCCAAAGT CAAGCT GECTCGGCACATCCTCAC
TGGT CECGAGGT TGCCATCAAGATTATCGACAAAACCCAGCTGAATCCC
AGCAGCCTGCAGAAGCT GT TCCGAGAAGT CCGCATCATGAAGGGECCTAA
ACCACCCCAACATCGTGAACCTCTTTGAGGTGATTGAGACTGAGAAGAC
GCTGTACCTGGTGATGGAGTACGCAAGT GCTGGAGAAGTGT TTGACTAC
CTCGT GTCGCATGGECCGCAT GAAGGAGAAGGAAGCTCGAGCCAAGITCC
GACAGATTGT TTCGCCTGIGCACTATTGT CACCAGAAAAATATTGTACA
CAGGGACCT GAAGGCTGAGAACCT CTTGCTGGATGCCGAGGECCAACATC
AAGATTGCTGACTTTGGECTTCAGCAACGAGT TCACGCTGGGATCGAAGC
TGGACACGT TCTGCGGGAGCCCCCCATATGCCECCCCCGAGCTGTTTCA
GGGCAAGAAGT ACGACGEECCEGAGGT GGACAT CTGGAGCCTGEGAGT C
ATCCTGTACACCCTCGT CAGCGGECTCCCTGCCCT TCGACGEECACAACC
TCAAGGAGCT GCGEGAGCGAGT ACT CAGAGGGAAGTACCGEGTCCCTTT
CTACATGT CAACAGACTGTGAGAGCATCCTGCGGAGATTTTTGGTCCTG
AACCCAGCTAAACCCTGTACT CTCGAGCAAAT CATGAAAGACAAATGEA
TCAACATCGGCTAT GAGGGT GAGGAGT TGAAGCCATACACAGAGCCCGA
GGAGGACT TCCGEGEGACACCAAGAGAAT TGAGGT GATGGTGEGTATGEGC
TACACACGGGAAGAAAT CAAAGAGT CCTTGACCAGCCAGAAGTACAACG
AAGT GACCGCCACCTACCT CCTGCT GGGCAGGAAGACT GAGGAGEGT GG
GGACCGGEEECECCCCAGEECT GECCCT GGCACGEGT GCGEECECCCAGC
GACACCACCAACGGAACAAGT TCCAGCAAAGGCACCAGCCACAGCAAAG
GGCAGCGGAGT TCCTCTTCCACCT ACCACCGCCAGCGCAGGCATAGCGA
TTTCTGI GGCCCATCCCCTGCACCCCT GCACCCCAAACGCAGCCCGACG
AGCACGGGEGEGAGGCGGAGCT GAAGGAGGAGCGGECT GCCAGGCCEGAAGG
CGAGCT GCAGCACCGCCEEEAGT GGGAGT CGAGEECT GCCCCCCTCCAG
CCCCATGGT CAGCAGCGCCCACAACCCCAACAAGGCAGAGATCCCAGAG
CGGCGCGAAGGACAGCACGAGCACCCCCAACAACCTCCCTCCTAGCATGA
TGACCCGCAGAAACACCTACGT TTGCACAGAACGCCCGEEEECTGAGCG
CCCGTCACTGTTGCCAAAT GGGAAAGAAAACAGCT CAGGECACCCCACGG
GTI'GCCCCCTGCCTCCCCCT CCAGT CACAGCCTGECACCCCCAT CAGEEG
AGCGGAGCCGCCT GECACGCGEGT TCCACCATCCGCAGCACCTTCCATGG
TGGCCAGGT CCCGGACCGECEEECAGCEEEGET GEEEGT GG CGEEEGETGI G
CAGAAT GGGECCCCCTGCCT CTCCCACACT GGCCCATGAGGCTGCACCCC
TGCCCECCGEECGECCCCGCCCCACCACCAACCTCTTCACCAAGCTGAC
CTCCAAACT GACCCGAAGGGT CGCAGACGAACCT GAGAGAAT CGGGGEGA
CCTGAGGTCACAAGT TGCCATCTACCT TGGGATCAAACGGAAACCECCC
CCCGGCTGCTCCGATTCCCCT GGAGT GTGAAGCT GACCAGCTCGCGCCC
TCCTGAGGECCCT GATGGCAGCT CTGCECCAGGCCACAGCAGCCGLCCEC
TGCCGCTGCCGCCAGCCACAGCCGT TCCTGCTGECCTGCCTGCACGEEG
GT'GCGCGEECEEECCCGAGCCCCTGTCCCACT TCGAAGT GGAGGT CTGCCA
GCTGCCCCGECCAGCCT TCCGEEEAGT TCTCTTCCGCCGT GTGECGEEC
ACCGCCCTGGECCT TCCGECACCCT CGTCACCCGCATCTCCAACGACCTC
GAGCTCt gaggat cc



