Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MARK3[2 - 729]

Enzyme description:- MARK3[2 - 729]
Clone number :- DU 1296

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.- 86, 036 daltons
Purity:- 75 %

Activation protocol:- Congtitutively 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 uM

Specific activity range: - To be determined
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Clone Data Sheset

MARK3[2 - 729]

MARK3 [2—729]
DU 1296

Human

U64205
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAMGSGE QRPTSTSSLVAAASTRTPL
PTVNERDTENHT SHGDGRQEVT SRT SRSGARCRNSI ASCADEQPHI GNY
RLLKTI GKGNFAKVKLARHI LTGREVAI KI | DKTQLNPTSLQKLFREVR
I MKI LNHPNI VKLFEVI ETEKTLYLI MEYASGGEVFDYLVAHGRVKEKE
ARSKFRQ VSAVQYCHKRI VHRDLKAENLLLDADWNI KI ADFG-SNEF
TVGEKLDTFCGSPPYAAPEL FQGKKYDGPEVDVWSL GVI LYTLVSGSLP
FDGONLKELRERVLRGKYRI PFYMSTDCENLLKRFLVLNPI KRGTLEQ

VKDRW NAGHEEDELKPFVEPELDI SDQKRI DI MWGMGYSQEEI QESLS
KMKYDEI TATYLLLGRKSSELDASDSSSSSNL SLAKVRPSSDLNNSTGQ
SPHHKVOQRSVSSSQKOQRRYSDHAGPAI PSVWAYPKRSQT STADGDLKED
G SSRKSSGSAVGEKGE APASPM.GNASNPNKADI PERKKSSTVPSSNT
ASGGMIRRNTYVCSERT TADRHSVI QNGKENSTI PDQRTPVASTHSI SS
AATPDRI RFPRGTASRSTFHGQPRERRTATYNGPPASPSL SHEATPLSQ
TRSRGSTNL FSKLTSKL TRSRNVSAEQKDENKEAKPRSLRFTWEMKTTS
SVDPGDMVREI RKVL DANNCDYEQRERFL L FCVHGDGHAENL VOWEMEV
CKLPRLSLNGVRFKRI SGTSI AFKNI ASKI ANELKL

Amino acids S2 — L 729 (end) of human MARK3.

Residue $S44 of fusion protein is equilivalent to S2 of the native enzyme.
The His(6) tag islocated at residues 5 — 10.

rTEV (ENLYFQG) residues 18 - 24

Notl site of pFastBAC HTb
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gcggccgcec TCCACTAGGACCCCATTGCCAACGGTGAATGAACGAGACA
CTGAAAACCACACGT CACATGGAGATGGGCGT CAAGAAGT TACCTCTCG
TACCAGCCGCTCAGGAGCTCGGTGTAGAAACTCTATAGCCTCCTGIGCA
GATGAACAACCTCACATCGGAAACTACAGACTGTTGAAAACAATCGGCA
AGGGGAATTTTGCAAAAGT AAAATTGGCAAGACATATCCTTACAGGCAG
AGAGGTTGCAATAAAAATAATTGACAAAACT CAGT TGAATCCAACAAGT
CTACAAAAGCTCTTCAGAGAAGTAAGAATAATGAAGATTTTAAATCATC
CCAATATAGT GAAGT TATTCGAAGT CATTGAAACTGAAAAAACACTCTA
CCTAATCATGGAATATGCAAGT GGAGGTGAAGTATTTGACTATTTGGI T
GCACATGGCAGGATGAAGGAAAAAGAAGCAAGATCTAAATTTAGACAGA
TTGTGTCTGCAGT TCAATACTGCCATCAGAAACGGATCGTACATCGAGA
CCTCAAGGCTGAAAATCTATTGT TAGATGCCGATATGAACATTAAAATA
GCAGATTTCGGT TTTAGCAATGAATTTACTGT TGGCGGTAAACTCGACA
CGTTTTGIGGCAGT CCTCCATACGCAGCACCTGAGCTCTTCCAGGGCAA
GAAATATGACGGGCCAGAAGT GGATGTGTGGAGT CTGGGGGTCATTTTA
TACACACTAGT CAGTGECTCACTTCCCTTTGATGGGCAAAACCTAAAGG
AACTGAGAGAGAGAGTATTAAGAGGGAAATACAGAATTCCCTTCTACAT
GTCTACAGACTGTGAAAACCTTCTCAAACGTTTCCTGGTGCTAAATCCA
ATTAAACGCGGCACTCTAGAGCAAAT CATGAAGGACAGGTGGATCAATG
CAGGGCATGAAGAAGATGAACTCAAACCATTTGT TGAACCAGAGCTAGA
CATCTCAGACCAAAAAAGAATAGATATTATGGTGGGAATGGGATATTCA
CAAGAAGAAATTCAAGAATCTCTTAGTAAGATGAAATACGATGAAATCA
CAGCTACATATTTGI TATTGGGGAGAAAATCTTCAGAGCTGGATGCTAG
TGATTCCAGTTCTAGCAGCAATCTTTCACTTGCTAAGGT TAGGCCGAGC
AGTGATCTCAACAACAGTACTGGCCAGTCTCCTCACCACAAAGT GCAGA
GAAGTGTTTCTTCAAGCCAAAAGCAAAGACCCTACAGTGACCATGCTGG
ACCAGCTATTCCTTCTGT TGTGGCGTATCCGAAAAGGAGT CAGACAAGC
ACTGCAGATGGTGACCTCAAAGAAGATGGAATTTCCTCCCGGAAATCAA
GT GGCAGT GCTGT TGGAGGAAAGGGAAT TGCTCCAGCCAGT CCCATGCT
TGGGAATGCAAGTAATCCTAATAAGGCGGATATTCCTGAACGCAAGAAA
AGCTCCACTGT CCCTAGTAGTAACACAGCATCTGGTGGAATGACACGAC
GAAATACTTATGT TTGCAGT GAGAGAACTACAGCTGATAGACACTCAGT
GATTCAGAATGGCAAAGAAAACAGCACTATTCCTGATCAGAGAACTCCA
GITGCTTCAACACACAGTATCAGTAGTGCAGCCACCCCAGATCGAATCC
GCTTCCCAAGAGGCACTGCCAGT CGTAGCACTTTCCACGGCCAGCCCCG
GGAACGGECGAACCGCAACATATAATGECCCTCCTGCCTCTCCCAGCCTG
TCCCATGAAGCCACACCATTGT CCCAGACT CGAAGCCGAGGCTCCACTA
ATCTCTTTAGTAAATTAACTTCAAAACT CACAAGGAGT CGCAATGTATC
TGCTGAGCAAAAAGAT GAAAACAAAGAAGCAAAGCCTCGATCCCTACGC
TTCACCTGGAGCATGAAAACCACTAGTI TCAATGGATCCCGGGGACATGA
TGCGGGAAAT CCGCAAAGT GTTGGACGCCAATAACT GCGACTATGAGCA
GAGGGAGCCGCTTCTTGCTCTTCTGCGT CCACGGAGAT GGGECACGCGGAG
AACCT CGTGCAGT GGGAAAT GGAAGT GTGCAAGCTGCCAAGACTGT CT

CTGAACGGEGGT CCGGTTTAAGCGGATATCGGGGACATCCATAGCCTTCA
AAAATATTGCTTCCAAAATTGCCAATGAGCTAAAGCTG aagcggcecgce




