Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MARK1[2 - 795]

Enzyme description:- MARK1[2-795]
Clone number :- DU 1272

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.- 92, 529 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

MARK1[2 - 795]

MARK1 [2 —795]
DU 1272

Human
AF154845
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFOQGAMDPEFSARTPLPTVNERDTENHTS
VDGYTEPHI QPTKSSSRQNI PRCRNSI TSATDEQPHI GNYRL QKT GKG
NFAKVKLARHVLTGREVAVKI | DKTQLNPTSLQKLFREVRI MKI LNHPN
| VKLFEVI ETEKTLYLVMEYASGGEVFDYL VAHGRVKEKEARAKFRQ V
SAVQYCHKY! VHRDLKAENL LLDGDMNI KI ADFGFSNEFTVGNKLDTF
CGSPPYAAPEL FQGKKYDGPEVDVWWEL GVI LYTLVSGSL PFDGONLKEL
RERVLRGKYRI PFYMSTDCENLLKKLLVLNPI KRGSLEQ MKDRWWIN\VG
HEEEELKPYTEPDPDFNDTKRI DI M\WTMGFARDEI NDALI NQKYDEVIVA
TY! LLGRKPPEFEGGESL SSGNL CORSRPSSDLNNSTL QSPAHLKVQRS
| SANQKQRRFSDHAGPSI PPAVSYTKRPQANSVESEQKEEVWDKDVARKL
GSTTVGSKSEMIASPLVGPERKKSSTI PSNNVYSGGSMARRNT YVCERT
TDRYVALNGKDSSLTEMSVSSI SSAGSSVASAVPSARPRHKSMSTSG
HPI KVTLPTI KDGSEAYRPGI TQRVPAASPSAHSI STATPDRTRFPRGS
SSRSTFHGEQL RERRSVAYNGPPASPSHETGAFAHARRGTSTA | SKI T
SKFVRRDPSEGEASGRT DT SRSTSGEPKERDKEEGKDSKPRSL RFTWSM
KTTSSMVDPNDMVREI RKVL DANNCDYEQKERFL L FCVHGDARQDSL VQWV
EMEVCKLPRLSLNGVRFKRI SGTSI AFKNI ASKI ANEL KL

Amino acids S2 — L 795 (end) of human MARK1.
Residue S31 of fusion protein is equilivalent to S2 of the native enzyme.
The His(6) tag islocated at residues 5 — 10.

The following amino acid substitutions are present:
V —E, where V16 of the native enzyme is E45 of the fusion protein
T — S, where T20 of the native enzyme is $S49 of the fusion protein

(TEV (ENLYFQG) residues 18 - 24

EcoR1 site of pFastBAC HTa
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gaat t c TCGECCCGGACGCCAT TGCCGACGGET GAACGAGCGEGEGACACGG
AAAATCATACATCTGT GGATGGATATACT GAACCACACATCCAGCCTAC
CAAGT CGAGTAGCAGACAGAACAT CCCCCGGTGTAGAAACTCCATTACG
TCAGCAACAGATGAACAGCCTCACATTGGAAAT TACCGT TTACAAAAAA
CAATAGGCGAAGGGAAAT TTTGCCAAAGT CAAATTGGCAAGACACGI TCT
AACTGGTAGAGAGGT TGCTGT GAAAATAATAGACAAAACT CAGCTAAAT
CCTACCAGI CTACAAAAGT TATTTCGAGAAGTACGAATAATGAAGATAC
TGAATCATCCTAATATAGTAAAATTGT TTGAAGT TATTGAAACAGAGAA
GACTCTCTATTTAGI CATGGAATACGCGAGT GCEGGTGAAGTATTTGAT
TACTTAGT TGCCCATGGAAGAAT GAAAGAGAAAGAGECCCGT GCAAAAT
TTAGCCAGATTGTATCTGCTGTACAGTATTGTCATCAAAAGTACATTGT
TCACCGTGATCTTAAGGCTGAAAACCT TCTCCTTGATGGT GATATGAAT
ATTAAAATTGCTGACTTTGGT TTTAGTAATGAATTTACAGT TGGGAACA
AATTGGACACATTTTGTGGAAGCCCACCCTATGCTGCTCCCGAGCTTTT
CCAAGGAAAGAAGT ATGATGEGCCTGAAGT GGATGT GTGGAGT CTGGEC
GICATTCTCTATACATTAGT CAGT GGECTCCTTGCCTTTCGATGECCAGA
ATTTAAAGGAACT GCGAGAGCGAGT TTTACGAGGGAAGTACCGTATTCC
CTTCTATATGTCCACAGACTGTGAAAATCTTCTGAAGAAATTATTAGTC
CTGAATCCAATAAAGAGAGGCAGCT TGGAACAAATAATGAAAGAT CGAT
GGATGAATGT TGGT CATGAAGAGGAAGAACT AAAGCCATATACTGAGCC
TGATCCGGATTTCAATGACACAAAAAGAATAGACATTATGGT CACCATG
GCCTTTGCACGAGATGAAATAAATGATGCCTTAATAAATCAGAAGTATG
ATGAAGT TATGGCTACTTATATTCTTCTAGGTAGAAAACCACCTGAATT
TGAAGGT GGTGAATCGT TATCCAGT GGAAACT TGT GT CAGAGGT CCCGG
CCCAGTAGTGACTTAAACAACAGCACTCTTCAGT CCCCTGCTCACCTGA
AGGT CCAGAGAAGT AT CTCAGCAAAT CAGAAGCAGCGGECGT TTCAGT GA
TCATGCTGGTCCATCCATTCCTCCTGCTGTATCATATACCAAAAGACCT
CAGGCTAACAGIT GTGGAAAGT GAACAGAAAGAGGAGT GGGACAAAGATG
TGGECTCGAAAACT TGGCAGCACAACAGT TGGATCAAAAAGCGAGATGAC
TGCAAGCCCTCTTGTAGGGCCAGAGAGGAAAAAATCTTCAACTATTCCA
AGTAACAATGT GTATTCTGGAGGTAGCATGGCAAGAAGGAATACATATG
TCTGT GAAAGGACCACAGAT CGATACGTAGCAT TGCAGAAT GGAAAAGA
CAGCAGCCT TACGGAGATGTCTGTGAGTAGCATATCT TCTGCAGECTCT
TCTGIGECCTCTGCT GT CCCCT CAGCACGACCCCGECCACCAGAAGT CCA
TGTCCACTTCTGGTCATCCTATTAAAGT CACACTGCCAACCATTAAAGA
CGGECTCTGAAGCTTACCGGECCT GGTACAACCCAGAGAGT GCCTGCTGCT
TCCCCATCTGCTCACAGTATTAGTACTGCGACT CCAGACCGGACCCGT T
TTCCCCGAGGGAGCT CAAGCCGAAGCACT TTCCATGGTGAACAGCT CCG
GGAGCGACGCAGCGT TGCTTATAATGGGECCACCT GCTTCACCATCCCAT
GAAACGGGT GCATTTGCACAT GCCAGAAGGGEGAACGT CAACTGGTATAA
TAAGCAAAATCACATCCAAATTTGI TCGCAGGGAT CCAAGT GAAGGCGA
AGCCAGT GGCAGAACCGACACCT CAAGAAGT ACAT CAGGGGAACCAAAA
GAAAGAGACAAGGAAGAGEGTAAAGATTCTAAGCCGECGT TCTTTGCGEGET
TCACATGGAGTATGAAGACCACTAGT TCAATGGACCCTAATGACATGAT
GAGAGAAATCCGAAAAGT GTTAGATGCAAATAACT GTGATTATGAGCAA
AAAGAGAGATTTTTGCTTTTCTGT GT CCATGGAGACGCTAGACAGGATA
GCCTCGT GCAGT GGGAGATGGAAGT CTGCAAGT TGCCACGACT GT CACT
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TAATGGEEGET TCCCT TCAAGCGAATATCTGGGACATCTATTGCCTTTAAG
AACATTGCATCAAAAATAGCAAATGAGCCTTAAGCTGr aagaatt c



