Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MARK 2 [2 - 691]

Enzyme description:- MARK?2[2-691]
Clone number :- DU 1269

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.- 81, 780 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

MARK2[2 - 691]

MARK?2 [2 —691]
DU 1269

Human
NM_004954
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAMSE RNSKAYVDI RGRNSATSADEQ
PHI GNYRLLKTI GKGNFAKVKLARHI LTGKEVAVKI | DKTQLNSSSL (K
LFREVRI MKVLNHPNI VKLFEVI ETEKTLYLVMEYASGGEVFDYLVAHG
RMKEKEARAKFRQ VSAVQYCHKFI VHRDLKAENL L L DADWNI KI ADF
G-SNEFTFGNKL DTFCGSPPYAAPEL FQGKKYDGPEVDW\BL GVI LYTL
VSGSL PFDGONLKELRERVLRGKYRI PFYMSTDCENLLKKFLI LNPSKR
GTLEQ MKDRWWNVGHEDDEL KPYVEPL PDYKDPRRTELMWSMGYTREE
| QDSLVGORYNEVVATYLLLGYKSSELEGDTI TLKPRPSADLTNSSAPS
PSHKVOQRSVSANPKCQRRFSDQAGPAI PTSNSYSKKTQSNNAENKRPEED
RESGRKASSTAKVPASPL PALERKKTTPTPSTNSVLSTSTNRSRNSPL L
ERASL GQASI QNGKDSTAPCQRVPVASPSAHNI SSSGGAPDRTNFPRGVS
SRSTFHAGQL RQVRDQONL PYGVTPASPSGHSQGRRGASGS| FSKFTSK
FVRRNLNEPESKDRVETL RPHVVGSGGNDKEKEEFREAKPRSL RFTWSM
KTTSSMEPNEMVREI RKVL DANSCQSEL HEKYM. L CMHGT PGHEDFVQW
EMEVCKLPRLSLNGVRFKRI SGTSVAFKNI ASKI ANEL KL

Amino acids 12 — L691 (end) of human MARK2.

Residue 137 of fusion protein is equilivalent to |2 of the native enzyme.
The Hig(6) tag islocated at residues 5 — 10.

rTEV (ENLYFQG) residues 18 - 24

Sall site of pFastBAC HTc
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gt cgac ATTCGGGGCCGCAACT CAGCCACCT CTGCTGATGAGCAGCCCC
ACATTGGAAACT ACCGGECTCCTCAAGACCATTGGCAAGGGTAATTTTGC
CAAGGT GAAGT TGGCCCGACACAT CCTGACTGGGAAAGAGGTACCTGT G
AAGATCATTGACAAGACT CAACTGAACT CCTCCAGCCTCCAGAAACTAT
TCCGCGAAGTAAGAATAATGAAGGT TTTGAATCATCCCAACATAGI TAA
ATTATTTGAAGT GATTGAGACT GAGAAAACGCTCTACCTTGTCATGGAG
TACGCTAGT GGCCGAGAGGTATTTGATTACCTAGT GGCTCATGGCAGGA
TGAAAGAAAAAGAGGCT CGAGCCAAATTCCGCCAGATAGT GTCTGCTGT
GCAGTACTGTCACCAGAAGTTTATTGTCCATAGAGACT TAAAGGCAGAA
AACCTGCTCTTGGATGCTGATATGAACATCAAGATTGCAGACTTTGECT
TCAGCAATGAATTCACCT TTGGGAACAAGCTGGACACCTTCTGTGGCAG
TCCCCCTTATGCTGCCCCAGAACT CTTCCAGGGCAAAAAATATGATGCGA
CCCGAGGT GGATGT GTGGAGCCTAGGAGT TATCCTCTATACACTGGTCA
GCGGATCCCTGCCTTTTGATGGACAGAACCT CAAGGAGCT GCEGGAACG
GGTACT GAGGGGGAAATACCGTATTCCATTCTACAT GT CCACGGACTGT
GAAAACCTGCCTTAAGAAATTTCTCATTCTTAATCCCAGCAAGAGAGGCA
CTTTAGAGCAAATCATGAAAGAT CGATGGATGAATGTGGGT CACGAAGA
TGATGAACTAAAGCCT TACGT GGAGCCACT CCCTGACTACAAGGACCCC
CGGCGCGACAGAGCTGATGGT GT CCATGGGT TATACACGGGAAGAGATCC
AGGACT CCCTGGT GGECCAGAGATACAACGAGGT GATGGECCACCTATCT
GCTCCTGGEECTACAAGAGCT CCGAGCT GGAAGGCGACACCATCACCCTG
AAACCCCGGCCTTCAGCTGATCTGACCAAT AGCAGCGCCCCATCCCCAT
CCCACAAGGTACAGCGCAGCGT GTCGECCAAT CCCAAGCAGCEECECTT
CAGCGACCAGGCTGGTCCTGCCATTCCCACCTCTAATTCTTACTCTAAG
AAGACT CAGAGT AACAACGCAGAAAAT AAGCGECCT GAGGAGGACCEEG
AGT CAGGGCGCGAAAGCCAGCAGCACAGCCAAGGT GCCTGCCAGCCCCCT
GCCCGGT CTGGAGAGGAAGAAGACCACCCCAACCCCCTCCACGAACAGC
GTI'CCTCTCCACCAGCACAAAT CGAAGCAGGAATTCCCCACTTTTGGAGC
GGGECCAGCCT CGGCCAGGCCT CCATCCAGAAT GGCAAAGACAGCACAGC
CCCCCAGCGTGTCCCTGTTGCCT CCCCATCCGCCCACAACATCAGCAGC
AGT GGT GGAGCCCCAGACCGAACTAACT TCCCCCEEEGTGTGICCAGCC
GAAGCACCTTCCATGCTGGGCAGCT CCGACAGGT GCGGGACCAGCAGAA
TTTGCCCTACGGT GTGACCCCAGCCT CTCCCTCTGGCCACAGCCAGEEC
CGECGEEEEECCTCTCEGAGCATCTTCAGCAAGT TCACCTCCAAGTTTG
TACGCAGGAACCT GAAT GAACCT GAAAGCAAAGACCGAGT GGAGACGCT
CAGACCT CACGT GGT GGGCAGT GGCGGCAACGACAAAGAAAAGGAAGAA
TTTCGCGAGECCAAGCCCCGCT CCCTCCGCT TCACGT GGAGTATGAAGA
CCACGAGCT CCATGGAGCCCAACGAGAT GATGCGGGAGAT CCGCAAGGT
GCTGGACGCGAACAGCT GCCAGAGCGAGCTGCATGAGAAGTACATCCTG
CTGTGCAT GCACGGCACGCCGEECCACGAGGACT TCGT GCAGT GGGAGA
TGGAGGT GTGCAAACT GCCECGECTCTCTCTCAACGGGGT TCGATTTAA
GCGGATAT CGGGCACCT CCATGGCCTTCAAAAACATTGCCTCCAAAATA
GCCAACGAGCTGAACCT Tt aagt cgac



