
Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active MARK2 [2 - 691]

Enzyme description:- MARK2 [2 – 691]

Clone number:- DU 1269

Source:- Recombinant

Expression system:- Baculovirus expression vector system

Tag:- N–terminal His(6) tag

Purification  method:- Ni2+-NTA agarose

Expression level:- 1 mg/L

Calculated molecular mass:- 81, 780 daltons

Purity:- 75 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-

50 mM Tris-HCl 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 temperature:- -70 °C [Long term stability to be determined]

Assay:- Standard filter binding assay

Assay Buffer:-
50 mM Tris-HCl pH 7.5, 0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc

Substrate:-
AMARA peptide [AMARAASAAALARRR] Final concentration: 300 µM

Specific activity range:- To be determined
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Clone Data Sheet

MARK2 [2 - 691]

Protein MARK2 [2 – 691]

Clone Number DU 1269

Species Human

Accession number NM_004954

Tags N-terminal His(6)

Baculovirus
expressed protein

MSYYHHHHHHDYDIPTTENLYFQGAMGIRNSKAYVDIRGRNSATSADEQ
PHIGNYRLLKTIGKGNFAKVKLARHILTGKEVAVKIIDKTQLNSSSLQK
LFREVRIMKVLNHPNIVKLFEVIETEKTLYLVMEYASGGEVFDYLVAHG
RMKEKEARAKFRQIVSAVQYCHQKFIVHRDLKAENLLLDADMNIKIADF
GFSNEFTFGNKLDTFCGSPPYAAPELFQGKKYDGPEVDVWSLGVILYTL
VSGSLPFDGQNLKELRERVLRGKYRIPFYMSTDCENLLKKFLILNPSKR
GTLEQIMKDRWMNVGHEDDELKPYVEPLPDYKDPRRTELMVSMGYTREE
IQDSLVGQRYNEVMATYLLLGYKSSELEGDTITLKPRPSADLTNSSAPS
PSHKVQRSVSANPKQRRFSDQAGPAIPTSNSYSKKTQSNNAENKRPEED
RESGRKASSTAKVPASPLPGLERKKTTPTPSTNSVLSTSTNRSRNSPLL
ERASLGQASIQNGKDSTAPQRVPVASPSAHNISSSGGAPDRTNFPRGVS
SRSTFHAGQLRQVRDQQNLPYGVTPASPSGHSQGRRGASGSIFSKFTSK
FVRRNLNEPESKDRVETLRPHVVGSGGNDKEKEEFREAKPRSLRFTWSM
KTTSSMEPNEMMREIRKVLDANSCQSELHEKYMLLCMHGTPGHEDFVQW
EMEVCKLPRLSLNGVRFKRISGTSMAFKNIASKIANELKL

Native sequence Amino acids I2 – L691 (end) of human MARK2.
Residue I37 of fusion protein is equilivalent to I2 of the native enzyme.
The His(6) tag is located at residues 5 – 10.

Protease cleavage rTEV (ENLYFQG) residues 18 - 24

Cloning sites Sal1 site of pFastBAC HTc
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Nucleotide
sequence of
insert

gtcgacATTCGGGGCCGCAACTCAGCCACCTCTGCTGATGAGCAGCCCC
ACATTGGAAACTACCGGCTCCTCAAGACCATTGGCAAGGGTAATTTTGC
CAAGGTGAAGTTGGCCCGACACATCCTGACTGGGAAAGAGGTAGCTGTG
AAGATCATTGACAAGACTCAACTGAACTCCTCCAGCCTCCAGAAACTAT
TCCGCGAAGTAAGAATAATGAAGGTTTTGAATCATCCCAACATAGTTAA
ATTATTTGAAGTGATTGAGACTGAGAAAACGCTCTACCTTGTCATGGAG
TACGCTAGTGGCGGAGAGGTATTTGATTACCTAGTGGCTCATGGCAGGA
TGAAAGAAAAAGAGGCTCGAGCCAAATTCCGCCAGATAGTGTCTGCTGT
GCAGTACTGTCACCAGAAGTTTATTGTCCATAGAGACTTAAAGGCAGAA
AACCTGCTCTTGGATGCTGATATGAACATCAAGATTGCAGACTTTGGCT
TCAGCAATGAATTCACCTTTGGGAACAAGCTGGACACCTTCTGTGGCAG
TCCCCCTTATGCTGCCCCAGAACTCTTCCAGGGCAAAAAATATGATGGA
CCCGAGGTGGATGTGTGGAGCCTAGGAGTTATCCTCTATACACTGGTCA
GCGGATCCCTGCCTTTTGATGGACAGAACCTCAAGGAGCTGCGGGAACG
GGTACTGAGGGGGAAATACCGTATTCCATTCTACATGTCCACGGACTGT
GAAAACCTGCTTAAGAAATTTCTCATTCTTAATCCCAGCAAGAGAGGCA
CTTTAGAGCAAATCATGAAAGATCGATGGATGAATGTGGGTCACGAAGA
TGATGAACTAAAGCCTTACGTGGAGCCACTCCCTGACTACAAGGACCCC
CGGCGGACAGAGCTGATGGTGTCCATGGGTTATACACGGGAAGAGATCC
AGGACTCGCTGGTGGGCCAGAGATACAACGAGGTGATGGCCACCTATCT
GCTCCTGGGCTACAAGAGCTCCGAGCTGGAAGGCGACACCATCACCCTG
AAACCCCGGCCTTCAGCTGATCTGACCAATAGCAGCGCCCCATCCCCAT
CCCACAAGGTACAGCGCAGCGTGTCGGCCAATCCCAAGCAGCGGCGCTT
CAGCGACCAGGCTGGTCCTGCCATTCCCACCTCTAATTCTTACTCTAAG
AAGACTCAGAGTAACAACGCAGAAAATAAGCGGCCTGAGGAGGACCGGG
AGTCAGGGCGGAAAGCCAGCAGCACAGCCAAGGTGCCTGCCAGCCCCCT
GCCCGGTCTGGAGAGGAAGAAGACCACCCCAACCCCCTCCACGAACAGC
GTCCTCTCCACCAGCACAAATCGAAGCAGGAATTCCCCACTTTTGGAGC
GGGCCAGCCTCGGCCAGGCCTCCATCCAGAATGGCAAAGACAGCACAGC
CCCCCAGCGTGTCCCTGTTGCCTCCCCATCCGCCCACAACATCAGCAGC
AGTGGTGGAGCCCCAGACCGAACTAACTTCCCCCGGGGTGTGTCCAGCC
GAAGCACCTTCCATGCTGGGCAGCTCCGACAGGTGCGGGACCAGCAGAA
TTTGCCCTACGGTGTGACCCCAGCCTCTCCCTCTGGCCACAGCCAGGGC
CGGCGGGGGGCCTCTGGGAGCATCTTCAGCAAGTTCACCTCCAAGTTTG
TACGCAGGAACCTGAATGAACCTGAAAGCAAAGACCGAGTGGAGACGCT
CAGACCTCACGTGGTGGGCAGTGGCGGCAACGACAAAGAAAAGGAAGAA
TTTCGGGAGGCCAAGCCCCGCTCCCTCCGCTTCACGTGGAGTATGAAGA
CCACGAGCTCCATGGAGCCCAACGAGATGATGCGGGAGATCCGCAAGGT
GCTGGACGCGAACAGCTGCCAGAGCGAGCTGCATGAGAAGTACATGCTG
CTGTGCATGCACGGCACGCCGGGCCACGAGGACTTCGTGCAGTGGGAGA
TGGAGGTGTGCAAACTGCCGCGGCTCTCTCTCAACGGGGTTCGATTTAA
GCGGATATCGGGCACCTCCATGGCCTTCAAAAACATTGCCTCCAAAATA
GCCAACGAGCTGAAGCTTtaagtcgac


