Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active DYRK 2 [3 —52§]

Enzyme description:- DYRK2 [3-528]
Clone number :- DU 653

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 3 mg/L
Molecular mass.- 86, 533 daltons
Purity:- >75 %
Activation protocol:- Constitutively active
Enzyme stor age buffer :-

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

Storage temperature: - -20°C
Assay:- Standard filter binding assay
Assay buffer:-

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

Substrate:-
WOODtide [KKISGRLSPIMTEQ] Final concentration: 500 uM

Specific activity range:- 250 — 500 U/mg
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Clone Data Sheset

DYRK 2 [3—528]

DYRK2[3-528]
DU 653

Human
NM_003583

N-terminal GST

MBPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYY!I DGDVKLTQSMAI | RY! ADKHNM. GGCPKERAEI SM_E
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM._KMFEDRLCHKTYLN
GDHVTHPDFM_ YDAL DVWL YNDPMCL DAFPKLVCFKKRI EAl PQI DKY
LKSSKYI AWPL QGWOATFGGGDHPPKSDL VPRGSRRASVGS| DHLHVG
SHAHGQ QVQQLFEDNSNKRTVL TTQPNGLTTVGKTGLPWPERQLDS
| HRRQGSSTSL KSMEGVEKVKATPMTPEQAMKQYMKL TAFEHHE! FS
YPEI YFL GLNAKKRQGMT GGPNNGGYDDDQGSYVQVPHDHVAYRYEVL
KVI GKGSFGQUWKAYDHKVHQHVAL KMVRNEKRFHRQAAEE! RI LEHL
RKQDKDNTM\VI HVLENFTFRNHI CMTFEL LSMNL YEL | KKNKFQGFS
LPLVRKFAHSI LQCLDALHKNRI | HCDLKPENI LLKQQGRSG KVI DF
GSSCYEHQRVYTY! QSRFYRAPEVI LGARYGVPI DMABLGCI LAELLT
GYPLLPGEDEGDQLACM ELLGVPSQKL L DASKRAKNFVSSKGYPRYC
TVTTL SDGSVVL NGGRSRRGKL RGPPESREWGNAL KGCDDPL FLDFLK
QCL EWDPAVRMT PGQAL RHPW. RRRL PKPPTGEKTSVKRI TESTGAI T
SI SKLPPPSSSASKL RTNLAQMTDANGNI QQRTVLPKLVS

Amino acids D3 — S528 (end) of human DY RK2.
Residue D235 of the fusion protein is equilivalent to D3 of the native
enzyme. The GST tag islocated at residues 1 - 220.

Thrombin (LVPRGY) at residues 221 — 226

BamH1 and EcoR1 site of pGEX4T-1
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GGATCCATCGATCACCT GCAT GT CGGCAGCCACGCTCACGGACAGATC
CAGGTTCAACAGT TGTTTGAGGATAACAGTAACAAGCGGACAGTGCTC
ACGACACAACCAAAT GGECTTACAACAGT GGGCAAAACGEGECTTGCCA
GT' GGTGCCAGAGCGGCAGCTGGACAGCATTCATAGACGGCAGEEGAGC
TCCACCTCTCTAAAGT CCATGGAAGGCAT GGGGAAGGTGAAAGCCACC
CCCATGACACCT GAACAAGCAAT GAAGCAATACATGCAAAAACTCACA
GCCTTCGAACACCATGAGATTTTCAGCTACCCTGAAATATATTTCTTG
GGTCTAAAT GCTAAGAAGCGCCAGGGCAT GACAGGT GGGCCCAACAAT
GGTGGCTATGATGATGACCAGGGATCATAT GT GCAGGTGCCCCACGAT
CACGTGGCTTACAGGTATGAGGT CCTCAAGGT CATTGGGAAGGEGGAGC
TTTGGECAGGT GGTCAAGGCCTACGAT CACAAAGT CCACCAGCACGT G
GCCCTAAAGAT GGT GCGGAAT GAGAAGCGCT TCCACCGGECAAGCAGCG
GAGGAGAT CCGAAT CCTGGAACACCT GCGGAAGCAGGACAAGGATAAC
ACAATGAATGT CATCCATATGCTGGAGAATTTCACCTTCCGCAACCAC
ATCTGCATGACGT TTGAGCT GCTGAGCATGAACCTCTATGAGCTCATC
AAGAAGAATAAATTCCAGCECTTCAGTCTGCCTTTGGT TCGCAAGTTT
GCCCACTCGATTCTGCAGT GCTTGGATGCTTTGCACAAAAACAGAATA
ATTCACTGI GACCT TAAGCCCGAGAACATTTTGT TAAAGCAGCAGEGT
AGAAGCGGTATTAAAGTAATTGATTTTGGCTCCAGT TGTTACGAGCAT
CAGCGTGTCTACACGTACATCCAGTCGCGT TTTTACCGGEGCTCCAGAA
GIGATCCT TGGGECCAGGTATGGCATGCCCCATTGATATGTGGAGCCT G
GCCTGCATTTTAGCAGAGCT CCTGACGGEGT TACCCCCTCTTGCCTGGG
GAAGATGAAGGGGACCACCTGCCCTGTATGATTGAACTGT TGEGCATG
CCCTCACAGAAACT GCTGGATGCATCCAAACGAGCCAAAAATTTTGTG
AGCTCCAAGGGT TATCCCCGT TACTGCACTGTCACGACTCTCTCAGAT
GCCTCTGI GGT CCTAAACGGAGGCCGT TCCCGGAGGEEGAAACT GAGG
GGCCCACCCGAGAGCAGAGAGT GGGGTAACGCCCTGAAGGEGT GTGAT
GATCCCCTTTTCCTTGACTTCTTAAAACAGT GTTTAGAGT GGGATCCT
GCAGT GCGCAT GACCCCAGGCCAGGCTTTGCGEGECACCCCTGELCTGAGG
AGGCGGET TACCAAAGCCT CCCACCGGEGAGAAAACGT CAGTGAAAAGG
ATAACT GAGAGCACCGGT GCTATCACATCTATATCCAAGT TACCTCCA
CCTTCTAGCTCAGCTTCCAAACT GAGGACTAATTTGGCGCAGATGACA
GATGCCAATGGCGAATATTCAGCAGAGGACAGT GTTGCCAAAACTTGTT
AGCt ga




