Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active DYRK 3 [1 —588]

Enzyme description:- DYRK3[1-588]
Clone number :- DU 3371

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 1 mg/L

Calculated molecular mass: -

M onoi sotopic 92, 478.50 daltons

Average Mass 92, 537.90 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 9.02

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 temperature: - -70°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:- To be determined
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Clone Data Sheset

DYRK 3[1 - 58]

Protein DYRK3[1-588]
Clone number DU 3371
Species Human

Accession humber AY 590695

Tags N-terminal GST
Bacterially MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL

exoressed protein  GLEFPNLPYY! DGDVKLTQSMAI | RYI ADKHNM. GGCPKERAE! SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM. YDAL DVWWL YMDPNVCL DAFPKLVCFKKRI EAl PQl DKY
LKSSKYI AWPL QGWQATFGGGDHPPKSDL EVL FQGPL GSMGGTARGPG
RKDAGPPGAGL PPQQRRL GDGVYDTFMM DETKCPPCSNVL CNPSEPP
PPRRLNMT TEQFT GDHT QHFL DGGENKVEQL FQEFGNRKSNTI QSDG
SDSEKCSPTVSQGKSSDCL NTVKSNSSSKAPKVWPL TPEQAL KQYKHH
LTAYEKLEI | NYPEI YFVGPNAKKRHGVI GGPNNGGYDDADGAY| HVP
RDHLAYRYEVLKI | GKGSFGQVARVYDHKL RQYVAL KMRNEKRFHRQ
AAEEI Rl LEHL KKQDKTGSM\VI HVMLESFTFRNHVCVAFELL S| DLYE
LI KKNKFQGFSVQLVRKFAQS! LQSLDALHKNKI | HCDLKPENI LLKH
HGRSSTKVI DFGSSCFEYQKL YTYI QSRFYRAPEI | LGSRYSTPI DI W
SFGC! LAEL L TGQPL FPGEDEGDQL ACMVEL L GVPPPKL L EQSKRAKY
FI NSKG PRYCSVTTQADGRVVLVGGRSRRGKKRGPPGSKDWGTALKG
CDDYLFI EFLKRCLHWDPSARL TPAQAL RHPW SKSVPRPLTTI DKVS
GKRVWNPASAFQGL GSKLPPVWG ANKLKANLMVBETNGSI PLCSVLPK
LI'S

Native sequence Amino acids M1 — S588 (end) of human DY RK 3.
Residue M 232 of the fusion protein is equilivalent to M1 of the native
enzyme. The GST tag islocated at residues 1 - 220.

Pr otease cleavage PreScission (LEVLFQGPL) residues 221 - 229

Cloning sites BamH1 and Not1 site of pGEX6P-1



Nucleotide

sequence of
insert
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ggat cc ATGGGAGGCACAGCT CGT GEECCT GEECEEAAGGAT GCGEEG
CCGCCT CEEECCEEECT CCCGCCCCAGCAGCELAGGT TGEEEEATGGT
GITCTATGACACCTTCATGATGATAGATGAAACCAAATGTCCCeecTGr
TCAAATGTACT CTGCAATCCTTCTGAACCACCTCCACCCAGAAGACTA
AATATGACCACTGAGCAGT TTACAGGAGATCATACTCAGCACTTTTTG
GATGGAGGT GAGATGAAGGTAGAACAGCTGT TTCAAGAATTTGGECAAC
AGAAAATCCAATACTATTCAGTCAGATGGECATCAGTGACTCTGAAAAA
TGCTCTCCTACTGI TTCTCAGGGTAAAAGTTCAGATTGCTTGAATACA
GTAAAATCCAACAGT TCATCCAAGGCACCCAAAGT GGTGCCTCTGACT
CCAGAACAAGCCCTGAAGCAATATAAACACCACCTCACTGCCTATGAG
AAACTGGAAATAATTAATTATCCAGAAATTTACTTTGTAGGT CCAAAT
GCCAAGAAAAGACATGCGAGT TATTGGT GGTCCCAATAAT GGAGGGTAT
GATGATGCAGATGGGECCTATATTCATGTACCTCGAGACCATCTAGCT
TATCGATATGAGGTGCTGAAAATTAT TGGECAAGGCGAGT TTTGEECAG
GTGECCAGGEGTCTATGATCACAAACTTCGACAGT ACGTGGECCCTAAAA
ATGGT GCGCCAATGAGAAGCGCTTTCATCGT CAAGCAGCTGAGGAGATC
CGGATTTTGGAGCATCTTAAGAAACAGGATAAAACTGGTAGTATGAAC
GTTATCCACATGCCTGGAAAGI TTCACATTCCGCRAACCATGTITTGCATG
GCCTTTGAATTGCTGAGCATAGACCTTTATGAGCTGATTAAAAAAAAT
AAGT TTCAGGGT TTTAGCGTCCAGT TGGTACGCAAGTI TTGCCCAGTCC
ATCTTGCAATCTTTGGATGCCCTCCACAAAAATAAGATTATTCACTGC
GATCTGAAGCCAGAAAACATTCTCCTGAAACACCACGEECGCAGTITCA
ACCAAGGTCATTGACT TTGGGTCCAGCT GT TTCGAGTACCAGAAGCTC
TACACATATATCCAGTCTCGGT TCTACAGAGCTCCAGAAATCATCTTA
GGAAGCCGCTACAGCACACCAATTGACATATGGAGI TTTGECTGCATC
CTTGCAGAACTTTTAACAGGACAGCCTCTCTTCCCTGGAGAGGATGAA
GGAGACCAGT TGECCTGCATGATGGAGCT TCTAGGGATGCCACCACCA
AAACTTCTGGAGCAAT CCAAACGT GCCAAGTACTTTATTAATTCCAAG
GGCATACCCCGCTACTGCTCTGTGACTACCCAGECAGATGCERAGEGT T
GIGCTTGT GGEEGEGT CECTCACGT AGGGGT AAAAAGCGGEGEGT CCCCCA
GGCAGCAAAGACT GGEGGACAGCACTGAAAGGTGTGATGACTACTTG
TTTATAGAGT TCTTGAAAAGGTGT CTTCACTGEGACCCCTCTGCCCGC
TTGACCCCAGCT CAAGCATTAAGACACCCTTGGATTAGCAAGTCTGTIC
CCCAGACCT CTCACCACCATAGACAAGGT GTCAGEGAAACGEGTAGTT
AATCCTGCAAGTGCTTTCCAGGGATTGEGT TCTAAGCTGCCTCCAGT T
GI TGGAATAGCCAATAAGCTTAAAGCTAACTTAATGT CAGAAACCAAT
GGTAGTATACCCCTATGCAGTGTATTGCCAAAACTGATTAGC aggcg
gccgce




