Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active DYRK 1a[1 —499]

Enzyme description:- DYRK1a[1 - 499
Clone number :- DU 1501

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- >2 mg/L
Calculated molecular mass:- 85, 087 daltons
Purity:- >70 %
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:- 150 — 300 U/mg
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Clone Data Sheset

DYRK 1a[1—499]

DYRK1a[1 - 499
DU 1501

Rat

X79769
N-terminal GST

MBPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKW
RNKKFEL GLEFPNLPYY! DGDVKLTQSMAI | RYI ADKHNML
GGCPKERAEI SMLEGAVLDI RYGVSRI AYSKDFETLKVDFL
SKL PEM_KMFEDRL CHKTYLNGDHVTHPDFM. YDAL DVWLY
MDPMCL DAFPKLVCFKKRI EAl PQI DKYLKSSKY! AVWPLQG
QAT FGGGDHPPKSDL VPRGSRRASVGSPG QTVHTGGETS
ACKPSSVRL APSFSFHAAGL QVAAQVPHSHQYSDRRQPNI S
DQQVSAL SYSDQ QQPL TNQVMPDI VML QRRVPQTFRDPAT
APLRKLSVDLI KTYKH NEVYYAKKKRRHQQGQGDDSSHKK
ERKVYNDGYDDDNYDY! VKNGEKWWDRYE! DSLI GKGSFGQ
VWKAYDRVEQEW/AI KI | KNKKAFLNQAQ EVRLLELMNKH
DTEMKYY! VHLKRHFMFRNHL CLVFEM_ SYNL YDLLRNTNF
RGVSLNL TRKFAQQVCTALLFLATPELSI | HCDLKPENI LL
CNPKRSAI KI VDFGSSCQLGQRI YQYI QSRFYRSPEVLLGM
PYDLAI DMASL GCl LVENHTGEPL FSGANEVDQWNKI VEVL
G PPAHI L DQAPKARKFFEKL PDGTWSL KKTKDGKREYKPP
GTRKLHNI L GVETGGPGGRRAGESGHTVADYLKFKDLI LRM
LDYDPKTRI QPYYAL QHSFFKKTADEGTNTSNSVSTSPAVH
aL

Amino acids M1 —L499 of rat DYRK1a.

[Full length protein ends at residue S763]

Residue M 239 of the fusion protein is equilivalent to M1 of the native
enzyme. The GST tag islocated at residues 1 - 220 of the fusion protein.

Thrombin (LVPRGS) at residues 221 — 226



Cloning sites

Nucleotide
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BamH1 site of pGEX-4T1

GGATCCCCGGGAATTCAGACGATGCATACAGGAGGAGAGACTTCAGCA
TGCAAACCTTCATCTGT CCGECTCGCACCGTCATTCTCATTCCATCECT
GCTGECCTTCAGATGGCTGCACAGATGCCCCATTCACATCAGTACAGT
GACCGI CGCCAGCCAAACATAAGTGACCAGCAGGTITTCTGCCTTATCA
TATTCTGACCAGATTCAGCAACCTCTAACTAACCAGGTGATGCCTGAC
ATTGTCATGI TACAGAGGCGGATGCCCCAAACCTTCCGTGATCCAGCA
ACTGCTCCTCTGAGAAAACTCTCTGTGGACTTGATCAAAACATACAAG
CATATTAATGAGGT TTACTATGCAAAAAAGAAGCGAAGACACCAACAG
GGCCAGGEEGACGATTCTAGT CATAAGAAGGAGCGGAAGGTTTACAAC
GATGGT TACGATGACGATAACTATGATTACATTGTAAAAAACGGAGAA
AAGTGGATGGACCGT TATGAAATCGACTCCTTAATAGGCAAAGGT TCA
TTTGGACAGGT TGTGAAAGCATATGACAGAGT GGAACAAGAATGEEGTC
GCCATTAAAATCATCAAGAACAAGAAGCECGTI TTCTGAATCAAGCCCAG
ATAGAAGT GCGECTGCTTGAGCTCATGAACAAACATGACACTGAGATG
AAGTACTACATAGI GCATTTGAAACGCCACTTTATGI TTCGGAACCAT
CTCTGICTAGTGTTTGAAATGCCTGICCTATAATCTCTATGATTTGITG
AGGAACACCAACTTCCGAGCEGTCTCTTTGAACCTGACACGAAAGTTT
GCACAACAGATGTGCACACGCATTGCTTTTCCTTGCGACTCCAGAACTT
AGTATCATTCACTGI GACTTAAAGCCGGAGAACATCCTTCTGIGTAAC
CCCAAACGAAGTGCAATCAAGATTGTITGACTTTGGECAGCTCTTGICAG
TTGEEECAGAGGATATACCAGTATATTCAGAGTCACTTCTATCGGTCT
CCAGAGGTIGCTACTGGGAATECCTTATGACCTTGCTATCGACATGT GG
TCCCTTGGATGTATCTTGGT TGAAATGCACACTGGAGAGCCTCTGITC
AGT GGTGCCAATGAGGTGGATCAGATGAATAAAATAGT GGAAGTCTTG
GGCATCCCACCTGCTCATATTCTTGACCAAGCACCGAAAGCAAGAAAG
TTCTTTGAGAAGT TGCCTGATGGECACT TGGAGCTTAAAGAAGACCAAA
GATGGAAAACGGGAGTACAAACCACCAGGAACCCGTAAACTTCATAAT
ATTCTTGGAGT GGAAACAGGAGGACCT GECEEECEECGT GCTEEEEAG
TCAGGTCACACTGTAGCTGACTACTTGAAGT TCAAAGACCTCATTTTA
AGGATGCTTGATTATGACCCCAAAACTCGGATTCAACCTTATTATGCC
CTGCAGCACAGI TTTTTCAAGAAAACAGCCTGATGAAGGTACAAACACA
AGCAACAGT GTGTCCACCAGCCCTGCCATGCATGGACTG gagacaca
t agt ccccaggt gcgccagcagttt ccgget cc



