Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active CHK 1 [1—476]

Enzyme description:- CHK1[1-476]

Clone Number :- DU 578

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH Sepharose

Calculated molecular mass.- 81, 564 daltons

Purity:- >80 %

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

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, 0.02 % Brij-35,
10 mM magnesium acetate

Substrate: -
CHKtide [KKKVSRSGLYRSPSMPENLNRPR] Final concentration: 30 uM

Specific assay range:- 100 — 300 U/mg
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Clone Data Sheset

CHK1[1-476]

Protein CHK1 [1—476]

Clone number DU 578

Species Human

Accession no AF016582

Tags N-terminal GST

Baculovirus VEPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKW

expressed protein ~ RNKKFELGLEFPNLPYY! DGDVKLTQSMAI | RY! ADKHNML
GGCPKERAE! SMLEGAVLDI RYGVSRI AYSKDFETLKVDFL
SKL PEM. KMFEDRL CHKT YL NGDHVTHPDFM. YDAL DWLY
MDPMCL DAFPKLVCFKKRI EAI PQI DKYLKSSKYl AWPLQG
QAT FGGGDHPPKSDL EVL FQGPL GSPEFMAVPFVEDWDL V
QTLGEGAYGEVQLAVNRVTEEAVAVKI VDVKRAVDCPENI K
KEI CI NKMLNHENVVKFYGHRREGNI QYLFLEYCSGGELFD
Rl EPDI GVPEPDAQRFFHQLMAGVWYLHG Gl THRDI KPEN
LLLDERDNLKI SDFGLATVFRYNNRERL L NKMCGTLPYVAP
EL LKRREFHAEPVDW\BCG VL TAM.AGEL PWDQPSDSCQE
YSDWKEKKTYLNPVKKI DSAPLALLHKI LVENPSARI Tl PD
| KKDRWYNKPL KKGAKRPRVT SGGVSESPSGFSKH QSNLD
FSPVNSASSEENVKYSSSQPEPRTGL SLWDTSPSY! DKLVQ
G SFSQPTCPDHMLLNSQLL GTPGSSQNPWORL VKRMTRFF
TKL DADKSYQCL KETCEKL GYQUWKKSCVNQVT! STTDRRNN
KLI FKVNLLEMDDKI LVDFRLSKGDGLEFKRHFLKI KGKLI
DI VSSQKVWLPAT

Native sequence Amino acids M1 —T476 (end) of human CHK 1.
ResidueM 235 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag islocated between residues 1 - 220 of the fusion
protein.

Pr otease cleavage PreScission site (LEVLFQGPL) residues 221-229

Cloning sites EcoR1 and Not1 of pFastBac GST



Nucleotide
sequence of insert
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ATGGCAGTGCCCTTTGT GGAAGACT GGGACT TGGT GCAAACCCT GGGA
GAAGGTGCCTATGGAGAAGT TCAACT TGCTGTGAATAGAGTAACTGAA
GAAGCAGT CGCAGT GAAGATTGTAGATAT GAAGCGT GCCGTAGACTGT
CCAGAAAATATTAAGAAAGAGATCTGTATCAATAAAATGCTAAATCAT
GAAAATGTAGTAAAATTCTAT GGT CACAGGAGAGAAGGCAATATCCAA
TATTTATTTCTGGAGTACTGTAGT GGAGGAGAGCCT TTTTGACAGAATA
GAGCCAGACATAGGCATGCCTGAACCAGATGCTCAGAGATTCTTCCAT
CAACTCATGGECAGGEGTGGTTTATCTGCATGGTATTGGAATAACTCAC
AGGGATATTAAACCAGAAAATCTTCTGT TGGATGAAAGGGATAACCTC
AAAATCTCAGACTTTGGCTTGECAACAGTATTTCGGTATAATAATCGT
GAGCGT TTGT TGAACAAGATGT GTGGTACTTTACCATATGI TGCTCCA
GAACTTCTGAAGAGAAGAGAATTTCATGCAGAACCAGT TGATGI TTGG
TCCTGTGGAATAGTACTTACTGCAATGCTCGCTGGAGAATTGCCATGG
GACCAACCCAGT GACAGCT GT CAGGAGTATTCTGACT GGAAAGAAAAA
AAAACATACCT CAACCCT TGGAAAAAAATCGATTCTGCTCCTCTAGCT
CTGCTGCATAAAATCTTAGT TGAGAATCCATCAGCAAGAATTACCATT
CCAGACATCAAAAAAGATAGAT GGTACAACAAACCCCT CAAGAAAGGEG
GCAAAAAGGCCCCGAGT CACT TCAGGT GGTGTGT CAGAGT CTCCCAGT
GGATTTTCTAAGCACAT TCAATCCAATTTGGACTTCTCTCCAGTAAAC
AGTGCTTCTAGT GAAGAAAAT GTGAAGTACT CCAGT TCTCAGCCAGAA
CCCCGCACAGGTCTTTCCT TATGGGATACCAGCCCCTCATACATTGAT
AAATTGGTACAAGGEGATCAGCT TTTCCCAGCCCACATGI CCTGATCAT
ATGCTTTTGAATAGI CAGT TACT TGGCACCCCAGGATCCTCACAGAAC
CCCTGGECAGCGGT TGGTCAAAAGAATGACACGATTCTTTACCAAATTG
GATGCAGACAAATCTTATCAATGCCTGAAAGAGACTTGTGAGAAGT TG
GCCTATCAATGGAAGAAAAGT TGTATGAATCAGGT TACTATATCAACA
ACTGATAGGAGAAACAATAAACTCATTTTCAAAGTGAATTTGI TAGAA
ATGGATGATAAAATATTGGT TGACT TCCGECT TTCTAAGGGT GATGGA
TTGCGAGI TCAAGAGACACTTCCTGAAGAT TAAAGGGAAGCTGATTGAT
ATTGTGAGCAGCCAGAAGGT TTGECTTCCTGCCACAL ga




