Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active CHK 2 [5—-543]

Enzyme description:- CHK2[5-543]

Clone number:- DU 1633

Sour ce: - Recombinant

Expression system: - E.coli

Tag:- N-terminal GST + C-termina His(6)
Purification method:- GSH Sepharose followed by Ni**-NTA agarose
Expression level:- <0.5mg/L

Calculated molecular mass: - 89, 430 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, 0.2 MM PMSF, 1 mM Benzamidine.

Stor age temper atur e: - -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:-
CHKtide [KKKVSRSGLYRSPSMPENLNRPR] Final concentration: 250 uM

Specific activity range: - 2000 — 4000 U/mg
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Clone Data Sheet
CHK2[5-543]
CHK2 [5 - 543
DU 1633
Human
NM_007194
N-terminal GST tag and C-terminal His(6) tag

MBPI LGYVKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYY!I DGDVKLTQSMAI | RY! ADKHNML GGCPKERAEI SM_E
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM. YDAL DVWL YMDPMCL DAFPKLVCFKKRI EAl PQI DKY
LKSSKY! AWPL QGWOAT FGGGDHPPKSDL VPRGSRRASVGSHVPNVERP
RRPSDVEAQQSHGSSACSQPHGSVTQSQGSSSQSQE SSSSTSTMVPNS
SQSSHSSSGTLSSLETVSTQEL YS! PEDQEPEDQEPEEPTPAPWARLW
AL QDGFANL ECVNDNYWFGRDKSCEYCFDEPL LKRTDKYRTYSKKHFR
| FREVGPKNSY! AYl EDHSGNGTFVNTELVGKGKRRPLNNNSEI ALSL
SRNKVFVFFDL TVDDQSVYPKAL RDEY! MBKTL GSGACGEVKLAFERK
TCKKVAI KI | SKRKFAI GSAREADPALNVETEI El LKKLNHPCI | KI K
NFFDAEDYY! VL EL MEGGEL FDKVWGNKRL KEATCKL YFYQVLLAVQY
LHENG! | HRDLKPENVLLSSQEEDCLI KI TDFGHSKI LGETSLMRTLC
GTPTYLAPEVLVSVGTAGYNRAVDCOWSLGVI LFI CLSGYPPFSEHRTQ
VSLKDQ TSGKYNFI PEVWAEVSEKAL DL VKKL L VWDPKARFTTEEAL
RHPW. QDEDVKRKFQDL L SEENESTAL PQVL AQPSTSRKRPREGEAEG
AETTKRPAVCAAVL HHHHHH

Amino acids S5 — L 543 (end) of human CHK 2.

Residue S244 of the fusion protein is equilivalent to S5 of the native
enzyme. The GST tag islocated at residues 1 - 220 and the C-terminal
His(6) tag at residues 783 - 788.

Thrombin (LVPRGS) at residues 221 - 226.

Ndel and EcoR1 sites of modified pGEX-2TK



Nucleotide
sequence of insert
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ATGCCCATGT CGAGGCCACGAAGGECCGT CCGAT GT TGAGECT CAGCAG
TCTCATGGCAGCAGT GCCTGI TCACAGCCCCAT GGCAGCGT TACCCAG
TCCCAAGGCTCCTCCTCACAGT CCCAGGGECATATCCAGCTCCTCTACC
AGCACGATGCCAAACT CCAGCCAGT CCTCTCACTCCAGCTCTGGGACA
CTGAGCTCCTTAGAGACAGI GTCCACTCAGGAACTCTATTCTATTCCT
GAGGACCAAGAACCT GAGGACCAAGAACCT GAGGAGCCTACCCCTGCC
CCCTGEECTCGAT TATGEECCCTTCAGGATGGATTTGCCAATCT TGAA
TGTGTGAATGACAACTACT GGT TTGEGAGGGACAAAAGCT GTGAATAT
TGCTTTGATGAACCACT GCCTGAAAAGAACAGATAAATACCGAACATAC
AGCAAGAAACACT TTCGGATTTTCAGGGAAGT GGGTCCTAAAAACTCT
TACATTGCATACATAGAAGATCACAGT GGCAATGGAACCT TTGTAAAT
ACAGAGCT TGTAGGGAAAGGAAAACGCCGT CCTTTGAATAACAATTCT
GAAATTGCACTGTCACTAAGCAGAAATAAAGTI TTTTGICTTTTTTGAT
CTGACTGTAGATGATCAGT CAGI TTATCCTAAGGCATTAAGAGATGAA
TACATCATGTCAAAAACT CT TGGAAGT GGT GCCTGT GGAGAGGTAAAG
CTGGCTTTCGAGAGGAAAACAT GTAAGAAAGTAGCCATAAAGATCATC
AGCAAAAGGAAGT TTGCTATTGGT TCAGCAAGAGAGGCAGACCCAGCT
CTCAATGI TGAAACAGAAATAGAAATTTTGAAAAAGCTAAATCATCCT
TGCATCATCAAGATTAAAAACT TTTTTGATGCAGAAGATTATTATATT
GITTTGGAATTGAT GGAAGGGGEGAGAGCT GT TTGACAAAGT GGT GBGG
AATAAACGCCT GAAAGAAGCTACCTGCAAGCTCTATTTTTACCAGATG
CTCTTGGCTGTGCAGTACCTTCATGAAAACGGTATTATACACCGT GAC
TTAAAGCCAGAGAATGT TTTACTGTCATCTCAAGAAGAGGACTGTCTT
ATAAAGATTACTGATTTTGGGECACTCCAAGAT TTTGCGAGAGACCTCT
CTCATGAGAACCT TATGTGGAACCCCCACCTACTTGECGECCTGAAGT T
CTTGITTCTGI TGGGACTGCTGEGTATAACCGT GCTGT GGACTGCTGG
AGITTAGGAGI TATTCTTTTTATCTGCCTTAGT GGGTATCCACCTTTC
TCTGAGCATAGGACT CAAGT GTCACT GAAGGAT CAGATCACCAGT GGA
AAATACAACT TCATTCCTGAAGT CTGGEGCAGAAGT CTCAGAGAAAGCT
CTGGACCTTGTCAAGAAGT TGT TGGTAGT GGATCCAAAGGCACGTTTT
ACGACAGAAGAAGCCT TAAGACACCCGTGECTTCAGGATGAAGACATG
AAGAGAAAGT TTCAAGATCT TCTGT CTGAGGAAAAT GAATCCACAGCT
CTACCCCAGGT TCTAGCCCAGCCT TCTACTAGT CGAAAGCGEECCCCGT
GAAGGGGAAGCCGAGGEGT GCCGAGACCACAAAGCGCCCAGCTGIGTGT
GCTGCTGIGT TGCATCACCATCACCATCACK ga




