Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active INK1 alpha1[1 - 384]

Enzyme description:- INK1aphal[l-384]

Clone number :- DU 700

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- Ni#*-NTA agarose

Expression level:- 2-3 mg/L

Calculated molecular mass.- 45, 153 daltons

Purity:- >90 %

Activation protocol:-

INK1aphal (2 uM) isactivated in 50 mM Tris-HCI pH 7.5, 0.1 mM EGTA,

0.1 % 2-mercaptoethanol, 0.1 mM sodium vanadate, 10 mM MgAc, 0.1 mM ATP with
200 nM activated GST-MKK4 [DU 1788] and 200 nM activated GST-MKK?7 beta
[DU 703] at 30 °C for 40 min. Following activation, JINK1 is repurified by Ni**-NTA
agarose chromatography.

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: -
GST-ATF2[19-96] [DU 1787]:  Fina concentration: 0.2 mg/ml

Specific activity range: - 30-60U/mg
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Clone Data Sheset

JNK1alphal[l- 384]

INK1 alphal[1-384]
DU 700

Human

L26318

N-terminal His(6)

VHHHHHHMSRSKRDNNFYSVEI GDSTFTVLKRYQNLKPI GSG
AQE VCAAYDAI LERNVAI KKLSRPFQNQTHAKRAYREL VLM
KCVNHKNI | GLLNVFTPQKSLEEFQDVY! VMEL VMDANL CQVI

QVELDHERMSYLLYQMLCGE KHLHSAG | HRDLKPSNI VWKS
DCTLKI LDFALARTAGT SFMMITPYWTRYYRAPEVI LGVIGYK
ENVDLWSVGCI MGEMVCHKI LFPGRDY! DQAWNKVI EQLGTPC
PEFMKKL QPTVRTYVENRPKYAGYSFEKL FPDVL FPADSEHN
KLKASQARDLLSKM_VI DASKRI SVDEAL QHPYI NVWYDPSE
AEAPPPKI PDKQLDEREHTI EEVKELI YKEVVDLEERTKNGV

| RGQPSPLAQVQQ

Amino acids M1 — Q384 (end) of human JNK1 apha 1.

Residue M8 of the fusion protein is equilivalent to M1 of the native
enzyme. The His(6) tag islocated at residues 2 - 7.

None

Ndel and Xhol sites of modified pFastBAC 1
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ATGCACCATCACCATCACCATATGAGCAGAAGCAAGCGTGACAACAATT
TTTATAGTGTAGAGAT TGGAGATTCTACAT TCACAGI CCTGAAACGATA
TCAGAATTTAAAACCTATAGGCTCAGGAGCT CAAGGAATAGTATGCGCA
GCTTATGATGCCATTCTTGAAAGAAAT GT TGCAAT CAAGAAGCTAAGCC
GACCATTTCAGAATCAGACT CAT GCCAAGCGGEECCTACAGAGAGCTAGT
TCTTATGAAATGTGTTAATCACAAAAATATAATTGGCCTTTTGAATGI T
TTCACACCACAGAAATCCCTAGAAGAATTTCAAGATGI TTACATAGICA
TGGACCTCATGGATGCAAATCTTTGCCAAGT GATTCAGATGGAGCTAGA
TCATGAAAGAATGTCCTACCTTCTCTATCAGATGCTGI GTGGAATCAAG
CACCTTCATTCTGCTGGAATTATTCATCGGGACTTAAAGCCCAGTAATA
TAGTAGTAAAATCTGATTGCACTTTGAAGATTCTTGACTTCGGTCTGEC
CAGGACTGCAGGAACGAGT TTTATGATGACGCCTTATGTAGTGACTCGC
TACTACAGAGCACCCGAGGT CATCCT TGGCATGEECTACAAGGAAAACG
TGGATTTATGGT CTGI GGGEGT GCAT TATGGGAGAAATGGT TTGCCACAA
AATCCTCTTTCCAGGAAGCGACTATATTGATCAGT GGAATAAAGT TATT
GAACAGCTTGGAACACCATGT CCTGAATTCATGAAGAAACT GCAACCAA
CAGTAAGGACT TACGT TGAAAACAGACCTAAATATGCTGGATATAGCTT
TGAGAAACTCTTCCCTGATGI CCTTTTCCCAGCTGACT CAGAACACAAC
AAACT TAAAGCCAGT CAGCCAAGGGAT TTGT TATCCAAAATGCTGGTAA
TAGATGCATCTAAAAGGAT CTCTGTAGATGAAGCT CTCCAACACCCGTA
CATCAATGICTGGTATGATCCT TCTGAAGCAGAAGCT CCACCACCAAAG
ATCCCTGACAAGCAGT TAGAT GAAAGGGAACACACAATAGAAGAGT GGA
AAGAATTGATATATAAGGAAGT TATGGACT TGGAGGAGAGAACCAAGAA
TGGAGTI TATACGGEGEGEECAGCCCTCTCCTTTAGCACAGGT GCAGCAGE ag



