Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active INK2 alpha 2 [1 - 424]

Enzyme description:- INK2 alpha 2 [1 - 424]

Clone number :- DU 699

Sour ce: - Recombinant

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

Purification method:- NiZ*-NTA agarose

Expression level:- 3-5mg/L

Calculated molecular mass.- 49, 061 daltons

Purity:- >90 %

Activation protocol:-

INK?2 apha2 (2 uM) is activated 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-MKK7 beta
[DU 703] at 30 °C for 40 min. Following activation, JINK2 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] Final concentration: 0.2 mg/ml

Specific activity range: - 60 - 120 U/mg
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Clone Data Sheset

INK2 alpha 2 [1 - 424]

INK2 alpha2 [1 - 424]
DU 699

Human

L31951

N-terminal His(6)

VHHHHHHMSDSKCDSQFYSVQVADSTFTVLKRYQQLKPI

GSGAQG VCAAFDTVLG NVAVKKL SRPFONQTHAKRAY
RELVLLKCVNHKNI | SLLNVFTPQKTLEEFQDVYLVMEL
IVDANL CQVI HMEL DHERMSYLLYQWLCA KHLHSAG | H
RDLKPSNI VWKSDCTLKI LDFGLARTACTNFMMIPYWT
RYYRAPEVI LGVGYKENVDI WEVGCl MGELVKGCVI FQG
TDH DQUWNKVI EQL GTPSAEFVKKLQPTVRNYVENRPKY
PG KFEELFPDW FPSESERDKI KTSQARDLLSKM_VI D
PDKRI SVDEALRHPYI TVWYDPAEAEAPPPQ YDAQLEE
REHAI EEVKEL| YKEVVDWEERSKNGVVKDQPSDAAVSS
NATPSQSSSI NDI SSMSTEQTLASDTDSSLDASTGPLEG
CR

Amino acids M1 — R424 (end) of human JNK2 alpha 2.
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 pFastBAC1
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ATGCACCATCACCATCACCATATGAGCGACAGTAAATGT
GACAGTCAGTITTTATAGT GTGCAAGT GGCAGACTCAACC
TTCACTGTCCTAAAACGT TACCAGCAGCTGAAACCAATT
GGCTCTGEGEECCCAAGCGATTGTTTGTGCTGCATTTGAT
ACAGT TCTTGGGATAAATGT TGCAGT CAAGAAACTAAGC
CGTCCTTTTCAGAACCAAACT CATGCAAAGAGAGCTTAT
CGTGAACTTGTCCTCTTAAAATGT GTCAATCATAAAAAT
ATAATTAGT TTGTTAAATGTGT TTACACCACAAAAAACT
CTAGAAGAATTTCAAGATGTGTATTTGGTTATGGAATTA
ATGGATGCTAACTTATGTCAGGTTATTCACATGGAGCTG
GATCATGAAAGAATGTCCTACCTTCTTTACCAGATGCTT
TGTGGTATTAAACATCTGCATTCAGCTGGTATAATTCAT
AGAGATTTGAAGCCTAGCAACATTGTTGTGAAATCAGAC
TGCACCCTGAAGATCCTTGACT TTGECCTGGCCCGGACA
GCGTGCACTAACTTCATGATGACCCCTTACGT GGTGACA
CGGTACTACCGGGCGCCCGAAGT CATCCTGGGTATGEEC
TACAAAGAGAACGT TGATATCTGGTCAGTGGGT TGCATC
ATGGGAGAGCT GGTGAAAGGT TGTGTGATATTCCAAGGC
ACTGACCATATTGATCAGTGGAATAAAGT TATTGAGCAG
CTGGGAACACCATCAGCAGAGI TCATGAAGAAACTTCAG
CCAACTGTGAGGAATTATGTCGAAAACAGACCAAAGTAT
CCTGGAATCAAATTTGAAGAACTCTTTCCAGATTGGATA
TTCCCATCAGAAT CTGAGCGAGACAAAATAAAAACAAGT
CAAGCCAGAGATCTGTTATCAAAAATGT TAGTGATTGAT
CCTGACAAGCGGATCTCTGTAGACGAAGCTCTGCGTCAC
CCATACATCACTGTTTGGTATGACCCCGCCGAAGCAGAA
GCCCCACCACCTCAAATTTATGATGCCCAGI TGGAAGAA
AGAGAACATGCAATTGAAGAATGGAAAGAGCTAATTTAC
AAAGAAGT CATGGATTGGGAAGAAAGAAGCAAGAATGGT
GI TGTAAAAGATCAGCCTTCAGATGCAGCAGTAAGTAGC
AACGCCACTCCTTCTCAGTCTTCATCGATCAATGACATT
TCATCCATGT CCACT GAGCAGACGCTGGECCTCAGACACA
GACAGCAGTCTTGATGCCTCGACGGGACCCCTTGAAGEC
TGICGAL ga



