Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active INK3 alpha 1[40 - 422]

Enzyme description:- JINK3 alpha 1[40 - 422]

Clone number :- DU 1511

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal GST and C-terminal His(6)
Purification method:- GSH Sepharose

Expression level:- 15 mg/L

Calculated molecular mass.- 71, 566 daltons

Purity:- >85 %

Activation protocol:-

INK3 (4 uM) is activated in 50 mM Tris-HCI pH 7.5, 0.1 mM EGTA, 0.1 mM MgAc,
0.1 % 2-mercaptoethanol, 0.1 mM sodium vanadate, 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, INK3 isrepurified by Ni**-NTA agarose chromatography.

Enzyme stor age buffer:-

50 mM Tris-HCI pH 7.5, 150 mM NaCl, 270 mM sucrose, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

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:- 40 - 80 U/mg
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Clone Data Sheset

JINK 3 alpha 1 [40 - 422]

Protein INK3 alphal [40 - 422]
Clone number DU 1511
Species Human

Accession number  NM_002753

Tags N-terminal GST and C-terminal His(6)
Bacterially MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL

expressed protein  GLEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAE! SME
GAVLDI RYGVSRI AYSKDFETLKVDFL SKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM. YDAL DVWL YMDPMCL DAFPKLVCFKKRI EAl PQI DKY
LKSSKY! AWPL QGWQATFGGGEDHPPKSDLEVL FQGPL GSSKSKVDNGQF
YSVEVGDSTFTVLKRYQNLKPI GSGAQG VCAAYDAVL DRNVAI KKLS
RPFQNQTHAKRAYREL VL MKCVNHKNI | SLLNVFTPQKTLEEFQDVYL
VVEL MDANL CQVI QVEL DHERVBYLLYQWLCG KHLHSAG | HRDLKP
SNI WKSDCTLKI LDFGLARTAGTSFMMTPYWTRYYRAPEVI LGMGY
KENVDI WSVGCI MGEMVRHKI LFPGRDY! DQWNKVI EQLGTPCPEFMK
KLQPTVRNYVENRPKYAGL TFPKL FPDSL FPADSEHNKL KASQARDL L
SKMLVI DPAKRI SVDDAL QHPY! NVWYDPAEVEAPPPQ YDKQLDERE
HTI EEVKEL| YKEVIMNSEEKTKNGVWKGQPSPSAQVQQHHHHHH

Native sequence Amino acids $40 — Q422 (end) of human JNK3 apha 1.
Residue S232 of the fusion protein is equilivalent to S40 of the native
enzyme. The GST tag islocated at residues 1 — 220 and the His(6) tag is
at residues 615 — 620.

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

Cloning sites BamH1 site of pGEX6P-1



Nucleotide

sequence of
insert
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GGATCCAGCAAAAGCAAAGTI TGACAACCAGI TCTACAGTGTGGAAGT G
GGAGACTCAACCT TCACAGT TCTCAAGCGCTACCAGAATCTAAAGCCT
ATTGGECTCTGEGECTCAGCECATAGT TTGTGCCGCGTATGATGCTGIC
CTTGACAGAAAT GTGGCCATTAAGAAGCTCAGCAGACCCTTTCAGAAC
CAAACACATGCCAAGAGAGCGT ACCGCGAGCTGGTCCTCATGAAGT GT
GTGAACCATAAAAACATTATTAGT TTATTAAATGT CTTCACACCCCAG
AAAACGCTGGAGGAGT TCCAAGATGT TTACTTAGTAATGGAACTGATG
GATGCCAACTTATGI CAAGT GATTCAGATGGAATTAGACCAT GAGCGA
ATGTCTTACCTGCTGTACCAAATGTI TGTGTGGCATTAAGCACCT CCAT
TCTGCTGGAATTATTCACAGGGATTTAAAACCAAGTAACATTGTAGTC
AAGTCTGATTGCACATTGAAAAT CCTGGACT TTGGACTGGCCAGGACA
GCAGGCACAAGCTTCATGATGACTCCATATGT GGTGACACGTTATTAC
AGAGCCCCT GAGGT CATCCT GGGGAT GGGCTACAAGGAGAACGT GGAT
ATATGGT CTGT GGGATGCATTATGCGAGAAATGGT TCGCCACAAAATC
CTCTTTCCAGGAAGGGACTATATTGACCAGT GGAATAAGGTAATTGAA
CAACTAGGAACACCATGTCCAGAATTCATGAAGAAAT TGCAACCCACA
GTAAGAAACTAT GT GGAGAAT CGGCCCAAGTATGCGEGACTCACCTTC
CCCAAACTCTTCCCAGATTCCCTCTTCCCAGCGGACT CCGAGCACAAT
AAACT CAAAGCCAGCCAAGCCAGEGACTTGT TGTCAAAGATGCTAGT G
ATTGACCCAGCAAAAAGAATAT CAGT GGACGACGCCTTACAGCATCCC
TACATCAACGT CTGGTATGACCCAGCCGAAGT GGAGECGECCT CCACCT
CAGATATATGACAAGCAGT TGGATGAAAGAGAACACACAATTGAAGAA
TGGAAAGAACT TATCTACAAGGAAGT AATGAAT TCAGAAGAAAAGACT
AAAAAT GGT GTAGT AAAAGGACAGCCT TCTCCT TCAGCACAGGT GCAG
CAGCATCATCACCATCACCATt aaggat ccgc



