Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active SAPK4 [1 — 365]

Enzyme description:- SAPKA4[1 - 365]
Clone number :- DU 981

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 10 mg/L
Calculated molecular mass.- 68, 628 daltons
Purity:- >85 %

Activation protocol:-

SAPK4 (3.5 uM) is activated in 50 mM Tris-HCI pH 7.5, 0.1mM EGTA,

0.1 % 2-mercaptoethanol, 0.1 mM sodium vanadate, 10 mM MgAc, 0.1 mM ATP with
200 nM MBP-MKK®6 DD [DU 1662] at 30 °C for 30 min. Following activation, SAPK4
isre-purified by GSH Sepharose chromatography.

Enzyme stor age buffer :-
50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

Storage temperature:- -20°C
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA,
0.1 mM sodium vanadate, 10 mM magnesium acetate

Substrate:-
Myelin Basic Protein  Final concentration: 0.3 mg/ml

Specific activity range:- 75—150 U/mg
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Clone Data Sheet
SAPK4[1- 365]

SAPK4[1—365]
DU 981
Human
Y 10488
N-terminal GST

MBPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL GL
EFPNLPYY! DGDVKLTQSMAI | RYI ADKHNML GGCPKERAEI SMLEGAVL
DI RYGVSRI AYSKDFETLKVDFL SKLPEM.KMFEDRL CHKTYLNGDHVTH
PDFML YDAL DVWL YMDPMCL DAFPKLVCFKKRI EAl PQI DKYLKSSKY! A
WPL QOWQAT FGGGDHPPKSDL VPRGSPEFMBLI RKKGFYKQDVNKTAVEL
PKTYVSPTHVGSGAYGSVCSAI DKRSGEKVAI KKL SRPFQSEI FAKRAYR
ELLLLKHVIQHENVI GLLDVFTPASSLRNFYDFYL VMPFMQTDLQKI MGVE
FSEEKI QYLVYQVLKGLKY! HSAGVWHRDL KPGNLAVNEDCELKI LDFGL
ARHADAEMT GYVVTRCYRAPEVI LSWVHYNQTVDI WEVGCI MAEML TGKT
LFKGKDYLDQLTQ LKVTGVPGTEFVQKLNDKAAKSY! QSLPQTPRKDFT
QLFPRASPQAADL L EKM_EL DVDKRL TAAQAL THPFFEPFRDPEEETEAQ
QPFDDSL EHEKL TVDEWKQHI YKEI VNFSPI ARKDSRRRSGVKL

Amino acids M1- L365 (end) of human SAPK4.
Residue M 230 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag islocated at residues 1 — 220.

The following amino acid substitution is present:
W — C, where residue W187 of the native sequence is C416 of the fusion
protein

Thrombin (LVPRGYS) at residues 221 — 226

EcoRI site of pGEX 4T-1
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ATGAGCCTCATCCGGAAAAAGGGCT TCTACAAGCAGGACGT CAACAAGAC
CGCCT GEGAGCT GCCCAAGACCT ACGT GT CCCCGACGCACGT CGECAGCG
GGGECCTATGECTCCGT GT GCTCGECCAT CGACAAGCGGT CAGEGGAGAAG
GI'GGCCATCAAGAAGCT GAGCCGACCCT TTCAGT CCGAGATCTTCGCCAA
GCGCGECCTACCGEGAGCT GCT GCTGCTGAAGCACATGCAGCAT GAGAACG
TCATTGEGECTCCTGCGATGT CTTCACCCCAGCCT CCTCCCTGCGCAACTTC
TATGACTTCTACCTGGT GATGCCCT TCATGCAGACGGAT CTGCAGAAGAT
CATGGGGATGGAGI TCAGT GAGGAGAAGATCCAGTACCTGGTGTATCAGA
TGCTCAAAGGCCT TAAGTACATCCACT CTGCTGGEEGET CGTGCACAGGEGAC
CTGAAGCCAGGCAACCT GCTGT GAATGAGGACTGTGAACTGAAGATTCT
GGATTTTGGEECT GGCGCGACAT GCAGACGCCCGAGATGACTGCECTACGT GG
TGACCCGCTGI TACCGAGCCCCCGAGGT GATCCTCAGCTGGATGCACTAC
AACCAGACAGT GGACATCTGGT CTGTGEGCTGTATCATGGCAGAGATGCT
GACAGGGAAAACT CTGT TCAAGGGGAAAGAT TACCTGGACCAGCTGACCC
AGATCCTGAAAGT GACCGGEEGET GCCTGGCACCGAGI TTGTGCAGAACGCT G
AACGACAAAGCGGECCAAATCCTACATCCAGT CCCTGCCACAGACCCCCAG
GAAGGATTTCACTCAGCT GT TCCCACGGEECCAGCCCCCAGGCTGCGGACC
TGCTGGAGAAGAT GCTGGAGCT AGACGT GGACAAGCGCCT GACGECCECG
CAGGCCCTCACCCATCCCTTCTTTGAACCCT TCCGGGACCCT GAGGAAGA
GACGGAGGECCCAGCAGCCGT TTGATGATTCCTTAGAACACGAGAAACT CA
CAGTGGATGAATGGAAGCAGCACATCTACAAGGAGATTGTGAACTTCAGC
CCCATTGCCCGGAAGGACT CACGECGCCERAGT GGCATGAACGCTGr ag



