Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active MST2[2 - 491]

Enzyme description:- MST2[2 - 491]

Clone number :- DU 1433

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH Sepharose

Expression level:- 5 mg/L

Calculated molecular mass: -

IM onoi sotopic 82, 940.58 daltons

Average Mass 82, 994.06 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.27

Purity:- > 85 %
Activation protocol:- Constitutively active
Enzyme stor age buffer :-

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

Storage temperature:- -70 °C [Long term stability to be determined]
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: -
Myelin Basic Protein Final concentration: 0.3 mg/ml

Specific activity range:- To be determined
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Clone Data Sheset

MST2[2 - 491]

MST2[2 - 491]
DU 1433
Human
U60206

N-terminal GST

MBPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL G
LEFPNLPYY! DGDVKLTQSMAI | RYI ADKHNM. GGCPKERAEI SMLEGA
VLDl RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRL CHKTYLNGDH
VTHPDFML YDAL DVWL YNDPMCL DAFPKLVCFKKRI EAl PQI DKYLKSS
KYI AWPL QGWQATFGGGDHPPKSDL EVL FQGPL GSEQPPAPKSKLKKLS
EDSL TKQPEEVFDVL EKL GEGSYGSVFKAI HKESGQWAI KQVPVESDL
QEl | KEI' SI MOQUDSPYWWKYYGSYFKNTDLW VIVEYCGAGSVSDI | RL
RNKTLI EDEl ATl LKSTLKGLEYLHFMRKI HRDI KAGNI LLNTEGHAKL
ADFGVAGQL TDTMAKRNTVI GTPFWVAPEVI QEI GYNCVADI WBLG TS
| EMAEGKPPYADI HPMRAI FM PTNPPPTFRKPELWSDDFTDFVKKCLV
KNPEQRATATQLL QHPFI KNAKPVSI LRDLI TEAVEI KAKRHEEQQREL
EEEEENSDEDEL DSHTMVKT SVESVGTMRATSTMBEGAQTM EHNSTM.
ESDLGTMVI NSEDEEEEDGT MKRNAT SPQVQRPSFMDYFDKQDFKNKSH
ENCNQNIVHEPFPVBKNVFPDNWKVPQDGDFDFL KNL SLEEL QVRLKAL D
PMVEREI EELRQRYTAKRQP! L DAMDAKKRRQQNF

Amino acids E2 — F491 (end) of human MST2.
Residue E232 of the fusion protein is equivaent to E2 of the native
enzyme. The GST tag islocated at residues 1 — 220.

PreScission (LEVLFQGPL) residues 221 - 229

BamH1 and EcoR1 site in pFastBAC GST
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ATGTCCCCTATACTAGGT TATTGGAAAAT TAAGGGCCTTGTGCAACCCA
CTCGACTTCTTTTGGAATATCTTGAAGAAAAATATGAAGAGCATTTGTA
TGAGCGCGAT GAAGGT GATAAAT GGCGAAACAAAAAGT TTGAAT TGGGT
TTGGAGTTTCCCAATCTTCCTTATTATATTGATGGTGATGTTAAATTAA
CACAGT CTATGGCCATCATACGT TATATAGCT GACAAGCACAACATGTT
GGGT GGT TGTCCAAAAGAGCGT GCAGAGAT TTCAATGCTTGAAGGAGCG
GTTTTGGATATTAGATACGGTGT TTCGAGAATTGCATATAGTAAAGACT
TTGAAACTCTCAAAGTTGATTTTCTTAGCAAGCTACCT GAAATGCTGAA
AATGTTCGAAGATCGTTTATGTCATAAAACATATTTAAATGGT GATCAT
GTAACCCATCCTGACTTCATGTTGTATGACGCTCTTGATGTTGTTTTAT
ACAT GGACCCAATGT GCCTGGATGCGT TCCCAAAATTAGTTTGTTTTAA
AAAACGTATTGAAGCTATCCCACAAATTGATAAGTACT TGAAAT CCAGC
AAGTATATAGCATGGCCT TTGCAGGGCT GGCAAGCCACGT TTGGTGGTG
GCGACCATCCT CCAAAAT CGGATCT GGAAGT TCTGTTCCAGGGGCCCCT
GGGAT CCGAGCAGCCGCCGRCGCCT AAGAGT AAACT AAAAAAGCT GAGT
GAAGACAGT TTGACTAAGCAGCCT GAAGAAGT TTTTGATGTATTAGAGA
AGCT TGGAGAAGGGT CTTATGGAAGT GTATTTAAAGCAATACACAAGGA
ATCCGGT CAAGTTGTCGCAAT TAAACAAGTACCT GTTGAATCAGATCTT
CAGGAAATAAT CAAAGAAAT TTCCATAATGCAGCAAT GT GACAGCCCAT
ATGTTGTAAAGTACTATGGCAGT TATTTTAAGAATACAGACCT CTGGAT
TGTTATGGAGT ACTGTGGCGCT GGCT CTGTCTCAGACATAATTAGATTA
CGAAACAAGACAT TAATAGAAGATGAAATTGCAACCATTCTTAAATCTA
CATTGAAAGGACTAGAATATTTGCACT TTATGAGAAAAATACACAGAGA
TATAAAAGCT GGAAATATTCTCCTCAATACAGAAGGACAT GCAAAATTG
GCAGATTTTGGAGT GGCT GGT CAGT TAACAGAT ACAAT GGCAAAACGCA
ATACTGTAATAGGAACTCCATTTTGGATGGCTCCTGAGGTGATTCAAGA
AATAGGCTATAACTGTGT GGCCGACATCTGGT CCCTTGGCATTACTTCT
ATAGAAAT GGCT GAAGGAAAACCT CCTTATGCTGATATACATCCAATGA
GGGCTATTTTTATGATTCCCACAAAT CCACCACCAACATTCAGAAAGCC
AGAACTTTGGTCCGATGATTTCACCGATTTTGTTAAAAAGTGTTTGGTG
AAGAAT CCT GAGCAGAGAGCT ACT GCAACACAACT TTTACAGCATCCTT
TTATCAAGAATGCCAAACCT GTAT CAATATTAAGAGACCTGATCACAGA
AGCT ATGGAGATCAAAGCT AAAAGACAT GAGGAACAGCAACGAGAATTG
GAAGAGGAAGAAGAAAAT TCGGAT GAAGAT GAGCT GGATTCCCACACCA
TGGT GAAGACT AGT GT GGAGAGT GT GGGCACCAT GCGGGCCACAAGCAC
GATGAGT GAAGGGGCCCAGACCAT GATTGAACATAATAGCACGATGTTG
GAATCCGACT T GGGGACCAT GGTGATAAACAGT GAGGAT GAGGAAGAAG
AAGATGGAACT ATGAAAAGAAAT GCAACCT CACCACAAGTACAAAGACC
ATCTTTCATGGACTACTTTGATAAGCAAGACT TCAAGAATAAGAGTCAC
GAAAACTGTAAT CAGAACAT GCAT GAACCCTTCCCTATGT CCAAAAACG
TTTTTCCTGATAACTGGAAAGT TCCTCAAGATGGAGACTTTGACTTTTT
GAAAAATCTAAGT TTAGAAGAACT ACAGAT GCGGTTAAAAGCACT GGAC
CCCATGATGGAACGGGAGATAGAAGAACT TCGT CAGAGATACACT GCGA
AAAGACAGCCCATTCT GGATGCGAT GGAT GCAAAGAAAAGAAGGCAGCA
AAACTTTt ga




