Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of MYPT1 [375 - 974]

Protein description:- MY PT1[375 - 974]

Clone number :- DU 1887

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal GST

Purification method:- GSH Sepharose, followed by Q-Sepharose
Expression level:- 0.5 mg/L

Calculated molecular mass.- 95, 458 daltons

Purity:- 75 %

Enzyme stor age buffer :-

50 mM Trig/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:- Substrate for ROK alpha



Protein
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CLONE DATA SHEET

MYPT1[375 - 974]

MY PT1 [375 - 974
DU 1887

Rat

NM_053890
N-terminal GST

MBPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKW
RNKKFEL GLEFPNLPYY! DGDVKLTQSMAI | RYI ADKHNML
GGCPKERAEI SMLEGAVL DI RYGVSRI AYSKDFETLKVDFL
SKL PEM_KMFEDRL CHKTYLNGDHVTHPDFML YDAL DVWLY
MDPMCLDAFPKLVCFKKRI EAl PQI DKYLKSSKY! AWPLQG
WQATFGGGDHPPKSDL VPRGSPRY! SGGGGG LDSMASVTN
AHTASTQAAPAAVTTPTL SSNQGTPTSPVKKFPTSTTKI SP
KEEERKDESPASWRL GL RKTGSYGAL AEI TASKEAQKEKDT
AGVI RSASSPRL SSSL DNKEKEKDNKGTRLAYVAPTI PRRL
GSTSDI EEKENRESSNL RTSSSYTRRKWEDDL KKNSSI NEG
STYHRSTSNRLWAEDSTEKEKDSAPTAATI LVAPTVVSAAA
SSTTALTTTTAGTLSSTSEVRERRRSYL TPVRDEESESQRK
ARSRQARQSRRSTQGVTL TDLQEAEKTI GRSRSTRTREQEN
EEKDKEEKEKQDKEKQEEKKESEVSREDEYKQKYSRTYDET
YARYRPVSTSSSSTPSSSSL STLGSSL YASSQLNRPNSLVG
| TSAYSRGL TKDNEREGEKKEEEKEGEDKSQPKSI RERRRP
REKRRSTGVSFWI QDSDENEQERQSDTEDGSSKRDTQTDSV
SRYDSSSTSSSDRYDSL L GRSASYSYL EERKPYGSRLEKDD
STDFKKLYEQ LAENEKLKAQLHDTNVEL TDLKLQLEKATQ
RQERFADRSL L EVEKRERRAL ERRI SEMEEEL KM_PDLKAD
NQRLKDENGAL | RVI SKLSK

Amino acids M375 — K974 (end) of rat MYPT1.
Residue M241 of the fusion protein is equivalent to M375 of the native
protein. The GST tag islocated at residues 1 — 220

Thrombin (LVPRGS) residues 221 - 226



Cloning sites

Nucleotide
sequence of insert
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BamHI and Sall sites of pGEX 4T

GGATCCCCGCGGTATATTTCCGGT GGTGGTGGTGGAATTCTAGACTCC
ATGGCTTCTGTAACTAATGCTCACACT GCCAGCACT CAGGECAGCTCCT
GCCCCTGT GACAACACCTACTCTGT CTTCCAACCAGGEGEGACCCCTACA
TCACCTGTTAAAAAGT TTCCTACATCAACTACAAAAATTTCTCCCAAA
GAAGAAGAAAGAAAAGATGAATCTCCTGCATCCTGGAGGT TAGGACTT
AGAAAGACT GECAGT TATGGTGCCCTGGCTGAGATCACTGCATCTAAA
GAAGCT CAGAAGGAGAAAGACACT GCAGCCGTGATACGT TCAGCTTCG
AGTCCCAGACTCTCGT CCTCTTTGGATAATAAAGAAAAGGAGAAAGAC
AATAAAGGAACAAGACT TGCATAT GT CGCCCCTACAAT CCCAAGGCCGA
CTAGGCAGTACGT CTGACATTGAAGAGAAGGAAAACAGAGAGTCTTCA
AATTTGCGAACAAGTAGT TCTTACACAAGAAGAAAAT GGGAAGATGAT
CTTAAAAAAAATAGT TCAATCAATGAAGGATCTACTTACCATAGAAGT
ACCTCAAATCGT TTGT GGCCTGAGGATAGTACT GAGAAAGAGAAGGAC
AGTGCTCCTACCGCAGCGACCATTCTTGT TGCTCCAACTGTTGTAAGT
GCTGCAGCTTCTTCTACCACAGCCCTGACCACAACTACTGCTGGCACT
CTTTCCTCCACAT CAGAGGT CAGGGAGAGACGCAGGT CATACCTCACT
CCTGTTAGGGATGAAGAGT CTGAATCCCAAAGGAAAGCAAGATCTAGA
CAAGCAAGACAGT CTAGACGGT CAACACAGGGEGGTGACACTGACTGAC
CTCCAGGAAGCCGAAAAGACAATAGGAAGAAGCCGT TCTACGAGAACC
AGAGAACAAGAAAACGAAGAAAAAGACAAAGAAGAAAAGGAAAAGCAG
GATAAAGAGAAACAAGAAGAAAAGAAGGAGT CAGAAGTATCTAGAGAA
GATGAATATAAGCAAAAGTATTCCAGAACATACGATGAGACTTATGCA
CGTTACAGACCAGT GTCAACTTCAAGT TCAAGCACTCCGTCGTCCTCC
TCACTTTCTACTCTAGGCAGT TCACTCTATGCCTCAAGT CAGCTCAAC
AGGCCAAACAGCCTTGTAGGTATAACCTCTGCCTACTCCCGGEGGATTA
ACCAAAGACAAT GAAAGAGAGGGAGAGAAAAAAGAAGAGGAAAAAGAA
GGGGAAGATAAGT CACAACCTAAAT CAAT CAGAGAACGACGGCGACCA
AGAGAAAAACGGAGGT CTACTGGAGT CTCCTTCTGGACACAAGATAGT
GATGAAAAT GAGCAAGAGCGGECAGT CAGACACCGAGGATGECTCCAGC
AAGAGGGACACT CAGACGGATTCTGTTTCCAGGTATGACAGCAGI TCC
ACGTCATCAAGCGATCGGTATGACTCCTTGCTGEGTCGTTCTGCCTCA
TACAGT TACTTAGAAGAAAGGAAACCATAT GGTAGCCGACTAGAAAAG
GATGACTCAACTGACTTCAAAAAGCCTTTATGAACAAATCTTAGCTGAA
AATGAAAAACTAAAGGCACAGCTACATGACACAAATATGGAACTAACG
GATCTAAAGT TGCAGT TGGAAAAAGCTACCCAGAGACAAGAACGATTT
GCTGACAGGT CACTATTGCGAGAT GGAAAAAAGGGAACGAAGAGCTCTA
GAAAGAAGAATATCTGAGATGGAAGAGGAGCTCAAAATGTTACCAGAC
TTAAAAGCAGACAACCAGAGGCTAAAGGATGAAAATGGECCCTTGATC
AGAGI TATAAGCAAACTTTCCAAGTACGgacagaaaacacacaagcgaa
gcagcgggactt gcacacact ccccagt ggaccacat t ggcagt cact
ggacgccagaaagaacccct ggagactgtcattttccgat at caagct
t at cgat accgt cgac



