
Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of MYPT1 [375 - 974]

Protein description:- MYPT1 [375 - 974]

Clone number:- DU 1887

Source:- 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 storage buffer:-

50 mM Tris/HCl 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
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CLONE DATA SHEET

MYPT1 [375 - 974]

Protein MYPT1 [375 - 974]

Clone number DU 1887

Species Rat

Accession number NM_053890

Tags N-terminal GST

Bacterially
expressed protein

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKW
RNKKFELGLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNML
GGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFL
SKLPEMLKMFEDRLCHKTYLNGDHVTHPDFMLYDALDVVLY
MDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLQG
WQATFGGGDHPPKSDLVPRGSPRYISGGGGGILDSMASVTN
AHTASTQAAPAAVTTPTLSSNQGTPTSPVKKFPTSTTKISP
KEEERKDESPASWRLGLRKTGSYGALAEITASKEAQKEKDT
AGVIRSASSPRLSSSLDNKEKEKDNKGTRLAYVAPTIPRRL
GSTSDIEEKENRESSNLRTSSSYTRRKWEDDLKKNSSINEG
STYHRSTSNRLWAEDSTEKEKDSAPTAATILVAPTVVSAAA
SSTTALTTTTAGTLSSTSEVRERRRSYLTPVRDEESESQRK
ARSRQARQSRRSTQGVTLTDLQEAEKTIGRSRSTRTREQEN
EEKDKEEKEKQDKEKQEEKKESEVSREDEYKQKYSRTYDET
YARYRPVSTSSSSTPSSSSLSTLGSSLYASSQLNRPNSLVG
ITSAYSRGLTKDNEREGEKKEEEKEGEDKSQPKSIRERRRP
REKRRSTGVSFWTQDSDENEQERQSDTEDGSSKRDTQTDSV
SRYDSSSTSSSDRYDSLLGRSASYSYLEERKPYGSRLEKDD
STDFKKLYEQILAENEKLKAQLHDTNMELTDLKLQLEKATQ
RQERFADRSLLEMEKRERRALERRISEMEEELKMLPDLKAD
NQRLKDENGALIRVISKLSK

Native sequence 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 is located at residues 1 – 220

Protease cleavage Thrombin (LVPRGS) residues 221 - 226
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Cloning sites BamHI and SalI sites of pGEX 4T

Nucleotide
sequence of insert

GGATCCCCGCGGTATATTTCCGGTGGTGGTGGTGGAATTCTAGACTCC
ATGGCTTCTGTAACTAATGCTCACACTGCCAGCACTCAGGCAGCTCCT
GCCGCTGTGACAACACCTACTCTGTCTTCCAACCAGGGGACCCCTACA
TCACCTGTTAAAAAGTTTCCTACATCAACTACAAAAATTTCTCCCAAA
GAAGAAGAAAGAAAAGATGAATCTCCTGCATCCTGGAGGTTAGGACTT
AGAAAGACTGGCAGTTATGGTGCCCTGGCTGAGATCACTGCATCTAAA
GAAGCTCAGAAGGAGAAAGACACTGCAGGCGTGATACGTTCAGCTTCG
AGTCCCAGACTCTCGTCCTCTTTGGATAATAAAGAAAAGGAGAAAGAC
AATAAAGGAACAAGACTTGCATATGTCGCCCCTACAATCCCAAGGCGA
CTAGGCAGTACGTCTGACATTGAAGAGAAGGAAAACAGAGAGTCTTCA
AATTTGCGAACAAGTAGTTCTTACACAAGAAGAAAATGGGAAGATGAT
CTTAAAAAAAATAGTTCAATCAATGAAGGATCTACTTACCATAGAAGT
ACCTCAAATCGTTTGTGGGCTGAGGATAGTACTGAGAAAGAGAAGGAC
AGTGCTCCTACCGCAGCGACCATTCTTGTTGCTCCAACTGTTGTAAGT
GCTGCAGCTTCTTCTACCACAGCCCTGACCACAACTACTGCTGGCACT
CTTTCCTCCACATCAGAGGTCAGGGAGAGACGCAGGTCATACCTCACT
CCTGTTAGGGATGAAGAGTCTGAATCCCAAAGGAAAGCAAGATCTAGA
CAAGCAAGACAGTCTAGACGGTCAACACAGGGGGTGACACTGACTGAC
CTCCAGGAAGCCGAAAAGACAATAGGAAGAAGCCGTTCTACGAGAACC
AGAGAACAAGAAAACGAAGAAAAAGACAAAGAAGAAAAGGAAAAGCAG
GATAAAGAGAAACAAGAAGAAAAGAAGGAGTCAGAAGTATCTAGAGAA
GATGAATATAAGCAAAAGTATTCCAGAACATACGATGAGACTTATGCA
CGTTACAGACCAGTGTCAACTTCAAGTTCAAGCACTCCGTCGTCCTCC
TCACTTTCTACTCTAGGCAGTTCACTCTATGCCTCAAGTCAGCTCAAC
AGGCCAAACAGCCTTGTAGGTATAACCTCTGCCTACTCCCGGGGATTA
ACCAAAGACAATGAAAGAGAGGGAGAGAAAAAAGAAGAGGAAAAAGAA
GGGGAAGATAAGTCACAACCTAAATCAATCAGAGAACGACGGCGACCA
AGAGAAAAACGGAGGTCTACTGGAGTCTCCTTCTGGACACAAGATAGT
GATGAAAATGAGCAAGAGCGGCAGTCAGACACCGAGGATGGCTCCAGC
AAGAGGGACACTCAGACGGATTCTGTTTCCAGGTATGACAGCAGTTCC
ACGTCATCAAGCGATCGGTATGACTCCTTGCTGGGTCGTTCTGCCTCA
TACAGTTACTTAGAAGAAAGGAAACCATATGGTAGCCGACTAGAAAAG
GATGACTCAACTGACTTCAAAAAGCTTTATGAACAAATCTTAGCTGAA
AATGAAAAACTAAAGGCACAGCTACATGACACAAATATGGAACTAACG
GATCTAAAGTTGCAGTTGGAAAAAGCTACCCAGAGACAAGAACGATTT
GCTGACAGGTCACTATTGGAGATGGAAAAAAGGGAACGAAGAGCTCTA
GAAAGAAGAATATCTGAGATGGAAGAGGAGCTCAAAATGTTACCAGAC
TTAAAAGCAGACAACCAGAGGCTAAAGGATGAAAATGGGGCCTTGATC
AGAGTTATAAGCAAACTTTCCAAGTAGgacagaaaacacacaagcgaa
gcagcgggacttgcacacactccccagtggaccacattggcagtcact
ggacgccagaaagaacccctggagactgtcattttccgatatcaagct
tatcgataccgtcgac


