Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of MYPT1 [1 - 1030]

Enzyme description:- MYPTI [1 - 1030]
Clone number:- DU 44600
Source:- Recombinant
Expression system:- E. coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Calculated molecular mass:-

Monoisotopic 143, 068.49 daltons

Average Mass 143, 156.05 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.38

Purity:- 75 %

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,

0.1 % 2-mercaptoethanol, 0.03 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

Storage temperature:- -70 °C



Protein
Clone number

Species

Accession number

Tags

Bacteriall
expressed protein

Division of Signal Tranduction Therapy

Clone Data Sheet
MYPT1 [1-1030]

MYPT1 [1 - 1030]
DU 44600

Human
NM_001143885.1

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKK
FELGLEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERA
EISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFED
RLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFK
KRIEATIPQIDKYLKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLF
OGPLGSPEIPGSTRAAAMKMADAKQOKRNEQLKRWIGSETDLEPPV
VKROKTKVKFDDGAVFLAACSSGDTDEVLKLLHRGADINYANVDG
LTALHQACIDDNVDMVKFLVENGANINOPDNEGWIPLHAAASCGY
LDIAEFLIGQGAHVGAVNSEGDTPLDIAEEEAMEELLONEVNRQOG
VDIEAARKEEERIMLRDAROWLNSGHINDVRHAKSGGTALHVAAA
KGYTEVLKLLIQAGYDVNIKDYDGWTPLHAAAHWGKEEACRILVD
NLCDMEMVNKVGQTAFDVADEDILGYLEELQKKONLLHSEKRDKK
SPLIESTANMDNNOSOQKTFKNKETLIIEPEKNASRIESLEQEKVD
EEEEGKKDESSCSSEEDEEDDSESEAETDKTKPLASVTNANTSST
OAAPVAVTITPTVSSGOATPTSPIKKFPTTATKISPKEEERKDESP
ATWRLGLRKTGSYGALAEITASKEGQKEKDTAGVTRSASSPRLSS
SLDNKEKEKDSKGTRLAYVAPTIPRRLASTSDIEEKENRDSSSLR
TSSSYTRRKWEDDLKKNSSVNEGSTYHKSCSFGRRODDLISSSVP
STTSTPTVTSAAGLOKSLLSSTSTTTKITTGSSSAGTQSSTSNRL
WAEDSTEKEKDSVPTAVTIPVAPTVVNAAASTTTLTTTTAGTVSS
TTEVRERRRSYLTPVRDEESESQRKARSROARQSRRSTQGVTLTD
LOEAEKTIGRSRSTRTREQENEEKEKEEKEKODKEKQEEKKESET
SREDEYKQKYSRTYDETYQORYRPVSTSSSTTPSSSLSTMSSSLYA
SSQLNRPNSLVGITSAYSRGITKENEREGEKREEEKEGEDKSQPK
SIRERRRPREKRRSTGVSFWTQODSDENEQEQQOSDTEEGSNKKETQ
TDSISRYETSSTSAGDRYDSLLGRSGSYSYLEERKPYSSRLEKDD
STDFKKLYEQILAENEKLKAQLHDTNMELTDLKLOLEKATQOROER
FADRSLLEMEKRERRALERRISEMEEELKMLPDLKADNQRLKDEN
GALIRVISKLSK
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Native sequence Amino acids M1 — K1030 (end) of human.
Residue M243 of the fusion protein is equivalent to M1 of the
native enzyme. The GST tag is located at residues 1 — 220.
Protease cleavage PreScission (LEVLFQGP) residues 220 - 227

Cloning sites Notl sites of pGex6P-2



Nucleotide insert
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gcggccgcgATGAAGATGGCGGACGCGAAGCAGAAGCGGAACGAG
CAGCTGAAACGCTGGATCGGCTCCGAGACGGACCTCGAGCCTCCG
GTGGTGAAGCGCCAGAAGACCAAGGTGAAGTTCGACGATGGCGCC
GTCTTCCTGGCTGCTTGCTCCAGCGGCGACACGGACGAGGTCCTC
AAGCTGCTGCACCGCGGCGCCGACATCAATTACGCCAATGTGGAC
GGACTCACTGCCCTGCACCAGGCTTGCATTGATGACAATGTTGAT
ATGGTGAAGTTCCTGGTAGAAAATGGAGCAAATATTAATCAACCT
GATAATGAAGGCTGGATACCCCTACATGCAGCAGCTTCCTGTGGA
TATCTTGATATTGCAGAGTTTTTGATTGGTCAAGGAGCACATGTA
GGGGCTGTCAACAGTGAAGGAGATACACCTTTAGATATTGCGGAG
GAGGAGGCAATGGAAGAGCTACTTCAAAATGAAGTTAATCGGCAA
GGGGTTGATATAGAAGCAGCTCGAAAGGAAGAAGAACGGATCATG
CTTAGAGATGCCAGGCAGTGGCTAAATAGTGGTCATATAAATGAT
GTCCGGCATGCAAAATCTGGAGGTACAGCACTTCACGTTGCAGCT
GCTAAAGGCTATACGGAAGTTTTAAAACTTTTAATACAGGCAGGC
TATGATGTTAATATTAAAGACTATGATGGCTGGACACCTCTTCAT
GCTGCAGCTCATTGGGGTAAAGAAGAAGCATGTCGAATTTTAGTG
GACAATCTGTGTGATATGGAGATGGTCAACAAAGTGGGCCAAACA
GCCTTTGATGTAGCAGATGAAGACATTTTAGGATATTTAGAAGAG
TTGCAAAAGAAACAAAATCTGCTCCATAGTGAAAAACGGGACAAG
AAATCTCCACTAATTGAATCAACAGCAAATATGGACAATAATCAG
TCACAGAAGACCTTTAAAAACAAAGAGACGTTGATTATTGAACCA
GAGAAAAATGCATCCCGTATTGAATCTCTGGAACAAGAAAAGGTT
GATGAAGAAGAAGAAGGAAAGAAGGATGAGTCTAGCTGCTCTAGT
GAAGAAGATGAGGAAGATGACTCGGAATCAGAAGCTGAAACAGAT
AAGACAAAACCCCTGGCTTCTGTAACTAATGCCAACACTTCTAGT
ACACAAGCAGCTCCTGTAGCTGTTACAACACCTACTGTGTCATCA
GGTCAAGCAACACCTACATCACCTATTAAAAAGTTTCCAACCACA
GCTACAAAAATTTCTCCCAAAGAAGAAGAGAGAAAAGATGAGTCT
CCTGCAACTTGGAGGTTAGGACTTAGAAAGACGGGCAGCTATGGT
GCACTTGCTGAAATCACAGCATCTAAAGAGGGTCAGAAAGAAAAA
GATACTGCAGGTGTTACACGTTCAGCTTCAAGTCCCAGACTTTCC
TCCTCTTTGGATAATAAAGAAAAGGAGAAAGATAGTAAAGGAACT
AGGCTTGCATATGTTGCACCTACAATACCAAGACGACTAGCCAGT
ACATCTGACATTGAAGAGAAAGAAAACAGAGATTCTTCAAGTTTG
CGAACAAGTAGTTCATATACAAGGAGAAAATGGGAAGATGATCTT
AAAAAAAATAGCTCAGTTAATGAAGGATCAACGTATCATAAAAGT
TGCTCCTTTGGTAGAAGACAAGATGATTTGATTAGTTCTAGTGTT
CCAAGCACCACATCAACACCAACAGTTACCTCTGCAGCTGGGCTT
CAGAAAAGCCTGCTTTCCAGCACAAGCACTACTACAAAGATTACA
ACGGGTTCTTCCTCAGCAGGCACACAAAGCAGTACCTCAAATCGT
TTGTGGGCTGAGGATAGTACTGAGAAAGAAAAGGACAGTGTTCCT
ACGGCAGTGACCATTCCTGTTGCTCCAACTGTTGTAAATGCTGCA
GCTTCTACCACAACCCTGACTACAACTACTGCTGGCACTGTCTCC
TCCACAACAGAGGTCAGGGAGAGACGCAGATCATACCTCACTCCT
GTTAGGGATGAAGAGTCTGAATCCCAAAGAAAAGCAAGATCTAGA
CAAGCAAGACAATCTAGAAGATCAACACAGGGAGTGACATTAACT
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GATCTTCAAGAAGCTGAGAAAACAATAGGAAGAAGTCGTTCTACC
CGAACCAGAGAACAAGAAAATGAAGAAAAAGAAAAAGAGGAAAAA
GAGAAACAAGATAAAGAGAAACAAGAAGAAAAGAAGGAGTCAGAA
ACATCTAGAGAAGATGAATATAAACAAAAGTACTCCAGAACGTAT
GATGAGACTTACCAGCGTTATAGGCCAGTATCAACTTCAAGTTCA
ACCACTCCATCCTCTTCACTTTCTACTATGAGCAGTTCACTGTAT
GCTTCAAGTCAACTAAACAGGCCAAATAGTCTTGTAGGCATAACT
TCTGCTTACTCCAGAGGAATAACAAAAGAAAATGAAAGAGAGGGA
GAAAAAAGAGAAGAGGAGAAAGAAGGAGAAGATAAATCACAACCT
AAATCAATCAGAGAACGACGACGACCAAGAGAGAAAAGAAGATCT
ACAGGAGTTTCATTTTGGACACAAGATAGTGATGAAAATGAACAA
GAACAACAATCAGACACAGAAGAGGGATCCAATAAGAAAGAAACT
CAGACGGATTCCATTTCTAGATATGAAACCAGTTCTACATCAGCT
GGTGATCGATATGATTCCTTGCTGGGTCGCTCTGGATCATACAGT
TACTTAGAAGAAAGAAAACCTTACAGCAGCAGGCTAGAAAAGGAT
GACTCAACTGACTTTAAAAAGCTTTATGAACAAATTCTAGCTGAA
AATGAAAAGCTGAAGGCACAGCTACATGATACAAATATGGAACTA
ACAGATCTTAAATTACAGTTGGAAAAGGCCACCCAGAGACAAGAA
AGATTTGCTGATAGATCACTGTTGGAAATGGAAAAAAGGGAACGA
AGAGCTCTAGAAAGAAGAATATCTGAAATGGAAGAAGAGCTCAAA
ATGTTACCAGACCTAAAAGCAGACAACCAGAGGCTAAAGGATGAA
AATGGGGCCTTGATCAGAGTTATAAGCAAACTTTCCAAAtaagcg
gccgce



