MRC PPU Reagents and Services

Standard Operating Procedure
Preparation of PPM1M [1 - 459]

Enzyme description:- PPMI1M [1 —459]
Clone number:- DU 68179
Source:- Recombinant
Expression system:- E.coli,
Tag:- N-terminal GST
Purification method:- GSH-Sepharose
Calculated molecular mass:-

Monoisotopic 77, 910.48 daltons

Average Mass 77, 960.05 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.61
Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 150 mM NacCl, 270 mM sucrose, 2 mM MnCl,,
0.1 % 2-mercaptoethanol, 0.03 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C
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Clone Data Sheet
PPMI1M [1 - 459]

PPMIM [1 - 459]
DU 68179
Human
NM_144641.4

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLQGWQATFGGGDHPPKSDLEVLFQGPLGSMSAGWFRRR
FLPGEPLPAPRPPGPHASPVPYRRPRFLRGSSSSPGAADASRRPDSRP
VRSPARGRTLPWNAGYAEI INAEKSEFNEDQAACGKLCIRRCEFGAEE
EWLTLCPEEFLTGHYWALFDGHGGPAAAILAANTLHSCLRROLEAVVE
GLVATQPPMHLNGRCICPSDPQFVEEKGIRAEDLVIGALESAFQECDE
VIGRELEASGQOMGGCTALVAVSLQOGKLYMANAGDSRAILVRRDEIRPL
SFEFTPETERQORIQQLAFVYPELLAGEFTRLEFPRRLKGDDLGOKVLF
RDHHMSGWSYKRVEKSDLKYPLIHGQOGRQOARLLGTLAVSRGLGDHOLR
VLDTNIQLKPFLLSVPQVTVLDVDQLELQEDDVVVMATDGLWDVLSNE
OVAWLVRSFLPGNQEDPHRFSKLAQOMLIHSTQGKEDSLTEEGQVSYDD
VSVFVIPLHSQGQESSDH

Amino acids M1 — H459 (end) of human PPMI1M.
Residue M232 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 - 220.

PreScission (LEVLFQGP) residues 221 - 229

BamH]1 and Notl sites of pGEX6P1
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ggatccATGTCCGCCGGCTGGTTCCGGCGCCGCTTCCTGCCTGGGGAG
CCGCTCCCCGCGCCGCGTCCACCTGGGCCGCATGCCAGCCCCGTGCCC
TACCGACGGCCCCGCTTCCTTCGCGGCTCCAGCTCCAGCCCCGGGGCG
GCCGACGCCTCGCGCCGCCCAGACTCCCGGCCCGTGCGCAGCCCCGLA
CGAGGACGCACGCTACCCTGGAATGCAGGCTACGCCGAGATTATCAAT
GCAGAGAAATCTGAATTCAATGAGGATCAAGCCGCCTGTGGGAAGCTG
TGCATCCGGAGATGTGAGTTTGGGGCTGAAGAAGAGTGGCTGACCCTG
TGCCCAGAGGAGTTCCTGACAGGCCATTACTGGGCACTGTTCGATGGG
CACGGCGGTCCTGCAGCAGCCATCTTGGCTGCCAACACCCTGCACTCC
TGCTTGCGCCGGCAGCTGGAGGCCGTGGTGGAAGGCTTGGTGGCCACT
CAGCCCCCCATGCACCTCAATGGCCGCTGCATCTGCCCCAGTGACCCT
CAGTTTGTGGAGGAAAAGGGCATCAGGGCAGAAGACTTGGTGATCGGG
GCATTGGAGAGTGCCTTTCAGGAATGTGATGAGGTGATCGGGCGGGAG
CTGGAGGCCTCAGGCCAGATGGGCGGCTGCACAGCCCTGGTGGCTGTG
TCCCTGCAGGGAAAGCTGTACATGGCCAATGCTGGGGATAGCAGGGCC
ATCTTGGTGCGGAGAGATGAGATACGGCCACTGAGCTTCGAGTTCACC
CCAGAGACTGAGCGGCAGCGTATTCAGCAGCTGGCCTTTGTCTATCCT
GAGCTTCTGGCTGGTGAGTTCACCCGACTGGAGTTCCCTCGGCGGCTG
AAGGGGGATGACTTGGGACAGAAGGTTTTGTTCAGGGATCACCACATG
AGTGGCTGGAGCTACAAACGTGTGGAGAAATCGGATCTCAAGTACCCA
CTGATCCATGGACAGGGTAGGCAGGCTCGGTTACTAGGAACACTGGCT
GTCTCCCGGGGCCTGGGAGACCATCAGCTCAGAGTCCTGGACACAAAC
ATCCAGCTCAAGCCCTTCTTGCTCTCTGTGCCACAGGTGACTGTGCTG
GATGTGGACCAGCTGGAGCTACAGGAGGATGATGTGGTTGTCATGGCA
ACTGATGGACTCTGGGATGTACTGTCCAACGAGCAGGTGGCATGGCTG
GTGCGGAGCTTCCTCCCTGGGAACCAAGAGGACCCACACAGGTTCTCA
AAGCTGGCCCAGATGCTGATACACAGCACACAGGGAAAGGAAGACAGT
CTCACAGAGGAAGGGCAGGTGTCCTACGATGACGTCTCTGTGTTCGTG
ATTCCCTTGCACAGTCAGGGCCAAGAGAGCAGTGACCACtgagcggcece

gc



