MRC PPU Reagents and Services

Standard Operating Procedure
Preparation of PPM1] [1 - 505]

Enzyme description:- PPM11J [1 - 505]
Clone number:- DU 68180
Source:- Recombinant
Expression system:- E.coli,
Tag:- N-terminal GST
Purification method:- GSH-Sepharose
Calculated molecular mass:-

Monoisotopic 81, 606.43 daltons

Average Mass 81, 658.45 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.47
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
PPM1)J [1 - 505]

PPM11J [1 - 505]
DU 68140
Human
NM_005167.5

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLFQGPLGSMLNRVRSAV
AHLVSSGGAPPPRPKSPDLPNAASAPPAAAPEAPRSPPAKAGSGSATP
AKAVEARASFSRPTFLOLSPGGLRRADDHAGRAVQSPPDTGRRLPWST
GYAEVINAGKSRHNEDQACCEVVYVEGRRSVTGVPREPSRGQGLCFYY
WGLFDGHAGGGAAEMASRLLHRHIREQLKDLVEILODPSPPPLCLPTT
PGTPDSSDPSHLLGPQOSCWSSQKEVSHESLVVGAVENAFQLMDEQMAR
ERRGHOQVEGGCCALVVIYLLGKVYVANAGDSRAIIVRNGEIIPMSREF
TPETERQRLOLLGFLKPELLGSEFTHLEFPRRVLPKELGORMLYRDON
MTGWAYKKIELEDLRFPLVCGEGKKARVMATIGVTRGLGDHSLKVCSS
TLPIKPFLSCFPEVRVYDLTQYEHCPDDVLVLGTDGLWDVTTDCEVAA
TVDRVLSAYEPNDHSRYTALAQALVLGARGTPRDRGWRLPNNKLGSGD
DISVFVIPLGGPGSYS

Amino acids M1 — S505 (end) of human PPM1J.
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 pGEX6P-1



Nucleotide
Sequence Of Insert
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ggatccATGCTAAACCGGGTGCGCTCGGCCGTGGCGCACCTGGTGAGC
TCCGGGGGCGCTCCGCCTCCGCGCCCCAAATCCCCGGACCTGCCCAAC
GCCGCCTCGGCGCCGCCCGCCGCCGCTCCAGAAGCGCCCAGGAGCCCCT
CCCGCGAAGGCTGGGAGCGGGAGCGCGACGCCCGCGAAGGCTGTTGAG
GCTCGAGCGAGCTTCTCCAGACCGACCTTTCTGCAGCTGAGCCCCGGG
GGGCTGCGACGCGCCGATGACCACGCGGGCCGGGCTGTGCAAAGCCCC
CCGGACACGGGCCGCCGCCTGCCCTGGAGCACAGGCTACGCCGAGGTC
ATCAATGCTGGCAAGAGTCGGCACAATGAGGACCAGGCTTGCTGTGAA
GTGGTGTATGTGGAAGGTCGGAGGAGTGTTACAGGAGTACCTAGGGAG
CCTAGCCGAGGCCAGGGACTCTGCTTCTACTACTGGGGCCTATTTGAT
GGGCATGCAGGGGGCGGAGCTGCTGAAATGGCCTCACGGCTCCTGCAT
CGCCATATCCGAGAGCAGCTAAAGGACCTGGTAGAGATACTTCAGGAC
CCTTCGCCACCACCCCTCTGCCTCCCAACCACTCCGGGGACCCCAGAT
TCCTCCGATCCCTCTCACTTGCTTGGCCCTCAGTCCTGCTGGTCTTCA
CAGAAGGAAGTGAGCCACGAGAGCCTGGTAGTGGGGGCCGTTGAGAAT
GCCTTCCAGCTCATGGATGAGCAGATGGCCCGGGAGCGGCGTGGCCAC
CAAGTGGAGGGGGGCTGCTGTGCACTGGTTGTGATCTACCTGCTAGGC
AAGGTGTACGTGGCCAATGCAGGCGATAGCAGGGCCATCATTGTCCGG
AATGGTGAAATCATTCCAATGTCCCGGGAGTTTACCCCGGAGACTGAG
CGCCAGCGTCTTCAGCTGCTTGGCTTCCTGAAACCAGAGCTGCTAGGC
AGTGAATTCACCCACCTTGAGTTCCCCCGCAGAGTTCTGCCCAAGGAG
CTGGGGCAGAGGATGTTGTACCGGGACCAGAACATGACCGGCTGGGCC
TACAAAAAGATCGAGCTGGAGGATCTCAGGTTTCCTCTGGTCTGTGGG
GAGGGCAAAAAGGCTCGGGTGATGGCCACCATTGGGGTGACCCGAGGC
TTGGGAGACCACAGCCTTAAGGTCTGCAGTTCCACCCTGCCCATCAAG
CCCTTTCTCTCCTGCTTCCCTGAGGTACGAGTGTATGACCTGACACAA
TATGAGCACTGCCCAGATGATGTGCTAGTCCTGGGAACAGATGGCCTG
TGGGATGTCACTACTGACTGTGAGGTAGCTGCCACTGTGGACAGGGTG
CTGTCGGCCTATGAGCCTAATGACCACAGCAGGTATACAGCTCTGGCC
CAAGCTCTGGTCCTGGGGGCCCGGGGTACCCCCCGAGACCGTGGCTGG
CGTCTCCCCAACAACAAGCTGGGTTCCGGGGATGACATCTCTGTCTTC
GTCATCCCCCTGGGAGGGCCAGGCAGTTACTCCtgagcggccgce



