Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of MCM2 |2 - 895]

Enzyme description:- MCM2 [2 - 895]
Clone number:- DU 1046
Source:- Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 127, 538.38 daltons

Average Mass 127, 619.05 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.45

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCl1 pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C
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Clone Data Sheet

MCM2 |2 - 895]

MCM2 [2 - 895]
DU 1046
Human
D83987.1

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSASSPAQRRRGNDPL
TSSPGRSSRRTDALTSSPGRDLPPFEDESEGLLGTEGPLEEEEDGEELI
GDGMERDYRAIPELDAYEAEGLALDDEDVEELTASQREAAERAMRORDR
EAGRGLGRMRRGLLYDSDEEDEERPARKRRQVERATEDGEEDEEMIESI
ENLEDLKGHSVREWVSMAGPRLEIHHRFKNFLRTHVDSHGHNVFKERIS
DMCKENRESLVVNYEDLAAREHVLAYFLPEAPAELLQIFDEAALEVVLA
MYPKYDRITNHIHVRISHLPLVEELRSLROLHLNQLIRTSGVVTSCTGV
LPQLSMVKYNCNKCNFVLGPFCQSONQEVKPGSCPECQSAGPFEVNMEE
TIYONYORIRIQESPGKVAAGRLPRSKDAILLADLVDSCKPGDEIELTG
IYHNNYDGSLNTANGFPVFATVILANHVAKKDNKVAVGELTDEDVKMIT
SLSKDQQOIGEKIFASIAPSIYGHEDIKRGLALALFGGEPKNPGGKHKVR
GDINVLLCGDPGTAKSQFLKYIEKVSSRAIFTTGOGASAVGLTAYVORH
PVSREWTLEAGALVLADRGVCLIDEFDKMNDODRTSIHEAMEQQSISIS
KAGIVTSLOARCTVIAAANPIGGRYDPSLTFSENVDLTEPIISRFDILC
VVRDTVDPVQDEMLARFVVGSHVRHHPSNKEEEGLANGSAAEPAMPNTY
GVEPLPQEVLKKYIIYAKERVHPKLNOMDODKVAKMYSDLRKESMATGS
IPITVRHIESMIRMAEAHARIHLRDYVIEDDVNMAIRVMLESFIDTQKF
SVMRSMRKTFARYLSFRRDNNELLLFILKQLVAEQVTYQRNRFGAQQODT
IEVPEKDLVDKARQINIHNLSAFYDSELFRMNKFSHDLKRKMILQQOF

Amino acids A2 — F895 (end) of human MCM2.
Residue A232 of the fusion protein is equivalent to A2 of the native
enzyme. The GST tag is located at residues 1 —220.
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Protease cleavage PreScission (LEVLFQGP) residues 221 - 228

Cloning sites BamH1 and EcoR1 of pGEX6P-1

Nucleotide Sequence of Insert

ggatccGCATCCAGCCCGGCCCAGCGTCGGCGAGGCAATGATCCTCTCAC
CTCCAGCCCTGGCCGAAGCTCCCGGCGTACTGATGCCCTCACCTCCAGCC
CTGGCCGTGACCTTCCACCATTTGAGGATGAGTCCGAGGGGCTCCTAGGC
ACAGAGGGGCCCCTGGAGGAAGAAGAGGATGGAGAGGAGCTCATTGGAGA
TGGCATGGAAAGGGACTACCGCGCCATCCCAGAGCTGGACGCCTATGAGG
CCGAGGGACTGGCTCTGGATGATGAGGACGTAGAGGAGCTGACGGCCAGT
CAGAGGGAGGCAGCAGAGCGGGCCATGCGGCAGCGTGACCGGGAGGCTGG
CCGGGGCCTGGGCCGCATGCGCCGTGGGCTCCTGTATGACAGCGATGAGG
AGGACGAGGAGCGCCCTGCCCGCAAGCGCCGCCAGGTGGAGCGGGCCACG
GAGGACGGCGAGGAGGACGAGGAGATGATCGAGAGCATCGAGAACCTGGA
GGATCTCAAAGGCCACTCTGTGCGCGAGTGGGTGAGCATGGCGGGCCCCC
GGCTGGAGATCCACCACCGCTTCAAGAACTTCCTGCGCACTCACGTCGAC
AGCCACGGCCACAACGTCTTCAAGGAGCGCATCAGCGACATGTGCAAAGA
GAACCGTGAGAGCCTGGTGGTGAACTATGAGGACTTGGCAGCCAGGGAGC
ACGTGCTGGCCTACTTCCTGCCTGAGGCACCGGCGGAGCTGCTGCAGATC
TTTGATGAGGCTGCCCTGGAGGTGGTACTGGCCATGTACCCCAAGTACGA
CCGCATCACCAACCACATCCATGTCCGCATCTCCCACCTGCCTCTGGTGG
AGGAGCTGCGCTCGCTGAGGCAGCTGCATCTGAACCAGCTGATCCGCACC
AGTGGGGTGGTGACCAGCTGCACTGGCGTCCTGCCCCAGCTCAGCATGGT
CAAGTACAACTGCAACAAGTGCAATTTCGTCCTGGGTCCTTTCTGCCAGT
CCCAGAACCAGGAGGTGAAACCAGGCTCCTGTCCTGAGTGCCAGTCGGCC
GGCCCCTTTGAGGTCAACATGGAGGAGACCATCTATCAGAACTACCAGCG
TATCCGAATCCAGGAGAGTCCAGGCAAAGTGGCGGCTGGCCGGCTGLCCCC
GCTCCAAGGACGCCATTCTCCTCGCAGATCTGGTGGACAGCTGCAAGCCA
GGAGACGAGATAGAGCTGACTGGCATCTATCACAACAACTATGATGGCTC
CCTCAACACTGCCAATGGCTTCCCTGTCTTTGCCACTGTCATCCTAGCCA
ACCACGTGGCCAAGAAGGACAACAAGGTTGCTGTAGGGGAACTGACCGAT
GAAGATGTGAAGATGATCACTAGCCTCTCCAAGGATCAGCAGATCGGAGA
GAAGATCTTTGCCAGCATTGCTCCTTCCATCTATGGTCATGAAGACATCA
AGAGAGGCCTGGCTCTGGCCCTGTTCGGAGGGGAGCCCAAAAACCCAGGT
GGCAAGCACAAGGTACGTGGTGATATCAACGTGCTCTTGTGCGGAGACCC
TGGCACAGCGAAGTCGCAGTTTCTCAAGTATATTGAGAAAGTGTCCAGCC
GAGCCATCTTCACCACTGGCCAGGGGGCGTCGGCTGTGGGCCTCACGGCG
TATGTCCAGCGGCACCCTGTCAGCAGGGAGTGGACCTTGGAGGCTGGGGC
CCTGGTTCTGGCTGACCGAGGAGTGTGTCTCATTGATGAATTTGACAAGA
TGAATGACCAGGACAGAACCAGCATCCATGAGGCCATGGAGCAACAGAGC
ATCTCCATCTCGAAGGCTGGCATCGTCACCTCCCTGCAGGCTCGCTGCAC
GGTCATTGCTGCCGCCAACCCCATAGGAGGGCGCTACGACCCCTCGCTGA
CTTTCTCTGAGAACGTGGACCTCACAGAGCCCATCATCTCACGCTTTGAC
ATCCTGTGTGTGGTGAGGGACACCGTGGACCCAGTCCAGGACGAGATGCT
GGCCCGCTTCGTGGTGGGCAGCCACGTCAGACACCACCCCAGCAACAAGG
AGGAGGAGGGGCTGGCCAATGGCAGCGCTGCTGAGCCCGCCATGCCCAAC
ACGTATGGCGTGGAGCCCCTGCCCCAGGAGGTCCTGAAGAAGTACATCAT



Division of Signal Tranduction Therapy
CTACGCCAAGGAGAGGGTCCACCCGAAGCTCAACCAGATGGACCAGGACA

AGGTGGCCAAGATGTACAGTGACCTGAGGAAAGAATCTATGGCGACAGGC
AGCATCCCCATTACGGTGCGGCACATCGAGTCCATGATCCGCATGGCGGA
GGCCCACGCGCGCATCCATCTGCGGGACTATGTGATCGAAGACGACGTCA
ACATGGCCATCCGCGTGATGCTGGAGAGCTTCATAGACACACAGAAGTTC
AGCGTCATGCGCAGCATGCGCAAGACTTTTGCCCGCTACCTTTCATTCCG
GCGTGACAACAATGAGCTGTTGCTCTTCATACTGAAGCAGTTAGTGGCAG
AGCAGGTGACATATCAGCGCAACCGCTTTGGGGCCCAGCAGGACACTATT
GAGGTCCCTGAGAAGGACTTGGTGGATAAGGCTCGTCAGATCAACATCCA
CAACCTCTCTGCATTTTATGACAGTGAGCTCTTCAGGATGAACAAGTTCA
GCCACGACCTGAAAAGGAAAATGATCCTGCAGCAGTTCtgagaattc



agcatccccatta
cggtgcggcacat
cgagtccatgatc
cgcatggcgga
ggcccacgcgcgce
atccatctgcggg
actatgtgatcga
agacgacgtca
acatggccatccg
cgtgatgctggag
agcttcatagaca
cacagaagttc
agcgtcatgcgca
gcatgcgcaagac
ttttgcccgcectac
ctttcattccg
gcgtgacaacaat
gagctgttgctct
tcatactgaagca
gttagtggcag
agcaggtgacata
tcagcgcaaccgc
tttggggcccage
aggacactatt
gaggtccctgaga
aggacttggtgga
taaggctcgtcag
atcaacatcca
caacctctctgca
ttttatgacagtg
agctcttcaggat
gaacaagttca
gccacgacctgaa
aaggaaaatgatc
ctgcagcagttct
gagaattc
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