MRC PPU REAGENTS

Standard Operating Procedure

Preparation of MINDY?2 [1 - 621]

Enzyme description:- MINDY2 [1 - 621]
Clone number:- DU 63404
Source:- Recombinant
Expression system:- E.coli

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

Calculated molecular mass:-

Monoisotopic 93, 871.08 daltons

Average Mass 93, 930.38 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 4.65

Purity:- >80 %

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

Storage temperature:- -70 deg C
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Clone Data Sheet

MINDY?2 [1 - 621]

MINDY2 [1 - 621]
DU 63404

Human

Q8NBR6.3

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLQGWQATFGGGDHPPKSDLEVLFQGPLGSMESSPESLQ
PLEHGVAAGPASGTGSSQEGLOETRLAAGDGPGVWAAETSGGNGLGAA
AARRSLPDSASPAGSPEVPGPCSSSAGLDLKDSGLESPAAAEAPLRGQ
YKVTASPETAVAGVGHELGTAGDAGARPDLAGTCQAELTAAGSEEPSS
AGGLSSSCSDPSPPGESPSLDSLESFSNLHSFPSSCEFNSEEGAENRV
PEEEEGAAVLPGAVPLCKEEEGEETAQVLAASKERFPGQSVYHIKWIQ
WKEENTPIITONENGPCPLLAILNVLLLAWKVKLPPMMEIITAEQLME
YLGDYMLDAKPKEISEIQRLNYEQNMSDAMAILHKLOTGLDVNVRFTG
VRVFEYTPECIVFDLLDIPLYHGWLVDPQIDDIVKAVGNCSYNQLVEK
IISCKQOSDNSELVSEGFVAEQFLNNTATOLTYHGLCELTSTVQEGELC
VFFRNNHFSTMTKYKGOLYLLVTDQGFLTEEKVVWESLHNVDGDGNFC
DSEFHLRPPSDPETVYKGQQODOIDODYLMALSLOOEQQSQEINWEQIP
EGISDLELAKKLOEEEDRRASQYYQOEQEQAAAAAAAASTOAQOGOPAQ
ASPSSGRQSGNSERKRKEPREKDKEKEKEKNSCVIL

Amino acids M1 — L621 (end) of human MINDY?2.
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 — 228

Bigll / Blgll into BamH1 sites of pGEX6P-1
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Nucleotide Sequence Of Insert

agatctATGGAGAGCAGCCCCGAGAGCCTGCAGCCGCTAGAACACGGGGTGGCGGCCGGGCCAGC
GTCAGGGACAGGTTCTTCGCAGGAAGGGCTACAGGAGACCAGGCTCGCCGCTGGTGATGGTCCTG
GGGTATGGGCGGCGGAGACCAGCGGCGGGAATGGGCTGGGGGCGGCGGCCGCCAGGAGGAGCCTC
CCGGACTCGGCTTCTCCCGCGGGCTCTCCTGAGGTTCCCGGACCCTGCAGCTCCTCCGCGGGTTT
GGACTTGAAGGACAGTGGTTTGGAGAGTCCTGCTGCCGCCGAGGCGCCTCTGAGAGGGCAGTACA
AGGTGACCGCCTCCCCGGAGACAGCCGTGGCCGGAGTGGGTCATGAGTTGGGTACCGCCGGAGAC
GCGGGAGCCCGCCCGGATCTCGCCGGCACCTGCCAAGCAGAACTGACCGCCGCCGGCTCCGAAGA
GCCCAGCAGCGCCGGCGGCCTCAGCAGCAGTTGCAGCGACCCGAGCCCTCCTGGGGAATCTCCGA
GCCTGGACTCTCTGGAGTCGTTCTCTAACCTGCATTCTTTTCCCAGTAGCTGCGAGTTCAATAGT
GAGGAGGGAGCGGAGAACAGGGTCCCTGAGGAGGAGGAGGGCGCGGCGGTGTTGCCCGGGGCTGT
TCCTCTGTGCAAGGAGGAGGAGGGGGAGGAGACCGCTCAGGTGCTGGCGGCCTCCAAGGAACGCT
TCCCGGGACAATCTGTGTATCACATCAAGTGGATCCAGTGGAAGGAAGAGAACACACCCATCATC
ACCCAGAATGAGAACGGACCCTGCCCCTTGCTGGCCATCCTCAATGTTTTGCTCCTGGCCTGGAA
GGTGAAACTTCCACCGATGATGGAAATCATAACTGCTGAGCAGCTGATGGAATATTTAGGAGATT
ACATGCTTGATGCAAAGCCAAAAGAAATTTCAGAAATTCAACGTTTAAATTATGAACAGAATATG
AGTGATGCCATGGCAATTTTGCACAAACTACAGACAGGCCTGGATGTAAATGTAAGATTCACTGG
TGTTCGAGTGTTTGAATATACACCAGAATGCATAGTATTTGATCTTCTTGATATTCCTTTGTACC
ATGGGTGGTTAGTAGACCCTCAGATTGATGACATTGTAAAAGCTGTTGGTAACTGCAGCTACAAC
CAACTAGTGGAGAAGATCATCTCTTGTAAACAGTCAGACAATAGTGAGCTGGTTAGTGAAGGCTT
TGTAGCTGAGCAGTTTCTAAATAACACAGCCACTCAACTGACATACCATGGATTATGTGAACTAA
CTTCAACGGTTCAGGAAGGAGAACTTTGTGTGTTCTTTCGGAATAATCATTTTAGCACCATGACC
AAATACAAGGGTCAACTGTATTTGTTGGTAACGGACCAGGGGTTTCTTACTGAAGAGAAAGTTGT
TTGGGAAAGCCTACACAACGTAGATGGTGATGGAAATTTCTGTGACTCAGAATTTCATCTTCGAC
CTCCTTCAGATCCTGAAACTGTATACAAAGGACAACAAGATCAGATAGATCAGGATTATCTTATG
GCATTATCTCTACAACAAGAACAGCAGAGCCAAGAGATCAATTGGGAACAAATCCCGGAAGGAAT
CAGTGATTTGGAACTAGCAAAGAAACTCCAAGAGGAAGAGGACAGACGGGCTTCTCAATACTATC
AGGAACAGGAACAAGCAGCAGCTGCTGCTGCTGCTGCTTCTACACAGGCTCAGCAGGGCCAGCCA
GCACAAGCCTCTCCATCAAGTGGAAGACAATCTGGGAATAGTGAACGTAAACGGAAGGAACCACG
AGAAAAAGATAAAGAAAAAGAAAAGGAAAAAAATAGCTGTGTTATTTTGtaagatct



