MRCPPU Reagents and Services

Standard Operating Procedure

Preparation of PLK4 [1 - 970]

Enzyme description:- PLK4 [1 - 970]
Clone number:- DU 43937
Source:- Recombinant
Expression system:- E.coli

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

Calculated molecular mass:-

Monoisotopic 135, 710.02 daltons

Average Mass 135, 796.11 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 8.35

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCl 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

Assay Buffer:-
50 mM Tris-HCl pH 7.5, 0.1mM EGTA, 10 mM DTT, 10 mM MgAc

Substrate:-
Myelin Basic protein Final concentration: 1 mg/ml
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Clone Data Sheet

PLK4 [1 - 970]

PLK4 [1-970]
DU 43937
Human

NM 014264.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYITAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSMATCIGEKIEDFKV
GNLLGKGSFAGVYRAESIHTGLEVAIKMIDKKAMYKAGMVQORVONEVKI
HCOLKHPSILELYNYFEDSNYVYLVLEMCHNGEMNRYLKNRVKPFSENE
ARHFMHOIITGMLYLHSHGILHRDLTLSNLLLTRNMNIKIADFGLATQL
KMPHEKHYTLCGTPNYISPEIATRSAHGLESDVWSLGCMFYTLLIGRPP
FDTDTVKNTLNKVVLADYEMPSFLSIEAKDLIHOLLRRNPADRLSLSSV
LDHPFMSRNSSTKSKDLGTVEDSIDSGHATISTAITASSSTSISGSLFD
KRRLLIGOQPLPNKMTVFPKNKSSTDFSSSGDGNSFYTOWGNQETSNSGR
GRVIQDAEERPHSRYLRRAYSSDRSGTSNSQOSQAKTYTMERCHSAEMLS
VSKRSGGGENEERYSPTDNNANIFNFFKEKTSSSSGSFERPDNNOALSN
HLCPGKTPFPFADPTPQTETVOOWFGNLQINAHLRKTTEYDSISPNRDF
QOGHPDLOQKDTSKNAWTDTKVKKNSDASDNAHSVKQONTMKYMTALHSKP
EITQQECVFGSDPLSEQSKTRGMEPPWGYQONRTLRSITSPLVAHRLKPI
ROKTKKAVVSILDSEEVCVELVKEYASQEYVKEVLOQISSDGNTITIYYP
NGGRGFPLADRPPSPTDNISRYSFDNLPEKYWRKYQYASRFVQLVRSKS
PKITYFTRYAKCILMENSPGADFEVWFYDGVKIHKTEDFIQVIEKTGKS
YTLKSESEVNSLKEEIKMYMDHANEGHRICLALESIISEEERKTRSAPF
FPIIIGRKPGSTSSPKALSPPPSVDSNYPTRERASFNRMVMHSAASPTQ
APILNPSMVTNEGLGLTTTASGTDISSNSLKDCLPKSAQLLKSVFVKNV
GWATQLTSGAVWVQOFNDGSQLVVQAGVSSISYTSPNGOQTTRYGENEKLP
DYIKQKLOCLSSILLMFSNPTPNFH

Amino acids M1 — H970 (end residue) of human PLK4.
Residue M232 of the fusion protein is equivalent to M1 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 BamH]1 and Notl sites of pGEX6P-1

Nucleotide Sequence of Insert

ggatccATGGCGACCTGCATCGGGGAGAAGATCGAGGATTTTAAAGTTGG
AAATCTGCTTGGTAAAGGATCATTTGCTGGTGTCTACAGAGCTGAGTCCA
TTCACACTGGTTTGGAAGTTGCAATCAAAATGATAGATAAGAAAGCCATG
TACAAAGCAGGAATGGTACAGAGAGTCCAAAATGAGGTGAAAATACATTG
CCAATTGAAACATCCTTCTATCTTGGAGCTTTATAACTATTTTGAAGATA
GCAATTATGTGTATCTGGTATTAGAAATGTGCCATAATGGAGAAATGAAC
AGGTATCTAAAGAATAGAGTGAAACCCTTCTCAGAAAATGAAGCTCGACA
CTTCATGCACCAGATCATCACAGGGATGTTGTATCTTCATTCTCATGGTA
TACTACACCGGGACCTCACACTTTCTAACCTCCTACTGACTCGTAATATG
AACATCAAGATTGCTGATTTTGGGCTGGCAACTCAACTGAAAATGCCACA
TGAAAAGCACTATACATTATGTGGAACTCCTAACTACATTTCACCAGAAA
TTGCCACTCGAAGTGCACATGGCCTTGAATCTGATGTTTGGTCCCTGGGC
TGTATGTTTTATACATTACTTATCGGGAGACCACCCTTCGACACTGACAC
AGTCAAGAACACATTAAATAAAGTAGTATTGGCAGATTATGAAATGCCAT
CTTTTTTGTCAATAGAGGCCAAGGACCTTATTCACCAGTTACTTCGTAGA
AATCCAGCAGATCGTTTAAGTCTGTCTTCAGTATTGGACCATCCTTTTAT
GTCCCGAAATTCTTCAACAAAAAGTAAAGATTTAGGAACTGTGGAAGACT
CAATTGATAGTGGGCATGCCACAATTTCTACTGCAATTACAGCTTCTTCC
AGTACCAGTATAAGTGGTAGTTTATTTGACAAAAGAAGACTTTTGATTGG
TCAGCCACTCCCAAATAAAATGACTGTATTTCCAAAGAATAAAAGTTCAA
CTGATTTTTCTTCTTCAGGAGATGGAAACAGTTTTTATACTCAGTGGGGA
AATCAAGAAACCAGTAATAGTGGAAGGGGAAGAGTAATTCAAGATGCAGA
AGAAAGGCCACATTCTCGATACCTTCGTAGAGCTTATTCCTCTGATAGAT
CTGGCACTTCTAATAGTCAGTCTCAAGCAAAAACATATACAATGGAACGA
TGTCACTCAGCAGAAATGCTTTCAGTGTCCAAAAGATCAGGAGGAGGTGA
AAATGAAGAGAGGTACTCACCCACAGACAACAATGCCAACATTTTTAACT
TCTTTAAAGAAAAGACATCCAGTAGTTCTGGATCTTTTGAAAGACCTGAT
AACAATCAAGCACTCTCCAATCATCTTTGTCCAGGAAAAACTCCTTTTCC
ATTTGCAGACCCGACACCTCAGACTGAAACCGTACAACAGTGGTTTGGGA
ATCTGCAAATAAATGCTCATTTAAGAAAAACTACTGAATATGACAGCATC
AGCCCAAACCGGGACTTCCAGGGCCATCCAGATTTGCAGAAGGACACATC
AAAAAATGCCTGGACTGATACAAAAGTCAAAAAGAACTCTGATGCTTCTG
ATAATGCACATTCTGTAAAACAGCAAAATACCATGAAATATATGACTGCA
CTTCACAGTAAACCTGAGATAATCCAACAAGAATGTGTTTTTGGCTCAGA
TCCTCTTTCTGAACAGAGCAAGACTAGGGGTATGGAGCCACCATGGGGTT
ATCAGAATCGTACATTAAGAAGCATTACATCTCCGTTGGTTGCTCACAGG
TTAAAACCAATCAGACAGAAAACCAAAAAGGCTGTGGTGAGCATACTTGA
TTCAGAGGAGGTGTGTGTGGAGCTTGTAAAGGAGTATGCATCTCAAGAAT
ATGTGAAAGAAGTTCTTCAGATATCTAGTGATGGAAATACGATCACTATT
TATTATCCAAATGGTGGTAGAGGTTTTCCTCTTGCTGATAGACCACCCTC
ACCTACTGACAACATCAGTAGGTACAGCTTTGACAATTTACCAGAAAAAT



MRCPPU Reagents and Services
ACTGGCGAAAATATCAATATGCTTCCAGGTTTGTACAGCTTGTAAGATCT

AAATCTCCCAAAATCACTTATTTTACAAGATATGCTAAATGCATTTTGAT
GGAGAATTCTCCTGGTGCTGATTTTGAGGTTTGGTTTTATGATGGGGTAA
AAATACACAAAACAGAAGATTTCATTCAGGTGATTGAAAAGACAGGGAAG
TCTTACACTTTAAAAAGTGAAAGTGAAGTTAATAGCTTGAAAGAGGAGAT
AAAAATGTATATGGACCATGCTAATGAGGGTCATCGTATTTGTTTAGCAC
TGGAATCCATAATTTCAGAAGAGGAAAGGAAAACTAGGAGTGCTCCCTTT
TTCCCAATAATCATAGGAAGAAAACCTGGTAGTACTAGTTCACCTAAGGC
CTTATCACCTCCTCCTTCTGTGGATTCAAATTACCCAACGAGAGAGAGAG
CATCTTTCAACAGAATGGTCATGCATAGTGCTGCTTCTCCAACACAGGCA
CCAATCCTTAATCCCTCTATGGTTACAAATGAAGGACTTGGTCTTACAAC
TACAGCTTCTGGAACAGACATCTCTTCTAATAGTCTAAAAGATTGTCTTC
CTAAATCAGCACAACTTTTGAAATCTGTTTTTGTGAAAAATGTTGGTTGG
GCTACACAGTTAACTAGTGGAGCTGTGTGGGTTCAGTTTAATGATGGGTC
CCAGTTGGTTGTGCAGGCAGGAGTGTCTTCTATCAGTTATACCTCACCAA
ATGGTCAAACAACTAGGTATGGAGAAAATGAAAAATTACCAGACTACATC
AAACAGAAATTACAGTGTCTGTCTTCCATCCTTTTGATGTTTTCTAATCC
GACTCCTAATTTTCATtgagcggccgc
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