Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active PLK1[1 - 603]

Enzyme description:- PLK1[1- 603]

Clone number :- DU 3482

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- NiZ*-NTA agarose

Expression level:- 3-5mg/L

Calculated molecular mass: -

IM onoi sotopic 69, 164.98 daltons

Average Mass 69, 208.82 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 9.09

Purity:- > 85 %

Activation protocol:-

PLK1 (2.5 uM) is activated by incubation with 100 pg/ml GST-MST2 [DU 1433] in
50mM Tris-HCI pH 7.5, 0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM magnesium
acetate, 0.1 mM ATP for 30 min at 30 °C. Following activation, PLK1 cannot be
removed from the MST2.

Enzyme stor age buffer:-

50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF.

Stor age temper ature: - -70 °C [Long term stability to be determined]
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Assay:- Standard filter binding assay

Assay buffer:-
50 mM Tris-HCI pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Substr ate: -

[ISDELMDATFADQEAKKK] — Derived from CDC25 sequence
Final concentration: 300 uM

Specific activity range: - To be determined




Protein

Clone number

Species

Accession humber

Tags

Baculovirus
expressed protein

Native sequence

Pr otease cleavage

Cloning sites
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Clone Data Sheset

PLK1[1-603]

PLK1[1- 603
DU 3482

Human
NM_005030
N-terminal His(6)

VHHHHHHVSAAVTAGKL ARAPADPGKAGVPGVAAPGAPAAAPPAKEI PE
VLVDPRSRRRYVRGRFL GKGGFAKCFEI SDADTKEVFAGKI VPKSLLLK
PHQREKMSMEI SI HRSLAHQHVVGFHG-FEDNDFVFVWLELCRRRSLLE
LHKRRKALTEPEARYYLRQ VLGCQYLHRNRVI HRDLKLGNLFLNEDLE
VKI GDFGLATKVEYDGERKKTLCGTPNYI APEVL SKKGHSFEVDW\SI G
Cl MYTLLVGKPPFETSCLKETYLRI KKNEYSI PKHI NPVAASLI QKMLQ
TDPTARPTI NELLNDEFFTSGY! PARLPI TCLTI PPRFSI APSSLDPSN
RKPLTVLNKGL ENPLPERPREKEEPVWRETGEVVDCHL SDM.QQALHSVN
ASKPSERGLVRQEEAEDPACI PI FW/SKW/DYSDKYGL GYQLCDNSVGV
LFNDSTRLI LYNDGDSLQY! ERDGTESYLTVSSHPNSLMKKI TLLKYFR
NYNMSEHLLKAGANI TPREGDELARLPYLRTWFRTRSAI | LHL SNGSVQ
NFFQDHTKLI LCPLMAAVTY! DEKRDFRTYRLSLLEEYGCCKELASRLR
YARTMVDKLLSSRSASNRLKAS

Amino acids M1 — S603 (end) of human PLK1.
Residue M8 of the fusion protein is equivalent to M1 of the native
enzyme. The His(6) tag islocated at residues 2 —7.

None

Ndel and Xholsite in pFastBAC modified



Nucleotide
sequence of insert
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cat ATGAGT GCTGCAGT GACT GCAGGGAAGCT GECACGEGECACCEECCG
ACCCT GGGAAAGCCEEGEGT CCCCEGAGT TECAGCT CCCGGAGCTCCGEC
GGECGECT CCACCGECGAAAGAGAT CCCCGAGGT CCTAGT GGACCCACGC
AGCCGECEECECTAT GTGCGEEEECCECTTTTTGEECAAGEECAECTTTG
CCAAGT GCTTCGAGAT CTCGGACGCGLACACCAAGGAGGTGT TCECAEEG
CAAGATTGTGCCTAAGT CTCTGCTGCTCAAGCCGCACCAGAGCRAGAAG
ATGTCCATGGAAATATCCAT TCACCGCAGCCT CGCCCACCAGCACGTCG
TAGGATTCCACGGCTTTTTCGAGGACAACGACTTCGTGI TCGTGGTGT T
GGAGCT CT GCCGCCCEAGGT CTCTCCTGGAGCT GCACAAGAGGAGGAAA
GCCCTGACT GAGCCTGAGGCCCGATACTACCTACGECAAATTGIGCTTG
GCTGCCAGTACCTGCACCGAAACCGAGT TATTCATCGAGACCTCAAGCT
GGGECAACCTTTTCCTGAATGAAGATCTGGAGGT GAAAATAGGGGATTTT
GGACT GGCAACCAAAGT CGAATAT GACGECRAGAGGAAGAAGACCCT GT
GTGGGACTCCTAATTACATAGCT CCCGAGGT GCT GAGCAAGAAAGGGECA
CAGI TTCGAGGTGGATGTGTGGTCCATTGEGT GTATCATGTATACCTTG
TTAGIGGGCAAACCACCTTTTGAGACT TCTTGCCTAAAAGAGACCTACC
TCCGGATCAAGAAGAATGAATACAGTATTCCCAAGCACATCAACCCCGT
GGECCGCCTCCCTCATCCAGAAGATGCTTCAGACAGATCCCACTGCCCEC
CCAACCATTAACGAGCTGCCTTAATGACGAGI TCTTTACTTCTGGCTATA
TCCCTGCCCGI CTCCCCATCACCTGCCTGACCATTCCACCAAGGTTTTC
GATTGCTCCCAGCAGCCT GGACCCCAGCAACCGGAAGCCCCTCACAGTC
CTCAATAAAGGCT TGGAGAACCCCCT GCCTGAGCGT CCCCGEGAAAAAG
AAGAACCAGT GGT TCGAGAGACAGGT GAGGT GGTCGACTGCCACCT CAG
TGACATGCTGCAGCAGCTGCACAGT GTCAATGCCTCCAAGCCCTCCERAG
CGT GEECT GGT CAGGCAAGAGGAGGCTGAGGATCCTGCCTGCATCCCCA
TCTTCTGGGT CAGCAAGT GGGTGGACTAT TCGGACAAGTACGECCTTGG
GTATCAGCTCTGI GATAACAGCGTGGEGEGTGCTCTTCAATGACTCAACA
CGCCTCATCCTCTACAATGAT GGTGACAGCCTGCAGTACATAGAGCGT G
ACGGCACTGAGI CCTACCTCACCGTGAGT TCCCATCCCAACTCCTTGAT
GAAGAAGATCACCCTCCTTAAATATTTCCGCAATTACATGAGCGAGCAC
TTGCTGAAGGCAGGT GCCAACAT CACGCCGCGCGAAGGTGATGAGCTCG
CCCGECTGCCCTACCTACGGACCT GGT TCCGCACCCGCAGCGCCATCAT
CCTGCACCT CAGCAACGGECAGCGTGCAGATCAACTTCTTCCAGGATCAC
ACCAAGCTCATCTTGI GCCCACTGATGECAGCCGTGACCTACATCGACG
AGAAGCGGGACT TCCGCACATACCGCCT GAGTCTCCTGRAGGAGT ACGG
CTGCTGCAAGGAGCT GECCAGCCGGECTCCGCTACGCCCGCACTATGGT G
GACAAGCT GCTGAGCT CACGCT CGECCAGCAACCGT CTCAAGECCTCC
aact cgag



