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PIk1, active

(Recombinant enzyme expressed in Sf21 insect cells)

Item # 14-777, 14-777-K, 14-777M

Parent Lot # D7SNOO5U

The data presented in this document apply to the parent lot shown above and to all pack sizes derived from
subsequent vialling runs of this parent lot. An alphabetical suffix after the parent lot number is used to denote each
vialling run

Product Description : N-terminal 6His  Formulation: 2.301lmg/ml of enzyme in 50mM Tris/HCI pH7.5,
tagged, recombinant, human Plk1, 300mM NaCl, 0.1mM EGTA, 0.03% Brij-35, 270mM sucrose,
expressed by baculovirus in Sf21 insect 1mM benzamidine, 0.2mM PMSF, 0.1% 2-mercaptoethanol.
cells. Purified using Ni®*-NTA agarose.  Frozen solution.

Purity 91.7% by SDS-PAGE and

Coomassie blue staining. MW =  Storage and Stability: On receipt of material store at -70°C.
69.3kDa. Unopened reagent is stable for a minimum of 1 year from date of

shipment when stored at recommended storage temperature.
Specific Activity (Parent lot# Avoid repeat freeze/thaw cycles. For maximum recovery of

D7SN0O05U): 60U/mg, where one unit of  product, centrifuge original vial prior to removing the cap.

Plkl activity is defined as 1nmol

phosphate incorporated into 1.25mg/ml  Handling Recommendations:  Rapidly thaw the vial under cold

casein per minute at 30°C with a final  water and immediately place on ice. Aliquot unused material into

ATP concentration of 100uM. pre-chilled microcentrifuge tubes and immediately snap-freeze the
vials in liquid nitrogen prior to re-storage at -70°C.

FOR IN VITRO RESEARCH USE ONLY
NOT FOR USE IN HUMANS OR ANIMALS

Quality Control Testing

Kinase Assay: 39-299ng of this lot of enzyme  MS Tryptic Fingerprint: Confirmed identity as Plk1
phosphorylated 1.25mg/ml casein in the assay with the translated sequence listed on page three.
described on page two. Assay background was .
subtracted from the actual counts to yield the results SDS-PAGE and Coomassie
Stain: Purity was assessed by

shown below. SDS-PAGE and Coomassie blue
staining using 3ug of active PIk1.
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Kinase Assay Protocol

Stock Solutions:

1. 5 x Reaction Buffer: 40mM MOPS/NaOH pH7.0,
1mM EDTA.

2. DTT: Use at a final assay concentration of 20mM.
Prepare a 1M stock. Add 0.5pl of stock per assay
point.

3. Casein: Use at a final assay concentration of
1.25mg/ml. Prepare a 12.5mg/ml stock. Add 2.5ul
of stock per assay point.

Assay Procedure (96 well plate format):

1. Add 5pl of 5 x reaction buffer per assay to wells.

Plk1, active: Dilute with 20mM MOPS/NaOH
pH7.0, 1ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1Img/ml BSA. Use 39—
299ng per assay point.

[y-PP]ATP: 2.5 x magnesium acetate/[y-"PJATP
cocktail: 25mM MgAc and 0.25mM ATP to which
is added [y °P]JATP  (specific  activity
approximately 500 - 800cpm/pmol as required.)

2. Add 0.5ul of DTT.

3. Add 2.5ul of casein .

4. Add 2.5yl (39-299ng) PIk1, active .

5. Add 4.5pl of dH,O.

6. Add 10yl of diluted [y-**P]JATP mixture.

7. Incubate for 10 minutes at 30°C.

8. Stop the reaction by adding 5pl of 3% phosphoric acid.

9. Transfer a 10pl aliquot onto the appropriate area of a P30 Filtermat .

10. Wash the filtermat three times for 5 minutes with 75mM phosphoric acid.
11. Wash the filtermat once for 2 minutes with methanol.

12. Transfer the filtermat to a sealable plastic bag and add 4ml of scintillation cocktail.
13

all assay components plus 1l of 30% phosphoric acid.

. Read in a scintillation counter. Compare cpm of enzyme samples with cpm of control samples that contain
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Protein

Tags

Native sequence

Plk1 Sequence Information

human Pkl1

N-terminal 6His

Accession nhumber

GenBank NM_005030

Recombinant PIkl amino acid sequence:

1
61
121
181
241
301
361
421
481
541
601

Recombinant Plk1 nucleotide sequence:

1

61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961
1021
1081
1141
1201
1261
1321
1381
1441
1501
1561
1621
1681

VHHHHHHVBA
VRGRFLGKGG
VGFHGFFEDN
HRDLKLGNLF
VWEI GCl MYT
PTI NELLNDE
RPREKEEPWV
W/DYSDKYGL
KKI TLLKYFR

FFQDHTKLI L
RSASNRLKAS

atgcaccatc
ccggecgacc
gct ccaccgg
gt gcggggcc
gacaccaagg
cagagggaga
gt aggattcc
cgccggaggt
cgat act acc
cat cgagacc
gattttggac
actcctaatt
gt gt ggt cca
tcttgcctaa
at caaccccg
ccaaccatta
ctccccatca
cccagcaacc
cgt cccecggg
ct cagt gaca
ct ggt caggc
t gggt ggact
gtgctcttca
at agagcgt g
aagaagat ca
ggt gccaaca
tggttccgeca
ttcttccagg
gacgagaagc
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AVTAGKLARA
FAKCFEI SDA
DFVFWLELC
LNEDLEVKI G
LLVGKPPFET
FFTSGYI PAR
RETGEVVDCH
GYQLCDNSVG
NYMSEHL LKA
CPLMAAVTYI

accat cacca
ct gggaaagc
cgaaagagat
gctttttggg
aggt gttcgc
agat gt ccat
acggcttttt
ctctcctgga
t acggcaaat
t caagct ggg
t ggcaaccaa
acat agct cc
tt gggt gt at
aagagacct a
tggccgect e
acgagct gct
cctgcct gac
ggaagcccct
aaaaagaaga
tgctgcagca
aagaggaggc
attcggacaa
at gact caac
acggcact ga
ccctecttaa
t cacgccgeg
cccgecagegce
at cacaccaa
gggacttccg

PADPGKAGVP
DTKEVFAGK

RRRSLLELHK
DFGLATKVEY
SCLKETYLR

LPI TCLTI PP
LSDM.QQLHS
VLFNDSTRL

GANI TPREGD
DEKRDFRTYR

t at gagt gct
cggggt cccc
cccggaggtc
caagggcgge
gggcaagat t
ggaaat at cc
cgaggacaac
gct gcacaag
tgtgcttggce
caaccttttc
agt cgaat at
cgaggt gct g
cat gt at acc
cctccggatc
cctcat ccag
t aat gacgag
cattccacca
cacagtcctc
accagt ggtt
gct gcacagt
t gaggat cct
gt acggcctt
acgcctcatc
gtcctacctc
atatttccgc
cgaaggt gat
catcatcctg
gctcatcttg
cacat accgc

GVAAPGAPAA
VPKSLLLKPH
RRKALTEPEA
DGERKKTLCG
KKNEYSI PKH
RFSI APSSLD
VNASKPSERG
LYNDGDSLQY
ELARLPYLRT
LSLLEEYGCC

gcagt gactg
ggagt t gcag
ct agt ggacc
tttgccaagt
gt gcct aagt
attcaccgca
gact t cgt gt
aggaggaaag
tgccagt acc
ct gaat gaag
gacggggaga
agcaagaaag
ttgttagtgg
aagaagaat g
aagatgcttc
ttctttactt
aggttttcga
aat aaaggct
cgagagacag
gt caat gcct
gcctgeat cc
gggt at cagc
ctctacaatg
accgt gagt t
aatt acat ga
gagct cgccc
cacct cagca
tgcccact ga
ctgagtctcc

Cat# 14-777, 14-777-K, 14-777M

APPAKEI PEV
QREKNVBMEI S
RYYLRQ VLG
TPNY! APEVL
| NPVAASLI Q
PSNRKPL TVL
LVRQEEAEDP
| ERDGTESYL
WFRTRSAI | L
KELASRLRYA

cagggaagct
ct cccggagce
cacgcagccg
gctt cgagat
ctct gct gct
gcct cgecca
tcgtggtgtt
ccct gact ga
tgcaccgaaa
at ct ggaggt
ggaagaagac
ggcacagttt
gcaaaccacc
aat acagt at
agacagat cc
ct ggct at at
ttgctcccag
t ggagaaccc
gt gaggt ggt
ccaagccctc
ccatcttctg
tct gt gat aa
at ggt gacag
cccat cccaa
gcgagcactt
ggct gcecta
acggcagcgt
t ggcagcegt
t ggaggagt a

M8 of the recombinant protein is equivalent to M1 of human PIk1

LVDPRSRRRY
| HRSLAHQHV
CQYLHRNRVI
SKKGHSFEVD
KM_LQTDPTAR
NKGLENPL PE
ACl Pl FW/SK
TVSSHPNSLM
HLSNGSVQ N
RTMVDKLLSS

ggcacgggca
tccggeggeg
gcggcegct at
ct cggacgceg
caagccgcac
ccagcacgtc
ggagct ct gc
gcct gaggec
ccgagttatt
gaaaat aggg
cct gt gt ggg
cgaggt ggat
ttttgagact
t cccaagcac
cact gcccgce
ccct gecegt
cagcct ggac
cctgcct gag
cgact gccac
ggagcgt ggg
ggt cagcaag
cagcgt gggg
cctgcagt ac
ctccttgatg
gct gaaggca
cctacggacc
gcagat caac
gacctacatc

cggct getge

Lot# D7SNOO5U
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1741 aaggagctgg ccagccggct ccgctacgcec cgcactatgg tggacaagct gctgagcetca
1801 cgctcggcca gcaaccgtct caaggcctcc taa

Reviewed and approved by site quality representative.

Unless otherwise stated in our catalogue or other company documentation accompanying the product(s), our products are intended for research use only and
are not to be used for any other purpose, which includes but is not limited to, unauthorized commercial uses, in vitro diagnostic uses, ex vivo or in vivo
therapeutic uses or any type of consumption or application to humans or animals.

0O 2014 Eurofins Pharma Discovery Services UK Limited is an independent member of Eurofins Discovery Services.
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