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PAR-1Ba, active

(Recombinant enzyme expressed in Sf21 insect cells)

ltem # 14-544, 14-544-K, 14-544M
Parent Lot # DBMNO19U

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-
tagged, recombinant, full-length, human
PAR-1B alpha, expressed by baculovirus
in Sf21 insect cells. Purified using
Ni**/NTA. Purity 31.6% by SDS-PAGE
and Coomassie blue staining. MW =
81.6kDa.

Specific Activity (Parent lot#
D8MNO019U): 1670U/mg, where one unit
of PAR-1B-alpha, active activity is defined
as 1lnmol phosphate incorporated into
100uM CHKtide per minute at 30°C with a
final ATP concentration of 100uM.

Formulation: 1.5215mg/ml of enzyme in 50mM Tris/HCI pH7.5,
150mM NaCl, 0.1mM EGTA, 0.03% Brij-35, 270mM sucrose,
1mM benzamidine, 0.2mM PMSF, 0.1% 2-mercaptoethanol.
Frozen solution.

Storage and Stability: On receipt of material store at -70°C.
Unopened reagent is stable for a minimum of 1 year from date of
shipment when stored at recommended storage temperature.
Avoid repeat freeze/thaw cycles. For maximum recovery of
product, centrifuge original vial prior to removing the cap.

Handling Recommendations: Rapidly thaw the vial under cold
water and immediately place on ice. Aliquot unused material into
pre-chilled micro-centrifuge tubes and immediately snhap-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

MS Tryptic Fingerprint: Confirmed identity PAR-1B-
alpha with the translated sequence listed on page

Kinase Assay: 1.3-9.5ng of this lot of enzyme
phosphorylated 100pM CHKtide in the assay

described on page two. Assay background was three.
subtracted from the actual counts to yield the results _
shown below SDS-PAGE and Coomassie
’ Stain: Purity was assessed by
SDS-PAGE and Coomassie blue
staining using 3ug of active PAR-
PAR-1Ba(h) Activity data 1Ba.
97kDa
ey —
35000 66kDa :
30000 / e
g 25000 45kDa
o
o 20000
c L
& 15000 / —
€ 10000 s a
5000 &
20.1kDa
0 .
0.00 5.00 10.00
ng/assay 14.4kDa

T| +44 (0)1382 561600
F| +44 (0)1382 561601
www.eurofins.com/pharmadiscovery

Gemini Crescent

Dundee Technology Park
DUNDEE

DD2 1SW United Kingdom

Eurofins Pharma
Discovery Services UK
Limited



= eurofins

Discovery Services

Certificate of Analysis

Kinase Assay Protocol

Stock Solutions:

1.

5 x Reaction Buffer: 40mM MOPS/NaOH pH 7.0,
1mM EDTA.

CHKtide (KKKVSRSGLYRSPSMPENLNRPR):
Use at a final assay concentration of 100uM.
Prepare a 1mM stock and add 2.5ul of stock per
assay point.

Assay Procedure (96 well plate format):
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Add 5ul of 5 x reaction buffer to wells.

Add 2.5l of CHKtide.

Add 2.5ul (1.3-9.5ng) PAR-1B-alpha, active.
Add 5pl of dH,0.

Add 10yl of diluted [y->*P]JATP mixture.
Incubate for 10 minutes at 30°C.

Stop the reaction by adding 5ul 3% phosphoric acid.

PAR-1B-alpha, active: Dilute with 20mM
MOPS/NaOH pH 7.0, 1mM EDTA, 0.01% Brij-35,
5% glycerol, 0.1% 2-mercaptoethanol, 1mg/ml
BSA. Use 1.3-9.5ng per assay point.

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

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

Wash the filtermat three times for 5 minutes with 75mM phosphoric acid.

. Wash the filtermat once for 2 minutes with methanol.

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

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

. 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

PAR-1Ba Sequence Information

Human PAR-1Ba

N-terminal 6His

Accession number

GenBank AF387638

Recombinant PAR-1Ba amino acid sequence:

1
61
121
181
241
301
361
421
481
541
601
661
721

MSYYHHHHHH
GNFAKVKLAR
EKTLYLVMEY
LLDADMNIKTIT
TLVSGSLPEFD
RWMNVGHEDD
GYKSSELEGD
YSKKTQSNNA
SRNSPLLERA
FHAGQLRQVR
ETLRPHVVGS
ELHEKYMLLC
LKL

DYDIPTTENL
HILTGKEVAV
ASGGEVFDYL
ADFGFSNEFT
GONLKELRER
ELKPYVEPLP
TITLKPRPSA
ENKRPEEDRE
SLGQASIONG
DOONLPYGVT
GGNDKEKEEF
MHGTPGHEDF

YFQGAMDPEF
KIIDKTQLNS
VAHGRMKEKE
FGNKLDTFCG
VLRGKYRIPF
DYKDPRRTEL
DLTNSSAPSP
SGRKASSTAK
KDSTAPQRVP
PASPSGHSQG
REAKPRSLRF
VOWEMEVCKL

Recombinant PAR-1Ba 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

atgtcgtact
tattttcagg
acctctgctg
ggtaattttg
aagatcattg
agaataatga
gagaaaacgc
gtggctcatg
gctgtgcagt
ctcttggatg
tttgggaata
cagggcaaaa
acactggtca
gtgctgaggg
aagaaatttc
cgatggatga
gactacaagg
atccaggact
ggctacaaga
gatctgacca
aatcccaagc
tactctaaga
tcagggcgga
aggaagaaga
agcaggaatt
aaagacagca
agcagtggtg
ttccatgctg
ccagcctctce
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accatcacca
gcgccatgga
atgagcagcc
ccaaggtgaa
acaagactca
aggttttgaa
tctaccttgt
gcaggatgaa
actgtcacca
ctgatatgaa
agctggacac
aatatgatgg
gcggatccct
gaaaataccg
tcattcttaa
atgtgggtca
acccccggceg
cgctggtggg
gctccgagcet
atagcagcgc
agcggcgctt
agactcagag
aagccagcag
ccaccccaac
ccccactttt
cagcccccca
gagccccaga
ggcagctccg
cctctggcecca

tcaccatcac
tccggaattce
ccacattgga
gttggcccga
actgaactcc
tcatcccaac
catggagtac
agaaaaagag
gaagtttatt
catcaagatt
cttctgtggce
acccgaggtg
gccttttgat
tattccattc
tcccagcaag
cgaagatgat
gacagagctg
ccagagatac
ggaaggcgac
cccatcccca
cagcgaccag
taacaacgca
cacagccaag
cccctceccacg
ggagcgggcec
gcgtgtccct
ccgaactaac
acaggtgcgg
cagccagggc

KGMIRGRNSA
SSLOKLFREV
ARAKFRQIVS
SPPYAAPELF
YMSTDCENLL
MVSMGYTREE
SHKVQRSVSA
VPASPLPGLE
VASPSAHNIS
RRGASGSIFS
TWSMKTTSSM
PRLSLNGVRF

gattacgata
aaaggtatga
aactaccggc
cacatcctga
tccagcctcecce
atagttaaat
gctagtggcg
gctcgagcca
gtccatagag
gcagactttg
agtcccccecct
gatgtgtgga
ggacagaacc
tacatgtcca
agaggcactt
gaactaaagc
atggtgtcca
aacgaggtga
accatcaccc
tcccacaagg
gctggtcctg
gaaaataagc
gtgcctgcca
aacagcgtcc
agcctcggcece
gttgcctccc
ttccecececggg
gaccagcaga
€¢ggcgggggyg

Cat# 14-544, 14-544-K, 14-544M

TSADEQPHIG
RIMKVLNHPN
AVQYCHQKFI
QGKKYDGPEV
KKFLILNPSK
IQDSLVGQRY
NPKQRRESDQ
RKKTTPTPST
SSGGAPDRTN
KFTSKEVRRN
EPNEMMREIR
KRISGTSMAF

tcccaacgac
ttcggggceg
tcctcaagac
ctgggaaaga
agaaactatt
tatttgaagt
gagaggtatt
aattccgcca
acttaaaggc
gcttcagcaa
atgctgcccc
gcctaggagt
tcaaggagct
cggactgtga
tagagcaaat
cttacgtgga
tgggttatac
tggccaccta
tgaaaccccg
tacagcgcag
ccattcccac
ggcctgagga
gccccecctgece
tctccaccag
aggcctccat
catccgccca
gtgtgtccag
atttgcccta
cctctgggag

M33 of the recombinant protein is equivalent to M1 of human PAR-1B alpha

NYRLLKTIGK
IVKLFEVIET
VHRDLKAENL
DVWSLGVILY
RGTLEQIMKD
NEVMATYLLL
AGPAIPTSNS
NSVLSTSTNR
FPRGVSSRST
LNEPESKDRV
KVLDANSCQS
KNIASKIANE

cgaaaacctg
caactcagcc
cattggcaag
ggtagctgtg
ccgcgaagta
gattgagact
tgattaccta
gatagtgtct
agaaaacctg
tgaattcacc
agaactcttc
tatcctctat
gcgggaacgg
aaacctgctt
catgaaagat
gccactccct
acgggaagag
tctgctcecctg
gccttcagcet
cgtgtcggcece
ctctaattct
ggaccgggag
cggtctggag
cacaaatcga
ccagaatggc
caacatcagc
ccgaagcacc
cggtgtgacc
catcttcagc

Lot# D8EMNO19U
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1741
1801
1861
1921
1981
2041
2101
2161

aagttcacct
gagacgctca
cgggaggcca
gagcccaacg
gagctgcatg
gtgcagtggg
aagcggatat
ctgaagcttt

ccaagtttgt
gacctcacgt
agccccgcetce
agatgatgcg
agaagtacat
agatggaggt
cgggcacctc
aa

acgcaggaac
ggtgggcagt
cctcecgettce
ggagatccgc
gctgctgtgc
gtgcaaactg
catggccttc

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.

ctgaatgaac
ggcggcaacyg
acgtggagta
aaggtgctgg
atgcacggca
ccgcggcetcet
aaaaacattg

ctgaaagcaa
acaaagaaaa
tgaagaccac
acgcgaacag
cgccgggceca
ctctcaacgg
cctccaaaat
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agaccgagtg
ggaagaattt
gagctccatg
ctgccagagc
cgaggacttc
ggttcgattt
agccaacgag

Lot# D8EMNO19U



