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MRCK, active

(Recombinant enzyme expressed in Sf21 insect cells)

ltem # 14-643, 14-643-K, 14-643M
Parent Lot # DBNNO76U

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, human MRCK
amino acids 1-473, expressed by
baculovirus in Sf21 insect cells. Purified
using Ni**-NTA agarose. Purity 71.4%
by SDS-PAGE and Coomassie blue
staining. MW = 55.5kDa.

Specific Activity (Parent lot#
D8NNO076U): 222U/mg, where one unit
of MRCK@, active activity is defined as
1nmol phosphate incorporated into
100pM (KKRNRTLTV) per minute at
30°C with a final ATP concentration of
100uM.

Formulation: 1.617mg/ml of enzyme in 50mM Tris/HCI pH7.5,
300mM NacCl, 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 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: 6-18ng of this lot

described on page two.

of enzyme
phosphorylated 100pM (KKRNRTLTYV) in the assay
Assay background was

MS Tryptic Fingerprint: Confirmed identity as
MRCKB with the translated native sequence listed
on page 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

MRCKb (h) Activity d qu%stEining using 3ug of
ctivity data MRCKB, active.
97kDa
8000 » 66kDa
7000 l 5
6000 45kD bt
£ 5000 — d
= 4000
2 3000 v 30kDa
2000
1000
S — 20.1kDa
0.00 5.00 10.00 15.00 20.00
ng/assay 144kDa

Eurofins Pharma Gemini Crescent
Discovery Services UK

Limited DUNDEE

Dundee Technology Park

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

DD2 1SW United Kingdom



= eurofins

Discovery Services

Certificate of Analysis

Kinase Assay Protocol

Stock Solutions:

1.

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

Substrate peptide (KKRNRTLTV): Use at a final
assay concentration of 100uM. Make up a 1mM
stock. Add 2.5 ul of stock per assay point.

Assay Procedure (96 well plate format):
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Add 5ul of 5 x reaction buffer per assay to wells.
Add 2.5ul of Substrate peptide (KKRNRTLTYV).
Add 2.5l (6-18ng) MRCK} active.

Add 5pl of dH,0.

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

Incubate for 10 minutes at 30°C.

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

3. MRCKB, active: Dilute with 20mM MOPS/NaOH

pH7.0, ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1Img/ml BSA. Use 6—
18ng 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.
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. 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
all assay components plus 1ul of 30% phosphoric acid.
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Protein

Tags

Native sequence

MRCKP Sequence Information

human MRCKJ

N-terminal 6His

Accession number

GenBank NM_006035

Recombinant MRCKB amino acid sequence:

1
61
121
181
241
301
361
421

MSAKVRLKKL
PFTQLVKEMQ
FREERDVLVN
IGEMVLAIDS
DYISPEILQA
QFPSHVTDVS
VSSPSDTSNFE
SNTLTKDEDV

EQLLLDGPWR
LHREDFEIIK
GDCQWITALH
THQLHYVHRD
MEDGMGKYGP
EEAKDLIQRL
DVDDDVLRNT
QORDLEHSLOM

NESALSVETL
VIGRGAFGEV
YAFQDENHLY
IKPDNVLLDV
ECDWWSLGVC
ICSRERRLGOQ
EILPPGSHTG
EAYERRIRRL

Recombinant MRCKp 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

atgtcggcca
aacgagagcg
tgcagccact
ccatttacac
gtaattggaa
atttatgcaa
ttccgagagg
tacgcctttce
ttactgaccc
attggtgaaa
attaaacctg
tcatgtttga
gactacatct
gagtgtgact
ttttatgcgg
cagttcccat
atctgcagta
ttttttgaag
gtgagcagtc
gaaatattac
tttacattca
tccaacacat
gaagcttacg
ctgcaagagt

aggtgcggct
ccctgagcegt
cggccctgcg
agctggtgaa
gaggtgcttt
tgaaaatcct
agcgcgatgt
aggacgagaa
tgctcagcaa
tggtgctggce
acaatgtcct
agatgaatga
cgccggagat
ggtggtctct
agtcactcgt
cccatgtcac
gagaacgccg
gtctaaattg
cctctgacac
ctcctggttce
caacggaaag
taaccaaaga
agaggaggat
ccacccagac

caagaagctg
ggaaacgctg
ccgcgacaag
agaaatgcag
tggtgaggtt
caacaagtgg
gctggtgaac
ccacctgtac
atttgaagac
cattgactcc
tttggacgtg
tgatggcact
cctgcaggcg
gggtgtctgc
ggagacctat
ggatgtatct
gctggggcag
ggaaaatata
atccaacttc
tcacacaggc
ctgtttttct
tgaggatgtg
tcggaggctyg
cgtgcagtcc

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.

LDVLVCLYTE
AVVKMKNTER
LVMDYYVGGD
NGHIRLADFG
MYEMLYGETP
NGIEDFKKHA
FSGLHLPFIG
EQEKLELSRK

gagcagctgc
ctcgacgtgc
tacgtggccg
cttcatcgag
gctgttgtca
gagatgctga
ggcgactgcc
ttagtcatgg
aagcttccgg
atccatcagc
aatggtcata
gtgcagtcct
atggaggacg
atgtatgaga
gggaagatca
gaagaagcga
aatggaatag
cgaaacctag
gacgtggatg
ttttctggat
gatcgaggct
cagcgggacc
gaacaggaga
ctccacggcce

CSHSALRRDK
IYAMKILNKW
LLTLLSKFED
SCLKMNDDGT
FYAESLVETY
FFEGLNWENTI
FTFTTESCE'S
LOESTQTVQS

tcctggacgg
tcgtctgect
agttcctcga
aagactttga
aaatgaagaa
aaagagcaga
agtggatcac
attactatgt
aagatatggc
ttcattacgt
tccgectgge
ccgtggecegt
gcatgggcaa
tgctctatgg
tgaaccatga
aggacctcat
aggatttcaa
aagcacctta
acgacgtgcect
tacatttgcc
ctctgaagag
tggagcacag
agctggagct
atcaccatca
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M1 of recombinant sequence is equivalent to M1 of native human MRCKf

YVAEFLEWAK
EMLKRAETAC
KLPEDMAREFEY
VQSSVAVGTP
GKIMNHEERF
RNLEAPYIPD
DRGSLKSIMQ
LHGHHHHHH

gccctggcegce
gtacaccgag
gtgggctaaa
aataattaaa
tactgaacga
gaccgcgtgce
cgcgctgcac
gggtggtgat
gaggttctac
gcacagagac
tgactttgga
gggcacacct
atacgggcct
agaaacgccg
agagcgattc
ccagagactg
aaagcatgcg
tattcctgat
gagaaacacg
attcattggt
cataatgcag
cctgcagatg
gagcaggaag
ccatcactaa
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