&% eurofins

Discovery Services

Certificate of Analysis

MYLK2, active

(Recombinant enzyme expressed in Sf21 insect cells)

ltem # 14-966, 14-966-K, 14-966M
Parent Lot # D15JP014N

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: C-terminal 6His-
tagged, recombinant, human MYLK2 full

length, expressed by baculovirus in Sf21
insect cells. Purified using immobilized metal
affinity chromatography.

Purity 84% by SDS-PAGE and Coomassie
blue staining. MW = 66kDa.

Specific Activity (Parent lot# D15JP014N):
3716U/mg, where one unit of MYLK2, active
activity is defined as 1nmol phosphate
incorporated into 250uM KKLNRTLSFAEPG
per minute at 30°C with a final ATP
concentration of 100uM.

Formulation: 0.24mg/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: 0.2-4.9ng of this
described on page two.

shown below.

lot of enzyme
phosphorylated 250uM KKLNRTLSFAEPG in the assay
Assay background was
subtracted from the actual counts to yield the results

MS Tryptic Fingerprint: Confirmed identity as MYLK2
with the translated sequence listed on page three.

SDS-PAGE and Coomassie Stain:
Purity was assessed by SDS-PAGE
and Coomassie blue staining using
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Kinase Assay Protocol
Stock Solutions:

1. 5 x Reaction Buffer: 40mM MOPS/NaOH 5. MYLK2 active: Dilute with 20mM MOPS/NaOH
pH7.0, ImM EDTA. pH7.0, 1ImM EDTA, 0.01% Brij-35, 5% glycerol,

0 - _
2. KKLNRTLSFAEPG: Use at a final assay 0.1% 2-mercaptoethanol, Img/ml BSA. Use 0.2

concentration of 250uM. Prepare a 2.5mM 4.9ng per assay point.

stock and add 2.5yl of stock per assay point. 6. [y-PJATP: 2.5 x MgAc/[y**P]ATP cocktail: 25mM
MgAc and 0.25mM ATP to which is added
[y**PJATP (specific activity approximately 500 -
800cpm/pmol as required).

3. Calcium Chloride: Use at a final assay
concentration of 0.5mM. Prepare a 50mM stock
and use 0.25ul per assay point.

4. Calmodulin: Use at a final assay concentration
of 0.016mg/ml. Prepare a 0.3mg/ml stock and
use 1.325ul per assay point.

Assay Procedure (96 well plate format):

Add 5pl of 5 x reaction buffer per assay to wells.
Add 3.425pl of dH,0.

Add 0.25ul of 50mM calcium chloride.

Add 1.325ul of 0.3mg/ml calmodulin.

Add 2.5pl of KKLNRTLSFAEPG.

Add 2.5ul (0.2-4.9ng) MYLK2, active.

Add 10ul of diluted [y—ssP]ATP mixture.

Incubate for 10 minutes at 30°C.
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Stop the reaction by adding 5ul of 3% phosphoric acid.

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

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

=
N

. Wash the filtermat once for 2 minutes with methanol.

=
w

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

[ERN
N

. Read in a scintillation counter. Compare cpm of enzyme samples with cpm of control samples that contain
all assay components plus 1pl of 30% phosphoric acid.
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Protein

Tags

Native sequence

MYLK?2, active Sequence Information

Human MYLK2

C-terminal 6His

Accession number

GenBank BC092413.1

Recombinant MYLK2 amino acid sequence:

1
61
121
181
241
301
361
421
481
541
601

MATENGAVEL
KGDGTLAQPS
ODPGKPRVGK
MTHSPTDPRP
GQALCLTARE
TCMEKATGLK
YIEGGELFER
LVKIIDFGLA
PFLGDDDTET
NNLAEKAKRC
GHHHHHH

GIQONPSTDKA
TSSQGPKGEG
KAAEGQAAAR
AKAEEGKNIL
EDCFQILDDC
LAAKVIKKQT
IVDEDYHLTE
RRYNPNEKLK
LNNVLSGNWY
NRRLKSQILL

PKGPTGERPL
DRGGGPAEGS
RGSPAFLHSP
AESQKEVGEK
PPPPAPFPHR
PKDKEMVLLE
VDTMVEVRQI
VNFGTPEFLS
FDEETFEAVS
KKYLMKRRWK

Recombinant MYLK2 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

atggcgacag
cctaaaggtc
ccaaagaaag
aaaggggatg

gacaggggcg
actgcgacac

caggatcctg
aggggctcac
aagctgctgg
atgacccaca
gcagagagcc
caaggggaca
gggcaggccc
ccgccacctce
agtgaattca
acctgcatgg
cccaaagaca
aatctgatcc
tacatcgagg
gtggacacca
agggttttgce
ttggtgaaga
gtgaactttg
gataagacag
cccttectgg
tttgatgaag
atcgtcaagg
aacaacctgg
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aaaatggagc
ccacaggtga
ctccggatcce
gtaccctggce
gggggcccgce
ctgagaccag
gaaagcccag
ctgcctttcet
ccaagaagcc
gccccacgga
agaaggaagt
cctcgagggg
tctgtctcac
cggccceccectt
gtatgaactc
agaaagccac
aggaaatggt
agctgtatgc
gcggagagct
tggtgtttgt
acctggacct
tcattgactt
ggaccccaga
acatgtggag
gagatgatga
agacctttga
accagagggc
cggagaaagc

agttgagctg
aagacccctg
acccaccctg
ccaaccctca
ggagggcagt
cgtcaagaag
ggtgggcaag
gcatagcccc
cccaagcgag
tcccaggcecca
gggagagaaa
gattgagttc
agccagggag
ccctcaccgce
caaggaggcg
aggcctcaag
gttgctggag
agccatcgag
cttcgagagg
caggcagatc
caagccagag
tggcctggceca
gttcctgtca
tatgggggtyg
cacagagacc
ggccgtatca
ccggatgaac
caaacgctgt

AAGKDPGPPD
AGPPAALPQOQO
SCPATIISSSE
TPGOAGQAKM
MVELRTGNVS
IEVMNQLNHR
CDGILFMHKM
PEVVNYDQIS
DEAKDFVSNL
KNFIAVSAAN

ggaattcaga
gctgcaggga
aagaaagatg
actagcagcc
gctgggcccce
cccaaggctg
aaggcagcag
agctgtcctg
gcatcagagc
gccaaggcag
accccaggcec
caggctgttc
gaggactgct
atggtggagc
ctcggaggtg
ctggcagcca
attgaggtca
actccgcatg
attgtggatg
tgtgacggga
aacatcctgt
cggaggtata
cctgaggtgg
atcacctaca
ctaaacaacg
gacgaggcca
gctgcccagt
aaccgacgcc

Cat# 14-966, 14-966-K, 14-966M

PKKAPDPPTL
TATPETSVKK
KLLAKKPPSE
QOGDTSRGIEF
SEFSMNSKEA
NLIQLYAAIE
RVLHLDLKPE
DKTDMWSMGV
IVKDQRARMN
RFKKISSSGA

acccatcaac
aagaccctgg
ccaaagcccce
aaggccccaa
cggcagccct
agcagggagc
agggccaagc
ccatcatctc
tcacctttga
aagaaggaaa
aggctggcca
cctcagagaa
tccagatttt
tgaggaccgg
gcaagtttgg
aggtcatcaa
tgaaccagct
agatcgtcct
aggactacca
tcctcectteat
gtgtcaacac
accccaacga
tgaattatga
tgctgctgag
ttctatctgg
aagactttgt
gtctcgccca
ttaagtccca

M1 of the recombinant protein is equivalent to M1 of human MYLK2

KKDAKAPASE
PKAEQGASGS
ASELTFEGVP
QAVPSEKSEV
LGGGKEGAVC
TPHEIVLEFME
NILCVNTTGH
ITYMLLSGLS
AAQCLAHPWL
LMALGVGPGP

agacaaggca
ccccccagac
tgcctcagag
aggagagggt
gccccagcag
ctcaggcagc
agcagccagg
cagttctgag
aggggtgccec
gaacatcctg
ggctaagatg
atccgaggtg
ggatgattgc
gaatgtcagc
ggcagtctgt
gaaacagact
gaaccaccgc
gttcatggag
tctgaccgag
gcacaagatg
caccgggcat
gaagctgaag
ccaaatctcc
cggcctctcece
caactggtac
ctccaacctc
tcecctggetce
gatcttgctt

Lot# D15JP014N
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1681 aagaaatacc tcatgaagag gcgctggaag aaaaacttca ttgctgtcag cgctgccaac
1741 cgcttcaaga agatcagcag ctcgggggca ctgatggctc tgggggtcgg cccgggccct
1801 ggccatcacc atcaccatca ctaa

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.

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