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CaM Kinase |, active

(Recombinant enzyme expressed in  E.coli cells)

Item # 14-663, 14-663-K, 14-663M

Parent Lot # 0610042334

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 GST-tagged, recombinant, = Formulation: 3.04mg/ml of enzyme in 50mM

human CaM Kinase |, amino acids 2—end, expressed in E.coli Tris/HCI pH7.5, 150mM NaCl, 0.1mM EGTA,

cells. Purified using glutathione-agarose. Purity 83.7% by  0.03% Brij-35, 50% glycerol, 1mM benzamidine,

SDS-PAGE and Coomassie blue staining. MW = 68kDa. 0.2mM PMSF, 0.1% 2-mercaptoethanol. Frozen
solution.

Specific Activity (Parent lot# 0610042334): 2960U/mg,

where one unit of CaM Kinase | activity is defined as 1nmol  Storage and Stability: On receipt of material

phosphate incorporated into 250uM (KKLNRTLSFAEPG) per  store at -20°C. Unopened reagent is stable for a

minute at 30°C with a final ATP concentration of 100uM. 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.

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

Quality Control Testing

Kinase Assay: 0.7-5.1ng of this lot of enzyme MS Tryptic Fingerprint: Confirmed identity as CaM
phosphorylated 250uM (KKLNRTLSFAEPG) in the Kinase | with the translated native sequence listed
assay described on page two. Assay background was  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
blue staining using 3ug of

CaMKI(h) Activity data ' CaM Kinase |, active.

97kDa
00 56KD2 g+
o 45kDa
B // 30kDa
00 | 20.1kDa

mean cpm

0
0.00 2.00 4.00 6.00 1 4 4kDa
ng/assay '
Eurofins Pharma Gemini Crescent T| +44 (0)1382 561600
Discovery Services UK Dundee Technology Park F| +44 (0)1382 561601
Limited DUNDEE 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, Calmodulin: Use at a final assay concentration
1mM EDTA. of 1uM. Make a 0.3mg/ml stock. Add 1.33pl of
2. (KKLNRTLSFAEPG): Use at a final assay stock per assay point.
concentration of 250uM. Make a 2.5mM stock. CaM Kinase |, active: Dilute with 20mM MOPS-
Add 2.5pl of stock per assay point. NaOH pH7.0, 1ImM EDTA, 0.01% Brij-35, 5%
0, -
3. CaCl,: Use at a final assay concentration of glycerol, 0.1% 2-mercaptoethanol, 1mg/mi BSA.

500pM. Make a 5mM stock. 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 per assay to wells.
Add 2.5pl of (KKLNRTLSFAEPG) .

Add 2.5l (0.7-5.1ng) CaM Kinase I, active .
Add 2.5ul of 5mM CaCl,.

Add 1.33ul of 0.3mg/ml calmodulin.

Add 1.17pl of dH,0.

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

Incubate for 10 minutes at 30°C.

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

. Wash the filtermat once for 2 minutes with methanol.
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Use 0.7-5.1ng per assay point.

[y-*P]ATP: 2.5 x magnesium acetate/[y-**P]JATP
cocktail: 25mM MgAc and 0.25mM ATP to which
is added [y-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.

. 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 1l of 30% phosphoric acid.

Lot# 0610042334
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Protein

Tags

Native sequence

CaM Kinase | Sequence Information

Human CaM Kinase |

N-terminal GST

Accession number

GenBank NM_003656

Recombinant CaM Kinase | amino acid sequence:

1
61
121
181
241
301
361
421
481
541

Recombinant CaM Kinase

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

MSPI LGYWK

GDVKLTQSMA
DFLSKLPEM.
KRI EAl PQI D
KQAEDI RDI Y
HKI KHPNI VA
YLHDLG VHR
AQKPYSKAVD
DFI RHLMEKD
AVWRHVRKLQ

atgtccccta
ttggaatat c
t ggcgaaaca
ggtgatgtta
atgttgggtg
gat at t agat
gattttctta
acatatttaa
gttgttttat
aaacgtattg
tggcctttge
ctggaagttc
aagcaggcgg
ttctcggagg
att gccaagg
cacaagat ca
ctctacctca
ggcttctaca
tacctgcatg
agcct ggat g
ccgggeagt g
gcccagaagc
ttgctctgeg
tt gaaggccg
gatttcatcc
ttgcagcacc
agt gagcaga
gct gt ggt gc
acggcgagcc
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KGLVQPTRLL
| I RYl ADKHN

LEYLEEKYEE
M. GGCPKERA

KMFEDRLCHK TYLNGDHVTH
KYLKSSKYI A WPLQGWQATF
DFRDVLGTGA FSEVI LAEDK

LDDI YESGGH
DLKPENLLYY
QW81 GVI AYI

LYLI MQLVSG
SLDEDSKI M
LLCGYPPFYD

PEKRFTCEQA LQHPW AGDT
LGTSQEGQGQ TASHGELLTP

I nucleotide sequence:

tactaggtta
t t gaagaaaa
aaaagtttga
aat t aacaca
gttgtccaaa
acggtgtttc
gcaagct acc
at ggt gat ca
acat ggaccc
aagct at ccc
agggct ggca

tgttccaggg
aggacat t ag

t gat cct ggc
aggccct gga
agcaccccaa
t cat gcagct
cggagcggga
acct gggcat
aagact ccaa
tgctctccac
cct acagcaa
gttaccctcc
agt acgagtt
ggcact t gat
catggattgc
t caagaagaa
ggcacat gag

at ggggagct

ttggaaaat t
at at gaagag
attgggtttg
gt ct at ggcc
agagcgt gca
gagaatt gca
t gaaat gct g
t gt aacccat
aat gt gcctg
acaaatt gat
agccacgttt
gcccct ggga
agacat ct ac
agaagat aag
gggcaaggaa
catt gtagcc
ggt gt cgggt
cgccagecgce
t gt acaccgg
aat cat gat c
cgcct gt gga
ggct gt ggat
cttctatgac
tgactctcct
ggagaaggac
aggagat aca
ctttgccaag
gaaact gcag
gct gacacca

HL YERDEGDK
El SMLEGAVL
PDFMLYDALD
GGGDHPPKSD
RTQKLVAI KC
GELFDRI VEK
SDFGLSKMED
ENDAKLFEQ
ALDKNI HQSV
VAGGPAAGCC

aagggccttg
catttgtatg
gagtttccca
at cat acgt t
gagatttcaa
t at agt aaag
aaaatgttcg
cctgacttca
gatgcgttcc
aagt acttga
ggt ggt ggcg
tccct ggggg
gact t ccgag
aggacgcaga
ggcagcat gg
ct ggat gaca
ggggagct ct
ctcatcttcc
gat ct caagc
tccgactttg
act ccgggat
tgctggt cca
gagaat gat g
tact gggacg
ccagagaaaa
gctctagata
agcaagt gga
ct gggcacca
gt ggct gggg

Cat# 14-663, 14-663-K, 14-663M

VRNKKFEL GL
DI RYGVSRI A
VWL YMDPMCL
LEVLFQGPLG
| AKEALEGKE
GFYTERDASR
PGSVLSTACG
LKAEYEFDSP
SEQ KKNFAK
CRDCCVEPGT

tgcaacccac
agcgcgat ga
atcttcctta
at at agct ga
tgctt gaagg
actttgaaac
aagatcgttt
tgttgtatga
caaaat t agt
aat ccagcaa
accat cctcc
cagt ggaagg
atgttctggg
agct ggt ggc
agaat gagat
t ct at gagag
tt gaccgt at
aggt gct gga
cagagaat ct
gcctctccaa
acgt ggcccc
t aggt gt cat
ccaaactctt
acatctctga
gattcacctg
agaat at cca
agcaagcctt
gccaggaggg
ggccggeage

L232 of the recombinant protein is equivalent to L2 of human CaM Kinase |

EFPNLPYY! D
YSKDFETLKV
DAFPKLVCFK
SLGAVEGPRW
GSMENE!I AVL
LI FQVLDAVK
TPGYVAPEVL
YWDDI SDSAK
SKVKQAFNAT
ELSPTLPHQL

tcgacttctt
aggt gat aaa
ttatattgat
caagcacaac
agcggttttg
t ct caaagtt
at gt cat aaa
cgct ct t gat
ttgttttaaa
gt at at agca
aaaat cggat
ccccaggt gg
cacgggggcc
cat caaat gc
tgctgtcctg
t gggggccac
t gt ggaaaaa
t gct gt gaaa
gct gt act ac
gat ggaggac
t gaagt cctg
cgcctacatc
t gaacagat t
ctctgccaaa
t gagcaggcc
ccagt cggt g
caat gccacg
gcaggggcag
tggct gttgc

Lot# 0610042334
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1741 tgtcgagact gctgcgtgga gccgggcaca gaactgtccc ccacactgcc ccaccagctc
1801 tag

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.

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