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CaMKK1, active

(Recombinant enzyme expressed in Sf21 insect cells)

Item # 15-022, 15-022-K, 15-022M

Parent Lot # 214877

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: 3.58 mg/ml of enzyme in 50 mM Tris/HCI pH 7.5,
tagged, recombinant, human CaMKK1 full 300 mM NacCl, 0.1 mM EGTA, 0.03% Brij-35, 270 mM sucrose, 1
length expressed by baculovirus in Sf21 ~ mM benzamidine, 0.2 mM PMSF, 0.1% 2-mercaptoethanol.
insect cells. Purified using immobilized metal ~ Frozen solution.

affinity chromatography.
Purity 96% by SDS-PAGE and Coomassie  Storage and Stability: On receipt of material store at -70°C.
blue staining. MW = 60 kDa. Unopened reagent is stable for a minimum of 1 year from date of

shipment when stored at recommended storage temperature.
Specific Activity (Parent lot# 214877): 41  Avoid repeat freeze/thaw cycles. For maximum recovery of
U/mg, where one unit of CaMKK1 activity is  product, centrifuge original vial prior to removing the cap.
defined as 1 nmol phosphate incorporated
into 0.33 mg/ml myelin basic protein per Handling Recommendations: Rapidly thaw the vial under cold
minute at 30°C with a final ATP concentration  water and immediately place on ice. Aliquot unused material into
of 100 puM. 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: 13.9-298 ng of this lot of enzyme MS Tryptic Fingerprint: Confirmed identity as CaMKK1
phosphorylated 0.33 mg/ml myelin basic protein in the with the translated sequence listed on page three.

assay described on page two. Assay background was
subtracted from the actual counts to yield the results

SDS-PAGE and Coomassie Stain:

N Purity was assessed by SDS-PAGE
shown below. 230KDa and Coomassie blue staining using
150kDa - 3 pg of CaMKK1, active.
. 100kDa -
CaMKK1(h) activity data 75kDa -
18000 -
16000 - 50kDa -
14000 -
g_lZOOO 1 37kDa -
210000 1
S 8000 -
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2000 -
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Kinase Assay Protocol
Stock Solutions:

1. 5xReaction Buffer: 40 mM MOPS/NaOH pH 7.0, 5. CaMKKZ1, active: Dilute with 20 mM MOPS/NaOH
1 mM EDTA. pH 7.0, 1 mM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1 mg/ml BSA. Use

2. Myelin basic protein: Use at a final assay 13.9-298 ng per assay point

concentration of 0.33 mg/ml. Prepare a 3.33
mg/ml stock and add 2.5 pl of stock per assay 6. [y-33P]ATP: 2.5 x MgACc/[y33P]ATP cocktail: 25 mM
point. MgAc and 0.25 mM ATP to which is added
[y3*P]ATP (specific activity approximately 500 —

3. Calci hloride: U t final .
alcium chloride se at a final assay 800 cpm/pmol as required).

concentration of 0.5 mM. Prepare a 50 mM stock
and use 0.25 pl per assay point.

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

Assay Procedure (96 well plate format):

Add 5 pl of 5 x reaction buffer per assay to wells.
Add 2.5 pl of myelin basic protein to wells.

Add 0.25 pl of 50 mM calcium chloride to wells.
Add 1.325 pl of 0.3 mg/ml calmodulin to wells.
Add 2.5 pl (13.9-298 ng) CaMKK1, active.

Add 3.425 pl of dH20 to wells.

Add 10 pl of diluted [y-33P]JATP mixture.

Incubate for 10 minutes at 30°C.

© ©® N o g > w DR

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

=
o

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

=
=

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

[EnN
N

. Wash the filtermat once for 2 minutes with methanol.

=
w

. Transfer the dried filtermat to a sealable plastic bag and add 4 ml 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 1 pl of 30% phosphoric acid.
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CaMKK1, active Sequence Information

Protein

Tags

Native sequence

Human CaMKK1

N-terminal 6His

Accession number

GenBank NM_172206.1

Recombinant CaMKK1 amino acid sequence:

1
61
121
181
241
301
361
421
481

MSYYHHHHHH
ADGGPEPTRN
YATGPASHIS
DRHYAMKVLS
VVKLIEVLDD
IVHRDIKPSN
GKALDVWATG
DKNPETRIGV
KSMLRKRSFG

DYDIPTTENL
GVDPPPRARA
PRAWRRPTIE
KKKLLKQYGF
PAEDNLYLVF
LLLGDDGHVK
VTLYCEFVYGK
PDIKLHPWVT
NPFEPQARRE

YFQGAMDPEF
ASVIPGSTSR
SHHVAISDAE
PRRPPPRGSQ
DLLRKGPVME
IADFGVSNQF
CPFIDDFILA
KNGEEPLPSE
ERSMSAPGNL

Recombinant CaMKK1 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

atgtcgtact
tattttcagg
gatcctcggg
gcagatggtg
gcctctgtga
aggaagcttt
tatgccacgg
tcccaccacg
cagagtgaga
gacagacact
ccacgtcgcc
ctgcccecctgg
gtggtcaaac
gacctcctga
caagctcgcec
atcgtccaca
atcgccgact
gcgggaaccc
gggaaggcct
tgcccattca
gtgtttcctg
gacaagaatc
aagaacgggg
gaggaggagg
aagtccatgce
gagcgatcca
aagagcccag
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accatcacca
gcgccatgga
cagagctggt
gcccagagcec
tcccectggcag
ccctacagga
ggcctgccag
tggccatctc
ttggcaaggg
atgcaatgaa
ctccececgag
agcgggtgta
tgatcgaggt
gaaaggggcc
tctacctgcg
gggacatcaa
ttggcgtcag
cagcattcat
tggatgtatg
tcgacgattt
aggagccaga
ccgagacgag
aggagcccct
ttaagaactc
tgaggaagcg
tgtctgctcc
agctccccgg

tcaccatcac
tccggaattce
agaacgggtg
tactagaaac
tacttcaaga
gcggccagca
ccacatctcc
agatgcagag
tgcctacggt
agtcctttcc
agggtcccag
ccaggagatt
cctggatgac
cgtcatggaa
ggacgtcatc
gccatccaac
caaccagttt
ggcccccgag
ggccactggc
catcctggcec
aatcagcgag
aattggggtg
tccttcggag
agtcaggctc
ttcctttggg
aggaaaccta
cgtccaggaa

& eurofins

MEGGPAVCCQ
LLPARPSLSA
DCVQLNQYKL
AAQGGPAKQL
VPCDKPFSEE
EGNDAQLSST
LHRKIKNEPV
EEHCSVVEVT
LVKEGFGEGG

gattacgata
atggaggggg
gcagccatcg
ggtgtggacc
ctgctcccag
ggaagctatc
ccccgggcect
gactgcgtgce
gtggtgaggc
aaaaagaagt
gctgcccagg
gccatcctga
ccagctgagg
gtgccctgtg
ctgggcctcg
ctgctcctgg
gaggggaacg
gccatttctg
gtcacgttgt
ctccacagga
gagctcaagg
ccagacatca
gaggagcact
atccccagcet
aacccgtttg
ctggtgaaag
gacgaggctg

Cat# 15-022, 15-022-K, 15-022M

DPRAELVERV
RKLSLQERPA
QSEIGKGAYG
LPLERVYQET
QARLYLRDVI
AGTPAFMAPE
VEPEEPEISE
EEEVKNSVRL
KSPELPGVQE

tcccaacgac
gtccagctgt
atgtgactca
ccccaccacg
cccggcectag
tggaggcgca
ggcggaggcc
agctgaacca
tggcctacaa
tactgaagca
gaggaccagc
agaagctgga
acaacctcta
acaagccctt
agtacttgca
gggatgatgg
acgctcagcect
attccggcca
actgctttgt
agatcaagaa
acctgatcct
agttgcaccc
gcagcgtggt
ggaccacggt
agccccaagce

aagggtttgg
catcctga

M31 of the recombinant protein is equivalent to M1 of human CaMKK1

AAIDVTHLEE
GSYLEAQAGP
VVRLAYNESE
ATLKKLDHVN
LGLEYLHCOQK
ATISDSGQSE'S
ELKDLILKML
IPSWTTVILV
DEAAS

cgaaaacctg
ctgctgccag
cttggaggag
ggccagagct
cctctcagcec
ggctgggccet
caccatcgag
gtacaagctg
cgaaagtgaa
gtatggcttt
caagcagctg
ccacgtgaat
tttggtgttt
ctcggaggag
ctgccagaag
gcacgtgaag
gtccagcacg
gagcttcagt
ctatgggaag
tgagcccgtg
gaagatgtta
ttgggtgacc
ggaggtgaca
gatcctggtg
acggagggaa
tgaagggggc
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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.
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