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CLK3, active

(Recombinant enzyme expressed in Sf21 insect cells)

ltem # 14-724, 14-724-K, 14-724M
Parent Lot # DB8EN014U

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
CLKS, expressed by baculovirus in Sf21
insect cells.  Purified using Ni*/NTA
agarose. Purity 83.5% by SDS-PAGE
and Coomassie blue staining. MW =
63kDa.

Specific Activity (Parent lot#
D8ENO014U): 1378U/mg, where one unit
of CLKS3, active activity is defined as

1nmol phosphate incorporated into
250uM (ERMRPRKRQGSVRRRYV) per
minute at 30°C with a final ATP

concentration of 100uM.

Formulation: 1.028mg/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. 3-25ng of this lot

of enzyme
phosphorylated 250pM (ERMRPRKRQGSVRRRYV) in
the assay described on page two. Assay background

MS Tryptic Fingerprint: Confirmed identity as CLK3
with the translated native sequence listed on page
three.

was 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 3pug of
CLK3 Activity data 97kDa CLK3, active.
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Kinase Assay Protocol

Stock Solutions:

1.

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

(ERMRPRKRQGSVRRRYV): Use at a final assay
concentration of 2500uM. Make up a 2.5mM
stock. Add 2.5pl of stock per assay point.

NaCl: Use at a final assay concentration of
30mM. Make a 3M stock. Add 0.25pul of stock per
assay point.

Assay Procedure (96 well plate format):
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Add 5pl of 5 x reaction buffer per assay to wells.
Add 2.5l of (ERMRPRKRQGSVRRRYV).

Add 2.5ul (3—-25ng) CLK3, active.

Add 0.25pl of 3M NacCl.

Add 4.75pl of dH,O.

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

Incubate for 10 minutes at 30°C.

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

CLK3, active: Dilute with 20mM MOPS-NaOH
pH7.0, 1mM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1mg/ml BSA. Use 3-
25ng per assay point.

[y-33P]ATP: 2.5 x magnesium acetate/[y-ssP]ATP
cocktail: 25mM MgAc and 0.25mM ATP to which
is added [y-PJATP  (specific  activity
approximately 500 - 800cpm/pmol as required.)

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

. Wash the filtermat once for 2 minutes with methanol.
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. 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 1ul of 30% phosphoric acid.

Lot# D8EN014U
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CLK3 Sequence Information

Protein Human CLK3
Tags N-terminal 6His

Native sequence M37 of recombinant sequence is equivalent to M1 of native human CLK3

Accession number GenBank NM_003992. The CLKS3 construct contains the translational conflicts T132S
and G133S with respect to the accession number given. These are both reported in

GB BC019881.

Recombinant CLK3 amino acid sequence:

1
61
121
181
241
301
361
421
481

MSYYHHHHHH
SYSREHEGRL
GPSRSRHRRR
VCRIGDWLQE
LKKIKEKDKE
YQOLCHALRFL
TFDHEHHTTI
MMEKILGPIP
LFDLMRRMLE

DYDIPTTENL
RYPSRREPPP
SRERGPYRTR
RYEIVGNLGE
NKFLCVLMSD
HENQLTHTDL
VATRHYRPPE
SHMIHRTRKQ
FDPAQRITLA

YFQGAMDPEF
RRSRSRSHDR
KHAHHCHKRR
GTFGKVVECL
WENFHGHMCI
KPENILEVNS
VILELGWAQP
KYFYKGGLVW
EALLHPFFAG

Recombinant CLK3 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
aagcgatacc
tcctacagtce
cgaagatctc
cgtgacagcg
ggaccttcac
aagcatgccc
agccaacaga
gtgtgccgga
ggcacctttg
ctgaagatca
ctcaaaaaaa
tggttcaact
gagttcctga
taccagctct
aaaccagaga
agctgtgagg
acatttgacc
gtgatccttg
tttgagtact
atgatggaga
aaatatttct
aaggagaact
ctgtttgacc
gaggccctgce
agccgcaacc

accatcacca
gcgccatgga
gctcccctga
gggaacatga
ggtccagaag
atacataccg
gttctcgtca
accactgcca
gcagtaagcg
tcggcgattg
gcaaggtggt
tccgcaacgt
tcaaggagaa
tccacggtca
aggagaataa
gccacgccct
acatcctgtt
agaagtcagt
atgagcacca
agctgggctg
accggggcett
agatcctagg
acaaaggggg
gcaaacctct
tgatgaggag
tgcacccctt
caagcagatg

tcaccatcac
tccggaattce
accagacccg
agggagactg
ccatgaccgc
gtgtgaagag
tcgtcggcga
caaacgccgce
cagcagccgg
gctccaagag
ggagtgcttg
gggcaagtac
ggacaaagaa
catgtgcatc
cttccagcect
tagatttctg
tgtgaattct
gaagaacacc
caccaccatt
ggcacagccc
cacactcttc
gcccatccca
cctagtttgg
gaagagttac
gatgttagaa
ctttgctggc
a

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.

KGLRROMHHC
LPYQRRYRER
TRSCSSASSR
DHARGKSQVA
AFELLGKNTF
EFETLYNEHK
CDVWSIGCIL
DENSSDGRYV
LTPEERSFHT

gattacgata
aaaggcctac
tacctgagct
cgatacccgt
ctgccctacc
cggagtccat
tcgcgggaga
accaggtctt
agtgtggaag
cgatatgaga
gaccatgcca
cgggaggctg
aacaagttcc
gcctttgagce
taccccctac
catgagaatc
gagtttgaaa
agcatccgag
gtggccaccc
tgtgacgtct
cagacccacg
tcacacatga
gatgagaaca
atgctccaag
tttgaccctg
ctgacccctg

KRYRSPEPDP
RDSDTYRCEE
SQOSSKRSSR
LKIIRNVGKY
EFLKENNFQP
SCEEKSVKNT
FEYYRGFTLF
KENCKPLKSY
SRNPSR

tcccaacgac
gtcgacaaat
accgatggaa
cccgaaggga
agaggaggta
cctttggaga
gggggccata
gtagcagcgc
atgacaagga
ttgtggggaa
gagggaagtc
cccggctaga
tgtgtgtctt
tcctgggcaa
cacatgtccg
agctgaccca
ccctctacaa
tggctgactt
gtcactatcg
ggagcattgg
aaaaccgaga
tccaccgtac
gctctgacgg
actccctgga
cccagcgcat

aggagcggtc
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YLSYRWKRRR
RSPSFGEDYY
SVEDDKEGHL
REAARLEINV
YPLPHVRHMA
SIRVADFGSA
QTHENREHLV
MLODSLEHVQ

cgaaaacctg
gcatcactgt
gaggaggagg
gcctccceccca
ccgggagcgce
ggactactat
ccggacccgce
ctcctcgaga
gggtcacctg
cctgggtgaa
tcaggttgcce
aatcaacgtg
gatgtctgac
gaacaccttt
gcacatggcc
tacagacttg
tgagcacaag
tggcagtgcc
cccgcectgag
ctgcattctc
gcacctggtg
caggaagcag
ccggtatgtg
gcacgtgcag
cacactggcc
cttccacacc
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