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BrSK1, active

(Recombinant enzyme expressed in Sf21 insect cells. )

Item # 14-675, 14-675-K, 14-675M
Parent Lot # 33242U

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 BrSK1 amino acids 2—
end, expressed by baculovirus in Sf21 cells.
Purified using Ni**/NTA agarose. Purity 85%
by SDS-PAGE and Coomassie blue staining.
MW = 88.4kDa.

Specific Activity (Parent lot# 33242U):
310U/mg, where one unit of BrSK1 activity is
defined as 1nmol phosphate incorporated into
100puM CHKtide
(KKKVSRSGLYRSPSMPENLNRPR) per
minute at 30°C with a final ATP concentration
of 100uM.

Formulation: 3.656mg/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 microcentrifuge 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: 9-36ng of this lot of enzyme  MS Tryptic Fingerprint: Confirmed identity as BrSK1
phosphorylated 100uM CHKtide in the assay with the translated native sequence listed on page

described on page two.

Assay background was

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

BrsK1 Activity Data

blue staining using 3pg of
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Kinase Assay Protocol

Stock Solutions:

1.

5 x Reaction Buffer: 40mM MOPS-NaOH pH7.0, 3. BrSK1, active: Dilute with 20mM MOPS-NaOH
1mM EDTA. pH7.0, 1ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1mg/ml BSA. Use 9-

CHKtide (KKKVSRSGLYRSPSMPENLNRPR):

Use at a final assay concentration of 100uM. 36ng per assay point.

Prepare a 1mM stock. Use 2.5pl of stock per 4. [y-**PJATP: 2.5 x magnesium acetate/[y->>*PJATP
assay point. cocktail: 25mM MgAc and 0.25mM ATP to which
is added [y-®PJATP  (specific  activity

approximately 500 - 800cpm/pmol as required.)

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

Add 2.5pl of CHKtide .

Add 2.5ul (9-36ng) BrSK1, active .

Add 5ul 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.

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.
. 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

BrSK1 Sequence Information

Human BrSK1

N-terminal 6His

Accession number

GenBank NM_032430

Recombinant BrSK1 amino acid sequence:

1
61
121
181
241
301
361
421
481
541
601
661
721
781

VBYYHHHHHH
YRLEKTLGKG
LKLHDVYENK
HRDLKPENL L
MABCGVI LFA
LSLEQ QKHP
RLHRELRSEE
RPERKSMEVL
SFSPEPGAGD
GTPLHSPLHT
PTAEEMSSLT
LSHSVLSQTS
LI SGPSRRFK
EL SSSPRRGP

DYDI PTTENL
QIrGLVKLGVH
KYLYLVLEHV
LDEKNNI RI' A
LLVGALPFDD
WYL GGKHEPD
ENQEKM YYL
S| TDAGGGEGES
EARGGGSPTS

YFQGAMGSSS
Cl TGQKVAI K
SGGELFDYLV
DFGVASL QVG
DNLRQLLEKV
PCLEPAPGRR
LLDRKERYPS

GAKEGGGGSP
| VNREKL SES
KKGRLTPKEA
DSLLETSCGS
KRGVFHVPHF
VAVRSLPSNG
CEDQDLPPRN

PVPTRRALEM AQHSQRSRSV

KTQITLPSRGP

RGGGAGEQPP

PRASPTGTPG TTPPPSPGGG VGGAAVWRSRL

PESSPELAKR
FRAEYKASGG
RWETI QAQL
PKDKKLLATN

SWFGNFI SLD
PSVFQKPVRF

KEEQ FLVLK
QVDI SSSEGP

AYHLPHPHPH
VLMKVEREI A
RKFFRQ VSA
PHYACPEVI K

| PPDCQSLLR

S29 of the recombinant sequence is equivalent to S2 of native human BrSK1

PPQHAQYVGP
| LKLl EHPHV
LDFCHSYSI C
GEKYDGRRAD
GM EVEPEKR

ELDPDVLESM ASL GCFRDRE

DVDPPRKRVD
SGASTGLSSS
PPSARSTPLP
NSI RNSFLGS
DKPLSSI KAD
EPSPRRDGSG

LSTHDQPSVQ ALADEKNGAQ TRPAGAPPRS

GIPLP

Recombinant BrSK1 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

at gt cgt act
tattttcagg
gcct accacc
t at cggcet gg
t gcat cacgg
gt gct gat ga
ct caagct cc
t cggggggt g
cgaaagt t ct
cacagagacc
gact t cggca
ccccattatg
at gt ggagct
gacaacct cc
attcctccag
ct cagt ct gg
ccgt geet gg
gagct ggacc
aggctgeatc
cttttggatc
gat gt t gacc
cgaccagagc
cctgtaccca
agt ggagcct
tccttttcac
aaaacgcaga
cccecccagtg
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accat cacca
gcgecat ggg
tcccccacce
agaagacgct
gt cagaaggt
aggt ggagceg
acgacgtcta
agctattcga
t ccgccagat
t aaagcccga
t ggcgt ccct
cgt gt ccaga
gt ggagt cat
gccagct gct
att gccagag
agcaaattca
agccagcccce
ccgacgt cct
gcgagct gcg
ggaaggagcg
cccecccggaa
ggaagt ccat
cccgacgggce
ccacgggt ct
cggagccggg
cgctgecttc
cccgct ccac

t caccat cac
atcctcgtcc
ccacccccac
gggcaaagga
cgccat caag
ggagat cgcc
cgagaacaag
ctacctggta
tgtgtctgcg
gaacct gctt
gcaggt gggg
ggt gat t aag
cctettegece
ggagaaggt g
cct cct gagg
gaaacat cct
tggccgeegy
agagagcat g
cagt gaggag
gt at cccagc
gcgt gt ggat
ggaagt cct g
cttggagat g
gt cct ccage
ggct ggagat
t cggggccecc
acccctgecc

gattacgata
ggggccaagg
ccaccccagc
cagacagggc
at cgt gaacc
at cct gaagc
aaatattt gt
aagaagggga
ct ggact t ct
tt ggat gaga
gacagcct cc
ggggaaaaat
ctgct cgt gg
aaacggggcg
ggaat gat cg
tggt acct ag
gt agccat gc
gcat cact gg
gagaaccaag
t gt gaggacc
tctcccatgce
agcat caccg
gcccagcaca
cctct aagca
gaggct cgag
aggggt gggg
ggccccccag

Cat# 14-675, 14-675-K, 14-675M

tcccaacgac
agggaggt gg
acgcccaat a
t ggt t aaact
gggagaagct
t cat cgaaca
acctggttct
gact gacgcc
gccacagct a
aaaacaacat
t ggagaccag
at gat ggccg
gggct ct gcc
tcttccacat
aagt ggagcc
gcgggaaaca
ggagcct gcc
gctgcttcag
aaaagat gat
aggacct gcc
tgagccgtca
at gccggggg
gccagagat c
gcccaaggag
gcgggggct ¢
gcgecgggga
gct cccegeg

SPMLSRHGKR
PLSSPRSPVF
GPPGSPRSSG
PRFHRRKMQV
| VHAFLSI PS
GGG YSVTFT
LQPPPGRPDP

cgaaaacctg
gggct ctccc
t gt gggcccc
cggggt ccac
gt cggagt cg
cccacatgtc
ggagcacgt c
caaggaggcc
ctccatctgc
ccgcattgca
ct gcgggt cc
ccgggcagac
ctttgat gac
gccccacttc
cgaaaaaagg
cgagccagac
at ccaacgga
ggaccgcgag
atattatctg
t ccccggaat
cgggaagcgg
t ggt ggct cc
ccgtagegtc
tccggtettt
cccgacttcc
gcagcccccg
ctcctctgge

Lot# 33242V
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1621
1681
1741
1801
1861
1921
1981
2041
2101
2161
2221
2281
2341
2401

gggaccccct
acaacaccac
aact ccat cc
cctaccgcetg
tcctggttcg
gacaaacctc
ct gagt caca
ccctcegtct
gagccct ccc
ctcatct cgg
ct gagcactc
acccggect g
gagct gagca
gggacccctc

t gcact cgcce
cccccagecc
gcaacagct t
aggagat gt ¢
ggaactt cat
t cagcagcat
gtgtgctgtc
t ccaaaagcc
cgcgacggga
gt cccagccg
at gaccagcc
ct ggt gcccc
gctctccecg
tgccctga

t ct gcacacg
cggcggt ggc
cctggget cc
cagct t gacg
ctccttggac
caaagcagac
acagaccagc
cgtccgettce
cggcagcgga
tcggt t caag
ct ccgt gcag
accccgaagc
ccgaggceccc

ccccgggeca
gt cgggggag
cctegetttce
ccagagt cct
aaagaagaac
atcgtccatg
tt cagggccg
caggt ggaca
ggt ggt ggca
cgagt ggt gg
gccct ggcag
ct gcagcccc
cccaaggaca

gt cccaccgg
ccgcect ggag
accggcgcaa
ccccggagcet
aaatattcct
cctttctgtce
agt acaaggc
tcagctcctc
tctactccgt
agaccat cca
acgagaagaa
cacccggecg
agaagct cct

gaccccgggg
gagtcgtctc
gatgcaggtc
ggcaaaacgc
cgt gct aaag
gat ccccagc
cagt ggcgge
t gagggt cca
caccttcact
ggcacagctc
cggggcccag
cccagaccca
ggccaccaac

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.

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