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BrSK2, active

(Recombinant enzyme expressed in Sf21  insect cells)

Item # 14-655, 14-655-K, 14-655M

Parent Lot # 28254U

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: 1.77mg/m| of enzyme in 50mM Tris/HCI pH7.5,
tagged, recombinant, human BrSKZ, amino 300mM NaCI, 0.1mM EGTA, 0.03% Brij-35, 270mM sucrose,
acids 2_end, expressed by baculovirus in 1mM benzamidine, 0.2mM PMSF, 0.1% 2-mercaptoethan0|.

Sf21 insect cells. Purified using Ni*/NTA  Frozen solution.
agarose. Purity 67% by SDS-PAGE and

Coomassie blue staining. MW = 78.5kDa. Storage and Stability: On receipt of material store at -70°C.
Unopened reagent is stable for a minimum of 1 year from date of
Specific Activity (Parent lot# 28254U): shipment when stored at recommended storage temperature.

197U/mg, where one unit of BrSK2 activity is ~ Avoid repeat freeze/thaw cycles. For maximum recovery of
defined as 1nmol phosphate incorporated  Product, centrifuge original vial prior to removing the cap.

into 500pM (KKLNRTLSFAEPG) per minute ) ) ) )
at 30°C with a final ATP concentration of Handling Recommendations:  Rapidly thaw the vial under cold

100uM. 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: 8-44ng of this lot of enzyme  MS Tryptic Fingerprint: Confirmed identity as BrSK2
phosphorylated 500pM (KKLNRTLSFAEPG) in the  with the translated native sequence listed on page
assay described on page two. Assay background was  three.
subtracted from the actual counts to yield the results

shown below.
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Kinase Assay Protocol

Stock Solutions:

1.

5 x Reaction Buffer: 40mM MOPS-NaOH pH7.0, 3. BrSK2, 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 8-

(KKLNRTLSFAEPG): Use at a final concentration

of 500uM. Make a 5mM stock. Add 2.5ul of stock 44ng per assay point.

per assay point. 4. [y-*PJATP: 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.)

Assay Procedure (96 well plate format):

1.
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Add 5pl of 5 x reaction buffer per assay to wells.

Add 2.5pl of 500uM (KKLNRTLSFAEPG) .

Add 2.5l (8-44ng) BrSK2, 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 10ul 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

BrSK2 Sequence Information

Human BrSK2

N-terminal 6His

Accession number

Recombinant BrSK2 amino acid sequence:

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

MBYYHHHHHH

DYDI PTTENL

KLGVHCVTCQ KVAI KI VNRE

VLEHVSGGEL

FDYLVKKGRL

NI Rl ADFGVA SLQVGDSLLE
LPFDDDNLRQ LLEKVKRGVF

KNEPEPEQPI

PRKVQI RSLP

YFLLLDRKER YPSQEDEDLP
PVPARRAI EM AQHGQRSRSI

ESPAGTPNPT PPSSPSVGGY

YFQGAMGSTS TGKDGGAQHA QYVGPYRLEK

KLSESVLMKV
TPKEARKFFR
TSCGSPHYAC
HVPHFI PPDC
SLEDI DPDVL
PRNEI DPPRK
SGASSGLSTS
PWRARLNSI K

PELAKKSWFG NFI SLEKEEQ | FVVI KDKPL

YKATGGPAVF

QKPVKFQVDI

TYTEGGEAK

LSTHDPPAAQ HLSEPPPPAP GLSWGAGLKG

Recombinant BrSK2 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
1681

at gt cgt act
tattttcagg
cagtatgttg
aagct ggggg
aagct cagcg
gagcaccccc
gt gct agaac
acgcct aagg
agccact cca
aacat ccgca
accagctgtg
ggccggaagyg
ctgcccttceg
cacat gccgc
gacgccgcac
aagaat gagc
agcct ggagg
gaccgcaaca
tacttcctcc
ccccggaacg
ggcaagcgge
ccggtgectg
agcggt gect
ccctcaccaa
gagagcccgg
ccct ggaggg
cgccggaaac
ccagagct gg
at ctt cgt gg
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accat cacca
gcgecat ggg
ggccct accg
ttcact gcgt
agt cggt gct
acgt cct aaa
acgt gt cagg
aggct cggaa
t at gccacag
t cgcagact t
ggtcccccca
cggacgtgtg
acgat gacaa
actttatccc
gccgcect cac
ccgaaccaga
acat cgaccc
agct gct gca
tcctggaccg
agat agaccc
ggccagaacg
cgcggcggge
cct caggcect
ggggcagt cc
ct ggcacgcc
cgcggct caa
tgcaagttcc
cgaagaagt ¢
t cat caaaga

t caccat cac
at ccacat cg
gct ggagaag
cacct gccag
gat gaaggt g
gct gcacgac
t ggt gagct c
gttcttccgg
ggat ct gaaa
t ggcat ggcg
ctacgcctge
gagct gcggce
cttgcgacag
gcccgact gc
gct agagcac
gcagccgatt
cgacgtgctg
ggacctgctg
gaaagaaagg
t ccccggaag
caaat ccat g
catt gagat g
ttccaccagc
cctccccacc
caaccccacg
ct ccat caag
gacgccggag
ctggtttggg
caaacctctg

EREl Al LKLI
Q | SALDFCH
PEVI RGEKYD
QSLLRGM EV
DSMHSLGCFR
RVDSPM_NRH
PLSSPRVTPH
NSFLGSPRFH
SSI KADI VHA
ENG YSVTFT
QKVATSYESS

gattacgata
acggggaagg
acgct gggca
aaggt ggcca
gagcgggaga
gtttat gaaa
tt cgact acc
cagat cat ct
cct gaaaacc
t ccct gcagg
cccgaggt ga
gt cat cct gt
ct gct ggaga
cagagtctgc
at t cagaaac
cct cgcaagg
gacagcat gc
t ccgaggagg
tacccgagcc
cgt gt ggact
gaggt gct ca
gcccagcacg
ccact cagca
cccaagggga
ccceegt cca
aacagctttc
gagat gt cca
aacttcatca
agct ccat ca

Cat# 14-655, 14-655-K, 14-655M

EHPHVLKLHD
SHSI CHRDLK
GRKADWW\ECG
DAARRLTLEH
DRNKLLQDLL
GKRRPERKSM
PSPRGSPLPT
RRKLQVPTPE
FLSI PSLSHS
LLSGPSRRFK
L

tcccaacgac
acggcggcge
aggggcagac
t caagat cgt
tcgcgat cct
acaaaaaat a
t ggt gaagaa
ct gcgct gga
tcctgetgga
ttggcgacag
t ccgggggga
tcgecttgcet
aggt gaagcg
t acggggcat
acat at ggt a
tgcagat ccg
act cact ggg
agaaccagga
aggaggat ga
ccccgat get
gcgt gacgga
gccagaggt c
gcccccgggt
cacctgtcca
gccccagegt
t gggct cacc
acct gacacc
gcct ggagaa
aggct gacat

T29 of the recombinant protein is equivalent to T2 of human BrSK2

GenBank AF533878. The recombinant protein contains the amino acid substitution
S2511 with respect to AF533878. This conflict is reported in GenBank AF020086.

TLGKGQTGLV
VYENKKYL YL
PENLLLDEKN
VI LFALLVGA
| QKHI WY1 GG
SEEENQEKM
EVLSVTDGGS
PKGTPVHTPK
EMSNLTPESS
VI SQTSFRAE
RWETI QAQL

cgaaaacct g
gcagcacgcg
aggt ctggtg
caaccgt gag
gaagctcat t
tttgtacctg
ggggaggct g
cttctgccac
cgagaagaac
cctgttggag
gaagt at gac
ggt gggggct
gggegtgttc
gat cgaggt g
t at agggggc
ctcgctgecc
ctgcttccga
gaagat gat t
ggacct gccc
gaaccggcac
cggcggct cc
tcggtccatc
gacccct cac
cacgccaaag
cggaggggt g
ccgcttccac
agagt cgt cc
ggaggagcag
cgt gcacgcec

Lot# 28254V
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1741
1801
1861
1921
1981
2041
2101

ttcctgtcga ttcccagtct cagccacagc

t acaaggcca
acct acacgg
ctgctctcag
ct gagcacac
ggact aagct
ctctga

¢gggggggcc

agggt gggga
gccccagecg

acgacccgcec
ggggt gct gg

agcecgtgttc
ggcgcagaag
tcgctt caag
tgcggcccag
gctt aagggc

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

gtcatctccc
cagaagccgg
gagaacggca
agggt ggt gg
cactt gt cag
cagaaggt gg

aaacgagctt ccgggccgag
tcaagttcca ggttgatatc
tctactccgt caccttcacc
agaccat cca ggcccagctg
aacccccccc accagcgceca
ccaccagcta cgagagt agc

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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is an independent member of Eurofins Discovery Services.

Cat# 14-655, 14-655-K, 14-655M

Lot# 28254V



