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Syk, active

(Recombinant enzyme expressed in Sf21 insect cells)

Iltem # 14-314, 14-314-K, 14-314M
Parent Lot # D13NPOO1N

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
Syk, expressed by baculovirus in Sf21
insect cells. Purified using Ni*/NTA-
agrose. Purity 83.4% by SDS-PAGE
and Coomassie blue staining. MW =
73kDa.

Specific Activity (Parent lot#
D13NPOO1N): 337U/mg, where one unit
of Syk, active activity is defined as
1nmol phosphate incorporated into
0.1mg/ml poly(Glu, Tyr) (4:1) per minute
at 30°C with a final ATP concentration of
100puM.

Formulation: 1.224mg/ml of enzyme in 50mM Tris/HCI pH7.0,
0.1mM EGTA, 150mM NacCl, 0.03% Brij-35, 0.2mM PMSF, 1mM
benzamidine, 0.1% 2-mercaptoethanol, 270mM sucrose. 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: 26-204ng of this

lot of enzyme
phosphorylated 0.1mg/ml poly(Glu, Tyr) (4:1) in the

MS Tryptic Fingerprint: Confirmed product identity
as Syk with the translated sequence listed on page

assay 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—PAG_E and_ Coomassie
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Kinase Assay Protocol

Stock Solutions:

1.

10 x Reaction Buffer: 500mM Tris/HCI pH7.5,
1mM EGTA, 1mM NasVO,, 1% 2-mercaptoethanol.

Poly(Glu, Tyr) (4:1): Use at a final assay
concentration of 0.1mg/ml. Prepare a 1mg/ml stock
and add 2.5pl of stock per assay point.

Assay Procedure (96 well plate format):
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Add 2.5ul of 10 x reaction buffer per assay to wells.
Add 2.5l of poly(Glu, Tyr) (4:1).

Add 2.5ul, (26-204ng) Syk, active.

Add 5pl of dH,0

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.

Syk, active: Dilute with 50mM Tris/HCI pH7.5,
0.1mM EGTA, 0.1mM NazVO,, 0.1% 2-
mercaptoethnaol, 1mg/ml BSA. Use 26-204ng
per assay point.

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

Transfer a 10pul aliquot onto the appropriate area of a Filtermat A.

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

. Wash the filtermat once for 2 minutes with methanol.

all assay components plus 1pul of 30% 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
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Protein

Tags

Native sequence

Syk Sequence Information

human Syk

N-terminal 6His

Accession number

Recombinant Syk amino acid sequence:

1
61
121
181
241
301
361
421
481
541
601

Recombinant Syk 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
1741
1801

MHHHHHHMAS
SVAHGRKAHH
QPKTGPFEDL
SREESEQIVL
FDTLWQLVEH
KSYSFPKPGH
DPEEIRPKEV
KDELLAEANV
LVHQVSMGMK
WPVKWYAPEC
PAGCPREMYD

atgcatcatc
cccttetttt
atgagtgatg
tccgtggcecce
tacgccatcg
caggagtctg
cagcccaaga
cagacatgga
ctggagaagc
tctcgggaag
atccgagcca
ctgcactatc
ttcgacacgc
gttcttactg
ccacaacttc
aaatcatact
caagagagta
aaaggccccce
gaccccgagg
gacaaagaac
aaagttgtga
aaagatgagt
cggatgatcg
ggtcccctca
ctggttcatc
gatctggctg
ggactttcca
tggcctgtca
gatgtctgga
cgagggatga
cctgcagggt
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GenBank L28824

SGMADSANHL
YTIERELNGT
KENLIREYVK
IGSKTNGKFL
YSYKADGLLR
RKSSPAQGNR
YLDRKLLTLE
MOQLDNPYIV
YLEESNEVHR
INYYKFSSKS
LMNLCWTYDV

accatcacca
tcggcaacat
ggctttattt
acgggaggaa
ccggtggcag
atggcctggt
ctgggccecctt
acctgcaggg
tgatcgctac
aatctgagca
gagacaacaa
gcatcgacaa
tctggcagcet
tcccatgtca
caggttccca
ccttcccaaa
ctgtgtcatt
agagagaagc
agatcaggcc
tgggctctgg
aaaccgtggc
tattagcaga
ggatatgcga
ataagtattt
aggtttccat
caagaaatgt
aagcactgcg
agtggtacgc
gctttggagt
aaggaagtga
gtccaagaga

PFFFGNITRE
YATAGGRTHA
OTWNLQOGQAL
IRARDNNGSY
VLTVPCQKIG
QESTVSEFNPY
DKELGSGNFEG
RMIGICEAES
DLAARNVLLV
DVWSEFGVLMW
ENRPGFAAVE

tatggccagc
cacccgggag
gctgcgccag
ggcacaccac
gacccatgcc
ctgcctcectce
tgaggatttg
tcaggctctg
cacagcccat
aattgtcctg
cggctcctac
agacaagaca
agtcgagcat
aaaaatcggc
tcctgcecgact
gcctggccac
caatccgtat
cctacccatg
caaggaggtt
taattttgga
tgtgaaaata
agcaaatgtc
ggccgagtcc
gcagcagaac
gggcatgaag
gttgctagtt
tgctgatgaa
tccggaatgce
gttgatgtgg
agtcaccgct
gatgtacgat

EAEDYLVQGG
SPADLCHYHS
EQAIISQKPQ
ALCLLHEGKV
TQOGNVNEGGR
EPELAPWAAD
TVKKGYYQMK
WMLVMEMAEL
TQHYAKISDF
EAFSYGQOKPY
LRLRNYYYDV

agcggcatgg
gaggcagaag
agccgcaact
tacaccatcg
agccccgcecg
aagaagccct
aaggaaaacc
gagcaggcca
gaaaaaatgc
ataggatcaa
gccctgtgcece
gggaagctct
tattcttata
acacagggaa
tggtcagcgg
agaaagtcct
gagccagaac
gacacagagg
tacctggacc
actgtgaaaa
ctgaaaaacg
atgcagcagc
tggatgctgg
agacatgtca
tacttggagg
acccaacatt
aactactaca
atcaactact
gaagcattct
atgttagaga
ctcatgaatc

Cat# 14-314, 14-314-K, 14-314M

MSDGLYLLRQ
QESDGLVCLL
LEKLIATTAH
LHYRIDKDKT
POLPGSHPAT
KGPOQREALPM
KVVKTVAVKI
GPLNKYLQON
GLSKALRADE
RGMKGSEVTA
VN

ctgacagcgc
attacctggt
acctgggtgg
agcgggagct
acctctgcca
tcaaccggcc
tcatcaggga
tcatcagtca
cttggttcca
agacaaatgg
tgctgcacga
ccatccccga
aagcagatgg
atgttaattt
gtggaataat
cccctgcecca
ttgcaccctg
tgtacgagag
gaaagctgct
agggctacta
aggccaatga
tggacaaccc
ttatggagat
aggataagaa
agagcaattt
acgccaagat
aggcccagac
acaagttctc
cctatgggca
aaggagagcg
tgtgctggac

M6 of the recombinant protein is equivalent to M1 of human Syk

SRNYLGGFAL
KKPENRPQGV
EKMPWEFHGKI
GKLSIPEGKK
WSAGGIISRI
DTEVYESPYA
LKNEANDPAL
RHVKDKNIIE
NYYKAQTHGK
MLEKGERMGC

caaccacctg
ccaggggggce
cttcgccecctg
gaatggcacc
ctaccactcc
ccaaggggtyg
atatgtgaag
gaagcctcag
tggaaaaatc
aaagttcctg
agggaaggtg
gggaaagaag
tttgttaaga
tggaggccgt
ctcaagaatc
agggaaccgg
ggctgcagac
cccctacgeg
gacgctggaa
ccaaatgaaa
cccecgetett
gtacatcgtg
ggcagaactt
catcatagaa
tgtgcacaga
cagtgatttc
ccatggaaag
cagcaaaagc
gaagccatat
gatggggtgc
atacgatgtg

Lot# D13NPOO1N
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1861 gaaaacaggc ccggattcgc agcagtggaa ctgcggctgc gcaattacta ctatgacgtg
1921 gtgaactaa

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.

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