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ErbB2, active

(Recombinant enzyme expressed in Sf21

Iltem # 14-939, 14-939-K, 14-939M
Parent Lot # D13NPOO5N

insect cells)

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:  C-terminal 6His-tagged,
recombinant, human ErbB2 amino acids 676-
end expressed by baculovirus in Sf21 insect
cells. Purified using immobilized metal affinity
chromatography.

Purity 85% by SDS-PAGE and Coomassie blue
staining. MW = 69kDa.

Specific Activity (Parent lot# D13NPOO5N):
361U/mg, where one unit of ErbB2 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 100uM.

Formulation: 1.871mg/ml of enzyme in 50mM Tris/HCI pH7.5,
150mM NacCl, 0.5mM EDTA, 0.01% CHAPS, 50% glycerol, 2mM
DTT. 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 freezelthaw 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

Quiality Control Testing

Kinase Assay: 4-32ng of this lot of

enzyme

MS Tryptic Fingerprint: Confirmed identity as ErbB2

phosphorylated 0.1mg/ml poly(Glu, Tyr) (4:1) in the
assay described on page two. Assay background was
subtracted from the actual counts to yield the results
shown below.

ErbB2, active activity data
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with the translated sequence listed on page three.

SDS-PAGE and Coomassie
Stain: Purity was assessed by
SDS-PAGE and Coomassie
blue staining using 3ug of
ErbB2, active.
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Kinase Assay Protocol

Stock Solutions:

1.

5 x Reaction Buffer:
1imM EDTA

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

40mM MOPS/NaOH pH7.0,

4. ErbB2, active:

Dilute with 20mM MOPS/NaOH
pH7.0, 1mM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1mg/ml BSA. Use 4-
32ng per assay point.

[y-*P]ATP: 2.5 x MgAc/[y*P]ATP cocktail: 25mM

Manganese Chloride :
concentration of 5mM.
and add 1.25pL per well.

Use at a final assay
Prepare a 100mM stock

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

Add 2.5ul of poly(Glu,Tyr) (4:1).

Add 1.25uL 100mM manganese chloride.

Add 3.75pl of dH,0.

Add 2.5ul (4-32ng) ErbB2, active .

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

Incubate for 10 minutes at 30°C.

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

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.

. Transfer the filtermat to a sealable plastic bag and add 4ml of scintillation cocktail.

assay components plus 1pl of 30% phosphoric acid.
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MgAc and 0.25mM ATP to which
[y**PJATP (specific activity approximately 500 -
800cpm/pmol as required).

is added

. Read in a scintillation counter. Compare cpm of enzyme samples with cpm of control samples that contain all

Lot# D13NPOO5SN
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ErbB2 Sequence Information

Protein human ErbB2
Tags C-terminal 6His

K19 and V598 of the recombinant protein are equivalent to K676 and V1255 of human
ErbB2 respectively.

Native sequence

Accession number GenBank NM_004448

The recombinant protein contains the amino acid substitution G778D with reference to
GenBank NM_004448. The G778D mutation has been shown to promote folding of the
recombinant protein into an active conformation (Fan et al, J. Biol. Chem. 283, 1588-

1596, 2008).

Recombinant ErbB2 amino acid sequence:

1 MLVPRGSPW RNSKAYVDKR EPLTPSGAMP

61
121
181
241
301
361
421
481
541
601

RQOKI RKYTM

TELRKVKVLG SGAFGTVYKG | W PDGENVK

DSPYVSRLLG | CLTSTVQLV
DVRLVHRDLA ARNVLVKSPN

RFTHQSDVWS  YGVTVWELMI

CWM DSECRP

RFRELVSEFS

VDAEEYLVPQ QG-FCPDPAP
SEGAGSDVFD GDLGMGAAKG LQSLPTHDPS

EYVNQPDVRP
TPQGGAAPQP

RHASGTDDYD | ATTHHHHHH

QPPSPREGPL
HPPPAFSPAF

TQLMPYGCLL
HVKI TDFGLA
FGAKPYDG P
RMARDPQRFV
GAGGWHHRH

PAARPAGATL
DNL YYVDQDP

Recombinant ErbB2 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

at gt t ggt cc
cggcagcaga
gagccgct ga
acggagct ga
at ct ggat cc
aacacat ccc
gact ccccat
acacagctta
ggct cccagg
gat gt gcggc
cat gt caaaa
catgcagat g
cggt t caccc
tttggggcca
ggggagcgge
tgttggat ga
cgcat ggcca
agt ccctt gg
gt ggatgctg
ggcgct gggg
gacct gacac

t ccgaagggg
ct gcaaagcc
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cgcgt ggct ¢
agat ccggaa
cacct agcgg
ggaaggt gaa
ct gat gggga
ccaaagccaa
atgtctcccg
tgccct at gg
acct gct gaa
tcgtacacag
ttacagactt
ggggcaaggt
accagagt ga
aaccttacga
t gccccagece
ttgactctga
gggaccccca
acagcacctt
aggagt at ct
gcat ggt cca
t agggct gga
ct ggctccga
tccccacaca

gccgt ggat ¢
gt acacgat g
agcgat gccc
ggt gcttgga
gaat gt gaaa
caaagaaat ¢
ccttctgggce
ctgcctctta
ctggtgtatg
ggact t ggcc
cgggct gget
gcccat caag
t gt gt ggagt
tgggat ccca
ccccat ct gc
at gt cggcca
gcgetttgtg
ctaccgct ca
ggt accccag
ccacaggcac
gccct ct gaa
tgtatttgat
t gaccccagce

RRLLQETELV
| PVAI KVLRE
DHVRENRGRL
RLLDI DETEY
ARE| PDLLEK
VI QNEDLGPA
RSSSTRSGGG
PLQRYSEDPT
ERPKTLSPGK
PERGAPPSTF

cgt aact cga
cggagact gc
aaccaggcgc
tct ggcgett
attccagt gg
tt agacgaag
atctgcctga
gaccat gt cc
cagattgcca
gct cggaacg
cggct get gg
t ggat ggcgce
t at ggt gt ga
gcccgggaga
accattgatg
agattccggg
gt cat ccaga
ctgct ggagg
cagggct t ct
cgcagct cat
gaggaggcce
ggt gacctgg
cct ct acagce

Cat# 14-939, 14-939-K, 14-939M

NT SPKANKE
GSQDLLNWCM
HADGGKVPI K
GERLPQPPI C
SPLDSTFYRS
DLTLGLEPSE
VPLPSETDGY
NGVWKDVFAF
KGTPTAENPE

aagcct acgt
t gcaggaaac
agat gcggat
tt ggcacagt
ccat caaagt
cat acgt gat
cat ccacggt
gggaaaaccg
aggggat gag
tgct ggt caa
acattgacga
t ggagt ccat
ct gt gt ggga
tccct gacct
t ct acat gat
agttggtgtc
at gaggact t
acgat gacat
tct gt ccaga
ct accaggag
ccaggt ct cc

gaat gggggc
ggt acagt ga

NQAQWRI LKE
LDEAYVMAGY

Q AKGVBYLE
WWALESI LRR
TI DVYM MWK
LLEDDDMGDL
EEAPRSPLAP
VAPLTCSPQP
GGAVENPEYL
YLGLDVPVCS

cgacaagcga
ggagct ggt g
cct gaaagag
ct acaagggc
gtt gagggaa
ggctggtgtg
gcagct ggt g
cggacgcectg
ct acct ggag
gagt cccaac
gacagagt ac
tctccgeegg
gct gat gact
gct ggaaaag
cat ggt caaa
tgaattctcc
gggcccagece
gggggacctg
ccctgeeecg
t ggcggt ggg
act ggcaccc

agccaagggg
ggaccccaca

Lot# D13NPOO5SN
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1381
1441
1501
1561
1621
1681
1741
1801
1861

gtacccctgc
gaat at gt ga
cctgctgecc
aat ggggt cg
acaccccagg
gacaacct ct
aaagggacac
cgt cacgcect
t aa

cct ct gagac
accagccaga
gacct gct gg
t caaagacgt
gaggagct gc
attact ggga
ct acggcaga

cgggcacgga

t gat ggct ac
tgttcggccce
tgccactctg
ttttgeccttt
ccct cagecce
ccaggaccca
gaacccagag
cgattacgac

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.

0 2014 Eurofins Pharma Discovery Services UK Limited
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gttgcccccc
cagccccectt
gaaaggccca
g9gggt gccg
caccctcctc
ccagagcggg
tacct gggtc
attgccacca

t gacct gcag
cgccccgaga
agactctctc
t ggagaaccc
ctgccttcag
gggct ccacc
t ggacgt gcc
cgcat cacca

is an independent member of Eurofins Discovery Services.

Cat# 14-939, 14-939-K, 14-939M

cccccagect
gggccctctg
cccagggaag
cgagtacttg
cccagecttce
cagcaccttc
agtgtgttcg
tcaccat cac
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