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Aurora B, active

(Recombinant enzyme expressed in Sf21
Item # 14-835, 14-835-K, 14-835M
Parent Lot # D8PNOO2N

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: N-terminal  6His-
tagged, recombinant, human Aurora B, full
length and N-terminal GST-tagged,

recombinant, human INCENP, amino acids
821-end. Co-expressed by baculovirus in
Sf21 insect cells. Purified using glutathione
agarose. Combined purity 84% by SDS-
PAGE and Coomassie blue staining. Aurora
B MW = 40kDa, INCENP MW = 38kDa

Specific Activity (Parent lot # D8PNOO2N):
734U/mg, where one unit of Aurora B activity
is defined as 1nmol phosphate incorporated
into 30uM (AKRRRLSSLRA) per minute at
30°C with a final ATP concentration of
100pM.

Formulation:  0.93mg/ml of 50mM Tris/HC|I pH7.5, 300mM
NaCl, 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: 3.06-8.44ng of this lot of enzyme
phosphorylated 30uM (AKRRRLSSLRA) in the assay
Assay background was
subtracted from the actual counts to yield the results

described on page two.

shown below.

MS Tryptic Fingerprint: Confirmed identity as Aurora
B with the translated sequence listed on page three.
Confirmed identity as INCENP with the translated
sequence listed on page four.

SDS-PAGE and Coomassie
Stain: Purity was assessed by

. . SDS-PAGE and Coomassie blue
Aurora B, active Activity data staining using 3ug of active
97kDa Aurora B.
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Kinase Assay Protocol

Stock Solutions:

1.

5 x Reaction Buffer: 40mM MOPS/NaOH pH7.0,
1mM EDTA, other components.

(AKRRRLSSLRY): Use at a final assay
concentration of 30uM. Prepare a 0.3mM stock
and add 2.5l 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 2.5pl of (AKRRRLSSLRA) .

Add 2.5l (3.06-8.44ng) Aurora B .

Add 5pl 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.

3. Aurora B, active: Dilute with 20mM
MOPS/NaOH pH7.0, 1ImM EDTA, 0.01% Brij-35,
5% glycerol, 0.1% 2-mercaptoethanol, 1mg/ml
BSA. Use 3.06-8.44ng per assay point.

4. [y-®PIATP: 2.5 x MgAc/y->*P]ATP cocktalil:
25mM MgAc and 0.25mM ATP to which is
added [y-*P]ATP (specific activity approximately
500 - 800cpm/pmol as required).

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.

all assay components plus 1ul 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

Page 2 of 4 Cat# 14-835, 14-835-K, 14-835M Lot# DS8PNOO2N



<& eurofins

Discovery Services

Certificate of Analysis

Protein

Tags

Native sequence

Aurora B Sequence Information

human Aurora B

N-terminal 6His

Accession number

GenBank NM_004217

Recombinant Aurora B amino acid sequence:

1 MHHHHHHMAQ KENSYPWPYG RQTAPSGLST
GOKVMENSSG TPDI LTRHFT | DDFEI GRPL
EKEGVEHQLR REI El QAHLH HPNI LRLYNY
EQRTATI MEE LADALMYCHG KKVI HRDI KP
CGTLDYLPPE M EGRVHNEK VDLWCI GVLC
ASVPTGAQDL | SKLLRHNPS ERLPLAQVSA

61
121
181
241
301

Recombinant Aurora B nucleotide sequence:

61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961

1021

at gcaccatc
cgacagacgg
gt caccccat
ggccagaagg
att gat gact
gct cgggaga
gagaaggagg
cat cccaaca
ct agagt at g
gagcagcgaa
aagaaggt ga
ctgaagattg
t gt ggcaccc
gt ggat ct gt
gagagt gcat
gcttctgtge
gaacggct gc
gtgctgectc
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accat cacca
ctccatctgg
ctgcacttgt
t gat ggagaa
ttgagattgg
agaaaagcca
gcgt ggagca
tcctgegtct
ccecccecgegg
cagccacgat
tt cacagaga
ct gacttcgg
t ggact acct
ggtgcattgg
cacacaacga
ccacgggagc
ccctggcecca
cctctgeccect

tat ggcccag
cct gagcacc
cct cat gagc
t agcagt ggg
gcgtcctctg
tttcatcgtg
t cagct gcgce
ct acaact at
ggagct ct ac
cat ggaggag
cat aaagcca
ctggtctgtg
gcccccagag
agtgctttgc
gacct at cgc
ccaggacctc
ggt ct cagcec
tcaatctgtc

LPQRVLRKEP
GKGKFGNVYL
FYDRRRI YLI

ENLLLGLKGE
YELLVGNPPF
HPW/RANSRR

aaggagaact
ctgccccagce
cgctccaatg
acacccgaca
ggcaaaggca
gcgct caagg
agagagat cg
ttttatgacc
aaggagct gc
ttggcagatg
gaaaat ct gc
cat gcgccct
at gat t gagg
t at gagct gc
cgcatcgtca
at ct ccaaac
caccct t ggg
gcctga

Cat# 14-835, 14-835-K, 14-835M

VTPSALVLMS
AREKKSHFI V
LEYAPRGELY
LKI ADFG\BV
ESASHNETYR
VLPPSALQSV

cctacccctg
gagt cct ccg
tccagcccac
tcttaacgcg
agtttggaaa
tcctcttcaa
aaat ccaggc
ggaggaggat
agaagagct g
ctctaatgta
t ctt agggct
ccct gaggag
ggcgcat gca
t ggt ggggaa
aggt ggacct
t gct caggca
tccgggccaa

M8 of the recombinant protein is equivalent to M1 of human Aurora B

RSNVQPTAAP
ALKVLFKSQ
KELQKSCTFD
HAPSLRRKTM
Rl VKVDLKFP
A

gccct acggce
gaaagagcct
agct geccect
gcacttcaca
cgtgtacttg
gtcccagat a
ccacctgcac
ctacttgatt
cacatttgac
ct gccat ggg
caagggagag
gaagacaat g
caat gagaag
cccacccttt
aaagttcccc
t aacccct cg

ct ct cggagg

Lot# D8PNOO2N
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Tags

Native sequence

INCENP Sequence Information

human INCENP

N-terminal GST

Accession nhumber

GenBank NM_020238

Recombinant INCENP amino acid sequence:

1
61
121
181
241
301

MBPI LGYWKI

KGLVQPTRLL

LEYLEEKYEE

GDVKLTQSMA | | RYl ADKHN M.GGCPKERA
DFLSKLPEM. KMFEDRLCHK TYLNGDHVTH
KRI EAl PQl D KYLKSSKY! A WPLQGWQATF
EAHPRKPI PT WARGTPLSQA | | HQYYHPPN
AVWNSPPLQG ARVPSSLAYS LKKH

Recombinant INCENP nucleotide sequence:

1
61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961

atgtccccta
ttggaatat c
t ggcgaaaca
ggtgatgtta
atgttgggtg
gat at t agat
gattttctta
acatatttaa
gttgttttat
aaacgtattg
tggcctttgce
ctggaagttc
gaggcccat c
at cattcacc
ct ggact t gg
gct gt ct gga
ct gaagaagc

tactaggtta
tt gaagaaaa
aaaagtttga
aatt aacaca
gttgtccaaa
acggtgtttc
gcaagct acc
at ggt gat ca
acat ggaccc
aagct at ccc

agggct ggca

t gtt ccaggg
cccggaagcec

agt act acca
aggatatctt
act caccgcc
actga

tt ggaaaat t
at at gaagag
attgggtttg
gt ct at ggcc
agagcgt gca
gagaat t gca
tgaaatgctg
t gt aacccat
aatgtgcctg
acaaat t gat
agccacgttt
gcccgaattc
cat ccccacc
cccaccgaac
caagaagagc
cct gcagggc

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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HL YERDEGDK
El SM_EGAVL
PDFMLYDALD
GGGDHPPKSD
LLELFGTI LP

aagggccttg
catttgtatg
gagtttccca
at cat acgtt
gagatttcaa
t at agt aaag
aaaatgttcg
cctgacttca
gatgcgttcc
aagtacttga
ggt ggt ggcg
gat ct gaat a
t gggcccgag
cttctggagce
aagccccgct
gccagggt cc

Cat# 14-835, 14-835-K, 14-835M

VRNKKFEL GL
DI RYGVSRI A
VWL YMDPMCL
LEVLFQGPEF
LDLEDI FKKS

t gcaacccac
agcgcgat ga
atcttcctta
at at agct ga
tgctt gaagg
actttgaaac
aagatcgttt
tgttgtatga
caaaat t agt
aat ccagcaa
accatcctcc
gcgacgactc
gcaccccgct
tctttggaac
at cacaagcg
ccagcagcct

is an independent member of Eurofins Discovery Services.

D231 of the recombinant protein is equivalent to D821 of human INCENP

EFPNLPYYI D
YSKDFETLKV
DAFPKLVCFK
DLNSDDSTDD
KPRYHKRTSS

tcgacttctt
aggt gat aaa
ttatattgat
caagcacaac
agcggttttg
tct caaagtt
at gt cat aaa
cgct ct t gat
ttgttttaaa
gt at at agca
aaaat cggat
caccgat gat
cagccaggct
cattctccca
caccagct ct
ggcct acagc

Lot# D8PNOO2N



