Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of active Aurora B [1 - 344]

Enzymedescription:- AuroraB [1 - 344]

Clone number :- DU 1773

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system

Following expression the culture isincubated with
50 nM okadaic acid for 1 hour prior to purification

Tag:- N-terminal His(6)
Purification method:- Ni*-NTA agarose
Expression level:- 2 mg/L

Calculated molecular mass:-

M onoisotopic 40, 208.97 datons

Average Mass 40, 234.49 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 9.36

Purity:- >80 %

Activation protocol:-
Does not require Incenp for activity if assayed against the tetra (LRRLSL G) substrate

peptide

Enzyme stor age buffer:-

50 mM Tris-HCI pH 8, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature: - -70 °C [Long term stability to be determined]
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Assay:- Standard filter binding assay

Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 % 2- mercaptoethanol, 0.1 mM EGTA,
0.1 mM sodium vanadate, 10 mM magnesium acetate

Substrate: -
LRRLSLGLRRLSLGLRRLSLGLRRLSLG Final concentration: 300 puM

Specific activity range: - To be determined
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Clone Data Sheet

AuroraB [1 - 344]

AuroraB [1 —344]
DU 1773

Human
NM_004217
N-terminal His(6)

MHHHHHHVAQKENSYPWPYGRQT APSGL STL PQRVL RKEPVTPSAL
VLMSRSNVQPTAAPGKVMENSSGTPDI LTRHFTI DDFEI GRPLGK
GKFGNVYLAREKKSHFI VALKVLFKSQ EKEGVEHQLRREI EI QAH
LHHPNI LRLYNYFYDRRRI YLI LEYAPRGEL YKELQKSCTFDEQRT
ATI MEELADAL MYCHGKKVI HRDI KPENL LL GLKGELKI ADFGABV
HAPSLRRKTMCGTLDYLPPEM EGRMHNEKVDLWCI GVLCYELLVG
NPPFESASHNETYRRI VKVDLKFPASVPTGAQDL| SKLLRHNPSER
L PLAQVSAHPW/RANSRRVL PPSAL QSVA

Amino acids M1 — A344 (end) of human AuroraB.
Residue M8 of the fusion protein is equivalent to M1 of the native
enzyme. The His(6) tag islocated at residues2 —7.

None

Ndel and Xho1 sites of modified pFastBAC 1



Complete
nucleotide

uence
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ATGCACCATCACCATCACCATATGGECCCAGAAGGAGAACTCCTA
CCCCTGECCCTACCECCGACAGACGECT CCATCTGECCTGAGCA
CCCTGCCCCAGCGAGT CCTCCCGAAAGAGCCT GTCACCCCATCT
GCACTTGI CCTCATGAGCCGCT CCAATGTCCAGCCCACAGCTGC
CCCTGGECCAGAAGGT GATGGAGAATAGCAGT GGGACACCCGACA
TCTTAACGCGGCACTTCACAATTGATGACT TTGAGAT TGGEGECGT
CCTCTGGGECAAAGGCAAGT TTGGAAACGT GTACTTGECTCGGEA
GAAGAAAAGCCATTTCATCGT GECGCTCAAGGT CCTCTTCAAGT
CCCAGATAGAGAAGGAGGEECGT GGAGCATCAGCTGCGCAGAGAG
ATCGAAAT CCAGGCCCACCT GCACCATCCCAACATCCTGCGTCT
CTACAACTATTTTTATGACCGGAGGAGGATCTACTTGATTCTAG
AGT ATGCCCCCCGCGEEGAGCT CTACAAGGAGCT GCAGAAGAGC
TGCACAT TTGACGAGCAGCGAACAGCCACGATCATGGAGGAGT T
GGCAGATGCTCTAATGTACTGCCAT GGGAAGAAGGT GATTCACA
GAGACATAAAGCCAGAAAATCTGCTCTTAGGGECTCAAGGEGAGAG
CTGAAGATTGCTGACT TCGECTGGT CTGT GCAT GCGCCCT CCCT
GAGGAGGAAGACAAT GT GTGECACCCT GGACTACCT GCCCCCAG
AGATGATTGAGGGEECGECATGCACAATGAGAAGGT CGATCTGT GG
TGCATTGGAGT GCTTTGCTATGAGCT GCTGGTGEEGAACCCACC
CTTTGAGAGI GCATCACACAACGAGACCTATCGCCGCATCGT CA
AGGTGGACCTAAAGT TCCCCGCT TCTGT GCCCACGEGAGCCCAG
GACCTCATCTCCAAACTGCTCAGGCATAACCCCT CGGAACGECT
GCCCCT GECCCAGGT CTCAGCCCACCCT TEEGT CCGEECCAACT
CTCGGAGEGT GCTGCCTCCCTCTGCCCT TCAATCTGI CACL ga



