Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of active Aurora C [2 - 309]

Enzymedescription:- AuroraC [2 - 309]

Clone number :- DU 4009

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 38, 791.10 datons

Average Mass 38, 815.66 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 8.46

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 uM

Specific activity range: - To be determined
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Clone Data Sheet

Aurora C [2- 309]

AuroraC [2 — 309]
DU 4009

Human
ABO17332
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFOQGAMGSSSPRAVVQL GKAQPAGEELAT
ANQTAQRPSSPAMRRL TVDDFEI GRPLGKGKFGNVYLARLKESHFI VAL
KVLFKSQ EKEGLEHQLRREI EI QAHLOQHPNI LRLYNYFHDARRVYLI L
EYAPRGEL YKEL QKSEKLDEQRTATI | EELADALTYCHDKKVI HRDI KP
ENLLLG-RGEVKI ADFGASVHTPSLRRKTMCGTLDYLPPEM EGRTYDE
KVDLWCI GVLCYELLVGYPPFESASHSETYRRI LKVDVRFPLSMPLGAR
DLI SRLLRYQPLERLPLAQ LKHPW/QAHSRRVPPPCAQVAS

Amino acids S2 — S309 (end) of human Aurora C.

Residue S29 of the fusion protein is equivalent to S2 of the native
enzyme. The His(6) tag islocated at residues 5 — 10.

The following amino acid substitution is present:

L — P, where L301 of the native enzyme is P328 of the fusion protein

ITEV (ENLYFQG) residues 18 - 24

BamH1 and Sall sites of pFastBAC HTb
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ATGITCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACCGA
CCGAAAACCTGTATTTTCAGGGECGCCAT GEGAT CCAGCT CCCCCAGAGC
TGIGGTGCAGCT GGGCAAAGCT CAACCT GCAGECGAAGAGT TGECTACA
GCAAACCAAACAGCCCAGCAGCCCAGCAGCCCAGCCATGCGECECCTCA
CAGTCGATGACT TTGAAAT CGEGECGT CCCCT GEECAAGGEGAAATTTGG
GAATGT GTACCT GGCTCGECTCAAGGAAAGCCATTTCATTGTIGGCCCTG
AAGGTTCTCTTCAAGT CGCAGATAGAGAAGGAAGGACT GGAGCACCAGC
TGCGCCCEGAAAT TGAGATCCAGGECTCATCTACAACACCCCAATATCCT
GCGCCTGTATAACTATTTCCATGATGCACGCCGEGTGTACCTGATTCTG
GAATATGCTCCAAGGEGEGT GAGCT CTACAAGGAGCT GCAGAAAAGCGAGA
AATTAGAT GAACAGCGCACAGCCACGATAATAGAGGAGT TGGCAGATGC
CCTGACCTACTGCCATGACAAGAAAGT GATTCACAGAGATATTAAGCCA
GAGAACCT CCTGCTGEEGT TCAGEGEGT GAGGT GAAGATTGCAGATTTTG
GCTGGT CTGT GCACACCCCCT CCCTGAGGAGGAAGACAATGTGTGGGAC
ACTGGACTACT TGCCGCCAGAAAT GAT TGAGGGGAGAACATATGATGAA
AAGGTGGATTTGT GGTGCAT TGGAGT GCTCTGCTATGAGCTGCTGGT GG
GATATCCACCCTTTGAGAGCGCCT CCCACAGT GAGACT TACAGACGCAT
CCTCAAGGTAGATGTGAGGT TTCCACTATCAATGCCT CTGEEEECCCEG
GACTTGATTTCCAGGCT TCTCAGATACCAGCCCT TGGAGAGACTGECCCC
TGGCCCAGATCCTGAAGCACCCCT GEGT TCAGGCCCACT CCCGAAGEGT
GCCGCCTCCCTGTGCTCAGATGECTTCCO ga



