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Supplementary Methods 

Proteomic identification of AURKA interactors 

GFP-Trap® beads (10 µL agarose beads or 5 µL magnetic beads per 107 cells) were 

prepared by rinsing 3 times in Dilution Buffer (10 mM Tris-HCl, pH 7.5, 150 mM NaCl, 

0.5 mM EDTA, 1 mM Na3VO4, 1 mM NaF, protease inhibitor cocktail mix (EDTA-free)). 

24 h after induction of AURKA-Venus expression, RPE-1-AURKA-Venus cells, U2OS-

AURKA-Venus cells and parental cells (negative controls) were harvested and lysed in 

120 µL Lysis Buffer (0.5% (v/v) NP-40, 10 mM Tris-HCl, pH 7.5, 150 mM NaCl, 0.5 mM 

EDTA, 1 mM Na3VO4, 1 mM NaF, protease inhibitor cocktail mix (EDTA-free)). Lysate 

was diluted to a total volume of 300 µL using Dilution Buffer, was applied to the beads, 

and was incubated at 4 °C for 2 h on a rotating wheel. Supernatant was removed, and 

the beads were washed 5 x 5 mins in Dilution Buffer. Bound proteins were eluted by 

boiling beads in 50 µL Elution Buffer (2X NuPAGE® LDS sample buffer, 10 mM DTT, in 

PBS). Eluate was rapidly transferred to a clean eppendorf tube and was submitted for 

mass spectrometry analysis. Samples were reduced via DTT, alkylated via 

iodoacetamide, and then digested with trypsin at 37 °C for 16 h. Peptide mixtures were 

analysed by high-performance liquid chromatography tandem mass spectrometry using 

a nanoAcquity UPLC (Waters) system and an LTQ Orbitrap Velos hybrid ion trap mass 

spectrometer (Thermo Fisher Scientific). Data were converted to .mgf files using Protein 

Discoverer (Thermo Fisher Scientific). Raw .mgf files were submitted to the Mascot 



search algorithm (Matrix Science) allowing for 2 missed cleavages, fixed modifications 

(Carbamidomethyl (C)) and variable modifications (Oxidation (M), Phospho (ST), 

Phospho (Y), Gly-Gly (K)), with a peptide tolerance of ± 25 ppm, a MS/MS tolerance of ± 

0.8 Da, and peptide charges of 2+, 3+ and 4+. 

To identify AURKA-specific hits, data were pooled from 18 samples prepared in three 

separate experiments. Hits absent from all negative controls were classed as being 

AURKA-specific. For non-specific hits (which included known GFP-Trap® contaminants 

[1]), the ratio of maximum AURKA pulldown Mascot score to maximum negative control 

pulldown Mascot score was calculated using data from all experiments. A cut-off ratio 

was set at that of our lowest scoring known AURKA interactor Nucleophosmin (1.875). 

Non-specific hits with a ratio below this were deemed contaminants and were removed 

completely from analyses. As an additional level of control, for the remaining non-

specific hits, the ratio of AURKA pulldown Mascot score to negative control pulldown 

Mascot score was calculated for each individual experiment. The same cut-off ratio of 

1.875 was applied. Any non-specific hits with a ratio below this in an individual 

experiment were deemed to not be significant and were excluded from analyses of that 

particular experiment. 
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