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SUPPLEMENTARY MATHERIALS AND METHODS 

 

Flow cytometry. Cells were treated with nocodazole for the indicated periods of time, and then fixed with 

75% ethanol at -20°C overnight. Fixed cells were resuspended in 0.25% Triton X-100 in PBS and 

permeabilized on ice for 15 minutes. Cells were then incubated with 100 μl of 1% BSA/PBS containing 

phospho-histone H3 antibody at room temperature for 3 hours, washed 2 times with 1% BSA/PBS, and 

then resuspended in 100 μl PBS containing 1% BSA and Alexa 488-conjugated secondary antibody. After 

incubation at room temperature for 0.5-1 hours, cells were stained with propidium iodide (PI) at 37°C for 

30 minutes and then analyzed using a Coulter EPICS XL cytometer (Beckman Coulter Inc., Brea, CA). 

 

Immune complex kinase assay. Whole cell lysates (500 μg) were prepared and immunoprecipitated with 

anti-PLK1 or anti-Aurora B antibodies. Immune complexes were washed 2 times in the lysis buffer, and 

once in the kinase buffer (20 mM HEPES pH 7.4, 2 mM EGTA, 20 mM MgCl2, 0.5 mM DTT, 0.1 mM 

sodium orthovanadate, 10 mM β-glycerophosphate). Kinase reactions were performed by incubating the 

immunoprecipitates in 20 μl kinase buffer supplemented with 50 μM ATP, 10 μCi [γ-32P] ATP, and 5 µg 

dephosphorylated α-Casein (Sigma, MO) for PLK1 or 5 μg histone H3 (Sigma, MO) for Aurora B kinase 

assays. Reactions were incubated at 30°C for 20 minutes and then quenched with 3X SDS sample buffer. 

Reaction mixtures were resolved by SDS-PAGE followed by autoradiography. Phosphorylation levels of 

substrates were quantified by a densitometry and expressed in arbitrary units. 

 

Karyotype analyses. In brief, 1x106 cells were treated with colcemid (0.10 µg/ml) at 37 °C for 4 hours, 

harvested, resuspended in pre-warmed 75 mM KCl, and incubated at 37 °C for 10 minutes. Cells were then 

fixed in Carnoy's solution (75% methanol and 25% acetic acid) at room temperature for 20 minutes, washed 
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twice with fixative, and finally resuspended in fixative. Aliquots of 25 μl were dropped onto pre-chilled 

microscope slides. The slides were then stained with 4', 6-diamidino-2-phenylindole (DAPI) and 

chromosome numbers were counted under a microscope using a 100X oil objective.  

 

 

 


