
Supplementary Materials and Methods 

 
Si-RNAs. Predesigned small interference RNAs (Si-RNAs) for human HSF1 (5’-
GAACGACAGUGGCUCAGCAUU-3’, Plk1 (5'-CCUUGAUGAAGAAGAUCAC-3’) and 
a negative control (5’-UAGCGACUAAACACAUCAA-3’) were purchased from 
Dharmacon (Lafayette, CO USA). Predesigned Si-RNAs for p53 (5’-
GGCCUUGGAACUCAAGGAU-3’) were purchased from Ambion (Austin, TX USA). 
Cells were transfected with the Si-RNAs by the use of Lipofectamine 2000 (Invitrogen, 
Carlsbad, CA USA) according to the manufacturer’s guidelines. 

 

Supplementary Figure Legends 

 

Supplementary Figure S1 

(a) p53WT and p53-/- HCT116 cells were transiently transfected with HA-HSF1 and were 

synchronized in mitosis by treatment with nocodazole (100 nM for 16 hr). Mitotic cells 

were harvested and lysates were generated for immunoprecipitation and immunoblotting 

with the use of the indicated antibodies. (b) p53WT HCT116 cells were synchronized in 

mitosis by treatment with nocodazole (100 nM for 16 hr). Mitotic cells were harvested and 

lysates were generated for immunoprecipitation and immunoblotting with the use of the 

indicated antibodies. 

Supplementary Figure S2 

p53WT and p53-/- HCT116 cells (a) or p53+/+ and p53-/- mouse embryonic fibroblast 

(MEF) cells (b) were harvested at the indicated times following release from nocodazole-

block (100 nM for 16 hr) and lysates were subjected to immunoprecipitation and 

immunoblotting with the use of the indicated antibodies. p53-/- HCT116 cells and p53-/- 

mouse embryonic fibroblast (MEF) were transiently transfected with control (Cont) or wild 

type p53 (p53WT) vector and were harvested at the indicated times following release from 



nocodazole-block (100nM for 16hr) and lysates were subjected to immunoprecipitation and 

immunoblotting with the use of the indicated antibodies (left panel of S2a and S2b). 

p53WT and p53-/- HCT116 cells (a) and p53+/+ or p53-/- mouse embryonic fibroblast 

(MEF) cells (b) were transiently transfected with HA-HSF1 and lysates were subjected to 

immunoprecipitation and immunoblotting with the use of the indicated antibodies (right 

panel of S2a and S2b). 

Supplementary Figure S3 

p53WT and p53-/- HCT116 cells were transiently transfected with control or Si-HSF1 

plasmids and harvested at the indicated times after nocodazole treatment. The percentage of 

the DNA content of cells after nocodazole treatment was determined by flow cytometry at 

the indicated time. Columns, mean of three independent experiments; bars, standard 

deviation; **P<0.01. 

Supplementary Figure S4 

p53+/+ or p53-/- mouse embryonic fibroblast (MEF) cells were released from 

nocodazole (100 nM) arrest after 16 hr and were stained for HSF1 (green), γ-tubulin 

(red) and DAPI. Cells were analyzed using immunofluorescence microscopy at different 

mitotic stages. The histograms summarize the results of three independent experiments 

(with at least 400 cells counted in each experiments in each column; right, 

mean±standard deviation).  

Supplementary Figure S5 

(a) NCI-H460 cells transiently transfected with Si-Control or Si-p53 were harvested at the 

indicated times following release from nocodazole-block (100 nM for 16 hr) and lysates 

were subjected to immunoprecipitation and immunoblotting with the use of the indicated 

antibodies. (b) p53WT and p53-/- HCT116 cells were transiently transfected with control 



or WT-Plk1 plasmids. Cell death was determined after exposure to 5 Gy or 10Gy γ-

radiation at 48 and 72 hr by flow cytometry after propidium iodide staining. Columns, 

mean of three independent experiments; bars, standard deviation; *P<0.05, **P<0.01. (c) 

Lysates were subjected to immunoblotting with the use of the indicated antibodies. (d) 

NCI-H460 cells were treated with vectors expressing Flag-Plk1 or Plk1DN. Cell death was 

determined after exposure to 5 Gy or 10Gy γ-radiation at 48 and 72 hr by flow cytometry 

after propidium iodide staining. Columns, mean of three independent experiments; bars, 

standard deviation; *P<0.05, **P<0.01. 

Supplementary Figure S6 

(a) Hos, NCI-H460, and MEF cells were arrested by double thymidine (DT) block and 

released at time 0. Nocodazole was added at 8 hr after the release. Extracts were prepared 

at the indicated time points after nocodazole was added and were processed for Western 

blotting or immunoprecipitation with the indicated antibodies. (b) Hos cells were stained 

for HSF1 (green), Cdc20 or Mad2 (red) and DAPI. 


