
Supplementary methods: 

 

Immunofluorescence staining 

Immunofluorescence assay was performed as described previously [1]. Briefly, 

cells were trypsinized and seeded at 3 × 104 cells per well into 12-well plate 

pre-placed with glass coverslips and cultured for 24 h. Then the cells were washed 

with PBS, fixed with 4% paraformaldehyde for 10 min, and permeabilized with 

methanol for 10 min at -20 °C. Afterwards, the cells were blocked with 3% BSA in 

PBS for 1 h at room temperature, incubated with primary antibodies against EGFR (# 

4267, Cell Signaling Technology, 1:100, Rabbit) at 4 °C overnight, and followed by 

incubation with Alexa Fluor 488-conjugated goat anti-rabbit secondary antibodies for 

1 h at room temperature. The nuclei were stained with 1.0 ng/mL of DAPI for 10 min 

at room temperature. The coverslips were mounted with Mowiol-based 

anti-quenching medium and imaged by laser scanning confocal microscope (Leica 

TCS SP5). 

Apoptosis assay  

Apoptosis assay was determined by flow cytometry using Annexin V-FITC /PI 

staining kit (#CA1020, Solarbio, Beijing, China). Briefly, control and Rack1 

knockdown cells were harvested by trypsinization, and washed with cold PBS thrice. 

Afterwards, the cells were resuspended in binding buffer at a density of 1 × 106 

cells/mL, then 100 μL of the cell suspension was transferred to a tube and incubated 

with 5 μL of Annexin V-FITC antibodies for 10 min at room temperature in the dark. 

The cells were then incubated with 5 μL of Propidium Iodide staining solution for 5 

min at room temperature in darkness. Afterwards, each tube of cells was mixed with 

200 μL of PBS and immediately analyzed by flow cytometry.  
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