
 

Supplementary Figure S1. CircFOXO3 interacted with E2F1 and suppressed its nuclear 

translocation. (A) Cell lysates prepared from Con or 2.5% CSE-treated MLE12 cells were 

subjected to immunoprecipitation with antibodies against mouse IgG or E2F1, followed by qPCR 

(n = 3). (B) Cell lysates prepared from circFOXO3-overexpressing MLE12 cells were subjected 

to immunoprecipitation followed by qPCR (n = 3). (C) Cell lysates prepared from 

circFOXO3-knockdown MLE12 cells were subjected to immunoprecipitation followed by qPCR 

(n = 3). (D) CircRNA pull-down assay. The RNA-protein complexes were used to extract 

proteins, which were subjected to western blot analysis of E2F1 (n = 3). (E) Western blotting 

analyses of E2F1 levels in the whole cell lysates and the nuclear fractions of the indicated cells (n 

= 3). (F) Western blot analyses of nuclear E2F1 levels in circFOXO3-knockdown MLE12 cells 



treated with or without 2.5% CSE for 24 h (n = 3). (G) SA-β-gal staining of cells treated with 2.5% 

CSE (n = 3). (H, I) Western blot analysis of E2F1, Beclin 1, p16, and p21 in cells treated with 2.5% 

CSE and/or 3-MA (n = 3). **
P<0.01 vs. NC/Con group, 

##
P<0.01 vs. NC/CSE group, 

&&
P<0.01 

vs. shcircFOXO3/CSE group. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

Supplementary Figure S2. CircFOXO3 knockdown protected against CS-induced AT-II cell 

senescence in vivo. β-Gal (A) and H&E (B) staining of lungs from mice exposed and not exposed 

to CS (n = 6).  

 

 

 

 

 

 

 

 

 

 



 

Supplementary Figure S3. Immunofluorescence microscopy to determine colocalization of p16 

and SFTPC. The ratio of p16+ SFTPC+ cells to total cells is presented on the right (n = 6). 

##
P<0.05 vs. NC/Air group, 

&&
P<0.01 vs. NC/CS group. 

 

 

 

 

 

 

 

 

 

 



 

Supplementary Figure S4. Immunofluorescence microscopy to determine colocalization of p21 

and SFTPC. The ratio of p21+ SFTPC+ cells to total cells is presented on the right (n = 6). 

##
P<0.05 vs. NC/Air group, 

&
P<0.05, 

&&
P<0.01 vs. NC/CS group. 

 

 

 

 

 

 

 

 

 



 

Supplementary Figure S5. Immunofluorescence microscopy to determine colocalization of LC3 

and SFTPC. The ratio of LC3+ SFTPC+ cells to total cells is presented on the right (n = 6). 

##
P<0.05 vs. NC/Air group, 

&&
P<0.01 vs. NC/CS group. 
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