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Supplementary Figures 

 

 

 

Supplementary Fig. 1. Nintedanib and ABT263 modulate apoptotic factors in HDFs via 

different mechanisms. A to C Senescent (S) and nonsenescent (NS) HDFs were treated with 

DMSO, nintedanib (5 μM), or ABT263 (5 μM) for three days, and then western blot assays 

using anti-Bcl-xL (A), anti-Bim, anti-Bak (B), and anti-PARP-1 (C) antibodies were performed 

to determine the expression of apoptotic factors. The data normalized to those for DMSO-

treated cells are shown as the mean  S.D. *p<0.05, **p<0.01, ***p<0.001 by one-way 

ANOVA with Tukey’s post hoc test. 
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Supplementary Fig. 2 Nintedanib-induced arrested cell proliferation in nonsenescent 

HDFs is restored after the drug withdrawal. Cell morphological changes after nintedanib 

removal. DMSO or nintedanib (5 μM) was treated for the first 3 days, and then, the HDFs were 

cultured in complete growth medium from 3 to 10 days after chemical removal. Scale bar, 500 

μm.  
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Gene list 

Genecard UNIPROT SIGNOR String 

EPOR SLC40A1 LYN MAPK3 CSF2RB STAT5A 

LYN IL5RA SIRPA IL6ST STAT5A LEPR 

SIRPA MPL SH2B1 LEPR STAM2 STAT5B 

SH2B1 CSF2RB TEC CCR2 IL6R STAT1 

TEC TYK2 IL23R CTLA4 IL5RA STAT3 

IL23R JAK1 SKB1 PRMT5 IL10RA EPOR 

SKB1 NCK1 STAM2 EZH2 IL4R IRS1 

STAM2 ROCK2 LEPR GAB2 ITGB2 SOCS3 

IFNGR2 EPOR HSP90AB1 STAT4 IFNGR1 SOCS1 

HSP90AB1 PTPN11 STRA6 STAT1 ITGAL PTPN11 

STRA6 SOCS3 RHEX STAT3 IFNGR2  

RHEX PTPN6 ASB2 MAP3K5 CSF2RA  

ASB2 PIK3R1 IL6ST ARHGEF1   

 FYN GHR ATOH1   

 IL12RB2 STAT5B STAT6   

 IFNGR2 STAT5A STAT5B   

 IFNGR1 PIK3CA    
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Supplementary Fig. 3 JAK-STAT3 pathway is one of nintedanib-associated signaling 

alterations in senescent HDFs. A KEGG pathway in nintedanib-treated senescent cells vs. 

control-treated senescent cells. B and C GSEA (B) of transcriptomics data obtained from 

nintedanib- or ABT263-treated senescent HDFs with JAK2 pathway-related genes listed in 

various tested databases (C). The normalized enrichment score (NES) and p value are indicated 

at the bottom of the corresponding figures.  
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Supplementary Fig. 4 Immunoblots for validating STAT3 overexpression constructs. 

Nonsenescent HDFs were infected with lentiviral particles to overexpress LacZ, wild-type (WT) 

STAT3, or mutants STAT3 (Y705E or Y705F) proteins. Western blot assays using anti-p-JAK2, 

anti-JAK2, anti-p-STAT3, and anti-STAT3 antibodies were performed to determine the 

lentiviral transduction efficiency. 
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Supplementary Fig. 5 Nintedanib shows senolytic effects on bleomycin-induced cellular 

senescence of human pulmonary fibroblasts (HPFs). A Nonsenescent HPFs were treated 

with bleomycin (25, 50, and 75 μg/ml) for 5 days, and then. we confirmed cell morphological 

changes. Images were randomly captured (left panel). Western blot assays using anti-p16, and 

anti-p21 antibodies were performed to confirm bleomycin-induced cellular senescence (right 

panel). B Bleomycin-induced senescent HPFs were treated with 10 μM nintedanib, and 5 μM 

ABT263 for 3 days. SAβG staining was performed to measure the number of senescent cells. 

C Bleomycin-induced senescent HPFs were treated with nintedanib (10, 20, and 30 μM) for 3 

days and then CCK-8 assays were performed to determine cell viability. Scale bar, 500 m. 

The data normalized to those for DMSO-treated cells are shown as the mean  S.D. *p<0.05, 

**p<0.01, ***p<0.001 by one-way ANOVA with Tukey’s post hoc test. 


