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Extended Data Fig. 9 | Imposing mitochondrial stress enhances the senolytic 
efficacy of ABT263 and ARV825. Early-passage pre-senescent (control) or 
DXR-induced senescent (DXR-Sen) TIG-3 cells were transfected twice, at 3-day 
intervals, with two different validated siRNAs targeting Polg or a control siRNA. 
a, Experimental timeline. b, c, On day 3, cells were analysed by western blotting 
to confirm Polg knockdown efficiency (b) or by mtDNA copy number analysis (c). 
d–f, Remaining cells were further treated with ABT263 or ARV825 for 3 additional 
days and, 2 days later, subjected to MT-1 staining to assess mitochondrial 

membrane potential (d) or CellROX staining to detect ROS levels (e). Relative 
cell numbers were monitored throughout the experiments (f). Nuclei were 
counterstained with DAPI and histograms show single-cell quantification; 51 cells 
(d) and 60 cells (e) were scored per group. Data are presented as mean ± s.d.  
(c–f). Statistical significance was assessed by one-way ANOVA followed by  
Tukey’s or Sidak’s test (c, d, e), or two-sided Welch’s t-test (f). Scale bars, 10 μm  
(d, e). Representative results from two independent experiments are shown.



Nature Aging

Letter https://doi.org/10.1038/s43587-025-01057-z

Extended Data Fig. 10 | Ketogenic diet feeding or SGLT2 inhibition enhances 
the senolytic efficacy of ABT263 and ARV825 in mice. a and b, Mice described 
in Fig. 4a were euthanized at week 100, and tumour-free areas of the lungs were 
collected and subjected to the immunofluorescence analysis of p16INK4a-positive 
(a) or p21WAF1/CIP1-positive (b) but Ki67-negative cells (4 fields per mouse, 6 mice 
per group). c and d, Mice described in Fig. 4f were euthanized and serial sections 
of xenograft tumours were analysed by dihydroethidium (DHE) staining  
for ROS (c), or TUNEL staining (d). Nuclei were counterstained with DAPI. 

Enlarged views of regions outlined with yellow dotted lines are shown in the  
lower left corners; histograms to the right show the percentages of positive  
cells, quantified from 4 fields per mouse across 5 mice per group. Data are 
presented as mean ± s.d. (a–d). Statistical significance was assessed by two-sided 
Welch’s t-test (a-d). Scale bars, 10 µm (a-d). Although data shown are from 
technical replicates, experiments were independently repeated at least once to 
confirm reproducibility.
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