Supplementary Data 1

Day 0 — > Cell plating

Day1 __{ » MHY1485 or DMSO treatment
Day2 __1 » 0 or 6 Gy X-irradiation

Day 3

v

Analysis of cell number, apoptotic and
dead cells, cell cycle, mitochondrial
superoxide production, mitochondrial
Day 5 —t+— Analysis of cell number membrane potential, mitochondrial
and SA-3-gal mass, lipid peroxidation, SA-B-gal,
protein levels via immunofluorescence,
and mRNA levels.

Day 4 —— Analysis of cell number

Day 8 —— Measurements of colony formation

v

Supplementary Data 2

CT26 LLC
1 1

o * o *x T ¥
© ©
= _ " = 0.1
o = o _
© © ==
E 0.1 €  0.01
L L
> >
5 & 0.0014 -
S - S 0.
3 T 3 —

0.01- | | 0.0001- | |

0 Gy 6 Gy 0 Gy 6 Gy

B DMSO [E MHY1485

Supplementary Data 2. Colony formation rate. All quantitative data are presented as mean
* SD (n=3). * p<0.05, two-way ANOVA with post hoc Sidak’s multiple comparisons test vs.
respective DMSO control. § p<0.05, two-tailed Student’s t test vs. respective DMSO control.



Supplementary Data 3
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Supplementary Data 3. Gating of FSC-SSC panel in live cell staining. For apoptosis analysis
(annexin V and JC-1), the green gate was set to include all cells. For senescence analysis (SPiDER-
BGal, MitoBright, MitoSOX, and Liperfluo), the gate was used to excluding annexin V- and PI-

positive cells.

Supplementary Data 4

Relative SPIiDER-BGal

Supplementary Data 4. Relative senescence-associated p-galactosidase levels on Day 5.
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All quantitative data are presented as mean = SD (n = 3). * p<0.05, two-way ANOVA
with post hoc Sidak’s multiple comparisons test vs. respective DMSO control.



Supplementary Data 5

Representative profiles of flow cytometry
(Red line indicates peak in 0 Gy + DMSO groups.)
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Annexin V and Pl staining JC-1 staining
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Cell Cycle
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0 Gy 0 Gy
+ MHY 1485 + DMSO
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0 Gy 0 Gy
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Mitochondria volume
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Mitochondria superoxide
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