SUPPLEMENTARY FIGURES
Supplemental Figure S1: Expression of Cyclin B1, a G2 specific marker, increases in doxorubicin-induced senescence.
Supplemental Figure S2: Serum starvation induces quiescence in U2OS cells.

Supplemental Figure S3: A375 (human melanoma cells) and A549 (human non-small cell lung cancer cells) undergoing stress-induced premature senescence show elevated levels of SIRT2.
Supplemental Figure S4: Time kinetics for induction of senescence by doxorubicin in U2OS cells.
Supplemental Figure S5: Effect of p53 knockdown by shRNA and p53 stabilization by nutlin on doxorubicin-induced senescence response in U2OS cells.
Supplemental Figure S6: p53 overexpression induces SIRT2 in U2OS cells.
Supplemental Figure S7: Expression of both total and phosphorylated p53 under different conditions of growth arrest and cell death.
Supplemental Figure S8: Doxorubicin-induced senescence in SIRT2 overexpressed and knockdown U2OS cells.
Supplemental Figure S9: Effect of HDAC inhibitor, sodium butyrate (NaB) on doxorubicin induced senescent U2OS cells.
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Supplemental Figure S1: Expression of Cyclin B1, a G2 specific marker, increases in doxorubicin-induced senescence.

Immunoblot showing expression of Cyclin B1 in control and doxorubicin (Dox) treated senescent U2OS cells at different time intervals (24 h, 48 h, 72 h and 120 h).
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Supplemental Figure S2: Serum starvation induces quiescence in U2OS cells.
Cell cycle distribution of quiescent U2OS cells following serum starvation (0.1% serum) at different time intervals (48 h, 72 h and 96 h) using flow cytometry.
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Supplemental Figure S3: A375 (human melanoma cells) and A549 (human non-small cell lung cancer cells) undergoing stress-induced premature senescence show elevated levels of SIRT2.
(A) Bright field images showing SA-βgal activity in A375 and A549 cells following doxorubicin treatment (1µM, 1 h treatment and staining done at 120 h). (B) Immunoblot showing increased expression of SIRT2 and p21 in doxorubicin treated senescent A375 and A549 cells. Tubulin served as loading control.
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Supplemental Figure S4: Time kinetics for induction of senescence by doxorubicin in U2OS cells.

(A) SA-βgal staining of U2OS control and doxorubicin treated (1µM) at different time intervals (24 h to 120 h). (B) Percent SA-βgal positive cells in control and doxorubicin treated U2OS cells at different time intervals. Note, by 72 h of doxorubicin treatment maximal cells showed positivity for SA β-galactosidase.
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Supplemental Figure S5: Effect of p53 knockdown by shRNA and p53 stabilization by nutlin on doxorubicin-induced senescence response in U2OS cells.
(A) Percent SA-βgal positive cells after doxorubicin treatment (1 µM) in non-target shRNA (NT shRNA) and p53 shRNA U2OS cells at 120 h. (B) Percent SA-βgal positivity in U2OS cells treated with doxorubicin (0.2 µM) and nutlin (5 µM) either alone or in combination at 120 h.
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Supplemental Figure S6: p53 overexpression induces SIRT2 in U2OS cells. 
(A) Immunoblot showing expression of p53, SIRT2 and p21 following transfection with either vector control or TP53 plasmid. Cells were cultured in fresh media and were harvested after 72 h of transfection. GAPDH served as loading control. (B) Quantification of SIRT2 levels in TP53 transfected cells and vector control transfected cells at 72 h post transfection. Data represents mean + SD of four independent experiments (*P < 0.05).
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Supplemental Figure S7: Expression of both total and phosphorylated p53 under different conditions of growth arrest and cell death 

(A) Immunoblot showing increased expression of p53, SIRT2, p21 and phospho-p53 in control, quiescent (0.1 % serum, 96 h), senescent (1 µM doxorubicin, 2 h treatment, cells collected at 120 h) and apoptotic (10 µM doxorubicin, 2 h treatment, cells collected at 72 h) U2OS cells. GAPDH served as loading control. Values below the blots represent the relative expression of phospho-p53 in control, quiescent, senescent and apoptotic U2OS cells normalized to GAPDH. (B) Bar diagram indicates the relative p53 expression in control, quiescent, senescent and apoptotic U2OS cells. Data represents mean + SD of three experiments. (C-E) Quantitative analysis of the time kinetic of total and phospho-p53 expression levels when treated with different doses of doxorubicin inducing either senescence (1 µM doxorubicin) or apoptosis (10 µM doxorubicin) in U2OS cells. Cells were treated with different concentrations of doxorubicin for 2 h and were cultured in fresh medium for indicated time intervals. The bar graph represents the results of three independent experiments (*P < 0.05).
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Supplemental Figure S8: Doxorubicin-induced senescence in SIRT2 overexpressed and knockdown U2OS cells.

(A) Morphology and SA-βgal staining after doxorubicin treatment, at 120 h in U2OS stable cells expressing either GFP or SIRT2- GFP. (B, C) Quantification of Lamin B1 and p21 levels after doxorubicin treatment (0.1µM and 1µM) in GFP and SIRT2- GFP over expressing stable U2OS cells. Data represents mean + SD of three experiments (*P < 0.05). (D) Morphology and SA-βgal staining after doxorubicin treatment (different doses) in U2OS cells expressing either non-target shRNA (NT shRNA) or SIRT2 shRNA. (E, F) Quantification of Lamin B1 and p21 levels after doxorubicin treatment (0.1µM and 1µM) in control (NT shRNA) and SIRT2 depleted cells (SIRT2 shRNA). Data represents mean + SD of three experiments.
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Supplemental Figure S9: Effect of HDAC inhibitor, sodium butyrate (NaB) on doxorubicin induced senescent U2OS cells.
Immunoblot showing expression of SIRT2, p53, p21 and acetylated H3K9 in control and doxorubicin induced senescent U2OS cells (1 µM doxorubicin, 2 h treatment, 72 h) followed by treatment with different concentrations of sodium butyrate (NaB) as indicated for 6 h. GAPDH served as loading control.
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