
 SUPPLEMENTARY FIGURE LEGENDS:  

 

Supplementary Fig. 1. A) Western blot analysis of cleaved-PARP-1, p53 and γ-H2AX protein 

levels in U2OS cells in untreated condition and after 1, 3, 6, 18 and 24 hrs of etoposide. B) Scatter 

plot shows the mean intensity of TSPYL2 in U2OS nuclei in unstressed condition and after 

etoposide treatment. Average ± S.E.M are indicated in red. P-value was calculated using Student’s 

t-test. C) Proliferation rate analyses of the indicated cancer cell lines. No statistically significant 

difference among the cell lines was found according to ANOVA test. D) Cell cycle profile analyses 

by flow cytometry of the indicated cancer cell lines. E) Western blot analysis of TSPYL2 levels in 

different human cancer cell lines in untreated conditions. F) Examples of EdU and TSPYL2 

staining in untreated and etoposide treated cells. G) Chart representing the percentage of EdU 

positive and negative cells with accumulated TSPYL2 after etoposide treatment. H) 

Immunofluorescence staining of TSPYL2 and γ-H2AX in untreated and etoposide treated U2OS 

cells. 

 

Supplementary Fig. 2. A) The MA0024.3 matrix of the JASPAR CORE database (left) and 

visualization of E2F1 binding site position between -164bp and -176bp from the TSPYL2 ATG 

start site (right). B) E2F1 binding site on TSPYL2 promoter is conserved among species. C) 

Western blot analysis of ectopic E2F1 levels upon etoposide treatment in U2OS cells transfected 

with MOCK and FLAG-E2F1 expression vectors, used for luciferase assays.  

 

Supplementary Fig. 3. Western blot analysis of TSPYL2 levels in MG-63 (left) and A549 (right) 

cells treated with MG-132 for 8 hrs, in untreated and etoposide-treated conditions.  

 

Supplementary Fig. 4. A) Western blot analysis of cleaved PARP-1 and acetylated-p53 levels after 

etoposide treatment for 24 and 48 hrs, in TSPYL2 depleted U2OS and B) MG-63 cells.  



Supplementary Fig. 5. A) TCGA data available for TSPYL2 gene according to the sex in different 

cancer types. B) Types and distribution of TSPYL2 mutations in the different cancer cases of the 

TCGA database. C) Mutations localization along TSPYL2 protein in all, sex-related and somatic 

tumors. D) Kaplan-Meier plots showing the percentage of patients who are alive at a time point in 

different sex specific tumors according to TSPYL2 expression level (high in red and low in blue). 

E) Kaplan-Meier plots, obtained from “The Human Protein Atlas” web site, summarizing the 

prognostic role of TSPYL2. 

 

Supplementary Table I 

List of the tumor types investigated during TCGA data analyses aimed at the identification of 

TSPYL2 mutations. 
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