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Supplementary Figure 1. Reversal of histone acetylation and γH2AX after SAHA 
removal. A and B, MCF-7 were treated for 4 hours with 1.25 μM (A) or 10 μM (B) 
SAHA. After washing out SAHA, H3K9ac was measured by Western blotting at different 
time points. Quantification of H3K9ac (normalized to the actin) shows reversal of histone 
hyperacetylation within one hour after SAHA removal. C, Western blotting and 
quantification of the γH2AX response after removal of 10 μM SAHA. D and E, 
Representative images (D) and quantification (E) showing reversal of γH2AX foci 
observed by immunofluorescence after SAHA removal following a 4-hour treatment with 
10 μM SAHA. 
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Supplementary Figure 2. The induction of γH2AX foci is partially transcription 
dependent. A, Representative immunofluorescence images of γH2AX foci observed in 
lymphocytes treated for 6 hours with 5 μM SAHA. B, Lymphocytes were treated with the 
transcription inhibitor flavopiridol (1 µM, 1 h) before the addition of SAHA (5 or 10 µM 
for 6 h). Quantification of the γH2AX-positive lymphocytes (average ± S.D of 3 
independent experiments) was determined by FACS. Asterisks denote significant 
difference from SAHA-treated cells in the absence of FLV (p<0.005; t-test). 



Conti et al., Supplementary figures, p. 3 of 4 

 
 
Supplementary Figure 3: HDAC3 downregulation increases origin firing.  
Upon silencing of HDAC3 (72 hour treatment with siRNA), MDA-MB-231 cells were 
sequentially pulsed with IdU and CldU for 20 minutes. Single molecule analysis revealed 
shorter distance between replication origins, suggesting activation of dormant origins. 
The histogram reported is representative of three independent experiments showing 
consistent results. 
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Supplementary Figure 4: Cell cycle profiles of MCF7 cells treated with SAHA as 
indicated. The percentage of cells in sub-G1 peaks over the total is reported in each 
histogram. 


