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SUPPLEMENTARY FIGURES 
 

 
 

Supplementary Figure 1. Cell cycle analysis. 1×106 cell, were fixed by resuspention in 500 µl of cold 70% ethanol under continuous 

gentle vortexing and incubated at 4°C 30 minutes or kept overnight at −20°C. Cells were then recovered by centrifugation, washed twice in 
PBS and incubated for 1h at room temperature in 1 ml PBS containing propidium iodide (20 µg/ml), NP40 0.1% and ribonuclease (40 µ/ml). 
Samples were analysed by a BD™ LSRFortessa™ X-20 Flow Cytometer with 488-nm excitation and a 610/20nm bandpass emission filter. 
FlowJo™ software was used for data analysis. 
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Supplementary Figure 2. Western blot detection of Histone proteins. (A) Red ponceau Staining of membrane. Histones extracts (5 

micrograms) were resolved using 15% SDS-PAGE and electrotransferred to a nitrocellulose membrane with a Trans-blot turbo system 
(Biorad). Membranes were stianed using red ponceau solution  (P7170 Sigma-Aldrich). Nitrocellulose  membrane was destained  using PBS 1X  
and used for  immunologically detection. (B) Immunoblotting. Membranes were incubated using the following primary antibodies: Histone 
H1 (1:1000; Abcam ab71594), Histone H2B (D2H6) (1:1000; Cell signaling 112364), Histone H2A (1:1000; Cell signaling 2578), Histone H3 
Antibody (1:1000; Cell signaling 9715), Histone H4 (1:1000; Cell signaling 2592). (C) 2D Western Blot. Red ponceau Staining of membranes 
and image master analysis. For 2D Western blot analysis, equal amounts of histone extracts were resolved by 2D TAU/SDS gel. To minimize 
gel to gel variation and ensure a reliable comparison among analyzed samples second dimension for each sample was run on Mini-
PROTEAN® TGX™ Precast Gels, IPG Well (15%). Resulting gel were transferred to nitrocellulose membranes with a Trans-blot turbo system 
(Biorad) using Trans-Blot® Turbo™ Mini Nitrocellulose Transfer Packs. To ensure equal protein loading, membranes were incubated with red 
ponceau solution  (P7170 Sigma-Aldrich). Images were acquired using Image scanner II (GE Helthcare). Membrane image were visualized 
using image master 2D platinum.  3D visualization tool testify the loading of equal amount for each Histone extract (panel D). 
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Supplementary Figure 3. Fragmentation MS/MS spectra of the modified peptide carrying identified PTMs. MS/MS data are 

referred to all analyzed histones. Data were analyzed by Proteome Discoverer 1.4 software. MS/MS data were searched on the Human 
UniProt database. For each PTM we reported: Sequence, type of modification, Charge, m/z, and RT. 

 


