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SUPPLEMENTARY FIGURE 1. E2F1 is transcriptionally induced upon DNA damage. Northern blot analysis of HepG2 (A) and HEK293 (B) cells treated with NCS, H2O2 or UV and harvested at the indicated times. Total RNA was extracted from cells and subjected to Northern blot with the [32P]-labelled probes shown in the left margin. The numbers under the bands indicate E2F1-5 quantitation normalized to β-tubulin and control. C, control mock-treated cells.
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SUPPLEMENTARY FIGURE 2. E2F1 and E2F2 are transcriptionally induced upon DNA damage in neuronal cells. Neuro-2a (A), HN9 (B), PC12 (C) cells and rat primary hippocampal neuron cultures (D) treated with NCS, H2O2 or UV and harvested at the indicated times. Total RNA was extracted from cells and subjected to Northern blot analysis with the [32P]-labelled probes shown in the left margin. The numbers under the bands indicate E2F1-5 quantitation normalized to β-tubulin and control. C, control mock-treated cells.
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SUPPLEMENTARY FIGURE 3. The probes used in Northern blot assays are specific. Original images of the nylon membrane corresponding to UV-irradiated HN9 cells (see Supplementary Fig. 2B), which was sequentially hybridized with the indicated [32P]-labelled probes. Probes’ specificity is confirmed by the detection of a unique mRNA. Dotted rectangles indicate the bands that correspond to Supplementary Fig. 2B.
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SUPPLEMENTARY FIGURE 4. E2F1 and E2F2 protein levels increase following DNA damage in HEK293 cells. HEK293 cells treated with NCS, H2O2 or UV and harvested at the indicated times. Equal amounts of proteins from cell lysates were analyzed by Western blot with anti-E2F1 and anti-E2F2 antibodies. The numbers under the bands indicate E2F1 and E2F2 quantitation normalized to β-actin and control. C, control mock-treated cells.

[image: image5.png]10 02 1.0
E2F2

1.0 0.9 0.4

B-tubulin El




SUPPLEMENTARY FIGURE 5. ASE2F1 and ASE2F2 reduce E2F1 and E2F2 mRNA levels. Neuro-2a cells transfected with 1 μM ASE2F1 or ASE2F2 were harvested 18 h later and total RNA was extracted and subjected to Northern blot analysis with the [32P]-labelled probes shown in the left margin. The numbers under the bands indicate E2F1 and E2F2 quantitation normalized to β-tubulin and ASCAT condition.
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SUPPLEMENTARY FIGURE 6. ATM/ATR and MEK kinases activity is required for E2F1 and E2F2 transcriptional upregulation. Neuro-2a (A) and HN9 (B) cells incubated 1 h with 5 mM caffeine, 10 μM KU-55933, 10 μM PD-98059, 50 μM LY-294002 or 25 μM SP-600125 and harvested after a 4 h treatment with NCS, H2O2 or UV. Total RNA was extracted and subjected to Northern blot analysis with the [32P]-labelled probes shown in the left margin. The numbers under the bands indicate E2F1 and E2F2 quantitation normalized to β-tubulin and None (-) condition.
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SUPPLEMENTARY FIGURE 7. Disruption of E2F1 and E2F2 upregulation increases γH2AX intensity in response to DNA damage. Neuro-2A cells transfected with 1 μM of the indicated ODN, were exposed to NCS (A) or H2O2 (B) for 4 h or 10 h, fixed and immunostained using anti-γH2AX antibody. Nuclei were visualized with DAPI staining. Scale bar, 10 μm.
[image: image8.png]Auanoe g-ssedse anijejey

04

NCS H202 uv

None




SUPPLEMENTARY FIGURE 8. Genotoxic treatment leads to apoptotic response. SH-SY5Y cells exposed to the indicated DNA damaging agents, harvested 24 h later and tested for caspase-3 activity. Data represents the mean±SEM of four independent experiments performed in duplicate. P-values were obtained by one-way ANOVA with Dunnett’s posttest: *P<0.05, n.s. not significant.
SUPPLEMENTARY MOVIES LEGENDS

SUPPLEMENTARY MOVIE S1. SH-SY5Y cells expressing E2F1-GFP pre-incubated with Ro 19-8022 photosensitizer and microirradiated with a 405 nm laser. Note the increase on the fluorescence intensity at the site of microirradiation. The movie was acquired with a Nikon A1 inverted confocal microscope. Played at 7 frames/sec.
SUPPLEMENTARY MOVIE S2. SH-SY5Y cells expressing E2F2-GFP pre-incubated with Ro 19-8022 photosensitizer and microirradiated with a 405 nm laser. Note the increase on the fluorescence intensity at the site of microirradiation. The movie was acquired with a Nikon A1 inverted confocal microscope. Played at 7 frames/sec.
