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Supplemental Figure S1. Antibody specificity validation using ELISA (A) and!
DOT BLOT (B)!
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Supplemental Figure S2. Simulation of HEY1 phosphorylation at residue Ser-68 
inhibits its ability to enhance p53 transcriptional activity. (A) U2OS cells were 
transfected with 100 ng of BAX-LUC and 200 ng of expression vectors for HEY1 or 
HEY1-S68D. After transfection, cells were incubated 24 hours. Subsequently cell 
lysates were assayed using a dual luciferase reporter system. Normalized values are 
expressed relative to the activity of the reporter in the absence of HEY1. The results 
shown represent the averages of results of three independent experiments assayed in 
duplicate + s.d. !



Supplemental Figure S3. Coomassie-stained gel show the typical expression levels of!
the bacterially expressed GST fusion proteins used in the pull-down assays marked!
with an asterisk. To perform the assays all proteins were diluted at similar 
concentrations.!



Supplemental Figure S4. Characterization of U2OS-HEY1 and U2OS-S68D cell lines. 
(A) Phase-contrast micrograph of monolayers of U2OS-HEY1 and U2OS-S68D cells 
cultured for 7 days in the presence of 1 µg/ml tetracycline.  (B) Quantitative RT-PCR 
analysis expression for the expression of HES1, RUNX2, AJUBA and FOSB transcripts 
in U2OS-HEY1 (white bars) and U2OS-S68D (black bars) cells treated with 1 µg/ml 
tetracycline (Tet) for 4 h, 8 h or 24 h. Results from a representative experiment are 
shown. qRT-PCR analysis was performed as previously described (PMID: 19802006). 
The human-specific primers used were: HES1-forward; CGGACATTCTGGAAATGACA, 
H E S 1 - r e v e r s e ; C AT T G AT C T G G G T C AT G C A G , R U N X 2 - f o r w a r d ; 
CAGACCAGCAGCACTCCATA, RUNX2-reverse; CAGCGTCAACACCATCATTC; 
AJUBA- fo rwa rd ; CTGGAAATGATGACTCCTGACA , AJU BA- re ve rse ; 
ACAAGGTGCATTTTCCCCTC. FOSB-forward; GAAGAGGAGAAGCGAAGGGT , 
FOSB-reverse; CACCAGCACAAACTCCAGAC.!
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Supplemental Figure S5. Ribosomal stress induced by Actinomycin D cause HEY1 
localization in phase light nucleolar caps. U2OS cells previously transfected with 
expression vector for Flag-Tagged HEY1 were treated with Actinomycin D (5 nM) for 6h 
and assayed by indirect immunofluorescence with anti-Flag antibody. The left picture 
shows the indirect immunofluorescence with anti-Flag antibody (green) and DAPI 
staining of DNA (blue) and the right picture shows the phase contrast. Arrows indicate 
nucleolar caps. Bars, 20 µm.!



Supplemental Figure S6. Figure 8. In vitro interaction of NONO with HEY1. Whole 
cell extracts from U2OS cells previously transfected with expression vector for Flag-
tagged NONO were incubated with glutathione S-transferase (GST) fusion proteins of 
HEY1 or HEY1-S68D coupled with Sepharose beads. Bound proteins were detected by 
western blotting using anti-Flag antibody. !



Supplemental Figure S7. Ribosomal stress induced by Actinomycin D causes HES1 
and HEY2 perinucleolar localization. (A) U2OS cells previously transfected with 
expression vector for Flag-Tagged HES1 or Flag-Tagged HEY2 were treated with 
Actinomycin D (5nM) for 6h and assayed by indirect immunofluorescence with anti-Flag 
antibody. The first column shows the indirect immunofluorescence with anti-Flag 
antibody, the second column shows DAPI staining of DNA and the third column shows 
the merge image indicating the degree of colocalization. Bars, 20 µM.!












