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Supplemental experimental procedures 
Cell systems 
 Wild-type (PS+/+), PS1-/-, PS2-/-, PS1-/-PS2-/- (PS-/-),  βAPP-/-, p19Arf-/- and p19Arf-/-

p53-/- fibroblasts, BD6 (PS+/+) and BD8 (PS-/-) blastocysts, and HEK293 cells were 
obtained and cultured as described (Herreman et al., 2000; Zhang et al., 2000; 
Leissring et al., 2002; Alves da Costa et al., 2004).   

TSM-1 neurons stable transfectants were obtained after transfection of 2µg of 
wild-type PS1, M146V-PS1, wild-type PS2 or N141I-PS2 cDNA with 4µl of 
Lipofectamine 2000 (Invitrogen) in 35 mm wells. Positive transfectants were screened 
by Western-blot analysis using anti-PS1 and anti-PS2 antibodies as described 
(Ancolio et al., 1997). 
 
Gel Shift (EMSA) 

Electrophoretic mobility shift assays (EMSA) were performed using a 
commercial DNA-binding-protein detection system (Promega, Charbonnières, 
France). In brief, three couples of oligonucleotides (p53-1F:5-
GCCAGGAGCCTCGCAGGGGTTGATGGGATTGGGGTTTTCCCCTCCCATGTGCT
CAAGACTGGCGC3’/p53-1R:-5’GCGCCAGTCTTGAGCACATGGGAGGGGAAAA 
CCCCAATCCCATCAACCCCTGCGAGGCTCCTGGC3'; p532-F:GGCACCAGGTC 
GGCGAGAATCCTGACTCTGCACCCTCCTCCCCAACTCCATTTCCTTTGCTTCCT
CCGGC3’/p53-2R:5'-GCCGGAGGAAGCAAAGGAAATGGAGTTGGGGAGGAGG 
GTGCAGAGTCAGGATTCTCGCCGACCTGGTGCC-3';p53-3F:TTCCTCCGGCAGG 
CGGATTACTTGCCCTTACTTGTCATGGCGACTGTCGACCTTTGTGCCAGGAGC
CTCG-3’/p53-3R:5'-CGAGGCTCCTGGCACAAAGCTGGACAGTCGCCATGACAA 
GTAAGGGCAAGTAATCCGCCTGCCGGAGGAA-3' covering distinct regions of the 
human p53 promoter were synthesized by Eurogentec, annealed and end labeled 
using [32P]ATP (6000Ci /mmol, ICN Biomedicals, Orsay, France). For the preparation 
of nuclear extracts HEK293 cells were cultivated in 100 mm diameter dishes and 
transiently transfected with 12 µg cDNA of either empty vector or a mix of myc-
tagged AICDC59 (6 µg), TIP60 (3µg) and Fe65 (3µg) by means of DAC30 reactive as 
previously described. Forty eight hours after transfection, cells were recovered and 
nuclear extracts were prepared according the Current Protocols in Molecular 
Biology. Binding reactions containing 10 µg of nuclear extract proteins were 
performed at 37°C using the p53-2 probe according to the manufacturer’s conditions. 
The specificity of the above-described reactions was verified by a supershift assay 
where a pre-incubation of nuclear extracts with either anti-myc (specific) or anti-
mouse (non-specific) antibodies at 37°C for 10 minutes is performed before the 
addition of the labeled probe and re-incubation at 37°C for 20 minutes. Then, protein-
DNA complexes were resolved by electrophoresis through 7% native polyacrylamide 
gels in buffer containing 5mM Tris, pH 8.3.and 38 mM glycine for 3 hours at 300V. 
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Gels were dried and autoradiographed on a BAS-1500 phosphorimager (Fujifilm, 
Tokio, Japan). 
 
Tunel analysis 

p19Arf-/- and p19Arf-/- p53-/- fibroblasts were transfected with empty or AICD59 
coding vectors, alone or in combination with Tip60 and Fe65 cDNA using 
Lipofectamine 2000 (Invitrogen, Cergy-Pontoise, France) as described by supplier. 
Thirty six hours post-transfection, cells were fixed 20 min in paraformaldehyde, 
rinsed and permeabilized overnight in 70% ethanol, then processed for the dUTP 
nick end labelling using in situ cell death detection kit, POD (ROCHE Applied 
Science, Meylan, France) as recommended. For quantification, total cells were 
conterstained with erythrosine B. Cells undergoing cell death were counted using 
ImageJ software on 10 independent optical fields. 
 
PS1- and PS2-like immunoreactivity analysis 
Wild-type (PS+/+) and PS1-deficient PS1-/- mouse fibroblasts (A,B) or Mock 
(pcDNA3)- or wild-type PS1-transfected HEK293 cells (C,D) were grown in 35-mm 
dishes and resuspended in 500 µl of lysis buffer. Fifty µg of proteins were subjected 
to SDS-PAGE on a 12% Tris/Glycine gel, transferred onto nitrocellulose and 
incubated with anti-tubulin monoclonal antibody (1/5000, Sigma), anti NTF-PS1 or 
anti-loop PS2 polyclonal antibody (1/1000, gift from Dr G. Thinakaran). Bound 
antibodies were detected with goat anti-mouse or goat anti-rabbit HRP-conjugated 
antibodies (1/5000, Beckman Coulter) and revealed by enhanced chemiluminescence 
as described in the Methods. 
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