Supplementary information


Materials and Methods

Antibodies
The antibody C16 targeted against histone H3 (#sc-8654) was purchased from Santa Cruz, Heidelberg, Germany and the antibody 6C5 targeted against GAPDH (Glyceraldehyde-3-phosphate dehydrogenase, #5G4) was obtained from HyTest, Turku, Finland. 

Cell fractionation
Cells were washed with ice-cold PBS, scraped from the dish and collected by centrifugation at 2000 rpm for 5 min. The pellet was suspended in 400 µl ice-cold buffer A (10 mM HEPES pH 7.5; 10 mM KCl, 0.1 mM EGTA, 0.1 mM EDTA) and centrifuged for 30s at 13 000 rpm. The supernatant was removed and the pellet was suspended in 400 µl cold buffer A and incubated for 15 min. 25µl of 10% NP40 were added, the sample was vigorously vortexed and centrifuged for 1 min at 13 000 rpm. The supernatant contained the cytoplasmic fraction. The pellet was suspended in 150 µl cold buffer C (20 mM HEPES pH 7.5, 0.42 M NaCl, 1.5 mM MgCl2, 0.2 mM EDTA, 25% glycerol) and sonified with 5 pulses.

Colony assay
Cells were plated at a density of 200 cells per well in a 6-well plate. 24h after plating, cells were treated for 1h with 15 mM or with 5 mM etoposide. The medium with the drugs was aspirated and the cells were washed once with medium. Fresh medium was added and the cells were cultured for 10 days. Thereafter, the medium was aspirated, the colonies were washed with PBS, fixed with methanol, stained with 1% crystal violet in PBS and counted. 
Figure legends
Supplementary figure 1: Fam83F is not a target of p53. H1299 cells were transfected with a plasmid encoding p53 or with vector DNA for control. 24h after transfection, cells were lysed and divided into two parts. (A) One part was used to purify RNA. The RNA was transcribed into cDNA and the amounts of fam83F, p21, mdm2 and actin RNAs were determined by qRT-PCR. The graphs show mean values and standard deviations of the obtained 2^CT numbers of qRT-PCR signals from 3 independent experiments. Relative abundance of fam83F, p21 and mdm2 RNA in vector-transfected cells was set to 1. (B) The second part of the cells was used to monitor p53 abundance by Western blotting. Immunodetection with an antibody targeted against PCNA was performed for loading control.

Supplementary figure 2: Fam83F is present in the cell nucleus. H1299 cells were transfected with plasmids encoding p53, Mdm2 and Fam83F in the indicated combinations. 24h after transfection, cells were harvested and fractionated into cytoplasmic and nuclear lysate. Abundance of p53 and Fam83F were monitored by Western blotting. Immunodetection with antibodies targeted against GAPDH (cytoplasmic) and Histone H3 (nuclear) were performed for control.

Supplementary figure 3: Mdm2 is not displacing p53 from Fam83F. H1299 cells were transfected with plasmids encoding p53 and Flag-tagged Fam83F together with a plasmid encoding Mdm2 or with vector DNA. 24h after transfection, Flag-Fam83F was precipitated and associated p53 was monitored by Western Blotting. An aliquot of the lysed cells was used to monitor abundance of p53, Mdm2 and Flag-tagged Fam83F by Western blotting.

Supplementary figure 4: Fam83F contributes to the DNA damage response. (A) RKO cells were exposed to UV light (40 J/m2) or treated with etoposide (50 mM f.c.) and harvested at the indicated time points. The cells were divided into two parts. One part was used to monitor abundance of p53 and Fam83F by Western blotting. Immunodetection with an antibody targeted against PCNA was performed for loading control. From the second part, RNA was purified. The RNA was transcribed into cDNA and the amounts of fam83F and actin RNAs were determined by qRT-PCR. The graphs show mean values and standard deviations of the obtained 2^CT numbers of qRT-PCR signals from 3 independent experiments. Relative abundance of fam83F RNA of cells that were harvested at the time of treatment (0h) was set to 1. (B) RKO cells that have been infected with lentiviruses containing a control siRNA (ctrl shRNA) and RKO cells that had been infected with lentiviruses containing two different siRNA targeted against Fam83F (Fam83F shRNA I; Fam83F shRNA II) were treated with 1.5 mM hydroxyurea or with 5 mM MMS. The cells were harvested 18h after treatment. p21 and PCNA (loading control) protein levels were determined by Western blotting. The signals for p21 and PCNA were quantified and the relative amount of p21 protein was calculated. The graph shows mean values and standard deviations of a total of 8 different Western blots from 5 independent experiments. The relative amount of untreated control cells was set to 1. (***: p>0.005; **: p>0.01; *: p>0.05). (C) RKO cells that had been infected with lentiviruses containing a control siRNA (ctrl shRNA) and RKO cells that had been infected with lentiviruses containing two different siRNAs targeted against Fam83F (Fam83F shRNA I; Fam83F shRNA II) were treated for 1h with etoposide at the indicated concentrations. After treatment, cells were washed and incubated with fresh medium for 10 days. Colonies were fixed, stained with crystal violet and counted. The graph shows mean values and standard deviations of 3 different experiments. Colony numbers of untreated cells were set to 1.

Supplementary figure 5: Distribution of p53 mutations. Missense and truncated mutations are shown above and below the p53 protein respectively. The splice mutation targets a splice site between exon 7 and 8. TAD: transactivation domain; PRD: proline rich domain; OD: oligomerization domain; CTD: carboxyterminal domain.
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