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Supplementary Figures 

 
Figure S1. Inhibition of CBP/β-catenin interaction promotes cell death in STS cells. Cells were treated 
with PRI-724 (10 µM), fixed with ethanol, stained with propidium iodide, and DNA content was 
determined by flow cytometry. Histograms of PRI-724-treated cells for 0, 48 and 72 h are shown. The 
fluorescence values (count) used to calculate the peaks corresponding to the sub-G1, G1 and the 
G2/S/M phase are indicated on each histogram. 
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Figure S2. Determination of cellular apoptosis upon treatment with PRI-724 a) Detection of apoptosis 
by concurrent staining with Annexin V and PI. STS cells were treated with PRI-724 (10 µM) for 48 and 
72 h. Cells were subsequently stained with Annexin V and PI and their fluorescence was measured 
by flow cytometry. Columns show the percentage of necrotic cells, and cells at early or late stage of 
apoptosis. b) STS cells were treated with PRI-724 (10 µM) for 48 and 72 h. Panel show the 
immunoreactive bands of PARP  and β-actin, used as loading control. c) Caspase 3/7 activation upon 
treatment with PRI-724. STS cells were treated with PRI-724 (at 10 µM) and incubated for 48 and 72 
h. Caspase activity was determined using the Caspase-Glo 3/7 Assay Kit. Caspase activity is 
represented as fold induction relative to vehicle-treated cells, and data represents mean ± S.E.M. from 
two independent determinations performed in triplicate.*, p < 0.05; **, p < 0.01 and ***, p < 0.001 
compared with vehicle-treated cells. 
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Figure S3. Inhibition of CBP/β-catenin interaction does not alter β-catenin subcellular localization. 
STS cells treated with PRI-724 (10 µM) for 48 h were subjected to subcellular fractionation. Upper 
panel show the immunoreactive bands of β-catenin (#8480, Cell Signaling, 92 kDa) in cytoplasmic and 
nuclear fractions in a representative immunoblot of at least three independent experiments. α-Tubulin 
(#T9026, Sigma-Aldrich, 50 kDa) and PARP (#9542S, Cell Signaling, 116 kDa) were used as a 
cytoplasmic and nuclear marker, respectively. 
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Figure S4. Inhibition of CBP/β-catenin interaction does not alter β-catenin nuclear levels in STS cells. 
48h after treatment with PRI-724 (10 µM), cells were fixed with methanol: acetone (1:1) and incubated 
with the primary antibody β-catenin (D10A8) [(XP Rabbit mAb #8480, Cell Signaling Technology)] 
followed by the addition of the secondary antibody Alexa Fluor 488 (Goat a-R A11008, Invitrogen). 
DAPI was added to visualize the nuclei. Images were taken with confocal microscope (ZEISS LSM 
710, with a 40X objective and power of 512 × 512 pixels) and colocalization analysis was made using 
ZEN 2011 software to detect the presence of β-catenin in the nucleus. PRI-724 treated cells presented 
similar protein levels of nuclear β-catenin to vehicle-treated cells. Each column represents means ± 
SEM of at least two independent experiments performed by duplicate. *, p < 0.05 compared with 
vehicle-treated cells. 

 
Figure S5. Inhibition of CBP/β-catenin interaction decreases the expression of TCF/β-catenin 
dependent target genes. CCND1 and CDC25A mRNA expression levels in STS cells treated with PRI-
724 (10 µM) for 24, 48 and 72 h. Each column represents means ± SEM of three independent 
determinations performed by duplicate. *, p < 0.05, **, p < 0.01 and ***, p < 0.001 compared with vehicle-
treated cells. 
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Figure S6. CDC25A mRNA expression levels in STS cells after transfection of CDC25A siRNA for 48, 
72 and 96 h. Each column represents means ± SEM of three independent determinations performed 
by duplicate. **, p < 0.01 and ***, p < 0.001 compared with non-target siRNA transfected cells. 
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Figure S7. CDC25A mRNA expression levels in STS cells. SK-UT-1 cells were treated with PRI-724 (10 
and 30 µM), transfected with CDC25A siRNA or non-target siRNA for 72 h. After 24 h of siRNA 
transfection, cells were co-transfected with pCMV-CDC25A plasmid or the empty vector pcDNA3.1 
for 48 h. Each column represents mean ± SEM of three independent experiments performed in 
duplicate. *, p < 0.05 and ***, p < 0.001 compared with their respective control cells. 

Supplementary Tables 

Table S1. STS cell lines characteristics and IC50 values for PRI-724 after 48 h. 

Cell line Histology 
Mutations 

Other mutated genes PRI-724 
IC50 value (µM) APC 

β-catenin 
(CTNNB1) 

93T449 Liposarcoma NA NA MDM2, CDK4, HMGA2 5.18 ±0.95 
AW Liposarcoma NA NA NA 8.80 ±0.99 

HT-1080 Fibrosarcoma No No CDKN2A, IDH1, NRAS 9.35 ±1.25 
CP0024 Leiomyosarcoma NA NA NA 9.77 ±1.01 
SW982 Synovial Sarcoma No No BRAF, CDKN2A 20.13 ±3.21 

SW872 Liposarcoma No No 
BRAF, CDKN2A, PTEN, 

TP53 
36.03 ±5.15 

SK-UT-1 Leiomyosarcoma 
 (c.4661delA) 
(c.3286C>T) 

No PIK3A, PTEN, RB1, TP53 38.86 ±4.31 

SW684 Fibrosarcoma (c.5460C>T) (c.1213C>T) TP53 >50 
ICP020 Liposarcoma NA NA NA >50 

NA: not available Data actualized from [14]. 

Table S2. Combination Index (CI) values for combinations of the CBP/β-catenin inhibitor with 
standard chemotherapeutic agents: trabectedin and doxorubicin in STS cells. 

 PRI-724:Trabectedin PRI-724:Doxorubicin 
Cell line 1:1 1:3 3:1 1:1 1:3 3:1 
93T449 0.99 1.44 1.07 0.73 0.96 0.87 

AW 0.68 0.77 0.70 1.48 2.44 0.87 
HT-1080 0.86 0.90 0.79 0.78 0.85 0.60 
CP0024 0.77 1.01 0.75 0.69 0.47 0.69 
SK-UT-1 1.23 1.20 1.31 0.75 0.58 0.71 
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Table S3. Significant top 100 pathways enriched in CDC25A high STS samples. Green: DNA repair 
related pathways, Blue: Cell cycle pathways. 
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