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Dey et al., Supplementary Figure legend 
 

Supplementary Fig.1. A, Western blot analysis of 4T1 lysates probed with specific antisera for 

FGFR2, FGFR3 and tubulin. B, 4T1 cultures were starved over-night in serum-free media and 

pretreated with 1μM TKI258 or DMSO for 60 minutes prior stimulation with FGF2 for the 

indicated times. Whole cell lysates were subjected to western blot with antibodies specific for 

active forms of STAT3 and Src and reprobed with antisera for non-phosphorylated forms. C, 4T1 

and 67NR cultures were treated 24 hours with different concentrations of PD173074 or 1μM 

TKI258; total cell number (left) and cell death (right) were detected with the YO-PRO assay and 

plotted relative to the vehicle-treated control. D, 4T1 or 67NR cultures were starved or kept in 

DMEM containing FCS and treated with TKI258 for the indicated times. Whole cell lysates were 

subjected to western blot with the indicated antibodies.  

 

Supplementary Fig.2. A, Weight of mice bearing 4T1 tumors during 14 days of daily treatment 

with vehicle or 20mg/kg or 40mg/kg TKI258. B, Weight of 4T1 mammary tumors taken from 

BALB/c mice after 14 days of vehicle or TKI258 treatment (20mg/kg or 40mg/kg). Statistical 

analysis was performed using one way ANOVA: *, P<0.001. 

 

Supplementary Fig.3. A, Overlap of patients from the ERASMUS cohort, with respect to their 

belonging to cluster 1A or 2B. B, Overlap of patients from the TRANSBIG cohort, with respect 

to their belonging to cluster 1A or 2B. C, Overlap of the genes between cluster 1A and 2B 

 

Supplementary Figure 4. Ingenuity Pathway analysis of bio-functions in Cluster 1A and 2B 

genes. The significance of the enrichment of bio-function categories is displayed for the two gene 

sets (light blue, Cluster 1A; dark blue, Cluster 2B). Y-axes, the minus logarithm base 10 of p-

values (Fisher’s exact test). Threshold indicates –Log (P = 0.05) which is used as cutoff.  

 

Supplementary Figure 5. A, Comparison between the effects of 24 hour treatment with 1μM 

TKI258 or the indicated concentrations of PTK787 on cell number (left) and cell death (right) 

using the YO-PRO assay. The effects were compared to vehicle treatment. B, Comparison 

between the effects of 24 hour treatment with 1μM TKI258 or the indicated concentrations of 
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STI571 on cell number (left) and cell death (right) using the YO-PRO assay. The effects were 

compared to vehicle treatment. C, Tumor growth analysis of 4T1 cells injected into the mammary 

gland of BALB/c mice. When the tumors reached 30mm3, the mice were randomized into 4 

groups (n=6) and were orally treated daily with PTK787 (50mg/kg or 25mg/kg), TKI258 

(50mg/kg) or PEG300 for 9 days. Statistical analysis was performed using one way ANOVA: **, 

P<0.001; *, P=0.002 for TKI258 treated group versus both PTK787 treated groups and PEG300.  

 

Supplementary Fig.6. A, 4T1 cells were treated with 1μM TKI258 for the indicated times. Total 

RNA was extracted and quantitative real-time RT-PCR was run on cDNA with primers specific 

for E-cadherin and Twist. B, 4T1 cells were treated with 1μM TKI258. At the indicated times, 

cell lysates were immunblotted with an E-cadherin specific antibody. Tubulin was used as a 

loading control. 

 

Supplementary Table 3A. TKI258 induced regulation in 4T1 cell of Cluster 1A genes. Relative 

trend of regulation in ERASMUS and TRANSBIG cohorts is shown together with the trend of 

regulation in 4T1 cells treated with TKI258. Open boxes indicate genes that were not present in 

one of the two clusters. 

 

Supplementary Table 3B. TKI258 induced regulation in 4T1 tumors of Cluster 1B or 2B genes. 

Relative trend of regulation in ERASMUS and TRANSBIG cohorts is shown together with the 

trend of regulation in 4T1 tumors from TKI258 treated mice. Open boxes indicate genes that 

were not present in one of the two clusters.   

 

Supplementary Table 6. Gene-set enrichment analysis (GSEA) of Cluster 1A and 2B genes in 

the epithelial and stromal components of an invasive squamous carcinoma model (GSE15299) 

(1). Size refers to the number of genes mapped on affymetrix chips and available for the analysis.  

NES, normalized enrichment GSEA score. Nominal p-values (NOM p-value) and false discovery 

rate q-values (FDR q-value) were computed based on the probability distribution of enrichment 

score of 1000 random gene lists. 
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Supplementary Table 7. Differential expression profile of FGFR signaling genes of patients in 

Cluster 1A and Cluster 2B versus all others. Genes were subdivided in ligands, receptors and 

substrates. Gene expression ratios are shown together with their significance; P-value (Welch’s t-

test, Benjiamini and Hochberg multiple test corrected) for both cohorts of patients (TRANSBIG 

and ERASMUS). Highlighted are genes with ≥ 1.25 ratio, red, or ≤ 0.8, light blue. NS, not 

significant (p-value >0.1). 
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