
Supplementary Figures  

 

Supplementary Figure 1. CAL51 are sensitive to PD173074 in soft agar assay at 

sub-micromolar concentrations. 

 

 

 

 

 

Repeat soft agar assays of CAL51 cells grown for 2 weeks continuously in the 

presence of indicated concentration of PD173074, with decreased growth at 100nM 

and 1000 nM. 

 



Supplementary Figure 2. Inhibition of FGFR signalling in CAL120 and CAL51 

by PD173074 

 

 

 

 

 

 

A. Lysates of CAL120 cells growing on polyHEMA treated, on untreated, plates were 

treated for 1 hour with 1µM PD173074 (+) or no treatment (-). In addition, cells were 

treated with FGF2 1ng/ml for 5 minutes, or no treatment as indicated, prior to lysis. 

Both FGFR Tyr653/654 (residue location in FGFR1 IIIc) and FRS2 Tyr196 

phosphorylation are inhibited by PD173074. PH - polyHEMA 

B. Lysates from CAL51 cells growing in polyHEMA treated plates treated for 1 hour 

with 1µM PD173074 (+) or no treatment (-). Cell were treated with 1ng/ml FGF2 for 

5mins prior to lysis. Lystates were immunoprecipitated (IP) with FGFR2 antibody, 

and blotted for phospho-FGFR Tyr653/654 and FGFR2. For an IP control lysates 

from CAL51 cells growing on polyHEMA coated plates treated with FGF2 were 

immunoprecipitated with normal goat IgG (IP IgG). 

 



Supplementary Figure 3. FGF2 expression in Basal cell lines 

 

 

 

 

 

 

A. Correlation of FGF2 mRNA expression assessed by whole genome gene 

expression arrays with PD173074 survival fraction, in 29 breast cancer cell lines 

excluding cancers with known FGFR2 amplification. Spearman correlation coefficient 

-0.43, p=0.024 (Correlation including FGFR2 amplified cancer cell lines -0.41, 

p=0.027) 

B. FGF2 quantification by ELISA in cell lysates assessed as ng FGF2 protein per mg 

of total cellular protein. Red indicated Basal-B like cell lines, which express more 

FGF2 than comparator cell lines (P<0.0001 Mann Whtiney U Test). 

 



Supplementary Figure 4. Validation of FGF2 immunohistochemistry and 

normal tissue staining. 

 

 

 

 

 

 

 

 

 

 

A. Validation of FGF2 immunohistochemistry. Hela cells transfected with siFGF2 or 

siCON, were pelleted, fixed in formalin and embedded in paraffin, prior to FGF2 

immunohistochemistry. 

B. Representative image of FGF2 immunohistochemistry of a normal breast duct 

demonstrating FGF2 expression in the myoepithelial cells.  



Supplementary Figure 5.  FGF2 mRNA expression assessed in external whole 

genome expression array data set. 

 

 

 

 

 

 

 

A. Assessment of FGF2 mRNA expression (mean 204421_s_at and 204422_s_at, 

arbitrary units) in 188 breast cancers in previously published gene expression array 

data (1), with basal-like tumours defined by PAM50 (i.e. Parker et al (2) single 

sample predictor) as in Weigelt et al (3). FGF2 mRNA expression is expressed at 

significantly higher levels in basal-like breast cancers (p=0.001 Mann-Whitney U 

Test).   

B. Kaplan Meier survival analysis of the 41 basal-like breast cancer from part A, 

comparing cancers with high FGF2 expression (FGF2 expression > median) and low 

FGF2 expression (FGF2 expression ≤ median) (p=0.046 Log-rank test). 

C. FGF2 mRNA expression in Richardson et al (4) in 37 breast cancers defined 

according to triple negative status (TN) or other subtype (other). FGF2 is significantly 

over-expressed in TN breast cancer (p=0.019 Mann Whitney U Test). FGF2 data 

was extracted from www.oncomine.org and expressed as log2 median-centered 

intensity. 

 

 



Supplementary Figure 6. Basal cell lines are dependent on FGFR signalling 

 

 

 

 

 

 

 

 

 

 

A. Indicated cell lines were transfected with siCON and two individual siRNA 

targeting FRS2 (left siFRS2-A and right siFRS2-B) and survival was assessed 5 days 

post transfection. Survival with siRNA targeting FRS2 was expressed relative to 

siCON. The three basal-like cell lines (CAL120, CAL51, and Hs578T - black) show 

significantly reduced survival with FRS2 knockdown compared to cell lines 

expressing ER and or HER2 (FRS2-A p=0.002 and FRS2-B p=0.007, Student’s T-

test). A third siRNA siFRS2-C similarly reduced the survival of basal-like cell lines to 

a greater extent than all control cell lines (p=0.001), but reduced the growth of all cell 

lines compared to siCON presumably due to additional off-target effects (data not 

shown). 

B. CAL120 cells were transfected with siCON and siFGF2, lysates were made 72 

hours post transfection and subject to western blotting with indicated antibodies 

C. CAL120 cells were transfected with siCON, three individual siRNA targeting 

FGFR1 (siFGFR1 A-C), and FGFR1 SMARTpool (siFGFR1). Two days post 

transfection cells were exposed to PD173074 1µM, or control, and survival was 

assessed 5 days post transfection and expressed relative to the relevant siCON. 

CAL120 cells are less sensitive to FGFR1 silencing in the presence of PD173074. 



 

Supplementary Figure 7. FGFR2 expression assessed in external whole 

genome expression array data set. 

 

 

 

 

 

A. Assessment of FGFR2 mRNA expression (arbitrary units) in 188 breast cancers in 

previously published gene expression array data (1), with basal-like tumours defined 

by PAM50 (3). FGFR2 mRNA is expressed at significantly higher levels in basal-like 

breast cancers (p=0.008 Mann-Whitney U Test).  

B. FGFR2 mRNA expression in Richardson et al (4) in 37 breast cancers defined 

according to triple negative status (TN) or other subtype (other). FGFR2 is 

significantly over-expressed in TN breast cancer (p=0.0013 Mann Whitney U Test). 

FGFR2 (211301_s_at) data extracted from www.oncomine.org and expressed as 

log2 median-centered intensity. 

 



Supplementary methods 

Materials 

Antibodies used were phosphorylated FGFR-Tyr653/654 (Cell signalling, 3471), 

FRS2-Tyr196 (Cell signalling, 3864), FGFR2 (Santa Cruz, sc-122). siRNA were 

siGenome individual siRNA (siFRS2-A-C D-006440-03/05/18), siFGFR1 siGenome 

individual siRNA (siFGFR1 A-C D003131-09/22/23) and siFGFR1 SMARTpool 

(M003131-03). 

 

Array Comparative genomic hybridisation  

ArrayCGH was performed on the 32K BAC re-array collection (CHORI) tiling path 

aCGH platform and analysed as previously described (5). Data will be made publicly 

available at http://rock.icr.ac.uk/. 

 

Microarray gene expression 

Gene expression profiling was performed using the Illumina human WG6 version 2 

expression array according to the manufacturer’s protocol, and analysed as 

previously described (6). Data will be made publicly available at ArrayExpress. 

 

Analysis of FGF2 and FGFR2 mRNA expression in external data sets 

For analysis of FGF2 mRNA expression data we analysed the data set of Desmedt 

et al (1) identifying basal-like breast cancers by PAM50 (2), which we have 

previously shown robustly identifies basal-like from other types of breast cancers (3). 

FGF2 expression was assessed as the mean of 204421_s_at and 204422_s_at. 

FGF2 expression was at the limit of detection of the Affymetrix probes used in this 

analysis. FGFR2 expression was assessed as the mean of 203639_s_at, 

208228_s_at, and 211401_s_at. Analysis between groups was with the Mann-

Whitney U test. 
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