








Supplementary figures and methods 

 

Figure legends: 

 

Fig S1. Relative expression of Fbln5 in mouse fibroblasts and mammary 

adenocarcinoma cell lines. 

The relative expression of Fbln5 in mouse fibroblasts (MEFs) and mammary adenocarcinoma 

cell lines was assessed by qPCR. (A) Detection of Fbln5 transcripts in six MEF cell lines 

isolated from S100A4 knockout and wild type mice and three mouse mammary 

adenocarcinoma cells with different metastatic potential. CSML100 – metastatic to lungs, 

VMR – metastatic to lungs and liver and CSML0 – non-metastatic. (B) Suppression of Fbln5 

transcription in MEFs grown in conditioned media (CM) from cancer cells with different 

metastatic potential. The data are normalized to the values obtained from MEF S100A4-/- cells 

grown in normal medium. 

 

Fig S2. Over-expression of Fbln5 in VMR and CSML100 mammary adenocarcinoma 

cell lines infected with Fbln5 retrovirus expression vector.  

The qPCR data shows the expression of Fbln5 in CSML100/Fbln5 and VMR/Fbln5 cell lines 

in relation to the mock-infected cells CSML100/vector and VMR/vector respectively. Insert 

shows Western blot analysis of corresponding cell lysates. The Western blot was probed with 

FBLN5 antibodies.  

 

Fig S3. Constitutive expression of Fbln5 in S100A4-/- mouse fibroblasts.  

(A) Western blot probed with FBLN5 antibodies, showing immunodetection of Fibulin-5 in 

cell lysates from S100A4-/- mouse fibroblasts (MEFs), infected with Fbln5 retrovirus 

expression vector. (B) qRT-PCR analysis of Fbln5 transcription in MEF/vector and 

MEF/Fbln5 cells grown in VMR conditioned media (CM). Note the high level of Fbln5 

expression in MEF/Fbln5 cells treated with CM from VMR cells.  

 

Fig S4. Silencing of Fbln5 in S100A4-/- mouse fibroblasts by Fbln5 shRNA.  

Western blot probed with antibodies against FBLN5 and GAPDH (loading control) showing 

Fibulin-5 protein levels in S100A4-/- mouse fibroblasts (MEFs) infected with lentiviruses 

bearing five different Fbln5 shRNA (#38 - #42) compared to the control sh.vec (empty 



shRNA vector). Note that the MEF/sh.Fbln5 cells #41 with the most prominent knockdown of 

Fbln5 were selected for further studies.  

 

Table S1. List of primers used for the qRT-PCR analyses.  

 

 

Supplementary methods: 

Preparation of Fbln5 retroviral vector and retroviral infections.  

The retroviral vector pBABE-puro or the pBABE-neo-IRES-EGFP (Addgene) was used as 

template for cloning of Fbln5 cDNA (Addgene) at the EcoRI site.  

Phoenix retroviral packaging cells were transiently transfected with pBABE-vectors to 

produce replication-defective retroviruses over a period of 48 hours. pBABE-neo-Fbln5-

IRES-EGFP virus-containing supernatants were used to infect S100A4-/- mouse fibroblasts 

and VMR mammary adenocarcinoma cells, whereas pBABE-puro-Fbln5 to infect CSML100 

mammary adenocarcinoma cells. Cells were selected using corresponding selection markers 

and used at early passages (up to passage 9) to avoid the clonal effect.  

 

Lentiviral shRNA vector cell infection and selection. 

A lentiviral pLKO1 target set (5 shRNA mouse Fbln5), a trans-Lentiviral Packaging pGIPZ 

system with HEK293T cells and a RNAintro GIPZ lenviral shRNAmir kit (including vector 

controls) were purchased at Westburg B.V. (Leusden, Netherlands). Transfection and 

lentivirus production in TLA-HEK293T cells was carried out according to the manufacturers 

instructions (Thermo Fischer Scientific - Open Biosystems). After transduction, stable 

sh.Fbln5 S100A4-/- mouse fibroblasts were selected using puromycin as selection marker 

(Thermo Fischer Scientific - Open Biosystems) and used at early passages to avoid the clonal 

effect.  
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