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Supplementary Figure S1. Fetal calf serum (FCS)-induced MDA-MB-231 cell migration in 
scrape wound healing assay.  
Wound infiltration was measured by the change in grey-value using ImageJ/FIJI software. The extent 
of wound closure 15 h after FCS addition is expressed as a percentage of basal and presented as 
mean ± SEM of n=4 independent experiments. *P<0.05, ***P<0.001 from repeated measures one-
way ANOVA with Dunnett’s post-hoc test. 

Supplementary Figure S2. Effect of dexamethasone on MDA-MB-231 cell proliferation.  
Serum-starved MDA-MB-231 cells were pre-treated with dexamethasone (100nM) for 30 min then 
incubated with FCS (1-5% v/v) for 48 h. The level of proliferation was determined using cell 
enumeration by trypan blue (A) and by Resazurin assay (B). Results are expressed as a percentage of 
basal and is presented as mean ± SEM for n=3 independent experiments. *P<0.05, ***P<0.01 from 
two-way ANOVA with Bonferroni post-hoc test. 
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Supplementary Figure S3. Fetal calf serum (FCS)-induced MDA-MB-231 scrape wound healing 
closure in presence of cycloheximide  
Wound infiltration was measured by the change in grey-value using ImageJ/FIJI software. The extent 
of wound closure 15 h after FCS addition is expressed as a percentage of basal and presented as mean 
± SEM of n=4 independent experiments. ^P<0.05 from repeated measures one-way ANOVA with 
Dunnett’s post-hoc test. 
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Supplementary Figure S4 (on previous page). In vivo and ex vivo imaging of MDA-MB-231-
HM.LNm5 cell metastatic lesions after primary tumour resection. MDA-MB-231-HM.LNm5 cells 
were inoculated into the 4th inguinal mammary gland of NSG mice (n=3) and tumours were allowed to 
form (one tumour per mouse). Primary mammary tumours were surgically resected 22 days after 
inoculation. Mice were culled 21 days after resection. A. In vivo bioluminescence imaging of 
luciferase-positive proximal metastatic lesions formed 13 days after primary tumour resection (n=3). 
30s exposure, medium bin. B. Ex vivo fluorescent imaging of distant organs from mouse 2 taken 21 
days after primary tumour resection (x7 magnification). Left panels: greyscale. Right panels: 
fluorescence. Multiple metastases were evident in every lobe of the lung and liver. The green line 
indicates the approximate location of the spine. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Supplementary Table S1:  Summary of spontaneous metastasis of MDA-MB-231HM.LNm5 
primary tumours. The extent of local or distant recurrence was estimated using ex vivo imaging of 
tdTomato fluorescence in whole organs using fluorescent stereomicroscopy. Distant metastasis was not 
found in mice inoculated with parental MDA-MB-231. Legend: PT, primary tumour; LN, lymph node; 
m, mouse. X=weak, XXXX=strong. 
 

Mouse PT 
regrowth? 

Lung 
mets? 

Liver 
mets? 

Paraspinal 
mets? 

Axillary 
LN met? 

Spleen 
mets? 

m1 XXXX XXXX XXXX Yes Yes No 

m2 XX XXXX XXXX Yes Yes Yes 

m3 No XXXX XXXX No Yes No 
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Supplementary Figure S5 (on previous page). Gene Ontology enrichment analysis on 
differentially expressed genes between the Dex-treated MDA-MB-231 and MDA-MB-231-
HM.LNm5 cell lines. RNA-Seq was performed on MDA-MB-231 and MDA-MB-231-HM.LNm5 
cells which were serum-starved for 24 h then treated with dexamethasone (100nM) or vehicle control 
for 24 hours. Gene Ontology enrichment analysis was performed using GOrilla (http://cbl-
gorilla.cs.technion.ac.il) on a hierarchical list of differentially expressed genes between the Dex-treated 
MDA-MB-231 and MDA-MB-231-HM.LNm5 cell lines. A. The entire Gene Ontology visualisation 
from GOrilla. B. A magnified section of the most highly enriched ontologies of differentially expressed 
genes.   
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