Supplementary material

Epithelial-Mesenchymal Plasticity Induced by
Discontinuous Exposure to TGFf1 Promotes Tumour

Growth

Mafalda Santos, Marta Ferreira, Patricia Oliveira, Nuno Mendes, Ana André, André F. Vieira,
Joana B. Nunes, Joana Carvalho, Sara Rocha, Mafalda Azevedo, Daniel Ferreira, Inés Reis, Jodo
Vinagre, Joana Paredes, Alireza Heravi-Moussavi, Jorge Lima, Valdemar Maximo, Angela
Burleigh , Calvin Roskelley, Fatima Carneiro, David Huntsman and Carla Oliveira

l

EpH4 parental
cell line

(no TGFf1 added) l

E-cells

7 days
y 4 days

TGFP1 added 1 (no TGFB1 added) l

M-cells RE-cells

Figure S1. establishment of the EMT/MET in vitro model.
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Comparison
Gene EvsM M vs RE E vs RE
log2(FC) padj log2(FC) padj log2(FC) padj
Epithelial [ [
Miiais Cldn1 -2.03 3.30E-19 3.15 9.74E-46 113 2.44E-06
Fn1 223 2.78E-10 1.53 3.96E-05
Mesenchymal
Markers Mmp2 1.75 4.46E-12 2.18 4.63E-18
Mmp39 9.17 1.02€-299 -9.13 2.46E-293

Figure S2. Validation of the RNAseq data with qRT PCR using distinct
biological replicates of E, M and RE cells. RNAseq data were highly correlated
with gRT PCR data. (a) RNA expression by RNAseq and qRT PCR of the
epithelial markers CDH 1, Ocln and Mgat3 in E, M and RE cells. (b) RNA
expression by RNAseq and qRT PCR of the mesenchymal/EMT markers Vim,
Cdh2, Zeb2, Twist 1 and Snail in E, M and RE cells. (c) Differential gene
expression of the epithelial marker Cldnl and the mesenchymal markers Fn1,
Mmp2 and Mmp?9 in comparison to EvsM, MvsRE and EvsRE.
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Figure S3: Number of DEGs in each comparison.
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Figure S4. RE cells retain upregulation of mesenchymal genes. Volcano plots
showing deregulated genes associated with the biological process “positive
regulation of epithelial to mesenchymal transition” in E vs. M (left) and E vs.
RE (right) comparisons. Genes represented in green are upregulated in M and
RE cells in the left and right panels, respectively.
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Figure S5. Top significantly enriched biological functions or pathways derived
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Figure S6: The 4 RE cell subpopulations co-exist spatially. (a) Representative
images of different microscope fields of RE cells stained for E cadherin (red)
and Fibronectin (green), displaying the 4 RE cells subpopulations labelled from
1-4: (1) E-cadherin*/Fibronectin-, (2) E-cadherin*/Fibronectin®, (3) E-
cadherin-/Fibronectin* and (4) E-cadherin-/Fibronectin-. DAPI (blue) is also
represented, and all channels are merged.
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Figure S7. Mice experiments. (a) Pilot in vivo tumourigenicity assay for E, M
and RE cells, with M and RE cell-originated tumours having larger volumes
than those of E cells. (b) Average percentage of cells positive for Ki 67 staining
in 3 E tumours, 3 M tumours and 3 RE tumours. (c-h) Representative images of
immunohistochemistry staining for Ki 67 in 2 E tumours, 2 M tumours and 2
RE tumours. Top and bottom images show different magnifications.
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eficiency (Average %) (0.5%) (1.2%) (1.2%)
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Figure S8. Summary of the phenotypic and functional properties of E, M and
RE cells. Properties analysed were brightfield morphology, proliferation,
wound healing closure, first passage mammosphere-forming efficiency, focus
formation ability, phenotypic heterogeneity by E-cadherin/Fibronectin
immunofluorescence and in vivo tumourigenicity (final tumour volumes).



