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Figure S1

(A) Holomonitor analysis of cellular motility in MCF7 and MDA-MB-231 cell lines following treatment with UNC0642

(2 or 5 uM) for 96 hours. (B) Bar graph representing the total distance covered by MDA-MB-231 and (C) MCF7 tracked through
holographic microscopy for 48 hours under normoxic (21% O,) or hypoxic (1% O,) conditions, following G9a knock down or
UNCO0642 treatment (5 pM). Data are represented as mean £ SEM (One-way ANOVA, * p<0.05, *** p<0.0005, **** p<0.0001).



Vehicle NMX

UNCO0642 NMX

MCF7 NMX
—e— Vehicle
—e— UNC0642

MCF7

1000+

] *kkk

Motility (uM)

200+

Oh

96h

T T T
12 24 36
Time (hours)

shG9a
HPX

G9a

Lamin A/C

HIF-1a

Vehicle

48

MDA-MB-231

UNC2 puM UNC5 uM

800
600
400

. B MCF7
Vehicle HPX shNS NMX shNS HPX
UNCO0642 HPX shG9a NMX shG9a HPX
200um
MCF7 HPX MCF7 NMX MCF7 HPX
—e— Vehicle 10004 —e— shNS 1000 —— shNS
—e— UNCO0642 _. 8004 —e— shG9a —~ 8004 —— shG9a
*kkk % %
2 6004 2 6004 *kkk
2 *kxk 2
g 400+ g 400+
200 200+
T T T 1 0 T T T 1 0_ T T T 1
0 12 24 36 48 0 12 24 36 48 0 12 24 36 48
Time (hours) Time (hours) Time (hours)
D MCF7 NMX
oh 24h 48h 72h 1507 mm vehicle
. mm UNC0642
"""""""""""""""""""""""""""""""" g\i>, *kkk
Vehicle o 1007
"""""""" 7 Fekekok
L=}
[S]
................................ © 50+ ,—‘
________________________________ o
UNCOB42 e 3
........................ =
0_
24h 48h 72h
MCF7 HPX
oh 24h 48h 72h 1507 mm Vehicle
mm UNCO0642
________________________ § ok
Vehicle e 1007
________________ =
%]
o
(8]
________________________________________________ o 501
................ 2
UNCO642 3
................................ =
24h 48h 72h
MCF7 Invasion in matrigel
150+ - Vehicle
. -O- UNCO0642 2uM
€100 UNC0842 5uM
[} -0~
5
8 501
G
=]
c
3 0¢
=
-50- Time (hours)

Figure S2. (A) Evaluation of the migratory distance covered by MCF7 cells treated with or without 5 uM UNC0642 for
48 hours or (B) following G9a KD. Results were evaluated through real-time imaging using the Holomonitor M4, taking
pictures every 10 minutes. An average of 20 cells per condition is shown for the representative displacement images.

(C) Western Blot analysis of G9a in MCF7 following G9a KD. (D) Scratch wound assay of MCF7 breast cancer cells
treated with UNC0642 (5 uM) under both normoxic (21% O,) and hypoxic (1% O,) conditions. (E) Matrigel invasion
assay of MDA-MB-231 and MCF7 cells in the presence of indicated concentrations of UNC0642. Graph summarises
percentage of wound closure at every imaged time. Results were evaluated by real-time imaging performed by the
IncuCyte Zoom every 24 hours and wound closure was quantified using ImageJ. Data are represented as mean = SEM
(non-parametric, Student t-test),*p<0.05, ** p<0.005, **** p<0.0001.
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Figure S3

Scratch wound healing assay in MDA-MB-231 cells treated with UNC0642 (5 uM) or following G9a KD in the presence of
NucGreen dead cells stain. Top phase-contrast images are merged with Green channel. Bottom images show only the relative
green signal. Graph represents NucGreen quantification over time. Doxorubicin (1 M) was used as positive control. Data are
represented as mean = SEM (non-parametric, Student’s t-test), * p<0.05, **** p<0.0001).
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Figure S4. (A) CDH10 expression in MCF7 cells cultured under hypoxic conditions for the indicated times.

(B) IGFBP3 expression evaluated in MDA-MB-231 and MCF7 cells as positive control for the hypoxic environment.

(C) Western Immunoblotting analysis of CDH10 in MCF7 cells transfected with shG9a and exposed to normoxia or
hypoxia for 24 hours. (D) Western Immunoblotting analysis of CDH1, EpCAM and CDH10 in MCF7 and MDA-MB-231
following exposure to normoxia or hypoxia for 24 hours in the presence or in the absence of UNC0642 (5 uM).

(E) Western immunoblotting analysis of CDH10 and H3K9me2 in G9a’ MEFs transfected with WT G9a or G9a ASET.
(F) CDH10 mRNA levels in G9a’”- MEFs transfected as described. Data are represented as mean = SEM (non-parametric,
Student’s t-test), * p<0.05, ** p<0.005, *** p<0.005.
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Figure S5. Evaluation of the migratory distance covered in 48 hours by MCF7 following CDH10 KD using the
HoloMonitor M4. Data are represented as mean £ SEM (non-parametric, Student’s t-test), **** p<0.0001.
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Figure S6. Kaplan-Meyer relapse-free survival analysis of EHMT2 expression in (A) all breast cancer patients, (B) ER+,
(C) ER-, (D) luminal A, (E) luminal B, (F) HER2+ and (G) basal-like.
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Figure S7. (A) Percentage and type of alterations in the EHMT2 and CDH10 genes in breast cancer patients and

(B) lung cancer patients, subdivided by cancer study.
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Figure S8. (A) TCGA Pan-cancer data comparing the expression levels of EHMT2 in tumor and normal tissue samples.
(B) TCGA Pan-cancer data comparing the expression levels of CDH10 in tumor and normal tissue samples.
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Figure S9. Correlation between CDH10 and EHMT2 (G9a) mRNA levels in (A) normal, (B) basal-like, (C) Her2+,
(D) Luminal A, (E) Luminal B and (F) others in patient samples. (G) Correlation between G9a and CDHZ10 protein
levels in breast cancer patients using publicly available databases. Blue square identifies patients with no detectable
G9a. In the red square are patients with no detectable CDH10. In the black square are patients for which both proteins
were detectable.



Table S1. Table S1: RT-PCR and ChIP primers



Table S2. Pan-cancer analysis of CDH10 and EHMT2.
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