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Figure S1. CTCs were derived from a patient with bi-lateral metastatic breast cancer. The patient was originally diagnosed
with an invasive ductal carcinoma and an invasive lobular carcinoma. Characteristics of the tumors are given in the Figure.
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Figure S2. (A) + (B) Knockdown of FOXM1 displays differences between CTC-ITB-01 and MCEF?7 cells. (B) Knockdown of
FOXM1 in MCEF7 cells causes less reduction of colonies as observed within CTC-ITB-01 and induction of senescence as
monitored by typical morphological changes. (A) In CTC-ITB-01 cells, we observed less cells with senescence-like mor-
phology and cell debris indicating that FOXM1 knockdown causes mainly induction of senescence within MCF7 and more
cell death within CTC-ITB-01 cells. Bar 400 pm.
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Figure S3. (A) + (B) CTC-ITB-01 and MCEF?7 cells were grown on cell culture plates or cultured in suspension. 24 hours
after seeding cells on tissue culture plates or taking cells in suspension CTC-ITB-01 and MCF?7 cells were harvested and
lysates were analysed by western blotting and probed by using the indicated antibodies.
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Figure S4. CTC-ITB-01 cells were cultured in suspension in the absence or presence of 30 uM carfilzomib. After five days
carfilzomib treatment lead to induction of apoptotic cell death.
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Figure S5. (A) + (B) CTC-ITB-01 and MCF?7 cells were serum starved overnight, than treated with TNFa + JSH-23 or with
TNFa alone, and subsequently fixed and stained with an NFkB p65 antibody 20 min after TNFa treatment. In the presence
of JSH-23 a strong reduction of cells with p65+ nuclei in the CTC-ITB-01 cells and in the MCF7 cells was observed. (C)
After establishing the NF-kB p65 staining in this way, we cultured CTC-ITB-01 and MCF7 cells with JSH-23 as described
in Figure 6D in the manuscript. Afterwards we repeated the NF-kB p65 staining and quantified the percentage of cells
with p65+ nuclei. Again, we observed strong reduction of cells with p65+ nuclei (C) CTC-ITB-01 left panel, MCF7 cells
right panel.



Cancers 2021, 13, 1810 S5 of S37

A CTC-ITB-01 B MCF7
= 1.0- S 10-
2 2
c._ 0.8 - . 0.8
23 06 22 06
Q (14 2 (1l
a £ a E
- O 4 - > - 04 -
[} ()]
e 02- ®  02-
-~ —
o o
o 0 - o 0 -
- + -+
JSH-23 [40pM] JSH-23 [40pM]

Figure S6. (A) + (B) CTC-ITB-01 and MCEF7 cells were cultured in the presence or absence of JSH-23. mRNA was harvested
and FOXML1 transcripts were quantified by qPCR.
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Figure S7. Original Uncropped Western Blot Images.



