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Cancer-Associated Fibroblasts and Cancer Cells Promotes
Esophageal Squamous Cell Carcinoma Progression
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Figure S1. CAF-like cells, MSCs co-cultured with ESCC cell lines, showed elevated FAP expression. (A, B) Quantitative
real-time-PCR (qRT-PCR) (A) and Western blotting (B) showing the relative expression levels of FAP mRNA and FAP
protein in MSCs and CAF-like cells. After Western blotting, the normalized relative expression fold-change were calcu-

lated using the Image] software, and the values were arbitrarily set as 1.00 for control MSCs. Data are presented as mean
+ SEM (** p < 0.01).
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A Rabbit MT2A antibody (normal liver tissue) Normal rabbit IgG (normal liver tissue)

B Normal rabbit IgG (esophageal squamous cell carcinoma)

Figure S2. Positive and negative controls for immunohistochemistry. (A) Immunohistochemical staining of normal liver tissue
using rabbit MT2A antibody as the positive control (left) and normal rabbit IgG as the negative control (right). (B) Immuno-
histochemical staining of human esophageal squamous cell carcinoma tissue using normal rabbit IgG as the negative control.

Scale bar =100 pum.
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Figure S3. Knockdown of MT2A in CAF-like cells did not reduce the expression of FAP. (A) CAF8, CAF9, and CAF15 cells
were transfected with siRNA targeting MT2A (siMT2A) and the negative control siRNA (siNC). The expression levels of
FAP mRNA in CAF8, CAF9, and CAF15 cells were compared between the cells transfected with siNC and those with
siMT2A, by qRT-PCR. (B) Western blotting to investigate the effect of MT2A knockdown on FAP expression in the three
types of CAF-like cells. The normalized relative expression fold-change was calculated using the Image J software, and
the values were arbitrarily set as 1.00 for cells transfected with siNC. Data are presented as mean + SEM (N.S. not signifi-

cant).
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Figure S4. The coordinate of capture antibodies in the Proteome Profiler Human XL Cytokine Array Kit.
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Figure S5. IGFBP2 did not promote cell survival and growth in ESCC cell lines. (A, B) MTS assay for cell survival (A) and
growth (B) in TE-8, TE-9, and TE-15 cells stimulated with recombinant human IGFBP2 (rhIGFBP2). Each ESCC cell line
was seeded in 96-well plates at 1 x 104 cells per well with serum-free RPMI for the cell survival assay and at 5 x 10° cells
per well with RPMI-1640 + 1% FBS for the cell growth assay. Evaluation of these assays was conducted after 48 h. Data are
presented as mean + SEM (N.S. not significant).
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Figure S6. Western blotting to investigate the effect of MT2A knockdown on phosphorylation levels
of NF«kB in siMT2A-treated TE-10 and TE-11 cells, compared with those in cells treated with siNC.
The normalized relative expression fold-change was calculated using the Image J software, and the
values were arbitrarily set as 1.00 for cells transfected with siNC.
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Figure S7. Knockdown of MT2A in ESCC cell lines increased the expression of CDH1 mRNA. qRT-
PCR to assess the expression levels of CDH1 in TE-10 and TE-11 cells transfected with siMT2A and
siNC. Data are presented as mean + SEM (*** p <0.001).
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Figure S8. Uncropped the Western blotting images for Figures 1B, 1D, 2B, 2F, 2I, 5B, 5D, 5F, S1B,
S3B, and S6, corresponding to Figures SSA-K, respectively. The Western blotting membrane was
cut and used for immunoblotting several times to identify other bands. Because prestained markers
of three colors, that do not contain chemiluminescent substances were used, the markers cannot be
visualized in the raw data presented.
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Figure S9. Uncropped the Western blotting images for Figure 4C. The Western blotting membranes
were cut and used several times to identify other bands. Because prestained markers of three colors,
that do not contain chemiluminescent substances were used, the markers cannot be visualized in

the raw data presented.



