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MF FAPa Normal Figure 1. Identification of in situ and

. primary culture FAPu-positive CAFs
&-ﬂw» R in early MF. (a—d) Representative IHC

images of FAPz staining showing a

higher number of FAP#-positive

- spindle cells in the upper dermis of

w |- 3 MEF tissue than in normal skin. Bars =

i 200 mm and 50 mm. (e) Bar plot
SN showing the mean (+SEM) percentage

X of FAPa-positive spindle cells in MF

lesions (n = 10} compared with those

in normal skin (n = 7). (f) Expression

fa

—==  of FAPa gene in primary fibroblast
- ' ¥ i MF- i
e i ) cultures of MF-Fs comp..ared with
e ¥ - those of N-Fs on the basis of qRT-PCR.

- 4 CAF, cancer-associated fibroblast;
¢ '-a’. g _ "X IHC, immunchistochemistry, MF,
: e 2 mycosis fungoides; MF-F, fibroblast
. from patient with MF; N-F, fibroblast
> 1 from control subject; qRT-PCR,
z g quantitative RT-PCR.
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Figure 2. High expression of ECM a d
remodeling genes and proteins in MF- 84 MMP2 51 Collagen XI
CAFs, (a) High MMP2 gene expression T Y
in primary fibroblast cultures of MF-Fs 64 - 0- % -
in = 12} versus those of N-Fs (n = 7}, - ut
detected by qRT-PCR. (b) = L - oL TL
Representative western blots showing % 4 &% :: % -5 . u®
higher MMP2 protein expression in ' — L] O
MF_F. than in N-F C}Jllur?s and 24 . 104
densitometry quantification of MMP2
normalized to actin (n = 4 each). (¢} .
The bar plot shows the mean (£SEM) 0 r r -15 T T
percentage of MMP2 protein in N-Fs MF-Fs N-Fs MF-Fs

cultures of MF-Fs compared with Collagen XI
thase of NF-Fs. (d) Higher collagen XI b € Narn:'al N g 1
gene expression in primary fibroblast

x

cultures of MF-Fs (n = 9) than in N-Fs N-Fs MF-Fs

(n = 7), detected by qRT-PCR. (e} ! e :
Representative IHC images of MMP2 s L = s
intracellular pro-collagen XI staining

showing a higher number of pro- Actin = == o= — e — ——

collagen Xl-positive spindle cells in

the upper dermis of MF tissue

compared with that of the normal

skin. Bar = 50 mm. {f) The bar plot c
shows the mean (+5EM) percentage of
pro-collagen Xl—positive spindle cells ;
in the upper dermis of MF lesions (n =
10) compared with that of the normal
skin (n = 10). CAF, cancer-associated
fibroblast; ECM, extracellular matrix;
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IHC, immunohistochemistry, MF, -_—r—

mycosis fungoides; MF-F, fibroblast 20

from patient with MF; MMP2, matrix

metalloproteinase 2; N-F, fibroblast 0 L
i3 N-Fs

from control subject; qRT-PCR,
quantitative RT-PCR.



Figure 3. High expression of CXCL12

by MF-CAFs. (a) High CXCL12 a CxcL12
expression in primary cultures of MF- 84 .
Fs (n = 9) compared with those of N-
Fs (n = 6), detected by qRT-PCR. (b)
The bar plot shows a higher average am

o

o cxcL12

%

2000 T

extracellular CXCL12 concentration in
the culture medium of MF-Fs than in
that of N-Fs, detected by ELISA. (c) . &
Representative IHC images of CXCL12 2{ —

staining showing a higher number of .
CXCL12-positive spindle cells in the
upper dermis of MF tissue than in
normal skin. Bar = 50 mm (d) The bar
plot shows the mean (£SEM) number
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of CXCL12-positive spindle cells in 2 1
the upper dermis of MF tissue (n = 10) é 80
compared with that of normal skin L)
(n = 10). CAF, cancer-associated W
fibroblast; IHC, § 40 |
immunohistochemistry, MF, mycosis 5 20
fungoides; MF-F, fibroblast from - & =
patient with MF; N-F, fibroblast from . Normal MF
control subject; qRT-PCR, quantitative
RT-PCR.
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Figure 4. High proliferation of MF-CAFs and their contribution to MyLa chemoresistance. (a) Fald change of cell viability (XTT assay) is presented as
proliferation rate. MF-Fs (n = 9) were more proliferative than N-Fs (n = 9). (b} Schematic chart of N-F proliferation in coculture. N-Fs were seeded and adhered
at the bottom; floating PBMC or MyLa lymphocytes. The bar plot shows the mean (+SEM) proliferation rate after 72 hours (XTT): NF-Fs compared with N-Fs +
normal lymphocytes and N-Fs + Myla cells. (¢} Schematic chart of MyLa survival in coculture with Doxo treatment. Fibroblasts were seeded and adhered at the
bottom of the wells; N-Fs or MF-Fs and floating Myla lymphocytes. The bar plot shows the mean (£5EM) number of Myla cells collected at 48 hours after the
addition of Doxo, 2.5—100 nM (XTT): N-F coculture (white column, n > 6) compared with MF-F coculture (black column, n = 6). CAF, cancer-associated
fibroblast; conc., concentration; Doxo, doxorubicin; MF, mycosis fungoides; MF-F, fibroblast from patient with MF; N-F, fibroblast from control subject; ns, not
significant; PBMC, peripheral blood mononuclear cell; XTT, Cell Proliferation Kit |1
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Figure 5. High Myla cell proliferation and chemoresistance in coculture with MF-Fs, mediated by CXCL12/CXCR4 axis. (a) Mobilization of MyLa cells (crystal
violet) in transwells of cocultured MF-Fs versus N-Fs by light microscopy (x10). The bar plot shows the mean (+5EM} percentage of migrated MyLa in coculture
with MF-Fs or NF-Fs. (b) Schematic chart of Myla cell mobilization in coculture with MF-Fs under treatment with CXCL12 and CXCR4 inhibitors. The bar plot
shows the mean (£5EM) number of untreated MyLa cells (represented as 100%) versus treated MyLa cells {n = 10). (c} Bar plots showing MyLa cell viability by
XTT and apoptosis by flow cytometry with (d) Annexin and/or Pl staining after 48-hour culture alone or with MF-Fs under treatment with Doxo (20 nM), CXCR4
inh., or both. inh., inhibitor; Doxo, doxorubicin; MF, mycosis fungoides; MF-F, fibroblast from patient with MF; N-F, fibroblast from control subject; P,
propidium iodide; XTT, Cell Proliferation Kit II.
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Supplementary Figure. CXCR4 expression on MyLa cells.
(a) Representative flow cytometry graph showing CXCR4 staining on MyLa
cells. (b) Immunofluorescence of membranal CXCR4 in MyLa cells.
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