SUPPLEMENTARY FIGURE LEGENDS:

Figure S1. Redox nature of the “saving agent” A. Micrographs of MiaPaCa-2 xCT*0
cells in control conditions co-culture with LS174T wt in DMEM or DMEM
supplemented with glucose oxidase (0,2mU/ml GOx), B. ROS level in MiaPaCa-2 wt
and two independent xCT¥® clones in control conditions, after addition of NAC or in
the co-culture (CC) with LS174T/A549 wt cells for 24h. The cells were seeded in 6-well
dishes and in the day of analysis, trypsinized and incubated with 2uM DCFDA
(Abcam) for 30 minutes at 37°C/5% CO: protected from the light. Following, FACS
analysis of total ROS level were performed and the data are represented in modal
scaling (each peak is normalized to its mode, i.e., to % of maximal number of cells
found in a particular bin). Representative histograms are shown, and the bar graph
represent mean + SEM; n=3; ¥, P<0.05, comparison with WT control of each group.

Figure S2. Cell-to-cell interplay is fueled by the xCT activity of the host cells. A. The
effects of buthionine sulphoximine (BSO) and erastin on the lipid peroxide
accumulation in the A549 wt, measured by BODIPY 591/581 C11 staining. B. The
effects of media containing or not cyst(e)ine on the BODIPY 591/581 C11 staining in
the A549 wt alone or in the co-culture with MiaPaCa-2 xCTX© cells. Representative
histograms of three independent experiments are shown.

Figure S3. xCTKO and GCIcKO cells as hosts. Proliferation rate of the Capan-2 wt,
xCTXO and GCLcXO cells does not correlate with their ability to prevent ferroptosis in
MiaPaCa-2 xCTX© counterpart. A. Proliferation rates of the Capan-2 wt, xCTX° and
GCLcXO cells are presented as fold of change (mean + SEM; n = 2). B. Proliferation rate
(48h), C. lipid hydroperoxide accumulation (24h) and D. visualization (48h) of
MiaPaCa-2 wt and two independent xCTXO clones cultivated in the presence or not of
NAC, Capan-2 wt, xCT*0 and GCLcX® (Boyden chamber, mean + SEM; n = 2). The host
cells were pre-seeded in the upper well of the Boyden chamber (Falcon® Permeable
Support for 24-well Plate with 8.0 um Transparent PET Membrane), and 24h later,
guest cells (MiaPaCa-2 wt or xCTKO) were added in the lower well (the same 6%/94%
ratio has been maintained for the experiment as in the case of the co-culture). After
24/48h upper well had been removed and the guest cells from the lower well were
analyzed for lipid hydroperoxide accumulation (FACS analysis, 24h), proliferation
(48h), or cell survival (Giemsa staining, 48h).

Figure S4: Potential cysteine transporters. A. ASCT2 expression was analysed in the
clones obtained after transfection of ASCT2 CRISPR-Cas9 plasmide in the MiaPaCa-2
xCT¥O cells and two independent xCT-ASCT2PXO are chosen for further experiments
(cl.1 and cl.2). B. The expression levels of ASCT1, ASCT2 and LAT1 in A549: wt,
ASCT1¥O, ASCT2%°, ASCT1-ASCT2PKO, LATI1XC after 24h culturing in the DMEM,
ARD1 were used as loading control. Representative blots are shown. C. Clonal growth



of A549: wt, ASCT1¥°, ASCT2K0, ASCT1-ASCT2P%© and LATIXO. Cells (10°) were
cultivated for 15 days in regular DMEM media or DMEM media supplemented with
200uM CySSCy, 400uM CySH or 10mM MeAIB (inhibitor of SNAT transporters
tamily) and colored for visualizations with Giemsa. Representative images are shown.
#NB, First row represents regular DMEM supplemented with 8% FBS, while in all
other cases media lacking cyst(e)ine and supplemented with 10% dialysed FBS (dFBS)
has been used and the CySSCy/CySH/MeAIB adjusted thereafter.

Figure S5: The involvement of cysteine transporters in cysteine-cystine shuttle. A.
Proliferation rate of A549 wt, ASCT1XC, ASCT2KO, ASCT1-ASCT2PXO and LATIXC cells
for 3 days; presented as fold of change (mean + SEM; n = 2). B. Cell death of MiaPaCa-
2 wt, xCT*® and xCT-ASCT2PXO in control conditions, in the presence of NAC or
cultivated in the presence of A549 wt (left panel) or ASCT1-ASCT2PX© (right panel)
cells (Boyden chamber). The bar graph represent mean * SEM; n=2; ¥, P<0.05,
comparison with WT control of each group.

Figure S6: Pharmacological inhibition of cysteine transporters. Cell viability of the
MiaPaCa-2 wt, xCT¥0 or xCT-ASCT2PXC co-cultured with A549 wt cells in the presence
or not of ImM NAC, 3mM L-alanine, 3mM L-leucine or 3mM MeAIB after 48h. Bar
graph shows mean + SEM; n=3; *, P<0.05, comparison with WT control of each group.
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Figure S6
Additional supplementary data

Add Supp for Fig 1B Example of the FSC/SSC plots for the co-culture after 24h —
« guest » and « host » cells are undistinguishable
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Add Supp for Fig 3C Accumulation of lipid hydroperoxides MiaPaCa-2 xCT*C cells (two
independent clones) in co-culture (CC) or cultivated in the presence of conditional media
(CM) of Capan-2 GCLcXC or xCTXO cells (two independent clones for each cell line) during
24h. Representative histogram of three independent experiments are shown
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Add Supp for Fig 4B Lipid hydroperoxide accumulation of MiaPaCa-2 xCTX® and xCT-
ASCT2PXO cells (guest cells- CySH import) in control conditions or co-cultured with 6%
A549 wt, ASCT1XO, ASCT2K0 or ASCT1-ASCT2PX0 (host cells- CySH export). Representative
histogram (n=3) of additional, independent clone for each KO/DKO-cell line.
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Add Supp for Fig 4B Cell viability of MiaPaCa-2 xCTXC and xCT-ASCT2PKO cells (guest cells-
CySH import) in control conditions or co-cultured with 6% A549 wt, ASCT1X®, ASCT2C or
ASCT1-ASCT2PXO (host cells- CySH export). Bar graph shows mean + SEM; n=3; *, P<0.05,
comparison with the corresponding control group. Data for two independent clones for
each KO/DKO-cell line.
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Add Supp for Fig 5B Accumulation of the lipid hydroperoxides in MiaPaCa-2 wt, xCTXO or
XCT-ASCT2PKO (guest cells) co-cultured with A549 wt cells (host cells) in the presence or
not of the 1ImM NAC, 3mM L-alanine, 3mM L-leucine or 3mM MeAIB after 24h.
Representative histogram (n=3) of additional, independent clone for each KO/DKO-cell

line.
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Add Supp for Fig $4 Cell viability of the MiaPaCa-2 wt, xCT*C or xCT-ASCT2PK0 co-cultured
with A549 wt cells in the presence or not of 1mM NAC, 3mM L-alanine, 3mM L-leucine or
3mM MeAlIB after 48h. Bar graph shows mean + SEM; n=3; *, P<0.05, comparison with WT
control of each group. Data for additional, independent clone for each KO/DKO-cell line.
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Add Supp for Fig 1A, 2D Original WB membranes

not used in the manuscript
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Add Supp for Fig 4A Original WB membranes
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Add Supp for Fig S3A, S3B Original WB membranes
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Add Supp for Fig 1A, 2D, 4A, S3A, S3B Densitometry readings for WB

blots
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