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Figure S1. Inhibition of cell growth by [3-conglutins in a BC model in vitro.
Cells were seeded in 96-well plates at a density of 3x10° cells per well. After
24 hours of (a) f1, (b) 3, and (c) 6-conglutin treatment, 10 pl of 5mg/ml
MTT were added to each well. Absorbance was determined 4 h later for all
types of cells. In other experiments, after 24 hours of (d) 1, (e) B3, and (f)
[6-conglutin treatment, trypan blue assay was performed to determine the
cytotoxicity of treatments versus control (non-treated cells). *p<0.05,

**p<0.01, and ***p<0.001 vs non-treated cells.
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Figure S2. Western Blot analysis of Cleaved caspase 3 and total Caspase 3.
[-actin was used as a control. Cells were treated with 1-conglutin (2.5
ng/ul), B3-conglutin (5 ng/pl) or B6-conglutin (10 ng/ul) for 24h in MCF10-
A, MCF-7, SK-BR-3 and MDA-MB-321.
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Figure S3. Representative dot plots for apoptosis results. Cells were
treated with Bl-conglutin (2.5 ng/ul), B3-conglutin (5 ng/ul) or P6-
conglutin (10 ng/pl) for 24h in MCF10-A (a-d), MCF-7(e-h), SK-BR-3 (i-1)
and MDA-MB-321(m-p). After 24 hours of 1, 3, and B6-conglutin
treatment, cells were trypsinized, washed and incubated for 15 min with
both AnnexinV-FITC and Propidium Iodide from the IP-Annexin V kit (BD
Biosciences, UK). Samples were immediately analyzed using the BD FACS
Aria ITTu Flow Cytometer (Becton Dickinson, BD Bioscience).
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Figure S4. Representative dot plots for ferroptosis results. Cells were
treated with Bl-conglutin (2.5 ng/ul), B3-conglutin (5 ng/ul) or 6-
conglutin (10 ng/pl) for 24h in MCF-7 (a-d), SK-BR-3 (e-h) and MDA-MB-
321 (i-1). After 24 hours of 1, 33 and p6-conglutin treatment +/- Ferrostatin
1 (1 uM), cells were trypsinized, washed and incubated for 15 min with
both AnnexinV-FITC and Propidium Iodide from the IP-Annexin V kit (BD
Biosciences, UK). Samples were immediately analyzed using the BD FACS
Aria IITu Flow Cytometer (Becton Dickinson, BD Bioscience). Ferroptosis
percentage was calculated with the difference between the percentage of
AnnexinV negative/Propidium Iodide positive cells (necrotic cells) in the



non-treated with Ferrostatin-1 condition (Figure S3, Apoptosis) and the
treated ones.
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Figure S5. Representative dot plots for DNA Damage results. Cells were
treated with Bl-conglutin (2.5 ng/ul), B3-conglutin (5 ng/ul) or P6-
conglutin (10 ng/ul) for 24h in MCF10-A (a-d), MCF-7 (e-h), SK-BR-3 (i-1)
and MDA-MB-321 (m-p). For DNA Damage detection, after 24 hours of 31,
B3 and P6-conglutin treatment, cells were trypsinized, fixed and
permeabilized following the YH2Ax detection kit BD Cytofix/Cytoperm
protocol, and finally incubated with the PE-CF594 Mouse anti-H2Ax
(pS139) antibody (BD Biosciences) for 30 minutes in the dark. Samples were
immediately analyzed using the BD FACS Aria IIlu Flow Cytometer
(Becton Dickinson, BD Bioscience).
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Figure S6. Representative dot plots for ALDHI1 results. Cells were treated
with Bl-conglutin (2.5 ng/ul), f3-conglutin (5 ng/ul) or B6-conglutin (10
ng/ul) for 24h in MCF10-A (a-d), MCF-7(e-h), SK-BR-3 (i-1) and MDA-MB-



321(m-p). After 24 hours of 1, 33, and B6-conglutin treatment, cells were
incubated with BODIPY-amino acetaldehyde (BAAA), a fluorescent non-
toxic substrate for ALDH, which was converted into BODIPY-aminoacate
(BAA) and retained inside the cells. The specific inhibitor of ALDH,
diethylaminobenzaldehyde (DEAB), was used to control for background
fluorescence, shown as “Inhibitor” for each cell line. Viable ALDH1+ cells
were quantified by flow cytometry on a BD FACS Aria IIIu Flow Cytometer
(Becton Dickinson, BD Bioscience).



MCF-104-CONTROL

CD326 FITC-4

al

Q3

10 10

10 10
CD44 PE-A

()

MCF-104-B3

CD24 FITC-4

108

03| a4

102 10%

10 10
CD44 PE-A

(c)

CF-7-CONTROL

4

108

CD24 FITC-4

a1

a3

-IIIIIIII IIHIIII Ivllllllll T IIIIIIII T
10 10 10 10°
CD44 PE-4
(e)
MCF-7-B3
gv 1 a1
=
w 3]
< 1
Ny
0%
O 3
Q3 Q4
-IIIIIIII IIHIIII T IIIIIIII T IIIHIII T
10 10°

10 10
CD44 PE-A

(g)

MCEF-10A

MCEF-7

SK-BR-3

MCF-104-B1

CD24 FITC-4
3 ?4

1

al

Q3

Q4
_Illlllll T IIIIIIII T IIIIIII| T llllllll T
10 10 10 10
CD44 PE-A
(b)
MCF-104-B6
<
) a1
w
< ]
ey
fag=
(&) E
Q3| a4 -
—IIIIIII| .I IIIIIIII T IIIIIII| T llbl.lllll T
102 10 10 10
CD44 PE-A
(d)
MCF-7-B1
gﬂ' 1 a1
=
w
=
Ny
Qe
O 3
Q3 Q4
-IIIIIIII IIIIIIII T Illlllll T IIIIIIII T
10 10 10 103
CD44 PE-4
(f)
MCF-7-B6
gv 1 ™
=
w
=
Ny
Qe
O 3
Q3 3 Q4
-IIIIIIII IIIIIIII T Illlllll T IIIIIIII T
10 10%

10 10
CD44 PE-A

(h)



SK-BR-3-CONTROL

SK-BR-3-B1

" "
EeY E
- o <Lg | Q2
Sy 8% :
= = = =
o 3 w3
e ] S
= o=
o "3 o "3
wl Q4 o] Q4
3 Q3 3 Q3
_l Ill"ll TT |”|||'I TT |||"|| T |I|"||] T _l Il”ll] TT |I||"I 1%; Ill"ll T Il”lll'l T
10 10 10 10% 10 10 10 103
CD44 PE-4 CD44 PE-4
(i) ()
SK-BR-3-B3 SK-BR-3-B6
W 7 W 7
g | Qz2 Ty | -Q2
& e & e
E 3 E 3 ¢
T 3 [
e ] Sl
= 0%
(&) 3 O 3
] Q4 ] Q4
3 Q3 3 Q3
_l Il”lll T ll”lll'l TT lll"ll T lll"ll] T _lllllll'l TT |I""I 1%; I""ll T Il”lll'l T
10 10 10 10 10 10 10 10
CD44 PE-A CD44 PE-4
k) 1))
MDA-MB-231
MDA-MB-231-CONTROL MDA-MB-231-B1
o] o]
g dg
PR T az S o a2
= =
T 3 T 3
S ] N
0% Iap=-2
o 73 o3
o] o] o
3 Q3| 04 - 3 Q3| o4 i :
-IIIIIIII T |||||||I T IIIIIIII‘ -Illlllll T |||||||I T |||||l|| I_r‘ﬁ:.-'-
10 10 10 10% 102 10° 10* 10°
CD44 PE-& CD44 PE-&
(m) (n)
MDA-MB-231-B3 MDA-MB-231-B6
o] o]
iy | < ]
S a1 az S o a2
= 3 = 3
T 3 © 3
< 4 - ]
N Ny
0% Iap=-2
© 3 © 3
o o]
1 o3 as 3| a4

URERLLL

10 10
CD44 PE-A

(o)

LELEELELI
a

10%

10

LRRLILL
10

10 10
CD44 PE-A

(p)

10°

Figure S7. Representative dot plots for CD24/CD44 surface markers
results. Cells were treated with pl-conglutin (2.5 ng/pl), f3-conglutin (5
ng/ul) or B6-conglutin (10 ng/ul) for 24h in MCF10-A (a-d), MCF-7(e-h),
SK-BR-3 (i-]) and MDA-MB-321(m-p). After 24 hours of 1, 3, and p6-
conglutin treatment, cells were incubated using CD44-PE and CD24-FITC
antibodies (Biolegend, San Diego, CA, USA). After 30 minutes of
incubation at darkness and at 4°C, the samples were analyzed using a BD
FACSAria ITTu flow cytometry (Becton Dickinson, BD Biosciences).



Table S1. Similarity matrix for paired 3-conglutins treatments

bl b3 b6
bl 1.000 0.400 0.200
b3 0.400 1.000 0.800
b6 0.200 0.800 1.000

Data represent Pearson’s correlation coeficients. Bold numbers indicate similarity. Similarity threshold were
0.95.



Table S2. Similarity matrix for paired cell lines treated

MCF-10A MCF-7 MDA-MB-231  SK-BR-3
MCF-10A 1.000 1.000 -1.000 -0.500
MCF-7 1.000 1.000 -1.000 -0.500
MDA-MB-231 -1.000 -1.000 1.000 0.500
SK-BR-3 -0.500 -0.500 0.500 1.000

Data represent Pearson’s correlation coeficients. Bold numbers indicate similarity. Similarity threshold were
0.95.



