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even under culture conditions separated by
a plastic wall
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Abstract

Traditionally, the yeast cell wall (YCW) has limited applications because of its low solu-
bility. To overcome this, a novel method was developed using a hydrothermal reaction

to enhance its solubility and decrease its viscosity; this resulted in the production of a
soluble form of YCW, known as the YCW treated with hydrothermal reaction (YCW-H),
with broader chemical composition. However, the biological impact of YCW-H is unclear,
excluding its reported plant growth-promotion by effectively regulating soil microspheres.
This study investigated the potential of YCW-H to inhibit MCF-7 breast cancer cell prolif-
eration. YCW-H demonstrated significant anti-proliferative effects on MCF7 cells, reducing
cell growth by 58.7% = 6.9 even when physically separated from the cells by a plastic wall.
The observation suggests the presence of a diffusible factor against cell proliferation in
YCW-H, a phenomenon not observed in the presence of untreated YCW. Reactive carbon
species (RCS) generated during the hydrothermal treatment of YCW could be responsible
for the effect. The addition of Fe(lll) ions into YCW-H further amplified RCS production
and elevated its inhibitory activity by about 10% across the plastic barrier. Radical adduct
concentration of H,O in a tube which was incubated in YCW-H was 0.47 pmol/L, indicating
that radicals migrated into the water through the plastic wall. The concentration of radical
adducts in H,0 in a tube exposed to YCW-H with Fe(lll) ions further increased to 0.51
pumol/L, indicating that the growth inhibition was correlated with the increased RCS levels.
Furthermore, flow cytometry analysis revealed the cytotoxic effects of YCW-H, indicating
YCW-H is applicable to cancer therapy. Therefore, the findings highlight the pivotal role of
RCS in the YCW-H anti-cancer activity, suggesting its potential as a promising candidate
for the development of novel medical devices for cancer treatment.

Introduction

Beer, a globally cherished beverage, is produced at a staggering rate of approximately 180
billion liters worldwide per year [1]. A crucial step in beer production is fermentation, a
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an employee of ASAHI BIOCYCLE CO.,LTD. pastorianus. The yeast cells used in beer production are discarded at the end of each pro-
cess, resulting in the generation of a substantial amount of yeast cell residue as byproduct
[2-4]. Recycling of such byproducts may present a sustainable solution to environmental
challenges.

The recycling of beer yeast cell residue is imperative for environmental stewardship and
offers substantial opportunities as a versatile feedstock for a wide array of industries. Con-
sidering its rich nutrient profile; proteins, minerals, vitamins, and polysaccharides [5], beer
yeast cell residue can be repurposed as a feed ingredient, a biostimulant in agriculture, or a
substrate for biofuel production. The residue can be separated into two primary byproducts:
yeast extract and cell wall. While yeast extract is used widely as a nutrient source, surplus
amounts of yeast cell wall (YCW) remain underutilized. YCW, characterized by its poor
water solubility, finds its primary application in animal feed. Its limited processability poses
significant challenges for its biological activity assessment, thereby restricting its potential
use in recycling. Therefore, the development of methods to overcome such challenges is
necessary.

To overcome this limitation, we employed initially an enzyme treatment of YCW.
The treatment improves solubility of YCW slightly, and the resulting cocktail is able to
enhance plant growth by stimulating plant defense responses [6]. However, this method
still falls short of enabling in-depth investigations of biological activity using mamma-
lian cell lines. To further increase its solubility and reduce its viscosity, we developed a
novel hydrothermal reaction method. The resulting soluble form of YCW, termed YCW-
H, demonstrated excellent plant fertilizer properties by regulating the soil’s bacterial bio-
sphere through a decrease in oxidation-reduction potential [7]. These findings indicated
that the solubilization process generates derivatives exhibiting distinct and previously
unknown biological properties. This implies that YCW-H possesses a broader spectrum
of chemical components and properties compared to untreated YCW. Consequently,
YCW-H enables effective in vitro investigations of its biological effects and potential
applications.

YCW is emerging as a promising source of valuable polysaccharide components for various
biomedical applications [8-11]. The major components of YCW include mannan oligosac-
charides, B-glucans, and mannoproteins, which are non-filamentous glycoproteins [12-14].
Polysaccharides, in general, exhibit a wide range of biological activities, encompassing antitu-
mor, antioxidant, immunomodulatory, anti-inflammatory, and hypoglycemic effects [15-24].
Water-soluble polysaccharide fractions derived from mushroom mycelia have demonstrated
antitumor effects by inhibiting cancer cell growth [22,25,26]. Notably, polysaccharides of
YCW have shown potential anticancer effects in vivo and possess antioxidant properties with
potential applications antioxidant, antimutagen, and antigenotoxic agents [27,28]. However,
a comprehensive understanding of the impacts and precise mechanisms underlying YCW
biological activities remains elusive.

The biological impact of YCW-H has recently been elucidated, demonstrating its ability
to modulate prokaryotic cell growth [6]. Building on such findings, the author hypothesized
that YCW-H could also regulate eukaryotic cell proliferation. Here, the author reports that
YCW-H inhibited MCF?7 cell growth, even when physically separated from the cell culture
well by a polystyrene (PS) plastic wall. Notably, the strength of growth inhibition was cor-
related positively with the level of reactive carbon species (RCS) in YCW-H, suggesting that
RCS is a key mediator of YCW-H-induced growth inhibition in MCF?7 cells through PS wall.
The novel finding on the effect of RCS could have major implications for the development of
innovative medical devices for cancer treatment.
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Results

MCEF?7 cell growth was inhibited when cultured in a vessel adjacent to a well
containing YCW-H

MCEF?7 breast cancer cells were treated with varying YCW-H concentrations of 0-10%, to assess
the growth-inhibitory effect of YCW-H. EC50 is the half maximal effective concentration,
which represents the concentration of a drug or other substance that induces a 50% maximal
response in a biological assay. EC50 is an indicator used to compare effects of a compound

in different conditions. Thus, to quantify the efficacy of the YCW-H, the EC50 for cell prolif-
eration inhibition was measured. YCW-H inhibited MCF?7 cell growth in a dose-dependent
manner, with an EC50 of 0.93% (Fig 1A), indicating potent anti-proliferative activity.

Cell growth assays revealed that wells lacking YCW-H but positioned adjacent to wells
with high YCW-H concentrations exhibited reduced cell growth. To confirm this reduction,
growth assays were performed using a two-layer culture system consisting of an inner dish
placed in an outer dish (Fig 1B). Varying concentrations of YCW-H were added to the outer
dish. The cells were then cultured in the inner dish. A dose-dependent decrease in cell growth
was observed, with an EC50 of 11.9%, although the sensitivity was lower than that of direct
treatment with YCW-H (Fig 1C). The findings suggest that the airborne transmission of
YCW-H inhibits MCEF?7 cell growth.

Hydrothermal treatment conferred YCW with a growth-inhibitory effect
on MCF7 cells

The growth inhibitory effects of YCW-H and YCW were compared with those of H,O (control,
100%) to determine whether hydrothermal treatment was required. YCW was sterilized via
autoclaving. MCF7 cells were seeded into three wells of a triple-well dish. After one day, the space
around the culture wells was filled with H,O, YCW-H, or YCW (Fig 2A). Cell proliferation was
inhibited significantly to 7.4% + 0.32 in the presence of YCW-H compared to that of the control,
whereas cells treated with YCW exhibited no significant inhibition (96.2% + 8.1) (Fig 2B). There-
fore, the hydrothermal treatment of YCW endows it with the ability to inhibit cell growth.

0

0.001 0.01

0.1
YCW-H (%)

0.001 0.'01 0'.1 ‘II 1I0 100
YCW-H (%)

Cell growth assay

Fig 1. YCW-H suppressed cell growth in neighboring wells. All growth assays were performed with MCF?7 cells. (A) Cell growth treatments with various doses
(0 and 10% to 0.123% with 3 fold dilution) of YCW-H were analyzed by curve fitting. Percentage (%) growth was calculated based on the value of the wells without
YCW-H as 100%. Error bars are SD (n = 4). (B) Schematic diagram of the assay; MCF7 cells were seeded in 3.5 cm dishes which located in 5cm dish with various
concentrations of YCW-H. (C) MCF?7 cell growth in 0, 10, 20, 30, 60, and 100% treatments of YCW-H in adjacent treatments without lid were analyzed cell growth
using curve fitting. The growth assays were performed using Crystal Violet assay. Percentage (%) growth was calculated based on the value of PBS (0%) as 100%.
Error bars are SD (n = 3).

https://doi.org/10.1371/journal.pone.0313379.9001

PLOS ONE | https://doi.org/10.1371/journal.pone.0313379 February 14, 2025 3/15



https://doi.org/10.1371/journal.pone.0313379.g001

PLOS ONE Hydrothermally treated yeast cell wall inhibit MCF7 cell growth

A B ns
Control YCW/YCW-H 1509 |

%k %k %k %k

Cell Growth assay
Ctr YCW-H YCW

Fig 2. YCW-H acquired growth inhibition ability following hydrothermal reaction. (A) Schematic diagram of the assay; YCW-H/YCW or
H,0 (Control) were filled in a dish outside of triple wells. (B) Percentage (%) growth over a 3-day culture was calculated based on the value of
control (Ctr) as 100%. Error bar is SD (n = 3). p-value was indicated by ****: < 0.0001 and ns: non-significance. Statistical significance was evalu-
ated using a one-way ANOVA test and the Brown-Forsythe test in GraphPad Prism.

https://doi.org/10.1371/journal.pone.0313379.9g002

YCW-H can inhibit MCF?7 cell growth by passing through plastic walls

To further investigate whether the growth inhibition by YCW-H occurred via airborne trans-
mission, a growth assay was performed under completely isolated conditions. MCF7 cells were
seeded in a single-well dish, and the culture well was sealed with a coverslip using silicone
grease to prevent air movement. The space outside the well was then filled with H,O (control),
YCW, or YCW-H (Fig 3A). The treatment from an outside well with a coverslip was termed
“closed treatment” YCW-H significantly inhibited MCF7 cell growth to 58.7% * 6.9 under
closed treatment, compared with that observed in the control, whereas YCW had no effect on
MCEF7 cell growth (115.0% + 10.8) (Fig 3B). Thus, YCW-H inhibited cell growth even when
the MCF?7 cells were completely segregated from YCW-H.

YCW-H contains reactive carbon species (RCS), whose generation is
regulated by iron ions

The author hypothesizes that YCW-H contains radical species that similarly influence cell
proliferation, since studies have shown that reactive nitrogen species (RNS) prevent cell death
through airborne transmission [29]. Therefore, electron spin resonance (ESR) spectroscopy
was used to investigate the presence of radical species in YCW-H. The electronic g-factor,

a key identifier for radical species, indicated that YCW-H contains RCS and Fe(III) com-
plex, with g-factors of 2.003 and 4.25, respectively (Fig 4A) [30-32]. The next step was to
identify the inducer of RCS production in YCW-H. The influence of iron (Fe) ions on RCS
production was investigated, since Fe ions can generate radicals, including RCS, in certain
conditions [33-36]. The addition of FeSO,, Fe(II), to YCW-H increased the RCS levels to 2.7
pmol/L compared with 1.9 umol/L that was observed in the presence of YCW-H alone (Fig
4B, Table 1). Adding Fe (SO,),, “Fe(IlI);” into YCW-H increased the RCS level to 8.5 umol/L,
and a broad signal from hydrated Fe(III) was observed (Fig 4C, Table 1). The concentration of
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Fig 3. YCW-H suppressed cell growth from neighbor wells. (A) Schematic diagram of the assay; YCW-H/YCW or H,O (Control) were filled
in a dish outside of a well. The well was closed (Close) using a cover slide with silicon grease. (B) Percentage (%) growth for a 3 day culture was
calculated based on the value of control (Ctr) as 100%. Error bar is SD (n = 3). p-value was indicated as * : P = 0.016 and ns: non-significance: P =
0.34. Statistical significance was evaluated using a one-way ANOVA test and the Brown-Forsythe test in GraphPad Prism.
https://doi.org/10.1371/journal.pone.0313379.9003
A YCW-H - YCW-H + Fe(ll) c YCW-H + Fe(lll)
[x 104 ) [x 104 ) [x 104] )
15 30 400 9=2.003
g=4.25 ~ RCS
_10 / Fe(l) _ 20 ¢=2.003 - Ra0
a g=2.003 o 7 RCS S 500
D 5 /RCS 2 10 2
[} (7] [} 100
o 1d o
w0 w 0 7]
w ul w 0
5 -10 100
-10 -20 -200
0 2000 4000 6000 8000 10000 0 2000 4000 6000 8000 10000 0 2000 4000 6000 8000 10000

Magnetic field strength (Gauss) Magnetic field strength (Gauss) Magnetic field strength (Gauss)

Fig 4. YCW-H possessed reactive carbon species. (A) YCW-H, (B) YCW-H and Fe (II) (46.3mM) and (C) YCW-H and Fe (III) (46.3 mM) were analyzed by elec-
trospin resonance (ESR) spectroscopy. Magnified image of the RCS peak is shown in the box. X-axis indicates magnetic field strength (Gauss). Y-axis represents units

of the ESR signal. Value of a constant of proportionality, g, is the property of the electron.

https://doi.org/10.1371/journal.pone.0313379.9004

Table 1. Concentration of RCS and Fe(III) complex measured by ESR analysis.

Samples RCS: g =2.003 (umol/L) Fe(III) complex: g = 4.25 (mmol/L)
YCW-H 1.9 0.15

YCW-H + Fe(II) 2.7 0.29

YCW-H +Fe(III) 8.5 11

The substantial change of about 10%, given the instrument’s precision of + 5%, was deemed an effective difference.

https://doi.org/10.1371/journal.pone.0313379.t1001
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Fe(III) complex increased from 0.15 to 0.29 mmol/L upon addition of Fe(II), suggesting that
Fe(II) oxidation increases Fe(III) levels. The findings suggest that Fe(II) and Fe(III) contribute
to RCS production in the YCW-H.

RCS can migrate through plastic walls during incubation

To investigate the migration of radical species to neighboring wells under closed conditions,
H,O containing the spin trap N-tert-butyl-a-phenylnitrone in a polystyrene tube which was
immersed in YCW-H was analyzed by ESR. The ESR analysis revealed an increase in the con-
centration of radical adducts from 0.43 (in H,0) to 0.47 umol/L (in YCW-H). The addition
of Fe;(SO,); (46.3mM) to YCW-H further increased the adduct concentration to 0.51 umol/L
(Table 2). The findings suggest that radical species can permeate polystyrene walls, demon-
strating their ability to migrate between completely separate compartments.

Ferrous and ferric ions accelerated MCF7 growth inhibition in YCW-H
adjacent treatment under open and closed conditions

The author hypothesized that the RCS in YCW-H could influence its inhibitory activity
through plastic walls. Because Fe(II) and Fe(III) can increase the level of RCS, the effects of
adding these ions on the growth-suppressive activity of YCW-H was investigated. Triple-well
dishes were used for growth assays in the open treatment (Fig 5A). YCW-H (25%) treatment
alone inhibited growth to 48% + 1.4 of the control; however, addition of Fe(II) to YCW-H
reduced the cell growth to 32% + 1.1, while the addition of Fe(III) reduced it to 24% + 2.3.
This suggests that adding Fe(II) or Fe(III) to YCW-H accelerates the inhibition of cell prolif-
eration compared to that of YCW-H alone under the open treatment conditions (Fig 5A).

To further validate the effects of RCS via the combination of Fe(II) and Fe(III), the effects
of the addition of Fe(II) and Fe(III) to YCW-H on MCF7 cell growth were explored. YCW-H
alone inhibited proliferation by 18.6% + 0.46, YCW-H with Fe(II) by 11.9% + 1.5, and
YCW-H with Fe(III) by 10.4% * 1.8 compared with that of the control. This indicates that the
addition of Fe(II) or Fe(III) enhances the growth-inhibitory ability of YCW-H against MCF7
cells under close treatment conditions (Fig 5B). Additionally, the increase in RCS levels owing
to the presence of Fe(II) and Fe(III) correlated with the extent of growth inhibition (Table 1).
Thus, RCS activated by iron ions may play a key role in inhibiting MCF?7 cell growth, even
under conditions of complete separation.

YCW-H was cytotoxic to MCF7 cells under open and closed YCW-H
adjacent treatment conditions

To determine whether the growth suppression via YCW-H adjacent treatment was due to
cytotoxicity, the percentages of live and dead cells in the treated cells were analyzed using
flow cytometry with the detection reagent ViaCount™. In open conditions, the presence of

Table 2. Concentration of radical adducts with PBN measured by ESR analysis.

Samples Radical adducts (umol/L)
H,0 0.43
YCW-H 0.47
YCW-H + Fe(III) 0.51

The substantial change of about 10%, given the instrument’s precision of + 5%, was deemed an effective difference.

https://doi.org/10.1371/journal.pone.0313379.t1002
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Fig 5. Fe(II) and Fe(III) were required for YCW-H growth inhibition. (A) MCF7 cells were seeded in the wells of well
dishes under open treatments. The outer space was filled with H,O (Ctr), and H,O (-), 40mM of Fe(II) or Fe(III) in 25%
YCW-H for 3 days. H,O alone was used as a control (100%). P-value is represented as ****: P < 0.0001, ***: P = 0.0005. (B)
MCEF7 cells were seeded in the wells of well dishes under close treatments. The outer space was filled with H20 (Ctr), and
H,O (-), 40 mM Fe(II), and 40 mM Fe(III) in YCW-H. Growth assays were performed using a Crystal Violet assay. Percent-
age (%) growth was calculated based on the value of H,O as 100%. Error bar is SD (n = 3). P-value is represented as**: P =
0.005 **and *: P = 0.01). Statistical significance was evaluated using one-way ANOVA test and the Brown-Forsythe test in
GraphPad Prism.

https://doi.org/10.1371/journal.pone.0313379.9g005

25% YCW-H in the surrounding space resulted in 77.8% + 2.3 of MCF7 cell death, compared
t0 6.8% + 1.9 in the control group treated with H,O (Fig 6A). Under the “closed treatment”,
49.6% = 3.1 of the treated cells underwent cell death, compared to 18.7% = 3.0 of the control
cells (Fig 6B). Furthermore, at the exponential phase (Day 0), the percentage of dead cells was
18% =+ 1.5, similar to the percentage of untreated cells, suggesting that the closed treatment
did not affect MCF7 cell proliferation (Fig 6B). Reactive oxygen species (ROS) levels in the
YCW-H adjacent treatment were examined under closed treatment conditions, since ROS
activation induces cell death [34]. ROS were elevated in cells subjected to YCW-H closed
treatment before cell death induction but not in untreated cells (Fig 6C). The increase in ROS
levels was correlated with the number of dead cells, suggesting that ROS activation could

be involved in RCS-mediated cell death. Therefore, the growth inhibition observed in the
YCW-H adjacent treatments was deemed to be the result of cytotoxicity.

Discussion

The present study investigated the effects of YCW-H derived from beer yeast remains on the
cancer cell growth and revealed that YCW-H had an active ingredient RCS which was worked
as an anti-cancer agent. Interestingly, a raw material of beer, Hops has been used as a medicinal
plant in traditional medicine for anxiety, insomnia, mild pain and dyspepsia treatment [37].
YCW-H might have some agents from the beer raw material and contain a wider variety of
agents than those of the yeast cell wall. Therefore, YCW subjected to hydrothermal treatment
has unique chemical contents and properties, such as RCS, with MCF7 cell growth inhibition.
The results indicate that YCW-H induces cytotoxicity in cancer cells regardless of their
physical proximity, including in completely isolated culture wells. RCS generated by YCW-H
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https://doi.org/10.1371/journal.pone.0313379.9006

would be a key mediator of the growth-inhibitory effects. Whereas carbon radicals are
implicated in diverse biochemical reactions, their biological function remains poorly under-
stood [38-42]. Notably, they are essential for initiating endoperoxide-induced apoptosis [43].
Cytochrome P450 reductase, a key enzyme involved in xenobiotic metabolism, regulates fer-
roptotic cell death by producing lipid-derived RCS, including alkyl radicals, which function as
dynamic signaling molecules [40,41,43-47]. Therefore, RCS generated by YCW-H could react
with cellular intermediates, acting as signaling molecules to trigger cell death.

The presence of Fe(III) enhanced the RCS-generation activity of YCW-H; the induction
of RCS generation proportionally enhanced the growth-inhibitory effects of YCW-H under
open and closed conditions. Adding Fe(II) significantly promotes the growth inhibitory
effects of MCF?7 cells in addition to increasing the amounts of Fe(III) complexes and RCS. The
effects of Fe (II) addition may be attributed to the elevated Fe(III) formation. Such elevation
of Fe(III) results from a redox reaction between Fe(II) and Fe(III), which can be exploited for
growth inhibition. Fe(II) suspensions, when exposed to O, under certain conditions, undergo
spontaneous oxidation at room temperature [48]. In contrast, the reduction of Fe(III) to
Fe(II) occurs with extremely low efficiency owing to its minimal redox potential [48]. Thus,
Fe(II) supplementation in YCW-H catalyzes the conversion to Fe(III), enhancing YCW-H-
dependent cell death via inducing RCS. The findings support the unique growth inhibitory
effect of RCS and suggest that Fe(III) enhances the YCW-H activity.

ESR analysis revealed that YCW-H contains ferric ions as Fe(III) complexes. USDA data
shows that barley malt has 4.7 mg of iron per 100 g, suggesting that barley malt is a potential
iron-source in YCW-H. Furthermore, S. cerevisiae uses mannoproteins present in the cell wall
to facilitate the uptake of Fe(III) complexes, thereby accumulating more Fe(III) in the cell
wall [49,50]. Therefore, the cell walls of the yeast may retain a sufficient amount of Fe(III) and
organic carbon after fermentation, forming Fe(III) complexes.

A YCW-H treatment in adjacent wells increases intracellular ROS levels, leading to cell death,
while the factors responsible for activating ROS and cell death remain unknown. Cellular ROS are
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endogenously produced during mitochondrial oxidative phosphorylation in response to various
biological processes, such as xenobiotic metabolism, phagocytosis, and arginine metabolism
[51-53]. Excessive cellular ROS can damage key cellular components, including proteins, nucleic
acids, and organelles, which may ultimately trigger cell death [54]. Both intrinsic and extrinsic
pathways converge on ROS-mediated damage, making ROS a critical factor in cancer cell death
[55]. Peroxyl radicals, formed by the direct reaction of oxygen with alkyl radicals in L-carbon-
centered lipid radicals, are implicated in ferroptosis via lipid ROS controlled by singlet oxygen,
supporting our finding [40]. The present study shows that cell growth inhibition by YCW-H is
positively correlated with an increase in RCS levels. Therefore, RCS-containing compounds in the
YCW-H adjacent treatments could induce intracellular ROS production, leading to cell death.

Our findings indicate that the RCS-containing factors of YCW-H may migrate through
the plastic walls of polystyrene culture plates. In this case, chemical transport in the poly-
styrene wall would be necessary. The migration requires three steps: absorption into the
polystyrene, diffusion through the material, and finally, release into the adjacent well.
Chemicals are reportedly absorbed into polystyrene assay plates, since this chemical
adsorption to polystyrene is often responsible for most of the reduction in the levels of the
observed chemicals in medium in in vitro assays by uneven influx and efflux rates within
the same well [56-60]. For the transmigration to a new well, chemical diffusion in polysty-
rene would occur along a chemical gradient between the two wells driven by chemical con-
centrations in each medium. The chemicals would eventually be released to a fresh medium,
when they reach the opposite side. Alternatively, RCS would be transferred by radical
chain reaction, since thermal degradation of most of the polymers is a typical radical chain
mechanism [61]. Therefore, the chemicals with RCS-containing factors could be transferred
across the plastic wall.

In conclusion, the RCS from YCW-H, enhanced by iron ions, exhibited potent anti-
proliferative and pro-apoptotic effects via cytotoxicity. The cytotoxic activity of YCW-H RCS
through the plastic barrier is a unique finding with potential cancer therapeutic application.
Chemotherapy, commonly used in the treatment of various cancers, including skin and
breast cancer, often has side effects such as hair loss, diarrhea, vomiting, chest pain, constipa-
tion, difficulty breathing, fatigue, mucositis, and rash. There is an urgent need for innovative
approaches to the development of novel cancer therapeutics. The integration of new techniques
into such efforts holds great promise for unraveling the complex nature of cancer and identify-
ing novel therapeutic targets and modalities [62-66]. To improve patient quality of life, future
investigations should focus on developing innovative therapies that minimize such side effects.
The agents capable of traversing plastic walls represent a novel avenue for cell inhibition and
hold promise for the development of noninvasive medical devices for cancer treatment.

Materials and methods
Cell culture

The breast cancer cell lines, MCF7, were purchased from the Japanese Collection of Research
Bioresources Cell Bank (JCRB, Osaka Japan). MCF?7 cells were cultured in DMEM supple-
mented with 10% fetal bovine serum and 1% penicillin-streptomycin at 37°C using 75 cm?
flasks in a sterile incubator at 37°C with 5% CO, under saturation humidity. When the cells
reached 70%-80% confluence, they were detached with 0.25% trypsin and passaged [67].
Cancer cells in the logarithmic growth phase were obtained for the experiment. Regular
testing of mycoplasma contamination was performed in the cell lines using a CycleavePCR™
Mycoplasma Detection Kit (Takara, Shiga Japan), and only mycoplasma free cells were used
for experiments.
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Preparation of YCW

Yeast cell wall (ASAHI Group Foods Ltd., Tokyo Japan) were prepared into a 15% (w/v) solu-
tion with water and then sterilized by autoclaving at 121 °C for 20 min.

Hydrothermal reaction of YCW - YCW-H

Yeast cell wall (ASAHI Group Foods Ltd., Tokyo Japan) were prepared into a 15% (w/v) solution
with water. The solution was gradually heated in an industrial autoclave from room temperature
to 180 °C and 1.6 MPa over 2h. Once the target temperature and pressure were achieved, auto-
claving was halted immediately, and the solution was allowed to return to room temperature.

Cell growth assay

Cell growth was measured using a crystal violet assay. Cells were fixed with 100 pL of 1%
paraformaldehyde #163-20145 (WAKO, Osaka Japan) and stained with 100 uL of 0.2% crystal
violet # 15192 (MUTO PURE CHEMICALS, Tokyo Japan) after cell cultures were completed.
The crystal violet was extracted by 100 pL of 50% ethanol. The absorption of the extracts was
measured at 570 nm using a SpectraMax® M3 (Molecular Devices, San Jose CA USA). Cell
culture for 96 well growth assay; MCF7 cell lines were seeded with 4,000 cells in each well in

96 well plates and incubated for one day in 100 uL of DMEM supplemented with 10%FBS, 1%
penicillin and streptomycin at 37°C in 5% CO,. Afterward, 100 puL of DMEM with 10%FBS,
1% penicillin and streptomycin with and without YCW-H were added into the cell culture.
Various percentages of YCW-H were diluted in DMEM. The cells were subsequently incu-
bated for 3-5 days. Cell culture with adjacent treatment under open conditions in culture
dishes; 8 x 10* MCF?7 cells were seeded in 3.5 cm dishes which were located in 5cm dishes with
various concentrations of YCW-H. Varying concentrations of YCW-H which were diluted in
PBS —10, 20, 30, 60, and 100%—as well as PBS (0%), were added to the outer dish. Cell culture
with adjacent treatment under open and close conditions in well dishes; MCF7 cell lines were
seeded with 4,000 cells in each well (¢8 mm) on a triple well dish (¢35 mm) # 3970-103 (AGC/
Iwaki, Shizuoka Japan) and incubated for one day in 100 uL of DMEM supplemented with
2%FBS, 1% penicillin and streptomycin at 37°C in 5% CO,. For the open culture condition,
the cells were subsequently incubated with and without 2mL of YCW-H (25%) in the outside
space of triple-wells for 3-5 days. For the YCW-H adjacent treatment, “close” condition, the
wells, in which cells were cultured, were sealed by silicone grease with ¢13 mm cover slides
and then incubated with and without YCW-H in the outside space of a well for 3-5 days. The
percentage of growth is expressed relative to the untreated control (set at 100%). A value less
than 100% indicates growth inhibition.

Cell counts for live and dead cells

To harvest adherent cells, cells were detached with trypsin and mixed with the culture
medium. All the cell mixtures were resuspended at 1 x 10° cells/mL with culture medium.
ViaCount reagent (380 pL) # SKU 4000-0040 (Cytek Biosciences, Fremont CA USA) was
added to 20 uL of the cell suspension and incubated at 25°C for 10 min. Cell counting was per-
formed automatically by Guava® easyCyte™ 5HT (Merck Millipore, Burlington, MA, USA)
and the analyses were provided plots separating live and dead cells by the Guava® ViaCount™
Software Module (Merck Millipore).

ROS detection

An ROS Assay Kit -Highly Sensitive DCFH-DA # R252 (Dojindo, Kumamoto Japan) was used
to detect intercellular ROS activation. MCF7 cells (5,000 cells) were seeded into triple well
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dishes # 3970-103 (AGC/Iwaki, Shizuoka Japan) and incubated with and without YCW-H in
the outer space of triple-wells for 3 days under close conditions. After the culture medium was
removed, cells were stained with DCFH-DA dye according to the manufacturer’s instructions.
Fluorescence signals were imaged using 20 x lens in a BZ-X710 fluorescence microscope
(Keyence, Osaka Japan).

Rapid-freezing method for ESR analysis

YCW-H (600 uL) was frozen rapidly by squirting it through a needle (i.d. 0.7 mm) into the
cooling liquid at about 20 K according to the method reported previously [68]. A series of
cocktails of YCW-H mixed with H,O, Fe(SO,) (46.3mM), or Fe (SO,), (46.3 mM) were used
for analysis. Fe(SO,)- 7H,0, purity > 99% (SIGMA, St. Louis, USA) and Fe (SO,),- H,O,
purity 60.0-80.0% (mass/mass) [as Fe (SO,),] (WAKO, Osaka, Japan) were used.

ESR measurements

The samples were analyzed using an EMXplus ESR spectrometer (Bruker, Billerica, MA USA)
using an X-band standard frequency of 8.8-9.6 GHz. To identify the peaks, the signal com-
ponents were analyzed by the WinEPR analysis software associated with the ESR instrument
(Bruker, Billerica, MA USA). The following ESR parameters were used: a frequency of 9.42
GHz, center field of 335 + 10 mT, modulation frequency of 100kHz, time constant of 0.03s,
and power of 5.00 mW. Aqueous samples were loaded into an LC-12 aqueous quartz flat cell.

Preparation of H,O containing the spin trap N-tert-butyl-a-phenylnitrone
immersed in YCW-H
YCW-H was placed in a 15-mL polystyrene tube and immersed in a 5-mL polystyrene tube

containing 500 pL of H,O with 2 uM of the spin trap N-tert-butyl-a-phenylnitrone for 3 days.
Purity of N-tert-butyl-a-phenylnitrone (TIC, Tokyo, Japan) was > 98.0%(T)(HPLC).

Supporting information
S1 Data. ESR Data for Table 2.
(XLSX)
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(XLSX)
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