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Abstract: Ascomylactam C (AsC) is a new 13-membered-ring macrocyclic alkaloid, which was first
isolated and identified in 2019 from the secondary metabolites of the mangrove endophytic fungus
Didymella sp. CYSK-4 in the South China Sea. AsC has been found to have a broad-spectrum cytotoxic
activity. However, the antitumor effects in vivo and mechanisms of AsC remain unclear. The aim of
this study was to describe the effects of AsC on lung cancer and melanoma cells and to explore the
antitumor molecular mechanism of AsC. In vitro, we used plate colony formation experiments and
demonstrated the ability of AsC to inhibit low-density tumor growth. An Annexin V/PI cell apoptosis
detection experiment revealed that AsC induced tumor cell apoptosis. In vivo, AsC suppressed the
tumor growth of LLC and B16F10 allograft significantly in mice, and promoted the infiltration of CD4*
T and CD8* T cells in tumor tissues. Mechanistically, by analyses of Western blotting, immunofluo-
rescence and ELISA analysis, we found that AsC increased ROS formation, induced endoplasmic
reticulum (ER) stress, activated the protein kinase RN A-like ER kinase (PERK)/eukaryotic translation
initiation factor (elF2«x)/activating transcription factor 4 (ATF4)/C/EBP homologous protein (CHOP)
signaling pathway, and induced immunogenic cell death (ICD) of tumor cells. Our results suggest
that AsC may be a potentially promising antitumor drug candidate.

Keywords: ascomylactam C; lung cancer; melanoma; endoplasmic reticulum stress; oxidative stress;
immunogenic cell death

1. Introduction

Immunogenic cell death (ICD) is a specific type of cell death that can be induced by
certain anticancer chemotherapeutics. Tumor cells undergoing ICD can induce an adaptive
anticancer immune response [1]. Apoptotic cells display calreticulin protein (CRT) on their
surfaces and secrete adenosine triphosphate (ATP) after undergoing ICD. Tumor cell release
or exposure to danger-associated molecular patterns (DAMPs), such as CRT and ATP, can
stimulate the attraction, activation and maturation of dendritic cells and eventually the
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antigen-specific priming of cytotoxic T lymphocytes (CTLs) [2]. The phosphorylation of
the eukaryotic translation initiation factor (elF2«) and the transcriptional activation of
activating transcription factor 4 (ATF4) are the pathognomonic characteristics of ICD [3].
Recent studies have revealed that certain anticancer drugs, including oxaliplatin [4] and
crizotinib [5], foster ICD and induce immune response against tumor growth. Interventions
targeting ICD not only directly induce cancer cell death but also trigger antitumor immune
responses, and these are promising for the formulation of anticancer strategies.

Reactive oxygen species (ROS) have been demonstrated to play an essential role in the
ICD induced by anticancer drugs [6]. ROS are highly associated with damage to both the
mitochondria and endoplasmic reticulum (ER). Furthermore, this leads to the upregulation
of phosphorylated protein kinase RNA-like ER kinase (p-PERK), and phosphorylated
elF2x, thereby stopping CAP-dependent mRNA translation and favoring the translation
of the mRNA coding for activating transcription factor 4 (ATF4). And then ATF4 induce
C/EBP homologous protein (CHOP) transcription [3,7-9]. CHOP plays an important role
in ER stress-induced apoptosis by regulating the expression of many antiapoptotic and
pro-apoptotic genes. CHOP inhibited antiapoptotic genes include Bcl-2, Bcl-XL and Mcl-1,
pro-apoptotic genes include Bim and Bax [10]. Moreover, ER stress can release numerous
DAMPs, such as CRT and ATP into the cytoplasm, eventually leading to ICD [11,12].

Natural products and their structural analogues have become the main source of anti-
tumor drugs. According to statistics, 206 of the 321 anticancer drugs approved from 1946
to 2019 are related to natural products [13]. Ascomylactams C (AsC) was isolated from the
mangrove endophytic fungus Didymella sp. CYSK-4, which is a new alkaloid constructed
of a 6/5/6/5 tetracyclic core modified with an additional 13-membered-ring macrocyclic
moiety. Our previous studies found that AsC has cytotoxic effects in a variety of cancer cell
models [14]. However, the anticancer mechanism of AsC remains unclear. In the present
study, we found that AsC could inhibit the proliferation of lung cancer and melanoma cells
in vitro and in vivo. Further studies showed that AsC increased the accumulation of reac-
tive oxygen species (ROS) and caused the damage of mitochondria-associated endoplasmic
reticulum (ER) membrane (MAM) structure. Furthermore, we detected the upregulation of
the phosphorylation of PERK and eukaryotic initiation factor 2« (eIF2¢) and the expression
of the transcription factor CHOD, thereby initiating the unfolded protein response (UPR) in
the cancer cells under the treatment of AsC. These results indicated that AsC promoted
dendritic cell (DC) maturation in a ROS-dependent manner.

2. Results
2.1. AsC Reduces Lung Cancer and Melanoma Cell Viability In Vitro

To determine the effect of AsC (Figure 1A) on different cancer types, we tested the
anticancer activity of AsC in human lung cancer cells (PC9, H1703, H460, A549, H1975
and H1299), human melanoma cells (A375 cell) and mouse cancer cells (LLC, Hepal-6,
MC38, B16F10, CT26 and 4T1) by 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium
bromide (MTT) assay, and the ICs5y values were from 4.98 to 15.05 uM (Figure 1B). And we
selected four commonly used lung cancer (A549, LLC) and melanoma cell lines (A375 and
B16F10) as the cell models for further research. In addition, we also tested the antitumor
activity of the clinical antitumor drug, oxaliplatin, in A549, LLC, A375 and B16F10 cells
as the control, and the IC5j values were from 13.0 to 59.6 uM (Supplementary Materials
Figure S1). To further explore the effect of AsC on the growth of cancer cells, we performed
a colony formation assay to detect the effect of AsC or oxaliplatin on low density growth
under the same treatment conditions. Based on the results of the cell viability assay and the
growth rate of cell colonies, we treated the cells with indicated concentrations of AsC or
oxaliplatin for 10 days (Figure 1C,D). The results showed that AsC and oxaliplatin could
significantly inhibit the cancer cell proliferation in vitro, and the inhibitory of AsC was in a
dose-dependent manner.
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Figure 1. AsC inhibits the growth of cancer cells and induces apoptosis in vitro. (A) Chemical
structure of AsC. (B) Cell viability of a variety of human lung cancer cells and mouse cancer cells
shown in the figure treated by AsC for 48 h detected by 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl
tetrazolium bromide (MTT) assays. The bar shown represents the mean + SD of samples from two
independent experiments. (C) Clone formation efficiency of the cancer cells treated by AsC. A549,
LLC, A375 and B16F10 cells were incubated with AsC or oxaliplatin at indicated concentrations in
plates for 10 days. (D) The number of colonies was counted. Data are presented as mean £ SD.
*p<0.05 **p <0.01, ** p < 0.001, *** p <0.0001, “ns” indicates not significant. (E) A549, LLC,
A375 and B16F10 cells were treated with AsC or oxaliplatin at indicated concentrations for 24 h and
Annexin V and PI staining cells were analyzed by flow cytometry. ** p < 0.01, **** p < 0.0001, “ns”

indicates not significant.
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In order to elucidate whether the reduced proliferation of cancer cells would be due
to the cytostatic or cytotoxic properties of AsC treatment, we evaluated the apoptosis of
cancer cells under the treatment of AsC or oxaliplatin under equivalent treatment conditions
by flow cytometry. According to the cell viability assay results and the morphological
changes of cells after treatment with drugs or compounds, we treated cancer cells with
indicated concentrations of AsC or oxaliplatin for 24 h and incubated them with Annexin
V-APC and propidium iodide (PI). The results showed that AsC treatment strongly induced
apoptotic response compared to the untreated control, resulting in an increased percentage
of apoptotic cells (from 5.7% in untreated cells to 46.9%, 65.4% in treatment A549 cells
with AsC 10, 20 uM). Similar experiments were performed in LLC, A375 and B16F10 cells
and revealed similar results. In addition, the ability of AsC to induce apoptosis under
the same treatment conditions was slightly stronger than that of oxaliplatin (Figure 1E).
The results suggested that AsC inhibited lung cancer and melanoma cell proliferation and
induced apoptosis.

2.2. AsC Suppresses Lung Cancer and Melanoma Cell Viability In Vivo

To investigate the anticancer activity of AsC in vivo, we used C57 mice to construct
a mouse lung cancer and melanoma (LLC and B16F10) subcutaneous homograft cancer
model. In each tumor model, mice were randomly divided into four groups and treated
with vehicle, oxaliplatin (5 mg/kg), and AsC (25 mg/kg or 50 mg/kg) once every 3 days
(Figure 2A F). The results showed that both the AsC low-dose (25 mg/kg) and high-dose
groups (50 mg/kg) could significantly inhibit the increase in tumor volume and tumor
weight (Figure 2B,D,G,I). AsC had no significant effect on the body weight of mice, while
the body weight of mice in the oxaliplatin group was significantly reduced (Figure 2E,]). In
addition, in order to further observe the impact of AsC on various organs and tissues of
mice, we performed H&E staining on the small intestine, kidney, liver and other tissues
of mice in each treatment group. The results showed that the villus tissue of the mouse
small intestine was destroyed in the oxaliplatin group. Severe pathological changes such as
damaged glomerular integrity and severe hepatocyte edema were observed. However, in
the AsC-treated groups, no other visible tissue damage was observed except for edema in
the liver tissue (Supplementary Materials Figure 52). Furthermore, one mouse died in the
vehicle control group and AsC low-dose group. Our results showed that AsC could inhibit
the growth of lung cancer and melanoma cells with fewer side effects in vivo.

2.3. AsC Increases Infiltration of CD8" T Cells in Lung Cancer and Melanoma Tissues

Previous studies reported that interleukin 2 (IL2) could play multiple roles during
the generation of effector and memory CD8* T cell responses. CD8* T cells intrinsically
expressing IL2 possess stem cell properties and resist exhaustion and generate a memory
phenotype [15]. Engineered IL2 partial agonists promote the expansion of CD8* T cells
and exhibits potent antitumor activity in vivo [16]. In addition, autocrine production
of interferon-y (IFN-y) by CD8" T cells can enhance its cytotoxic function, motility and
cell survival, and promote the killing effect of CD8" T cells [17]. In order to observe
whether AsC can change the tumor immune microenvironment during the inhibition of
lung cancer and melanoma, we examined the proportions of various immune cells in
mouse tumor tissue cells, including CD4* T cells, CD8* T cells and Natural Killer (NK)
cells. The results showed that the proportion of CD8* T cells increased in both lung cancer
and melanoma tumor tissues, while CD4" T cells only increased in melanoma tissues, and
the same phenomenon was not observed in lung cancer tissues. Meanwhile, more IL2
and IFN-y were detected in CD8* T cells in the AsC administration group (Figure 3A-G,
Supplementary Materials Figures S3 and S4). In addition, no obvious changes were seen in
NK cells in LLC (Supplementary Materials Figure S5).
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Figure 2. AsC inhibits the growth of melanoma and lung cancer cells in vivo. (A,F) Flowchart of

the experimental design for the antitumor activity of AsC. (B,G) Subcutaneous tumors formed by

the indicated cells were dissected and imaged. The circles represent tumors that were not obtained
because the mice died before the end of the experiment. (C,H) Tumor volumes of LLC and B16F10
xenografts following treatment with AsC (25 mg/kg, 50 mg/kg), oxaliplatin (5 mg/kg) once every

three days. The average volume and standard deviation are plotted, the statistical comparison vs.
vehicle-treated control is shown by t-test. ** p < 0.01, *** p < 0.001, **** p < 0.0001. (D,I) The tumor
weight of each group of mice. * p < 0.05, ** p < 0.01, “ns” indicates not significant. (E,J) The body

weight change curves of each group of mice. * p < 0.05.
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Figure 3. AsC promotes the infiltration of CD8" T cells and reduces the expression of PD-L1 in vivo.

(A-F) Isolation of LLC and B16F10 mouse tumor cells for flow cytometry staining. (A,D) Proportion
of CD4* T cells in LLC and B16F10 tumor tissues. (B,E) Proportion of CD8" T cells in LLC and B16F10
tumor tissues. (C,F) The numbers of IL2* T cells in CD8" T cells in LLC and B16F10 tumor tissues.
(G) The numbers of IFN-y* T cells in CD8* T cells in B16F10 tumor tissues. The statistical comparison
vs. vehicle-treated control is shown by t-test. * p < 0.05, ** p < 0.01, *** p < 0.001, “ns” indicates not

significant. (H) Hematoxylin and Eosin (H&E) staining and immunohistochemistry (IHC) staining

of CD3 and PD-L1 in B16F10 tumor tissues. The red boxes represent the images of the tumor tissue

magnified 4 times by the black boxes (magnification, 200x).
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In addition, to investigate the infiltration of lymphocytes in melanoma tumor tissue,
we observed the expression and distribution of CD3" T cells in melanoma tumor tissue
through immunohistochemistry experiments. The results showed that the expression of
CD3* T in the AsC-treated group was significantly increased compared with the vehicle
control group. Interestingly, the expression of Programmed death ligand 1 (PD-L1) was
also reduced in the AsC-treated group. The above results show that AsC can promote the
infiltration of CD8* T cells in tumor tissues and reduce the expression of PD-L1 (Figure 3H).

2.4. AsC Induces ROS Accumulation and Mitochondrial Membrane Depolarization in Lung
Cancer and Melanoma Cells

7

In previous studies, we found that AsC has the effect of transforming “cold tumors”
into “hot tumors”. Therefore, we speculated whether AsC could induce the occurrence
of ICD. A large number of studies have shown that ROS and changes in mitochondrial
function play a key role in the occurrence of ICD. ROS has been reported to trigger ICD
and subsequently lead to anticancer immune responses [18-20]. Since ROS often serve as
upstream signals for cell death [21,22], here we detected the ROS generation in lung cancer
and melanoma cells by utilizing a DCFH-DA fluorescent dye. As shown in Figure 4A,
after 12 h of AsC treatment, intracellular ROS production increased significantly in A549,
A375 and B16F10 cells, but there was no significant change in LLC cells. Furthermore, just
as previous reported, mitochondrial function was evaluated by assessing mitochondrial
membrane potential (AYm) using a JC-1 kit (Dojindo Molecular Technologies, Tokyo,
Japan) [21]. The cancer cells were treated with indicated concentrations of CCCP, AsC and
oxaliplatin for 6 h. And the results showed that with increasing treatment concentration
of AsC, AYm was significantly reduced in LLC, A375 and B16F10 cells, except A549 cells
(Figure 4B,C). The above results indicate that AsC could cause the increase in intracellular
ROS production and the damage to the mitochondrial function. However, the mechanism of
this damage is complex because the phenomena are not entirely consistent in different cells.

2.5. AsC Induces DAMPs and ICD in Lung Cancer and Melanoma Cells

Previous studies have shown that ER stress induced by ROS accumulation is the
main cause of ICD, and is accompanied by the expression and secretion of numerous
DAMPs, such as CRT and ATP [23,24]. To examine whether AsC can induce ER stress
in lung cancer and melanoma cells and lead to ICD, this study examined the expression
changes of ER stress-related proteins in lung cancer and melanoma cells after AsC treatment
for different times or different concentrations. Western blotting analysis was performed
to detect the levels of p-PERK, PERK, p-elF2¢, elF2x and CRT in the lung cancer and
melanoma cells. The results showed that with the extension of AsC treatment time or
the increase in concentration, the expression of the majority ER stress-related proteins
increased significantly. Interestingly, in LLC, we observed that as AsC treatment time
increased, the expression of p-elF2« tended to increase from 3 to 12 h, but then decreased.
We also observed a similar phenomenon in B16F10 cells. The expression of p-eIF2cc was
significantly up-regulated at 3-24 h, and then returned to a lower expression state. Those
phenomenon were not observed in A549 and A375 cells (Figure 5A). In contrast, the cellular
heterogeneity was observed in the presence of oxaliplatin treatment. ER stress-related
proteins were more significantly up-regulated in A549 and B16F10 cells under the treatment
of oxaliplatin, while only some of molecules were up-regulated in LLC and A375 cells
(Figure 5B). Furthermore, we used immunofluorescence experiments to detect the ectopic
expression changes of CRT protein in the cells under the treatment of AsC for 24 h. The
results showed that AsC increased the expression of CRT protein on the cell membrane
(Figure 5C). In addition, using ELISA experiments, we found that the amount of ATP
released in the cell supernatant increased significantly under the treatment of AsC for 24 h
(Figure 5D). The above results indicate that AsC could induce ER stress in tumor cells, and
the secretion of DAMPs leads to immunogenic death of lung cancer and melanoma cells.
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Figure 4. AsC promotes ROS accumulation and induces mitochondrial membrane depolarization
in lung cancer and melanoma cells. (A) Fluorescence images of lung cancer (A549 and LLC) and
melanoma (A375 and B16F10) cells stained with DCFH-DA and Hoechst33342 after treated with 10 uM
AsC and oxaliplatin for 12 h. * p < 0.05, **** p < 0.0001, “ns” indicates not significant, (magnification,
400x). (B) Immunofluorescence images of AYm alterations and (C) statistical analysis of fluorescence
intensity in A549, LLC, A375 and B16F10 cells after different treatments for 6 h. * p < 0.05, ** p < 0.01,
*** p <0.001, **** p < 0.0001, “ns” indicates not significant.
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Figure 5. UPR and DAMPs released upon ER stress following AsC treatment. (A) A549, LLC, A375
and B16F10 cells were treated by AsC at indicated concentrations for different times (0, 3, 6, 12,
24, 36 h). Levels of p-PERK, PERK, p-elF2«, e[F2a and CRT proteins were detected using Western
blotting. (B) A549, LLC, A375 and B16F10 cells were treated with 10 pM AsC or oxaliplatin for 24 h.
Levels of p-PERK, PERK, p-elF2«, elF2a and CRT proteins were detected using Western blotting. (C)
A549, LLC, A375 and B16F10 cells were treated with 10 uM AsC or oxaliplatin for 24 h, the images of
CRT were detected by the immunofluorescence. (D) Quantitative plot showing the secretory ATP
content detected by ELISA. Data are shown as the mean + SD, n =3. * p < 0.05, ** p < 0.01, ** p <
0.001, **** p < 0.0001, “ns” indicates not significant.
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As a transcription factor that activates genes, ATF4 plays a key role in important bio-
logical processes such as autophagy, protein folding, amino acid metabolism, redox balance
and apoptosis [25-28]. Previous studies have shown that ER stress-induced elF2o phospho-
rylation activates the transcription and translation levels of ATF4, subsequently increasing
glutathione biosynthesis and protecting cells from oxidative stress [29]. Interestingly, ER
stress can also induce cell death through the ATF4/CHOP pathway [30]. In this study, our
experiments observed that after treated with AsC for different times or different concen-
trations, the levels of CHOP was increased in both time- and concentration-dependent
manner. However, the changes in ATF4 protein levels were not significant compared to
those of p-elF2a (Figure 6A,B). Furthermore, when cells were treated with 10 pM AsC for
24 h, ATF4 protein was more localized in the nucleus (Figure 6C). These results indicated
that AsC mainly worked by promoting the entry of ATF4 into the nucleus, and the entry
of ATF4 into the nucleus was an important sign of its activation. The above experimental
results showed that AsC could induce ER stress, activate the PERK/elF2«/ATF4/CHOP
signaling pathway and cause ICD in lung cancer and melanoma cells.

2.6. AsC Promotes DC Maturation by Upregulating ROS Production

To further clarify the relationship between the antitumor activity of AsC and the
production of ROS, we used four different ROS scavengers (Glutathione, GSH; Catalase,
CAT; Superoxide dismutase, SOD and N-acetyl cysteine, NAC) to observe their effects on
AsC’s inhibition of cell growth. The results showed that CAT and SOD had obvious effects
and could weaken the inhibitory action of AsC on cell growth (Figure 7A). Additionally,
AsC-stimulated ROS generation could be markedly reversed in the cells co-treated with
CAT in most cases detected by flow cytometry (Figure 7B).

Calreticulin exposure is an important marker of ICD of tumor cells, providing immune
cells with an “eat me” immunogenic signal [31,32]. In addition, the release of ATP from
dead cells is a major feature of ICD. After binding to the purinergic receptor P2Y2, it acts as
a “find me” signal for DC precursors, thereby promoting the recruitment of myeloid cells
to active ICD sites [33,34]. ATP can function as a danger signal, promoting the maturation
and differentiation of DCs. This results in increased expression of CD80 and CD86 in DCs,
thereby strengthening T cell activation signals [35].

In order to further study the regulatory effect of AsC on DC maturation, based on
a previous study [20], we isolated bone marrow from the femurs of C57BL/6 mice, used
cytokines granulocyte-macrophage colony-stimulating factor (GM-CSF) and interleukin 4
(IL4) to induce their differentiation into DCs for 6 days, and then co-cultured them with
tumor cells from different treatment groups for 24 h (Figure 7C). Flow cytometry was used
to detect the proportion of mature DCs (CD11c*, CD80*, CD86%). As shown in Figure 7D,E,
in LLC cells, the proportion of mature DCs increased from 14.8% in the control group to
26.9% in the AsC-treated group, and CAT partially reversed the induction of AsC on DCs.
A similar phenomenon was observed in B16F10 cells (Figure 7D,E). These data indicated
that AsC promoted DC maturation in a ROS-dependent manner.
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Figure 6. AsC activates the ATF/CHOP signaling pathway. (A) A549, LLC, A375 and B16F10 cells
were treated by AsC at indicated concentrations for different times (0, 3, 6, 12, 24, 36 h). Levels of
ATF4 and CHOP proteins were detected using Western blotting. (B) A549, LLC, A375 and B16F10
cells were treated with 10 uM AsC or oxaliplatin for 24 h. Levels of ATF4 and CHOP proteins were
detected using Western blotting. (C) A549, LLC, A375 and B16F10 cells were treated with 10 uM AsC
or oxaliplatin for 24 h, the images of ATF4 were detected by the immunofluorescence.
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Figure 7. AsC promotes dendritic cell (DC) maturation by upregulating ROS production. (A) Clone
formation experiments were performed to detect the effect of AsC on cell growth when A549, LLC,
A375 and B16F10 cells were treated with or without the ROS scavenger, 2.5 mM Glutathione (GSH),
100 p/mL Catalase (CAT), 100 pu/mL Superoxide dismutase (SOD) and 2.5 mM N-acetyl cysteine
(NAC) for 10 days. (B) A549, LLC, A375 and B16F10 cells were treated with AsC (10 M) with or
without CAT (100 u/mL) for 24 h. ROS were detected by flow cytometry. (C) The scheme of murine s
DCs isolation, differentiation, and maturation analysis. (D) After the AsC treated with or without
CAT LLC or B16F10 cells for 6 h, then co-cultured with immature DCs for another 24 h. The CD11c,
CD80 and CD86 positive cells were detected by the flow cytometry. (E) Quantification of mature
DCs following the CD11c, CD80 and CD86 staining. n =3, * p < 0.05, ** p < 0.01, “ns” indicates
not significant.
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3. Discussion

Natural products and their derivatives are important sources of antitumor drugs and
can provide more new inhibitors or new framework active compounds. According to
statistics, 62 of the 185 antitumor small molecule drugs approved from 1981 to 2019 were
derived from natural products, accounting for 33.5% of the total [13]. The natural product
is a compound of a twelve-membered or thirteen-membered macrocyclic ether and a
tetracyclic (6/5/6/5) structure, which is a macrocyclic alkaloid. This type of compound was
first discovered in 2001 [36]. Subsequent research results found that this type of compound
exhibits significant antitumor activity. For example, GKK1032B induces apoptosis in human
osteosarcoma MG63 cells by activating the Caspase signaling pathway [37]. Pyrrocidines A
and B compounds are effective in human early childhood tumors. Myeloid leukemia HL-60
cells are cytotoxic [38]. Pyrrocidines A activates the Caspase-3/PARP signaling pathway
in a ROS-independent manner to induce apoptosis of HL-60 cells [39]. Embellicines A
and B have killing effects on leukemia cells K562 [40]. However, there are few reports
of these compounds inducing ICD of tumor cells. In this study, we report the novel
structure marine compound, AsC, inhibits lung cancer and melanoma growth in vivo and
in vitro. Mechanistically, we first found that AsC could induce ER stress and increase
ROS generation, which in turn upregulated DAMPs molecular expression and caused ICD.
Furthermore, AsC promoted the maturation of DCs in vitro and improved the infiltration
CD8* T cells in tumors in vivo, which altered the tumor microenvironment eventually.

Advantages of marine natural products in drug development, marine microbial sec-
ondary metabolites have three important advantages compared with traditional animal
and plant products. First, the use of large-scale fermentation projects can quickly and
massively obtain the required compounds and solve the problem of drug sources; secondly,
without the need for large-scale mining to avoid damage to the ecological environment;
finally, by studying compound synthesis routes, adjusting fermentation conditions and
the activity of key metabolic enzymes, it is possible to obtain more structurally novel com-
pounds, which will be more conducive to improving the utilization of marine resources [41].
The compound AsC in this article was isolated from the secondary metabolites of marine
endophytic fungi. There were four other structurally similar compounds discovered at the
same time as AsC. Our previous studies compared the antitumor activities of these five
compounds in various cancer models, including lung cancer, colon cancer, glioma, prostate
cancer, melanoma and breast cancer. It was found that AsA and AsC showed more promi-
nent activity in these six cancer models and had a higher acquisition rate [14]. Moreover,
our previous research found that AsA blocks the cell cycle through the ROS-dependent
Akt/Cyclin D1/Rb signaling pathway [42]. In this article, we also reveal the antitumor
activity and biological effects of AsC, which makes AsC an attractive potential antitumor
candidate compound.

The relationship between ROS, tumors and tumor immunity is close and complex [43].
ROS exerts both antitumor [44—47] and potential tumor-promoting effects [48-51], and the
same is true for tumor immunity. This may depend on the concentration, location, type and
microenvironment of ROS. Due to the abnormal metabolism of tumor cells and continued
activation of important signaling pathways, cancer cells have higher ROS levels than
normal cells. However, excessive ROS accumulation is harmful to cells, such as destroying
cell membranes, proteins, lipids and nucleic acids, and even kills cells. Therefore, tumor
cells are more dependent on antioxidant mechanisms than normal cells [52]. This makes
the development of ROS inducers potentially an effective strategy against tumors, such
as 3-lapachone [53]. The transcription factor NF-E2 p45-related factor 2 (NRF2; encoded
by NFE2L2) and its principal negative regulator, the E3 ligase adaptor Kelch-like ECH-
associated protein 1 (KEAP1) plays a key role in maintaining redox [54]. Our results show
that AsC seems to have good inhibitory activity against Keap1l-mutated cells, including PC9,
H460 and A549, with ICsj 4.98, 8.93 and 10.25 uM, respectively. The ICs5q of Keapl wild-
type cells H1703, H1975 and H1299 are 7.29, 10.50 and 15.05 uM, respectively. Although
this difference is weak, it also indicates to a certain extent that AsC has a strong inhibitory
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effect on NRF2/Keap1 mutant cells. This type of cell relies on its own powerful antioxidant
system to maintain its growth, which in turn shows that these cells are vulnerable to ROS.
This reminds us that if AsC is combined with an NRF2 inhibitor, it is possible to obtain
better therapeutic effects.

The Unfolded Protein Response (UPR) is a cellular stress response specifically related
to the endoplasmic reticulum (ER) stress. It serves three primary physiological functions:
firstly, it halts protein translation to restore normal cellular functions; secondly, it reduces
the accumulation of misfolded proteins; and thirdly, it activates specific signaling pathways
to enhance the production of molecular chaperones that aid in protein folding. The UPR’s
role is to mend cellular damage and maintain the survival of organisms [55,56]. How-
ever, prolonged UPR can lead to cell death via the PERK/elF2«/ATF4/CHOP signaling
pathway [10,57]. Studies indicate that cancer cells may evade drug-induced death by up-
regulating protective proteins like the binding-immunoglobulin protein (Bip), making UPR
inducers in combination with protein synthesis inhibitors a novel anticancer therapy [58].
Additionally, this study observed that AsC treatment inhibited the expression of p-elF2a
and ATF4 in lung cancer and melanoma cells after 36 h. However, the mechanism needs
further investigation, which might pave the way for new anticancer therapies.

With the discovery of immune checkpoints, immunotherapy has emerged as a critical
modality for cancer treatment alongside surgery, chemotherapy and targeted therapy.
However, only a limited subset of patients benefits from immune checkpoint therapy. A
primary reason is the “immune desert” state of most patients, characterized by minimal
immune cell infiltration within the tumor microenvironment. Thus, the development
of drugs that boost immune cell infiltration represents a promising avenue. Research
indicates that inducing ICD in tumor cells is a key strategy to enhance tumor immunity.
Numerous drugs and natural substances have been identified to trigger ICD in tumor
cells [2,59]. For instance, doxorubicin from Streptomyces can initiate the exposure of CRT,
heat shock proteins 70 and 90 (HSP70/HSP90) and the release of IFN-y, fostering DC
maturation [60,61]. In addition, capsaicin extracted from peppers can also induce ICD,
promoting ROS production, leading to ER stress, CRT exposure and release of HMGB1
and ATP [62-64]. Oxaliplatin, a prevalent chemotherapy drug, has been found to elevate
ICD biomarkers in liver cancer cells and, in vivo, to increase mature DCs and CD8* T cells
while decreasing regulatory T (Treg) cells. Moreover, combining oxaliplatin with immune
checkpoint inhibitors has demonstrated a synergistic effect in cancer treatment [4]. In this
study, we found that AsC can successfully induce ICD in lung cancer and melanoma cells,
thereby promoting the maturation of DCs and increasing the infiltration of CD8* T cells
into tumors.

In the realm of clinical tumor immunotherapy, the targeting of the Programmed
death 1 (PD-1)/PD-L1 pathway has emerged as one of the most triumphant and prevalent
approach [65,66]. While antibody drugs remain the mainstream, the universal application
of drugs has been hindered to some extent due to their high price and special conditions
of use. Consequently, there is a growing shift towards developing small molecule drugs
for antitumor immunotherapy [67]. Research has revealed that various small molecule
drugs can modulate PD-L1 expression, including gefitinib and doxorubicin, or can disrupt
the PD-1/PD-L1 pathway signaling by targeting their binding site, with compounds like
CA-170 and BMS-202 [68]. Notably, natural products, such as AsC, with their larger
molecular weights and complex structures, are hypothesized to have superior potential
in blocking protein—protein interactions, making them promising candidates for small
molecule immune checkpoint inhibitors.

In summary, we discovered the antitumor activity of the 13-membered macrocyclic
alkaloid structure compound AsC in in vivo and in vitro. At the same time, this study also
revealed the antitumor mechanisms of AsC. AsC could upregulate cellular ROS levels,
induce ER stress in tumor cells, activate the PERK/elF2«/ATF4/CHOP signaling pathway,
cause tumor ICD and change tumor immunity microenvironment eventually. This study
not only expands our understanding of the antitumor effects of 13-membered macrocyclic
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alkaloid compounds, but also takes an important step towards promoting AsC as an
antitumor lead compound.

4. Materials and Methods
4.1. Preparation of AsC

AsC was prepared and purified from mangrove endophytic fungus Ascomycota sp.
CYSK-4 as previously reported, and its structure was identified by interpretation of spectral
data (MS, IH NMR, 13C NMR, 2D NMR) and X-ray single crystal diffractive technique) [14].
The compound was dissolved in 99.9% dimethyl sulfoxide (DMSO) at a concentration of
10 mM as stock solution and diluted according to experimental requirements when used.

4.2. Cell Culture

Human lung cancer cell lines A549, H1975, H460, H1299, H1703, PC9 and human
melanoma cell lines A375 were obtained from the cell bank of the Shanghai Institutes of
Biological Sciences (Shanghai, China) or from Fu Erbo Biotechnology Co., Ltd. (Guangzhou,
China). Mouse cancer cell lines LLC, Hepal-6, MC38, B16F10, CT26 and 4T1 were pur-
chased from ATCC. Cells were cultured in Dulbecco’s modified Eagle’s medium (DMEM)
(Invitrogen, Carlsbad, CA, USA) supplemented with 5% fetal bovine serum (Hyclone,
Logan, UT, USA), 2 mM L-glutamine, 100 mg-mL~! streptomycin and 100 units-mL !
penicillin (Invitrogen, Carlsbad, CA, USA). The cultures were maintained at 37 °C in a
humidified atmosphere of 5% CO5.

4.3. Cell Viability Assay

Cell viability was determined by 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium
bromide MTT) reagent (Genview, Houston, TX, USA) assay as previously described [42].

4.4. Clonogenic Assay

Tumor cells were plated in 24-well plates, A549 and B16F10 cells at a density of
1000 cells/well, A375 and LLC cells at a density of 2000 cells/well. After cells were attached
for 3 days, AsC or oxaliplatin at indicated concentrations was added to plates. DMSO
served as the control vehicle. The cells were then fixed with methanol and stained with
0.1% crystal violet when AsC or oxaliplatin treatment for 7 days. Colonies were counted by
Image J 1.50i software NIH, Bethesda, MD, USA).

4.5. Cell Apoptosis Analysis by Flow Cytometry

Apoptotic cell death was determined by flow cytometry analysis using Annexin V-
APC apoptosis detection kit (Sungene Biotech, Tianjin, China). After 24 h individual AsC or
oxaliplatin treatment, cells were collected, washed with cold PBS, suspended in 500 uL of
binding buffer and stained with 5 uL of Annexin V-APC and propidium iodide respectively.
The cells were mixed gently, incubated in the dark for 30 min. The samples were analyzed
with a FACS (Beckman Coulter, CA, USA).

4.6. Western Blotting Analysis

The cells were seeded in 60 mm diameter plates at 1 x 10° cells per well. After incuba-
tion for 24 h, the cells were treated with 10 uM AsC for specified time or treated with AsC
or oxaliplatin at the indicated concentrations for 24 h. The cells were harvested and lysed
after treatment then lysates were probed with primary antibodies and horseradish peroxi-
dase (HRP) (1:2000; Bio-Rad Laboratories, Inc., Hercules, CA, USA) conjugated secondary
antibodies. Primary antibodies including p-PERK (1:500, RRID: AB_2935416), PERK (1:500,
RRID: AB_2879521), elF2x (1:500, RRID: AB_2096489), CRT (1:500, RRID: AB_2880835),
ATF4 (1:500, RRID: AB_2058600), CHOP (1:500, RRID: AB_2292610) and GAPDH (1:5000,
RRID: AB_2107436) were purchased from Proteintech (Guangzhou, China). p-elF2a (1:500,
RRID: AB_3065164) was purchased from ImmunoWay Biotechnology (Jiangsu, China).
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4.7. Chemicals and Fluorescent Probes for Studying ROS Generation

A549, LLC, A375 and B16F10 cells were plated on 24 mm dishes at 2 x 10% cells
per well and cultured for 24 h, and then treated with AsC or oxaliplatin at the indicated
concentrations for 24 h. Cells were incubated with 10 uM DCFH-DA (Biosharp Life Sciences,
Hefei, China) without FBS at 37 °C with 5% CO, for 30 min in the dark. Then, cells were
centrifuged and resuspended in PBS before adding 10 pug/mL Hoechst33342 in DMEM
without FBS and incubated again at 37 °C with 5% CO; for 20 min in the dark. Cells were
centrifuged and washed by PBS, and this process was repeated three times. Finally, DCF
fluorescence (produced in the presence of ROS) was analyzed using an epifluorescence
microscope equipped with a digital camera (Zeiss, Oberkochen, Germany). The wavelength
Ex/Em = 355/465 nm (Hoechst 33342) and Ex/Em = 488/525 nm (FITC).

4.8. In Vivo Assay

All animal care and experimental procedures were approved by the Ethics Committee
of the Institutional Animal Care and Use Committee (IACUC), Sun Yat-sen University
(protocol code SYSU-TACUC-2021-B1229). C57BL/6] mice were inoculated subcutaneously
(s.c.) with LLC or B16F10 (1 x 10°) cells in the right lower abdomen on day 0. Four
randomized cohorts (LLC, n = 6; B16F10, n = 5) with a tumor size between 80 and 100 mm?
were administered the vehicle control (2%DMSO, 15%Tween 80, 83%physiological saline,
i.p., TIW) or AsC (25 mg-kg~!, 50 mg-kg~! i.p., TIW). The positive control group was
given oxaliplatin (5 mg-kg~! i.p., TIW). The tumor growth and regression were deter-
mined using volume as the readout. The volumes (V) were calculated using the following
formula: V=761 x (length) x (width)?. Data were presented as the mean SD of mice
in each group. Mice were humanely euthanized either at indicated times or when the
tumor reached a maximum diameter of 15 mm, and the xenograft tumors were dissected
and weighed. The tumor samples were cut for immunohistochemical (IHC) and flow
cytometric analysis.

4.9. H&E Staining

The B16F10 tumor samples and mouse small intestine, renal and liver tissue were
stained with Hematoxylin and Eosin (H&E) and observed using an inverted fluorescence
microscope and output imaging system (Zeiss, Oberkochen, Germany).

4.10. Immunohistochemistry (IHC) Staining

The B16F10 tumor samples were used to analysis. Tumor samples were collected, fixed
in 4% formalin for 24 h at 4 °C and anti-CD3, anti-PD-L1 were used for IHC. CD3 (1:200;
RRID: AB_443425) and PD-L1 (1:200, RRID: AB_2687878) were purchased from Abcam
(Cambridge, UK).

4.11. Tumor-Infiltrating Lymphocytes (TIL) Analysis by Flow Cytometric

The LLC and B16F10 tumor samples were collected and tissue was ground into
individual cells then washed twice with pre-cooled PBS. Next 5 mL of red blood cell
lysis solution (150 mM NH4CL, 10 nM KHCO3, 1 nM EDTA) was added for 5 min the
washed once with pre-cooled PBS. Anti-CD45-FITC, anti-CD3-PE/Cyanine 7, anti-CD4-PE,
anti-CD8-Brilliant Violet 421™, anti-NK1.1-PE, anti-CD25-Brilliant Violet 421™, anti-IL2-
PE/Cyanine 7, anti-IFN-y-PE and Ghost Dye™ Violet 510 were used for flow cytometry
analysis. CD45 (RRID: AB_312972), CD3 (RRID: AB_1732068), CD4 (RRID: AB_312693),
CD8a (RRID: AB_10897101), CD25 (RRID: AB_10895908), IL2 (RRID: AB_2561749) were
purchased from BioLegend (San Diego, CA, USA). Ghost Dye™ Violet 510, NK1.1 (RRID:
AB_2621804) and IFN-y (RRID: AB_2621810) were purchased from Tonbo Biosciences (San
Diego, CA, USA).
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4.12. Immunofluorescence Staining

A549, LLC, A375 and B16F10 cells were plated on 24 mm dishes at 1 x 10% cells
per well for 24 h, and then treated with 10 uM AsC or oxaliplatin. After 24 h of AsC
treatment, cells washed with 1 x PBS and fixed in 4% paraformaldehyde, followed by
blockade with blocking buffer (10% BSA and 0.5% Triton X-100). The cells were incubated
with the anti-CRT, anti-ATF4 primary antibody overnight at 4 °C. They were then washed
three times with PBS, 10 min each time, incubated with secondary antibodies and shaken
for 3045 min at room temperature in the dark. Hoechest33342 was used for nuclear
staining and images were captured using a Zeiss LSM 780 confocal microscope. CRT (1:200,
RRID: AB_2880835) and ATF4 (1:200, RRID: AB_2058600) were purchased from Proteintech
(Guangzhou, China).

4.13. JC-1 Mitochondrial Membrane Potential Assay

JC-1 mitochondrial membrane potential assay was performed as previously described [69].
Briefly, A549, LLC, A375 and B16F10 cells were plated on 24 mm dishes at 2 X 10* cells
per well and cultured for 24 h, and then treated with positive control (Carbonyl cyanide
3-chlorophenylhydrazone, CCCP), AsC or oxaliplatin at the indicated concentrations for
6 h. The mitochondrial membrane potential was assessed using JC-1 (Dojindo Molecu-
lar Technologies, Tokyo, Japan) staining according to the manufacturer’s protocols and
previous reports. All images were obtained with a fluorescence microscope (Carl Zeiss,
Oberkochen, Germany) with filter pairs of 561 nm/600 nm and 488 nm/561 nm. The
fluorescence intensity was measured on Image ] (Wayne Rasband, National Institutes of
Health, Bethesda, MD, USA).

4.14. ATP Release Assay

ATP release assay according to the manufacturer’s instructions of the ATP assay kit
(Beyotime, Shanghai, China). Briefly, A549, LLC, A375 and B16F10 cells were plated on
24 mm dishes at 2 x 10* cells per well and cultured for 24 h, then treated with AsC or
oxaliplatin at the indicated concentrations for 24 h. The supernatant was collected, and after
centrifugation, the supernatant was added into the substrate solution. The luminescence
was acquired using the SpectraMax L Microplate Reader (Molecular Devices, Silicon Valley,
CA, USA).

4.15. In Vitro DC Maturation Assays

The DCs were isolated from the bone marrow of C57BL/6 mice following the previous
study [20]. In brief, the mice were first euthanized and disinfected with 75% alcohol for
15 min. The tibia and femur were stripped, then the bone marrow was immediately flushed
out using fresh 1640 culture medium. Thet were washed with PBS and incubated with red
blood cell lysis solution for 5 min; the purified bone marrow cells were seeded in special
1640 medium containing GM-CSF (Novoprotein, Shanghai, China) (20 ng/mL) and IL-4
(20 ng/mL) in six-well culture plates. On day 3, half of the culture medium in plates was
replaced with an equal volume of fresh culture medium. The immature DCs were obtained
after 6 days of culture.

4.16. Detection of Intracellular ROS

The intracellular ROS levels were measured using a flow cytometer as previously
described [42]. Following treatment, cells were harvested and washed with PBS and then
suspended in serum-free DMEM containing 10 uM of 2/,7’-dichlorodihydrofluorescein
diacetate (DCFH-DA) at 37 °C, 5% CO, for 30 min. Cells were washed with PBS, and flow
cytometry analysis was performed with an excitation wavelength of 488 nm and emission
wavelength of 525 nm.
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4.17. Statistical Analysis

All experiments were performed at least three times, and data were expressed as
mean £ SD. Student’s t-test was used to compare the differences between two groups. We
compared more than two groups with one-way ANOVA with Tukey’s post hoc test, the
overall F test was significant (p < 0.05), and there was no significant variance in homogeneity.
GraphPad Prism version 5.0 (GraphPad Software, San Diego, CA, USA) was employed
to conduct the statistical analysis. All statistical tests were two-sided, and p < 0.05 was
considered statistically significant. The data and statistical analyses comply with the
recommendations on experimental design and analysis in pharmacology.

4.18. Materials

Hoechest33342 (#HY-15559, CAS Number: 23491-52-3) and oxaliplatin (#HY-17371,
CAS Number: 61825-94-3) were purchased from MedChemExpress (Shanghai, China), N-
Acetyl-L-cysteine (NAC; #A7250, CAS Number: 616-91-1), 2’,7'-dichlorodihydrofluorescein
diacetate (DCFH-DA,; #287810, CAS Number: 4091-99-0) and Dimethyl sulfoxide (DMSO;
#D2650, CAS Number: 67-68-5) were purchased from Sigma-Aldrich (St. Louis, MO, USA).
Carbonyl cyanide 3-chlorophenylhydrazone (CCCP, #C6700, CAS Number: 555-60-2) and
Superoxide Dismutase (SOD; # 58410, CAS Number: 9054-89-1) were purchased from
Beijing Solarbio Science and Technology Co. (Beijing, China). Catalase (CRT, #MB3116,
CAS Number: 9001-05-2) and Glutathione (GSH; #571190-30-2, CAS Number: 70-18-8)
were purchased from Dalian Melun Biotechnology Co. (Dalian, China). Annexin V-APC
apoptosis analysis kit (#A02001-11P-H) was purchased from Sungene Biotech (Tianjin,
China). ATP assay kit (#50026) was purchased from Beyotime (Shanghai, China).

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/md21120600/s1, Figure S1: MTT assay to detect the cell viability
of oxaliplatin in human cancer cells (A549, A375) (A) and mouse cancer cells (LLC, B16F10) (B);
Figure S2: H&E staining to observe the damage to mouse small intestine, renal and liver tissue treated
with AsC and oxaliplatin; Figure S3: Flow cytometry analysis of the effects of AsC and oxaliplatin
treatment on the proportion of (A) CD4* T and (B) CD8* T cells, GzmB* cells and IL2" T cells in LLC;
Figure S4: Flow cytometry analysis of the effects of AsC and oxaliplatin treatment on the proportion
of (A) CD4* T and (B) CD8" T cells, IFN-y* T cells and IL2* T cells in B16F10; Figure S5: Flow
cytometry analysis of the effects of AsC and oxaliplatin treatment on the proportion of NK cells
in LLC.

Author Contributions: Conceptualization, Z.S., M.L. and J.Y. (Jie Yuan); data curation, Y.H.; formal
analysis, Y.H. and H.Y.; funding acquisition, M.L. and J.Y. (Jie Yuan); investigation, H.Y. and X.G.;
methodology, Y.H. and B.Z.; resources, Y.C. and Z.S.; supervision, M.L. and ].Y. (Jie Yuan); validation,
YH., B.Z, G.Z,].Y. (Jianchen Yu), X.X. and W.H.; visualization, Y.H.; writing—original draft, Y.H.
and G.Z.; writing—review and editing, M.L. and ].Y. (Jie Yuan). All authors have read and agreed to
the published version of the manuscript.

Funding: This research was funded by Guangdong Marine Economy Development Special Project,
No. GDNRC [2023] 39 and No. GDNRC [2022] 35, Natural Science Foundation of Guangdong
Province, China, Grant No. 2022A1515011037.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and the animal use protocol has been reviewed and approved by the Ethics
Committee of the Institutional Animal Care and Use Committee (IACUC), Sun Yat-sen University
(protocol code SYSU-IACUC-2021-B1229, 7 July 2021).

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: The authors would like to thank Minhao Wu of Sun Yat-sen University for the
guidance on TIL analysis by flow cytometry.

Conflicts of Interest: The authors declare no conflict of interest.


https://www.mdpi.com/article/10.3390/md21120600/s1
https://www.mdpi.com/article/10.3390/md21120600/s1

Mar. Drugs 2023, 21, 600 19 of 21

References

1.  Galluzzi, L.; Buqué, A.; Kepp, O.; Zitvogel, L.; Kroemer, G. Immunogenic cell death in cancer and infectious disease. Nat. Rev.
Immunol. 2017, 17, 97-111. [CrossRef] [PubMed]

2. Sen,S.; Won, M,; Levine, M.S.; Noh, Y.; Sedgwick, A.C.; Kim, ].S.; Sessler, ].L.; Arambula, ].F. Metal-based anticancer agents as
immunogenic cell death inducers: The past, present, and future. Chem. Soc. Rev. 2022, 51, 1212-1233. [CrossRef] [PubMed]

3. Bezu, L, Sauvat, A.; Humeau, J.; Gomes-da-Silva, L.C.; Iribarren, K.; Forveille, S.; Garcia, P.; Zhao, L.; Liu, P; Zitvogel, L.; et al.
elF2a phosphorylation is pathognomonic for immunogenic cell death. Cell Death Differ. 2018, 25, 1375-1393. [CrossRef] [PubMed]

4. Zhu, H,; Shan, Y; Ge, K; Lu, J.; Kong, W,; Jia, C. Oxaliplatin induces immunogenic cell death in hepatocellular carcinoma cells
and synergizes with immune checkpoint blockade therapy. Cell. Oncol. 2020, 43, 1203-1214. [CrossRef] [PubMed]

5. Liu, P; Zhao, L.; Pol, J.; Levesque, S.; Petrazzuolo, A.; Pfirschke, C.; Engblom, C.; Rickelt, S.; Yamazaki, T.; Iribarren, K.; et al.
Crizotinib-induced immunogenic cell death in non-small cell lung cancer. Nat. Commun. 2019, 10, 1486. [CrossRef] [PubMed]

6. Terenzi, A.; Pirker, C.; Keppler, B.K.; Berger, W. Anticancer metal drugs and immunogenic cell death. J. Inorg. Biochem. 2016, 165,
71-79. [CrossRef]

7. Kepp, O.; Semeraro, M.; Bravo-San Pedro, ].M.; Bloy, N.; Buqué, A.; Huang, X.; Zhou, H.; Senovilla, L.; Kroemer, G.; Galluzzi, L.
elF2x phosphorylation as a biomarker of immunogenic cell death. Semin. Cancer Biol. 2015, 33, 86-92. [CrossRef]

8.  van Vliet, A.R,; Martin, S.; Garg, A.D.; Agostinis, P. The PERKSs of damage-associated molecular patterns mediating cancer
immunogenicity: From sensor to the plasma membrane and beyond. Semin. Cancer Biol. 2015, 33, 74-85. [CrossRef]

9. Li, X,; Zheng, J.; Chen, S.; Meng, F.D.; Ning, J.; Sun, S.L. Oleandrin, a cardiac glycoside, induces immunogenic cell death via the
PERK/elF20c/ ATF4/CHOP pathway in breast cancer. Cell Death Dis. 2021, 12, 314. [CrossRef]

10. Hu, H,; Tian, M.,; Ding, C.; Yu, S. The C/EBP Homologous Protein (CHOP) Transcription Factor Functions in Endoplasmic
Reticulum Stress-Induced Apoptosis and Microbial Infection. Front. Immunol. 2018, 9, 3083. [CrossRef]

11.  Collett, G.P; Redman, C.W,; Sargent, .L.; Vatish, M. Endoplasmic reticulum stress stimulates the release of extracellular vesicles
carrying danger-associated molecular pattern (DAMP) molecules. Oncotarget 2018, 9, 6707—-6717. [CrossRef] [PubMed]

12.  Chuang, A.W.; Kepp, O.; Kroemer, G.; Bezu, L. Chapter One—Endoplasmic reticulum stress in the cellular release of damage-
associated molecular patterns. In Infernational Review of Cell and Molecular Biology; Kepp, O., Galluzzi, L., Eds.; Academic Press:
Cambridge, MA, USA, 2020; Volume 350, pp. 1-28.

13. Newman, D.J,; Cragg, G.M. Natural Products as Sources of New Drugs over the Nearly Four Decades from 01/1981 to 09/2019. J.
Nat. Prod. 2020, 83, 770-803. [CrossRef] [PubMed]

14. Chen, Y;; Liu, Z,; Huang, Y.; Liu, L.; He, J.; Wang, L.; Yuan, ].; She, Z. Ascomylactams A-C, Cytotoxic 12- or 13-Membered-Ring
Macrocyclic Alkaloids Isolated from the Mangrove Endophytic Fungus Didymella sp. CYSK-4, and Structure Revisions of
Phomapyrrolidones A and C. J. Nat. Prod. 2019, 82, 1752-1758. [CrossRef] [PubMed]

15. Kahan, S.M.; Bakshi, R.K,; Ingram, J.T.; Hendrickson, R.C.; Lefkowitz, E.J.; Crossman, D.K.; Harrington, L.E.; Weaver, C.T.; Zajac,
AlJ. Intrinsic IL-2 production by effector CD8 T cells affects IL-2 signaling and promotes fate decisions, stemness, and protection.
Sci. Immunol. 2022, 7, eabl6322. [CrossRef] [PubMed]

16. Mo, E; Yu, Z,; Li, P; Oh, J.; Spolski, R.; Zhao, L.; Glassman, C.R.; Yamamoto, T.N.; Chen, Y.; Golebiowski, EM.; et al. An
engineered IL-2 partial agonist promotes CD8* T cell stemness. Nature 2021, 597, 544-548. [CrossRef] [PubMed]

17.  Bhat, P; Leggatt, G.; Waterhouse, N.; Frazer, I.H. Interferon-y derived from cytotoxic lymphocytes directly enhances their motility
and cytotoxicity. Cell Death Dis. 2017, 8, €2836. [CrossRef] [PubMed]

18. Liao, L.S.; Chen, Y;; Hou, C,; Liu, Y.H,; Su, G.F; Liang, H.; Chen, Z.F. Potent Zinc(II)-Based Immunogenic Cell Death Inducer
Triggered by ROS-Mediated ERS and Mitochondrial Ca?* Overload. J. Med. Chem. 2023, 66, 10497-10509. [CrossRef]

19. Zhang, Q.; Li, S.; Ren, J.; He, X.; Shi, H.; Zhang, F,; Li, H.; Tong, R. ROS-triggered nanoinducer based on dermatan sulfate
enhances immunogenic cell death in melanoma. J. Control. Release Off. ]. Control. Release Soc. 2022, 348, 22-33. [CrossRef]

20. Xu, Z; Xu, J; Sun, S,; Lin, W,; Li, Y;; Lu, Q; Li, E; Yang, Z.; Lu, Y.; Liu, W. Mecheliolide elicits ROS-mediated ERS driven
immunogenic cell death in hepatocellular carcinoma. Redox Biol. 2022, 54, 102351. [CrossRef]

21. Zhou, B,; Zhang, J.Y,; Liu, X.S.; Chen, H.Z; Ai, Y.L.; Cheng, K,; Sun, R.Y.; Zhou, D.; Han, J.; Wu, Q. Tom20 senses iron-activated
ROS signaling to promote melanoma cell pyroptosis. Cell Res. 2018, 28, 1171-1185. [CrossRef]

22.  Guo, L; Gong, H,; Tang, T.L.; Zhang, B.K.; Zhang, L.Y.; Yan, M. Crizotinib and Sunitinib Induce Hepatotoxicity and Mitochondrial
Apoptosis in L02 Cells via ROS and Nrf2 Signaling Pathway. Front. Pharmacol. 2021, 12, 620934. [CrossRef] [PubMed]

23. Li, W, Yang, J.; Luo, L.; Jiang, M.; Qin, B.; Yin, H.; Zhu, C.; Yuan, X.; Zhang, J.; Luo, Z.; et al. Targeting photodynamic and
photothermal therapy to the endoplasmic reticulum enhances immunogenic cancer cell death. Nat. Commun. 2019, 10, 3349.
[CrossRef] [PubMed]

24. Krysko, D.V.; Garg, A.D.; Kaczmarek, A.; Krysko, O.; Agostinis, P.; Vandenabeele, P. Inmunogenic cell death and DAMPs in
cancer therapy. Nat. Rev. Cancer 2012, 12, 860-875. [CrossRef]

25.  Ye,].; Kumanova, M.; Hart, L.S.; Sloane, K.; Zhang, H.; De Panis, D.N.; Bobrovnikova-Marjon, E.; Diehl, J.A.; Ron, D.; Koumenis,
C. The GCN2-ATF4 pathway is critical for tumour cell survival and proliferation in response to nutrient deprivation. EMBO ].
2010, 29, 2082-2096. [CrossRef] [PubMed]

26. Novoa, I; Zhang, Y.; Zeng, H.; Jungreis, R.; Harding, H.P.; Ron, D. Stress-induced gene expression requires programmed recovery

from translational repression. EMBO J. 2003, 22, 1180-1187. [CrossRef] [PubMed]


https://doi.org/10.1038/nri.2016.107
https://www.ncbi.nlm.nih.gov/pubmed/27748397
https://doi.org/10.1039/D1CS00417D
https://www.ncbi.nlm.nih.gov/pubmed/35099487
https://doi.org/10.1038/s41418-017-0044-9
https://www.ncbi.nlm.nih.gov/pubmed/29358668
https://doi.org/10.1007/s13402-020-00552-2
https://www.ncbi.nlm.nih.gov/pubmed/32797385
https://doi.org/10.1038/s41467-019-09415-3
https://www.ncbi.nlm.nih.gov/pubmed/30940805
https://doi.org/10.1016/j.jinorgbio.2016.06.021
https://doi.org/10.1016/j.semcancer.2015.02.004
https://doi.org/10.1016/j.semcancer.2015.03.010
https://doi.org/10.1038/s41419-021-03605-y
https://doi.org/10.3389/fimmu.2018.03083
https://doi.org/10.18632/oncotarget.24158
https://www.ncbi.nlm.nih.gov/pubmed/29467921
https://doi.org/10.1021/acs.jnatprod.9b01285
https://www.ncbi.nlm.nih.gov/pubmed/32162523
https://doi.org/10.1021/acs.jnatprod.8b00918
https://www.ncbi.nlm.nih.gov/pubmed/31251621
https://doi.org/10.1126/sciimmunol.abl6322
https://www.ncbi.nlm.nih.gov/pubmed/35148200
https://doi.org/10.1038/s41586-021-03861-0
https://www.ncbi.nlm.nih.gov/pubmed/34526724
https://doi.org/10.1038/cddis.2017.67
https://www.ncbi.nlm.nih.gov/pubmed/28569770
https://doi.org/10.1021/acs.jmedchem.3c00603
https://doi.org/10.1016/j.jconrel.2022.04.026
https://doi.org/10.1016/j.redox.2022.102351
https://doi.org/10.1038/s41422-018-0090-y
https://doi.org/10.3389/fphar.2021.620934
https://www.ncbi.nlm.nih.gov/pubmed/33597889
https://doi.org/10.1038/s41467-019-11269-8
https://www.ncbi.nlm.nih.gov/pubmed/31350406
https://doi.org/10.1038/nrc3380
https://doi.org/10.1038/emboj.2010.81
https://www.ncbi.nlm.nih.gov/pubmed/20473272
https://doi.org/10.1093/emboj/cdg112
https://www.ncbi.nlm.nih.gov/pubmed/12606582

Mar. Drugs 2023, 21, 600 20 of 21

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Fusakio, M.E.; Willy, J.A.; Wang, Y.; Mirek, E.T.; Al Baghdadi, R.J.; Adams, C.M.; Anthony, T.G.; Wek, R.C. Transcription factor
ATF4 directs basal and stress-induced gene expression in the unfolded protein response and cholesterol metabolism in the liver.
Mol. Biol. Cell 2016, 27, 1536-1551. [CrossRef] [PubMed]

Yan, M.M.; N, ].D.; Song, D.; Ding, M.; Huang, J. Interplay between unfolded protein response and autophagy promotes tumor
drug resistance. Oncol. Lett. 2015, 10, 1959-1969. [CrossRef] [PubMed]

Harding, H.P; Zhang, Y.; Zeng, H.; Novoa, L; Lu, PD.; Calfon, M.; Sadri, N.; Yun, C.; Popko, B.; Paules, R ; et al. An integrated
stress response regulates amino acid metabolism and resistance to oxidative stress. Mol. Cell 2003, 11, 619-633. [CrossRef]
Rozpedek, W.; Pytel, D.; Mucha, B.; Leszczynska, H.; Diehl, ]J.A.; Majsterek, I. The Role of the PERK/elF2x/ATF4/CHOP
Signaling Pathway in Tumor Progression During Endoplasmic Reticulum Stress. Curr. Mol. Med. 2016, 16, 533-544. [CrossRef]
Kim, D.Y;; Pyo, A,; Yun, M,; Thangam, R.; You, S.H.; Zhang, Y.; Jung, Y.R.; Nguyen, D.H.; Venu, A.; Kim, H.S,; et al. Imaging
Calreticulin for Early Detection of Immunogenic Cell Death During Anticancer Treatment. . Nucl. Med. Off. Publ. Soc. Nucl. Med.
2021, 62, 956-960. [CrossRef]

Obeid, M.; Tesniere, A.; Ghiringhelli, E; Fimia, G.M.; Apetoh, L.; Perfettini, ].-L.; Castedo, M.; Mignot, G.; Panaretakis, T.; Casares,
N.; et al. Calreticulin exposure dictates the immunogenicity of cancer cell death. Nat. Med. 2007, 13, 54-61. [CrossRef]
Fucikova, J.; Kepp, O.; Kasikova, L.; Petroni, G.; Yamazaki, T.; Liu, P; Zhao, L.; Spisek, R.; Kroemer, G.; Galluzzi, L. Detection of
immunogenic cell death and its relevance for cancer therapy. Cell Death Dis. 2020, 11, 1013. [CrossRef] [PubMed]

Saez, P].; Vargas, P; Shoji, K.F,; Harcha, P.A.; Lennon-Duménil, A.M.; Sdez, ].C. ATP promotes the fast migration of dendritic cells
through the activity of pannexin 1 channels and P2Xy receptors. Sci. Signal. 2017, 10, eaah7107. [CrossRef] [PubMed]

Wilhelm, K.; Ganesan, J.; Miiller, T.; Diirr, C.; Grimm, M.; Beilhack, A.; Krempl, C.D.; Sorichter, S.; Gerlach, U.V;; Jiittner, E.; et al.
Graft-versus-host disease is enhanced by extracellular ATP activating P2X7R. Nat. Med. 2010, 16, 1434-1438. [CrossRef] [PubMed]
Koizumi, F.; Hasegawa, K.; Ando, K.; Ogawa, T.; Hara, A. Antibiotic Antitumor GKK1032 Manufacture with Penicillium. Kokat
Tokkyo Koho Japanese Patent 2001247574 A2, 11 September 2001.

Uchiro, H.; Kato, R.; Sakuma, Y.; Takagi, Y.; Arai, Y.; Hasegawa, D. Synthetic studies of GKK1032s: The asymmetric synthesis of
the decahydrofluorene skeleton via a novel cyclization of silyl enol ether and sequential retro Diels—Alder and intramolecular
Diels—Alder reactions. Tetrahedron Lett. 2011, 52, 6242—6245. [CrossRef]

Shiono, Y.; Shimanuki, K.; Hiramatsu, F; Koseki, T.; Tetsuya, M.; Fujisawa, N.; Kimura, K. Pyrrospirones A and B, apoptosis
inducers in HL-60 cells, from an endophytic fungus, Neonectria ramulariae Wollenw KS-246. Bioorg. Med. Chem. Lett. 2008, 18,
6050-6053. [CrossRef] [PubMed]

Uesugi, S.; Fujisawa, N.; Yoshida, J.; Watanabe, M.; Dan, S.; Yamori, T.; Shiono, Y.; Kimura, K. Pyrrocidine A, a metabolite of
endophytic fungi, has a potent apoptosis-inducing activity against HL60 cells through caspase activation via the Michael addition.
J. Antibiot. 2016, 69, 133-140. [CrossRef] [PubMed]

Ebrahim, W.; Aly, A.H.; Wray, V.; Mandi, A.; Teiten, M.H.; Gaascht, F,; Orlikova, B.; Kassack, M.U.; Lin, W.; Diederich, M.; et al.
Embellicines A and B: Absolute configuration and NF-«kB transcriptional inhibitory activity. J. Med. Chem. 2013, 56, 2991-2999.
[CrossRef]

Khalifa, S.A.M.; Elias, N.; Farag, M.A.; Chen, L.; Saeed, A.; Hegazy, M.E.,; Moustafa, M.S.; Abd El-Wahed, A.; Al-Mousawi, S.M.;
Musharraf, S.G.; et al. Marine Natural Products: A Source of Novel Anticancer Drugs. Mar. Drugs 2019, 17, 491. [CrossRef]
Wang, L.; Huang, Y.; Huang, C.H.; Yu, J.C.; Zheng, Y.C.; Chen, Y.; She, Z.G.; Yuan, J. A Marine Alkaloid, Ascomylactam A,
Suppresses Lung Tumorigenesis via Inducing Cell Cycle G1/S Arrest through ROS/Akt/Rb Pathway. Mar. Drugs 2020, 18, 494.
[CrossRef]

Gorrini, C.; Harris, L.S.; Mak, T.W. Modulation of oxidative stress as an anticancer strategy. Nat. Rev. Drug Discov. 2013, 12,
931-947. [CrossRef] [PubMed]

Zhang, Y.; Tian, S.; Huang, L.; Li, Y.; Lu, Y,; Li, H.; Chen, G.; Meng, F; Liu, G.L.; Yang, X,; et al. Reactive oxygen species-responsive
and Raman-traceable hydrogel combining photodynamic and immune therapy for postsurgical cancer treatment. Nat. Commun.
2022, 13, 4553. [CrossRef] [PubMed]

Wang, J.; Li, ], Wu, Y; Xu, X,; Qian, X; Lei, Y.; Liu, H.; Zhang, Z.; Li, Y. ROS-Responsive Nanocomplex of aPD-L1 and Cabazitaxel
Improves Intratumor Delivery and Potentiates Radiation-Mediated Antitumor Immunity. Nano Lett. 2022, 22, 8312-8320.
[CrossRef] [PubMed]

Nishida, M.; Yamashita, N.; Ogawa, T.; Koseki, K.; Warabi, E.; Ohue, T.; Komatsu, M.; Matsushita, H.; Kakimi, K,
Kawakami, E.; et al. Mitochondrial reactive oxygen species trigger metformin-dependent antitumor immunity via activation of
Nrf2/mTORC1/p62 axis in tumor-infiltrating CD8T lymphocytes. |. Immunother. Cancer 2021, 9, e002954. [CrossRef] [PubMed]
Lee, ].B.; Khan, D.H.; Hurren, R.; Xu, M.; Na, Y.; Kang, H.; Mirali, S.; Wang, X.; Gronda, M.; Jitkova, Y.; et al. Venetoclax enhances
T cell-mediated antileukemic activity by increasing ROS production. Blood 2021, 138, 234-245. [CrossRef] [PubMed]

Oshi, M.; Gandhi, S.; Yan, L.; Tokumaru, Y.; Wu, R;; Yamada, A.; Matsuyama, R.; Endo, I.; Takabe, K. Abundance of reactive
oxygen species (ROS) is associated with tumor aggressiveness, immune response, and worse survival in breast cancer. Breast
Cancer Res. Treat. 2022, 194, 231-241. [CrossRef]

Scharping, N.E.; Rivadeneira, D.B.; Menk, A.V,; Vignali, PD.A; Ford, B.R,; Rittenhouse, N.L.; Peralta, R.; Wang, Y.; Wang, Y.;
DePeaux, K.; et al. Mitochondrial stress induced by continuous stimulation under hypoxia rapidly drives T cell exhaustion. Nat.
Immunol. 2021, 22, 205-215. [CrossRef]


https://doi.org/10.1091/mbc.E16-01-0039
https://www.ncbi.nlm.nih.gov/pubmed/26960794
https://doi.org/10.3892/ol.2015.3508
https://www.ncbi.nlm.nih.gov/pubmed/26622781
https://doi.org/10.1016/S1097-2765(03)00105-9
https://doi.org/10.2174/1566524016666160523143937
https://doi.org/10.2967/jnumed.120.245290
https://doi.org/10.1038/nm1523
https://doi.org/10.1038/s41419-020-03221-2
https://www.ncbi.nlm.nih.gov/pubmed/33243969
https://doi.org/10.1126/scisignal.aah7107
https://www.ncbi.nlm.nih.gov/pubmed/29162744
https://doi.org/10.1038/nm.2242
https://www.ncbi.nlm.nih.gov/pubmed/21102458
https://doi.org/10.1016/j.tetlet.2011.09.069
https://doi.org/10.1016/j.bmcl.2008.10.032
https://www.ncbi.nlm.nih.gov/pubmed/18952424
https://doi.org/10.1038/ja.2015.103
https://www.ncbi.nlm.nih.gov/pubmed/26506860
https://doi.org/10.1021/jm400034b
https://doi.org/10.3390/md17090491
https://doi.org/10.3390/md18100494
https://doi.org/10.1038/nrd4002
https://www.ncbi.nlm.nih.gov/pubmed/24287781
https://doi.org/10.1038/s41467-022-32160-z
https://www.ncbi.nlm.nih.gov/pubmed/35931666
https://doi.org/10.1021/acs.nanolett.2c03227
https://www.ncbi.nlm.nih.gov/pubmed/36226914
https://doi.org/10.1136/jitc-2021-002954
https://www.ncbi.nlm.nih.gov/pubmed/34531248
https://doi.org/10.1182/blood.2020009081
https://www.ncbi.nlm.nih.gov/pubmed/34292323
https://doi.org/10.1007/s10549-022-06633-0
https://doi.org/10.1038/s41590-020-00834-9

Mar. Drugs 2023, 21, 600 21 of 21

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

Roux, C.; Jafari, S.M.; Shinde, R.; Duncan, G.; Cescon, D.W; Silvester, J.; Chu, M.F; Hodgson, K.; Berger, T.; Wakeham, A.; et al.
Reactive oxygen species modulate macrophage immunosuppressive phenotype through the up-regulation of PD-L1. Proc. Natl.
Acad. Sci. USA 2019, 116, 4326-4335. [CrossRef]

Maj, T.; Wang, W.; Crespo, J.; Zhang, H.; Wang, W.; Wei, S.; Zhao, L.; Vatan, L.; Shao, I.; Szeliga, W.; et al. Oxidative stress controls
regulatory T cell apoptosis and suppressor activity and PD-L1-blockade resistance in tumor. Nat. Immunol. 2017, 18, 1332-1341.
[CrossRef]

Moloney, J.N.; Cotter, T.G. ROS signalling in the biology of cancer. Semin. Cell Dev. Biol. 2018, 80, 50-64. [CrossRef]

Torrente, L.; Prieto-Farigua, N.; Falzone, A.; Elkins, C.M.; Boothman, D.A.; Haura, E.B.; DeNicola, G.M. Inhibition of TXNRD or
SOD1 overcomes NRF2-mediated resistance to 3-lapachone. Redox Biol. 2020, 30, 101440. [CrossRef]

Cuadrado, A.; Rojo, A.L; Wells, G.; Hayes, ].D.; Cousin, S.P.; Rumsey, W.L.; Attucks, O.C.; Franklin, S.; Levonen, A.L.; Kensler,
T.W.; et al. Therapeutic targeting of the NRF2 and KEAP1 partnership in chronic diseases. Nat. Rev. Drug Discov. 2019, 18,
295-317. [CrossRef] [PubMed]

Walter, P.; Ron, D. The unfolded protein response: From stress pathway to homeostatic regulation. Science 2011, 334, 1081-1086.
[CrossRef] [PubMed]

Tabas, I.; Ron, D. Integrating the mechanisms of apoptosis induced by endoplasmic reticulum stress. Nat. Cell Biol. 2011, 13,
184-190. [CrossRef] [PubMed]

Hetz, C.; Chevet, E.; Harding, H.P. Targeting the unfolded protein response in disease. Nat. Rev. Drug Discov. 2013, 12, 703-719.
[CrossRef] [PubMed]

Gsottberger, F.; Meier, C.; Ammon, A.; Parker, S.; Wendland, K.; George, R.; Petkovic, S.; Mellenthin, L.; Emmerich, C.; Lutzny-
Geier, G.; et al. Targeted inhibition of protein synthesis renders cancer cells vulnerable to apoptosis by unfolded protein response.
Cell Death Dis. 2023, 14, 561. [CrossRef] [PubMed]

Sansone, C.; Bruno, A; Piscitelli, C.; Baci, D.; Fontana, A.; Brunet, C.; Noonan, D.M.; Albini, A. Natural Compounds of Marine
Origin as Inducers of Immunogenic Cell Death (ICD): Potential Role for Cancer Interception and Therapy. Cells 2021, 10, 231.
[CrossRef] [PubMed]

Casares, N.; Pequignot, M.O.; Tesniere, A.; Ghiringhelli, F; Roux, S.; Chaput, N.; Schmitt, E.; Hamai, A.; Hervas-Stubbs, S.;
Obeid, M.; et al. Caspase-dependent immunogenicity of doxorubicin-induced tumor cell death. J. Exp. Med. 2005, 202, 1691-1701.
[CrossRef]

Fredly, H.; Ersveer, E.; Gjertsen, B.T.; Bruserud, O. Immunogenic apoptosis in human acute myeloid leukemia (AML): Primary
human AML cells expose calreticulin and release heat shock protein (HSP) 70 and HSP90 during apoptosis. Oncol. Rep. 2011, 25,
1549-1556. [CrossRef]

Bley, K.; Boorman, G.; Mohammad, B.; McKenzie, D.; Babbar, S. A comprehensive review of the carcinogenic and anticarcinogenic
potential of capsaicin. Toxicol. Pathol. 2012, 40, 847-873. [CrossRef]

D’Eliseo, D.; Manzi, L.; Velotti, F. Capsaicin as an inducer of damage-associated molecular patterns (DAMPs) of immunogenic
cell death (ICD) in human bladder cancer cells. Cell Stress Chaperones 2013, 18, 801-808. [CrossRef] [PubMed]

Zhang, R.; Humphreys, I.; Sahu, R.P; Shi, Y.; Srivastava, S.K. In vitro and in vivo induction of apoptosis by capsaicin in pancreatic
cancer cells is mediated through ROS generation and mitochondrial death pathway. Apoptosis Int. |. Program. Cell Death 2008, 13,
1465-1478. [CrossRef]

Upadhaya, S.; Neftelinov, S.T.; Hodge, J.; Campbell, ]. Challenges and opportunities in the PD1/PDL1 inhibitor clinical trial
landscape. Nat. Rev. Drug Discov. 2022, 21, 482-483. [CrossRef] [PubMed]

Saez-Ibanez, A.R.; Upadhaya, S.; Campbell, J. Inmuno-oncology clinical trials take a turn beyond PD1/PDL1 inhibitors. Nat. Rev.
Drug Discov. 2023, 22, 442-443. [CrossRef] [PubMed]

Offringa, R.; Kétzner, L.; Huck, B.; Urbahns, K. The expanding role for small molecules in immuno-oncology. Nat. Rev. Drug
Discov. 2022, 21, 821-840. [CrossRef] [PubMed]

Yamaguchi, H.; Hsu, ] M.; Yang, W.H.; Hung, M.C. Mechanisms regulating PD-L1 expression in cancers and associated opportu-
nities for novel small-molecule therapeutics. Nat. Rev. Clin. Oncol. 2022, 19, 287-305. [CrossRef] [PubMed]

Zhu, Y,; Yu, ].; Chen, T.; Liu, W.; Huang, Y; Li, ].; Zhang, B.; Zhu, G.; He, Z.; Long, Y.; et al. Design, synthesis, and biological
evaluation of a series of new anthraquinone derivatives as anti-ZIKV agents. Eur. ]. Med. Chem. 2023, 258, 115620. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1073/pnas.1819473116
https://doi.org/10.1038/ni.3868
https://doi.org/10.1016/j.semcdb.2017.05.023
https://doi.org/10.1016/j.redox.2020.101440
https://doi.org/10.1038/s41573-018-0008-x
https://www.ncbi.nlm.nih.gov/pubmed/30610225
https://doi.org/10.1126/science.1209038
https://www.ncbi.nlm.nih.gov/pubmed/22116877
https://doi.org/10.1038/ncb0311-184
https://www.ncbi.nlm.nih.gov/pubmed/21364565
https://doi.org/10.1038/nrd3976
https://www.ncbi.nlm.nih.gov/pubmed/23989796
https://doi.org/10.1038/s41419-023-06055-w
https://www.ncbi.nlm.nih.gov/pubmed/37626037
https://doi.org/10.3390/cells10020231
https://www.ncbi.nlm.nih.gov/pubmed/33504012
https://doi.org/10.1084/jem.20050915
https://doi.org/10.3892/or.2011.1229
https://doi.org/10.1177/0192623312444471
https://doi.org/10.1007/s12192-013-0422-2
https://www.ncbi.nlm.nih.gov/pubmed/23580156
https://doi.org/10.1007/s10495-008-0278-6
https://doi.org/10.1038/d41573-022-00030-4
https://www.ncbi.nlm.nih.gov/pubmed/35145263
https://doi.org/10.1038/d41573-023-00066-0
https://www.ncbi.nlm.nih.gov/pubmed/37059846
https://doi.org/10.1038/s41573-022-00538-9
https://www.ncbi.nlm.nih.gov/pubmed/35982333
https://doi.org/10.1038/s41571-022-00601-9
https://www.ncbi.nlm.nih.gov/pubmed/35132224
https://doi.org/10.1016/j.ejmech.2023.115620

	Introduction 
	Results 
	AsC Reduces Lung Cancer and Melanoma Cell Viability In Vitro 
	AsC Suppresses Lung Cancer and Melanoma Cell Viability In Vivo 
	AsC Increases Infiltration of CD8+ T Cells in Lung Cancer and Melanoma Tissues 
	AsC Induces ROS Accumulation and Mitochondrial Membrane Depolarization in Lung Cancer and Melanoma Cells 
	AsC Induces DAMPs and ICD in Lung Cancer and Melanoma Cells 
	AsC Promotes DC Maturation by Upregulating ROS Production 

	Discussion 
	Materials and Methods 
	Preparation of AsC 
	Cell Culture 
	Cell Viability Assay 
	Clonogenic Assay 
	Cell Apoptosis Analysis by Flow Cytometry 
	Western Blotting Analysis 
	Chemicals and Fluorescent Probes for Studying ROS Generation 
	In Vivo Assay 
	H&E Staining 
	Immunohistochemistry (IHC) Staining 
	Tumor-Infiltrating Lymphocytes (TIL) Analysis by Flow Cytometric 
	Immunofluorescence Staining 
	JC-1 Mitochondrial Membrane Potential Assay 
	ATP Release Assay 
	In Vitro DC Maturation Assays 
	Detection of Intracellular ROS 
	Statistical Analysis 
	Materials 

	References

