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Simple Summary: Recent molecularly targeted drugs used to treat castration-resistant prostate
cancer (CRPC) soon lose effectiveness as CRPC develops resistance to these therapeutics. New
molecularly targeted drugs for effective treatment of CRPC are needed. In this study, we investigated
the anticancer activity of nanaomycin K, a novel compound extracted from Streptomyces sp., in
CRPC and non-CRPC cell lines. Nanaomycin K significantly inhibited the growth of CRPC and non-
CRPC cells by inducing apoptosis through the Caspase-3 pathway. Nanaomycin K also significantly
inhibited migration of CRPC, decreasing its invasive potential. The inhibition of migration by
nanaomycin K was shown to be mediated by inhibition of Ras, Slug, and MAPK phosphorylation.
In vivo, nanaomycin K also significantly and safely inhibited the growth of tumors derived from
CRPC. Nanaomycin K’s anti-tumor effects on CRPC are achieved in part by inhibiting growth
and migration.

Abstract: Since castration-resistant prostate cancer (CRPC) acquires resistance to molecularly targeted
drugs, discovering a class of drugs with different mechanisms of action is needed for more efficient
treatment. In this study, we investigated the anti-tumor effects of nanaomycin K, derived from “Strep-
tomyces rosa subsp. notoensis” OS-3966. The cell lines used were LNCaP (non-CRPC), PC-3 (CRPC),
and TRAMP-C2 (CRPC). Experiments included cell proliferation analysis, wound healing analysis,
and Western blotting. In addition, nanaomycin K was administered intratumorally to TRAMP-C2
carcinoma-bearing mice to assess effects on tumor growth. Furthermore, immuno-histochemistry
staining was performed on excised tissues. Nanaomycin K suppressed cell proliferation in all cell
lines (p < 0.001) and suppressed wound healing in TRAMP-C2 (p = 0.008). Nanaomycin K sup-
pressed or showed a tendency to suppress the expression of N-cadherin, Vimentin, Slug, and Ras
in all cell lines, and suppressed the phosphorylation of p38, SAPK/JNK, and Erk1/2 in LNCaP
and TRAMP-C2. In vivo, nanaomycin K safely inhibited tumor growth (p = 0.001). In addition,
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suppression of phospho-Erk1/2 and increased expression of E-cadherin and cleaved-Caspase3 were
observed in excised tumors. Nanaomycin K inhibits tumor growth and suppresses migration by
inhibiting epithelial-mesenchymal transition in prostate cancer. Its mechanism of action is related to
the inhibition of phosphorylation of the MAPK signaling pathway.

Keywords: nanaomycin K; streptomyces; prostate cancer; castration-resistant prostate cancer; tumor
growth; migration; epithelial mesenchymal transition; MAPK signaling pathway

1. Introduction

Prostate cancer (PCa) is the second most frequent cancer and the fifth leading cause of
cancer death in men [1]. Metastatic PCa has a high degree of malignancy, and hormone
therapy aimed at suppressing androgen secretion and activity is the first-line treatment.
However, PCa can acquire castration resistance and become castration-resistant prostate
cancer (CRPC) within a few years [2]. Although docetaxel and other drugs are currently
approved for CRPC, the side effects are strong, continuous administration is difficult, and
further resistance may be acquired [3]. There is a need for new therapeutic agents with
different mechanisms of action and fewer side effects.

One of the mechanisms related to PCa’s acquisition of infiltration ability is epithelial-
mesenchymal transition (EMT). EMT is the process by which epithelial cells acquire the
traits of mesenchymal cells by reducing cell-cell adhesion, degrading the basement mem-
brane, losing cell polarity, and progressing to migration and infiltration [3]. EMT also
contributes to cancer metastasis as cancer cells infiltrate blood vessels and lymph vessels.
Thus, inhibiting EMT can inhibit PCa metastasis.

EMT is defined by decreased expression of epithelial markers such as E-cadherin
and increased expression of mesenchymal markers such as N-cadherin and vimentin [4].
Various signaling pathways such as transforming growth factor beta (TGF-f3), Wnt, Notch,
and Hedgehog are known to be involved in EMT [5]. These signaling pathways ultimately
induce EMT-inducing transcription factors such as Slug, Snail, ZEB1/2, and TWIST1/2 [6].

EMT also promotes cancer stem cell transformation and is strongly associated with
resistance to therapeutic drugs [5]. It has also been implicated in ADT resistance in prostate
cancer [7]. Suppressing EMT is therefore important in the treatment of prostate cancer, as
EMT is involved in both metastasis and the induction of drug resistance.

Currently, PARP inhibitors such as Olaparib and Rucaparib are used for the treatment
of CRPC. These molecularly targeted drugs induce cancer cell death by inhibiting Poly
(ADP-ribose) polymerase-1 (PARP-1), which promotes the repair of DNA single-strand
breaks [8]. PARP inhibitors are expected to have anti-tumor effects in PCa where PARP-1 is
overexpressed [9]. However, BRCA1/2 gene mutations are required for PARP inhibitors to
be effective, and the incidence of BRCA1/2 gene mutations in metastatic CRPC patients is
only about 6.2% [10]. Therefore, molecularly targeted drugs with other mechanisms are
needed to treat CRPC without BRCA1/2 gene mutations.

Nanaomycin is a natural compound found in the culture medium of “Streptomyces rosa
subsp. notoensis” OS-3966. Currently, 12 analogues of nanaomycins A-K have been discov-
ered (Figure 1). Nanaomycins A-E have been found to be anti-mycoplasma substances,
and nanaomycin A has been used as a treatment for bovine dermatophytosis [11-13].
Nanaomycins F-K were found to inhibit the proliferation of EMT-induced cells [14]. In
particular, nanaomycin K is produced in higher quantities than nanaomycin H [14], and
nanaomycin K has shown anti-tumor effects on bladder cancer cell lines [15].
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Figure 1. Structure of nanaomycin K.

In this study, we examined the EMT-inhibitory effect of nanaomycin K on PCa in vitro
and in vivo using the human androgen-dependent LNCaP and androgen-independent
PC-3 PCa cell lines as well as the mouse androgen-independent PCa cell line TRAMP-C2.

2. Materials and Methods
2.1. Cells and Reagents

Two human PCa cell lines, androgen-dependent LNCaP and androgen-independent
PC-3, were grown in RPMI-1640 medium containing 10% fetal bovine serum (FBS) (Sigma-
Aldrich, St. Louis, MO, USA) and 1% penicillin/streptomycin (P/S) (FUJIFILM Wako
Pure Chemicals, Osaka, Japan) at 37 °C and 5% CO,. Murine androgen-independent PCa
cell line TRAMP-C2 was maintained in D-MEM medium with 10% FBS and 1% P/S at
37 °C and 5% CO,. Nanaomycin K was obtained from the culture broth of “Streptomyces
rosa subsp. notoensis” OS-3966 using the previously described purification methods [14].
Nanaomycin K was dissolved in dimethyl sulfoxide (DMSO) and then diluted.

2.2. Cell Proliferation Assays

We conducted cell proliferation assays with LNCaP, PC-3, and TRAMP-C2 in the pres-
ence of nanaomycin K to investigate its anti-tumor activity in vitro. One thousand LNCaP,
PC-3, and TRAMP-C2 cells were seeded and incubated for 24 h before being divided into
two groups. One group was placed in media containing 5 ng/mL of TGF-f (FUJIFILM
Wako Pure Chemicals), while the other group was placed in media without it [16,17]. After
switching media, 5 ug/mL nanaomycin K or DMSO was added to the cultures. Cell prolifer-
ation was assessed at 0, 24, 48, and 72 h of incubation using 3-(4,5-dimethylthiazol-2-y1)-5-(3-
carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium (MTS) (Promega Corporation,
Madison, WI, USA). All experiments were carried out in triplicate.

2.3. Wound Healing Assays

To assess the anti-tumor activity of nanaomycin K in vitro, wound healing assays
were conducted using LNCaP, PC-3, and TRAMP-C2 cells. One hundred thousand cells
were seeded and incubated overnight, after which they were divided into two groups and
treated with media containing or lacking 5 ng/mL TGE-{3 for 24 h. Following incubation,
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nanaomycin K (10 pg/mL) or 0.10% DMSO was added to the culture. The cell monolayers
were scratched using 200 L micropipette tips in each well after they had been incubated
for 48 h. Then, cells were washed and fresh medium was added. Microscopic images were
obtained at three intervals after the cells were scratched: at the start, 6 h, and 12 h [15]. All
experiments were carried out in triplicate.

2.4. Western Blotting

One hundred thousand cells were seeded and incubated overnight, after which they
were divided into two groups and treated with media containing or lacking 5 ng/mL TGF-
. A 24 h incubation period was followed by the addition of nanaomycin K (25 pug/mL) or
0.25% DMSO to the cultures. After cells were incubated for an additional 48 h in the pres-
ence of nanaomycin K or DMSO, they were washed and lysed in 8 M urea buffer. The sam-
ple buffer (Nacalai Tesque, Kyoto, Japan) was heated at 95 °C for 5 min and then combined
with each sample. The samples were separated using SDS-PAGE and then transferred onto
PVDF membranes. After blocking with Blocking One (Nacalai Tesque) or Blocking One-P
(Nacalai Tesque) and washing, the membranes were left to incubate overnight at 4 °C with
antibodies against E-cadherin (Biolegend, Hsinchu City, Taiwan), N-cadherin (Proteintech,
Rosemont, IL, USA), vimentin (Proteintech), phospho-p38 MAPK (Thr180/Tyr182) (Cell
Signaling Technology: CST, Danvers, MA, USA), phospho-SAPK/JNK (Thr183/Tyr185)
(CST), phospho-p44 /42 MAPK (Erk1/2) (Thr202/Tyr204) (CST), Snail (CST), Slug (CST),
Ras (CST), or B-actin (Santa Cruz Biotechnology, Dallas, TX, USA). After the membranes
had been washed again, they were incubated with HRP-conjugated secondary antibodies
(Anti-IgG (H + L chain) (Mouse) pAb-HRP or Anti-IgG (H + L chain) (Rabbit) pAb-HRP
(MBL, Nagoya, Japan)) for one hour at room temperature. Protein—antibody binding was
then detected using enhanced chemiluminescence.

2.5. Animal Experiments

To investigate the in vivo anti-tumor effects of nanaomycin K, animal experiments
were conducted using a mouse prostate cancer model. Male C57BL /6] mice, aged 6—8 weeks,
were obtained from CLEA Japan, Inc (Tokyo, Japan). One million cells were inoculated sub-
cutaneously at day 0 (n = 5, respectively) with VitroGel 3D (TheWell Bioscience, NJ, USA).
After the tumor’s long axis exceeded 10 mm, mice were randomly assigned to the treatment
group (0.5 mg/mouse and 1.0 mg/mouse of nanaomycin K) or the control group (DMSO).
The solvent used for administration to the animals was PBS, with a dosage of 80 uL. The
proportion of DMSO administered to the control group was 12%. Nanaomycin K was intra-
tumorally injected with Spongel (LTL Pharma, Tokyo, Japan). The size of the tumor was
calculated using the following formula: (longest diameter) x (shortest diameter)? x 0.5.
The mice were terminated and tumors were harvested after five days of treatment [16].

2.6. Immunohistochemical Staining

Tissue sections were prepared by embedding fixed tumor tissue in paraffin, then de-
waxing and rehydrating them. Antigen retrieval was performed by heating the sections in
citrate buffer (pH 6.0 or 9.0) at 98 °C for 20 min. Immunohistochemical staining (IHC) was
performed on the tissue sections using an automatic tissue processor (Bond-Max; Leica Mi-
crosystems, Wetzlar, Germany) according to the standard protocol. Briefly, the sections were
incubated with primary antibodies anti-E-cadherin (Proteintech), anti-phospho-Erk1/2
(Biolegend), and anti-cleaved-Caspase 3 (CST). The sections were then treated with HRP-
conjugated secondary antibody (BOND Polymer Refine Detection (Leica)) according to the
standard protocols of the instrument after washing. The tissue sections were stained with
diaminobenzidine and counterstained with hematoxylin. The resulting tissue slides were
examined using a BZ-X710 microscope (Keyence, Osaka, Japan).
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2.7. Immunohistochemical Analysis

Based on the proportion of positive cells, IHC scoring calculated the staining intensity
as follows: 0 (negative), 1+ (weak), 2+ (medium), or 3+ (strong). The percentage of stained
cells (frequency score) was divided into three categories: 1, 0-10%; 2, 11-50%; and 3, more
than 50% stained cells. The frequency and intensity scores were multiplied to arrive at the
IHC score. This was performed for five fields of view for each group, and the average of
these was used as the final IHC score [16].

2.8. Ethical Approval

All animal studies were carried out in accordance with institutional ethical standards,
the ARRIVE guidelines, and all pertinent rules and regulations. No author has ever
conducted any research using human subjects. The Kobe University institutional ethics
and animal welfare committees reviewed and gave their approval to every aspect of the
experimental design and procedure.

2.9. Statistical Analysis

Comparisons between two different groups were made using Student’s ¢-test. Statisti-
cal differences between means were regarded as significant when p < 0.05 was reached.

3. Results
3.1. Nanaomycin K Inhibited the Growth of Prostate Cancer Cells

Absorbance at 0 h after the addition of 1.5 ug/mL of nanaomycin K significantly
inhibited LNCaP, PC-3, and TRAMP-C2 cancer cell growth compared to control cells after
24 h of culture (p < 0.05, or p < 0.01) (1 = 3, Student’s t-test) (Figure 2). Nanaomycin K at
higher concentrations demonstrated strong cell cytotoxicity in vitro. In LNCaP, 5 pg/mL
nanaomycin K significantly inhibited cell proliferation in the presence of TGE-f3.

LNCaP PC-3 TRAMP-C2 ,
14 * 7 /
12 / 6 17
**
:|* 10 2 *%
*% 8 * 4
*% *%
6 **ex 3 /* *%
*%
4 2 -
2 1 *
0 0 -
Oh 24h 48h 72h Oh 24h 48h 72h Oh 24h 48h 72h
Time Time Time
=O=Control  =—A=Nanaomycin K =#i=Nanaomycin K+TGF-B *:p<0.05 **:p<0.01

Figure 2. LNCaP, PC-3 and TRAMP-C2 cell proliferation effects of nanaomycin K in vitro. Cell
proliferation in LNCaP, PC-3 and TRAMP-C2 cell lines was evaluated in vitro after treating the cells
with 5 ug/mL nanaomycin K in the presence or absence of TGF-f3 for 72 h. Cells treated with DMSO
were used as vehicle treated controls (n = 3, average £ SE bars, * p < 0.05, ** p < 0.01). The relative
changes in cell proliferation were plotted as a function of time and normalized to the cell proliferation
at the beginning of the culture period.

3.2. Migration-Inhibitory Effect of Nanaomycin K

Wound healing assays investigated whether cell migration was affected by nanaomycin
K. In LNCaP, nanaomycin K inhibited wound closure, but the difference was not significant.
On the other hand, nanaomycin K significantly inhibited cell closure in TRAMP-C2 12 h
after scratching the culture, in the presence of TGF-f (p = 0.008) (n = 3, Student’s f-test)
(Figure 3).
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Figure 3. Wound-healing inhibitory effect of nanaomycin K. (A) The ability of LNCaP, PC-3, and
TRAMP-C2 cells to migrate was studied in the presence of 10 ug/mL nanaomycin K, with or without
TGEF-B, during a culture period of up to 12 h. (B) Wound closures compared to the wound at 0 h
(n =3, average =+ SE bars, ** p < 0.01).

3.3. Expression of EMT-Related Protein and MAPK Signaling after Culture with Nanaomycin K

Nanaomycin K decreased the expression of N-cadherin in LNCaP, PC-3, and TRAMP-
C2, and decreased the expression of Vimentin in LNCaP and PC-3 cells in the absence of
TGEF-3 as well as in LNCaP cells in the presence of TGF-f3. A decreasing trend was observed
under other conditions, but without a significant difference (Figure 4a). Nanaomycin K
appeared to decrease the expression of Slug, a family of transcription factors that induce
EMT, in all cell lines, but Snail showed no significant changes caused by 25 pug/mL of
nanaomycin K (Figure 4b). Regarding the MAPK signaling pathway, the expression of
phospho-p38 and phospho-SAPK/JNK was reduced by nanaomycin K in LNCaP, as was
the expression of phospho-ERK1/2 in LNCaP, while a decreasing trend was observed
in TRAMP-C2 (Figure 4c). In particular, the expression of phospho-p38 in LNCaP and
phospho-ERK1/2 in TRAMP-C2 was suppressed by nanaomycin K in the presence of
TGF-B. Nanaomycin K appeared to decrease the expression of Ras in LNCaP and PC-3 in
the absence of TGF-[3, as well as in PC-3 cells in the presence of TGF-3, while a decreasing
trend was observed in TRAMP-C2 in the presence of TGF-f3, but without a significant
difference (Figure 4d). Full pictures of the Western blots and the densitometry scans are
presented in Figure S1 and Table S1 of a Supplementary Materials.
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Figure 4. Protein expression of EMT-related markers and MAPK signaling. The expressions of
(a) EMT markers (E-cadherin, N-cadherin, and Vimentin), (b) E-cadherin repressors (Slug, Snail),
(c) MAPK signaling (phospho-p38, phospho-SAPK/JNK, phospho-ERK1/2), and (d) Ras were deter-
mined in the presence of 25 ug/mL nanaomycin K and in the presence or absence of TGF-f3 in vitro
for 48 h in LNCaP, PC-3, and TRAMP-C2 cells. 3-actin was used as a housekeeping protein.

3.4. Nanaomycin K Inhibited Tumor Growth In Vivo

Intratumoral injection of nanaomycin K at both 0.5 mg/body and 1.0 mg/body signifi-
cantly inhibited TRAMP-C2 tumor growth after 2 days of treatment compared to controls,
and the effect of 1.0 mg/body was stronger than that of 0.5 mg/body (p =0.002 and
p = 0.003, respectively). During treatment days 3-5, the relative tumor volume of the con-
trol group increased, while the relative tumor volume of the 0.5 mg/body and 1.0 mg/body
group changed little. After 5 days of treatment, the 0.5 mg/body and 1.0 mg/body groups
showed significantly inhibited tumor formation compared to controls (both p = 0.001, re-
spectively) (n = 5, Student’s t-test) (Figure 5). There was no significant difference between
0.5 mg/body and 1.0 mg/body. No negative side effects were observed in either group
after treatment.

3.5. Changes of E-Cadherin, Phosho-ERK1/2 and Cleaved-Caspase-3 in Tumor Tissues after
Treatment with Nanaomycin K

In TRAMP-C2, nanaomycin K significantly increased the expression of E-cadherin
(0.5 mg/body and 1.0 mg/body: p < 0.001) (n = 5, Student’s t-test). In addition, phospho-
Erkl/2 expression was decreased by nanaomycin K treatment compared to control mice.
Effects were more pronounced at 1.0 mg/body of nanaomycin K (0.5 mg/body: p = 0.089,
1.0 mg/body: p = 0.031) (n = 5, Student’s t-test). The expression of cleaved-Caspase3
was concentration-dependently increased by nanaomycin K (0.5 mg/body: p = 0.009,
1.0 mg/body: p < 0.001) (n = 5, Student’s t-test) (Figure 6).



Cancers 2023, 15, 2684 80of 13

Q
O

3.0 1.04
£
1.03
2 e E 1.02
o o
> 20 % 1.01
o 2
g 15 1 I © 1.00
o o =
-.(I-J‘ 1.0 I 1 é S E 0.9
> 318 ©
-_% I F = 0.98
3z ° T - * L L 0.97
o 0 0.96
1 2 3 4 5 1 2 3 4 5
t Day after treatment t Day after treatment
Nanaomycin K Nanaomycin K
Intratumoral administration Intratumoral administration

—&— Control —{0=0.5 mg/body —A—1.0 mg/body

Figure 5. In vivo anti-tumor effects of nanaomycin K. Prostate cancer cell line TRAMP-C2 was
subcutaneously inoculated into C57BL/6 mice. On day 1, mice with confirmed tumor growth
received intratumoral treatment with either 0.5 mg/body or 1.0 mg/body nanaomycin K or vehicle
control. (a) Tumor volume was measured for 5 days and standardized to the volume on day 1
to calculate the tumor growth ratio, which is depicted in the graphs (n = 5, average £ SE bars).
(b) Relative mouse weight was measured for 5 days and standardized to the volume on day 1 to
calculate the tumor growth ratio, which is depicted in the graphs (n = 5, average + SE bars).
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Figure 6. Inmunohistochemical analysis of TRAMP-C2 mouse tumors treated with nanaomycin K for
E-cadherin, phospho-Erk1/2, and cleaved-Caspase 3. (a) Inmunohistochemical analysis of TRAMP-C2
mouse tumors for E-cadherin, phospho-Erk1/2, and cleaved-Caspase 3 after nanaomycin K treatment.
Immunohistochemical staining was used to assess the expression of each marker in tumor tissues,
which were then evaluated using a staining score ranging from 0 to 9. (b) Representative images for
each marker are shown.
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4. Discussion

Nanaomycin K is a natural compound found in the cultured broth of “Streptomyces rosa
subsp. notoensis” OS-3966, as a new analog of nanaomycin having an ergothioneine group
in its partial structure [14]. Nanaomycin K has been reported to have strong anti-tumor
and EMT-inhibitory effects on bladder cancer cell lines [15]. In this study, we evaluated the
ability of nanaomycin K to inhibit tumor growth and suppress the process of EMT in vitro
and in vivo in CRPC cell lines.

In vitro, nanaomycin K inhibited the growth, migration, and metastasis of prostate
cancer cell lines. Nanaomycin K inhibited cell proliferation in the presence or absence of
TGF-B. TGEF-f is secreted by tumor cells and cells in the tumor microenvironment. In
cancers with advanced malignant transformation, increased expression of TGF-f3 strongly
induces cancer cell proliferation [18], and TGF-f is known to be associated with prolifer-
ation in prostate cancer [19], suggesting that the growth of prostate cancer cell lines was
inhibited by nanaomycin K. Other studies have reported that the relative fold change after
72 h of treatment with Olaparib in PC-3 was 5.1 [20]. The relative fold change after 72 h of
treatment with nanaomycin K in PC-3 is expected to show a stronger growth inhibitory
effect since it is smaller.

Cancer cell migration is a critical factor in the spread of cancer. Wound healing assays
suggested that nanaomycin K inhibits migration of CRPC cell lines stimulated by TGF-§3.
TGF-3 promotes EMT through the TGF-f3 signaling cascade and enhances the migration
ability of cancer cells [21-23]. Nanaomycin K appeared to inhibit the EMT migration
induced by TGF-f3.

With regard to the mechanism of EMT suppression, Western blotting showed that
nanaomycin K decreases the expression of the EMT markers N-cadherin and vimentin
at the protein level. Prostate cancer progression increases the mesenchymal markers N-
cadherin and vimentin; N-cadherin promotes EMT via activation of the ErbB signaling
pathway and enhances the migratory and invasive potential of cancer cells [24]. Vimentin
is also used as a marker for EMT since it is barely expressed in epithelial cells, but shows
increased expression when cells acquire a mesenchymal phenotype, and it promotes EMT
by regulating the E-cadherin/(3-catenin complex and other functions [25], thus suggesting
that nanaomycin K inhibits EMT at the protein level.

Additionally, Western blotting showed that nanaomycin K decreases the expression
of Slug transcription factors that promote EMT markers at the protein level. In a model
of TGF-f3-induced prostatic EMT, Slug is the dominant regulator of EMT initiation [26].
Nanaomycin K may suppress Slug-induced EMT.

The results of cell proliferation and wound healing analyses showed that nanaomycin
K was more effective against cell lines in which TGF-3 was applied. In this study, we
focused on the MAPK signaling pathway activated by TGF-f3 to determine the mechanism
of action, but PI3K is another protein known to be activated by TGF-3 [27]. PI3K is involved
in cell proliferation, migration, differentiation, and cell death; its abnormal activity in PCa
and CRPC has been shown to contribute to cancer malignancy [28,29]. It has been reported
that inhibition of both PI3K and MAPK in CRPCs improves the therapeutic efficacy of
microtubule-targeting drugs such as docetaxel [30]. Therefore, in the future, we will
investigate whether nanaomycin K inhibits PI3K activation and whether the combination
of nanaomycin K and PI3K inhibitors will show even better anti-tumor effects.

The MAPK signaling pathway is critical for various cancer processes including EMT,
cell proliferation, differentiation, and apoptosis. Park et al. stated that the knockdown of
Cathepsin A, which is highly expressed compared to normal prostate tissue and causes the
inactivation of p38, a major MAPK signaling pathway protein, has been shown to inhibit
proliferation by arresting the cell cycle and migration by suppressing EMT, and anti-tumor
effects [31]. Our study also demonstrated that it causes the inactivation of Erk1/2, p38, and
JNK, the three main proteins of the MAPK signaling pathway. Thus, nanaomycin K could
be a molecularly targeted drug against the MAPK signaling pathway.
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In addition, Western blot analysis demonstrated that nanaomycin K reduced the
expression of Ras. Ras is an important protein that links PI3K/MAPK signaling [32]. Ras is
overexpressed in many cancers and is involved in cancer growth and metastasis through the
activation of PI3K/MAPK, making it a potential target for cancer therapy [33]. Ras is known
to activate ERK1/2 in the MAPK signaling pathway [34], and it is therefore suggested that
the reduction of Ras expression by nanaomycin K may be one of the mechanisms by which
it inhibits the activation of the MAPK signaling pathway.

In animal experiments, nanaomycin K had an inhibitory effect on tumor growth
compared to controls, without any adverse effects. Our previous study in bladder cancer
cell lines showed that nanaomycin K has a significant dose-dependent anti-tumor effect [15].
In this PCa study, no dose-dependence was observed, and the same level of anti-tumor
effects was observed. Thus, prostate cancer cell lines may be more sensitive to nanaomycin
K than bladder cancer cell lines.

Immunohistochemical analysis suggested that nanaomycin K’s anti-tumor effects
in castration-resistant prostate cancer involve suppressing Erk1/2 phosphorylation and
inducing apoptosis in vivo. Regarding phosphorylated Erk1/2, in a study of prostate
cancer patients, a significant increase was observed in CRPC compared to primary prostate
cancer, confirming the association between phosphorylated Erk1/2 and biochemical recur-
rence [35]. Caspase 3 expression is also decreased in the tissues of patients determined to
have higher-grade prostate cancer associated with apoptosis resistance in CRPC [36,37]
Thus, nanaomycin K’s therapeutic mechanism of action may involve decreasing Erk1/2
and increasing Caspase 3.

Docetaxel is the current standard of care for CRPC. Although the use of docetaxel
improves clinical outcomes and prolongs survival, resistance is acquired in many cases [38],
and EMT is involved in the acquisition of resistance to anticancer drugs by promoting
cancer stemness and mediating resistance to chemotherapy [39]. EMT is also involved
in the acquisition of docetaxel resistance, and suppression of EMT has been reported
to significantly increase chemosensitivity to docetaxel [40,41]. Nanaomycin K inhibits
EMT via suppression of MAPK pathway activation and has shown no significant adverse
effects in animal studies. Therefore, the combination of nanaomycin K with currently used
CRPC drugs such as docetaxel may enhance the efficacy of CRPC drugs and contribute to
improved clinical outcomes and survival.

It is important to note the limitations of this study. First, we used only three prostate
cancer cell lines to evaluate the anti-tumor properties of nanaomycin K. Next, a larger
number of samples for wound healing and Western blotting analysis would obtain more
definitive results. Next, more detailed studies are needed on the mechanisms that inhibit
the EMT and MAPK pathways. Additionally, the number of experimental animals used
in in vivo experiments was not large. Furthermore, a positive subject group needs to
be added to clarify the effect of nanaomycin K. Moreover, the present study used the
TRAMP-C2 cell line as an androgen-independent cell line, as in previous studies [42],
but whether this cell line is androgen-dependent or not is controversial and needs to be
investigated in the future. Lastly, this study needs more detailed mechanical exploration, a
blocking study of the related protein in vivo, pharmacokinetics, an investigation of different
routes of administration, and toxicity examinations in nanaomycin K. Such studies will be
undertaken in the next paper.

5. Conclusions

Our findings suggest that treatment with nanaomycin K resulted in the suppression
of MAPK signaling pathway phosphorylation and reduced the growth and migration of
prostate cancer cells. Our results indicate that the anti-tumor effects of nanaomycin K may
be associated with inhibition of MAPK signaling pathway activation. Additional in vitro
and in vivo research on nanaomycin K is necessary.
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Supplementary Materials: The following supporting information can be downloaded at: https:/ /www.
mdpi.com/article/10.3390/cancers15102684 /s1. Figure S1: Expression of EMT Related Protein and
MAPK Signaling after Culture with Nanaomycin K. Protein expression of EMT-related markers and
MAPK signaling. The expressions of (A)EMT markers (E-cadherin, N-cadherin, and Vimentin),
(B)Ecadherin repressors (Slug, Snail), (C)MAPK signaling (phospho-p38, phospho-SAPK/JNK,
phospho-ERK1/2), and (D)Ras were determined in the presence of 25 pg/mL Nanaomycin K and in
the presence or absence of TGF-f in vitro for 48 h in LNCaP, PC-3, and TRAMP-C2 cells. 3-actin was
used as a housekeeping protein. In each protein, the left is a whole blot and the right is a molecular
weight marker taken at the same time. The molecular weight markers are all the same, and are shown
from top to bottom as 250, 150, 100, 50, 37, 25, 20, 15, and 10 kD. Table S1: Densitometry measure
reading_intensity ratio for each band in western blot.

Author Contributions: Conceptualization, K.S. and T.N.; methodology, Y.H., YK. and K.S.; validation,
K.M.; formal analysis, Y.H., M.M. and Y.K; investigation, YH.,, M.M., M.L, YK, KM,, Y.Y. and HM.;
resources, K.S.,, M., T.O., TN., HM. and ].N.; data curation, Y.H. and K.S.; writing—original draft
preparation, Y.H., YK, M.M. and K.S.; writing—review and editing, all authors; visualization, Y.H.,
M.M.,, YK. and K.S.; supervision, K.S., ].N. and M.E; project administration, K.S. and M.F. All authors
have read and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: All aspects of the experimental design and procedure were
reviewed and approved by the institutional ethics and animal welfare committees of Kobe University
(approval number: P210308).

Informed Consent Statement: Not applicable.
Data Availability Statement: The data is available from the corresponding author upon reasonable request.

Conflicts of Interest: We are grateful to Distinguished Emeritus Satoshi Omura (Kitasato University)
for his helpful support and valuable guidance and suggestions.

References

1. Sung, H.; Ferlay, |.; Siegel, R.L.; Laversanne, M.; Soerjomataram, I; Jemal, A.; Bray, F. Global Cancer Statistics 2020: GLOBOCAN
Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA A Cancer J. Clin. 2021, 71, 209-249. [CrossRef]

2. Litwin, M.S.; Tan, H.-]. The Diagnosis and Treatment of Prostate Cancer: A Review. JAMA 2017, 317, 2532-2542. [CrossRef]
[PubMed]

3. Wade, C.A; Kyprianou, N. Profiling Prostate Cancer Therapeutic Resistance. Int. J. Mol. Sci. 2018, 19, 904. [CrossRef] [PubMed]

4.  Kaszak, I.; Witkowska-Pilaszewicz, O.; Niewiadomska, Z.; Dworecka-Kaszak, B.; Ngosa Toka, E; Jurka, P. Role of Cadherins in
Cancer—A Review. Int. J. Mol. Sci. 2020, 21, 7624. [CrossRef] [PubMed]

5. Du, B,; Shim, ].S. Targeting Epithelial-Mesenchymal Transition (EMT) to Overcome Drug Resistance in Cancer. Molecules 2016, 21,
965. [CrossRef]

6. Lamouille, S.; Xu, J.; Derynck, R. Molecular Mechanisms of Epithelial-Mesenchymal Transition. Nat. Rev. Mol. Cell Biol. 2014, 15,
178-196. [CrossRef]

7. Seruga, B.; Ocana, A.; Tannock, L.E. Drug Resistance in Metastatic Castration-Resistant Prostate Cancer. Nat. Rev. Clin. Oncol.
2011, 8, 12-23. [CrossRef]

8.  Rose, M.; Burgess, ].T.; O'Byrne, K.; Richard, D.J.; Bolderson, E. PARP Inhibitors: Clinical Relevance, Mechanisms of Action and
Tumor Resistance. Front. Cell Dev. Biol. 2020, 8, 564601. [CrossRef]

9.  Sreekumar, S.; Zhou, D.; Mpoy, C.; Schenk, E.; Scott, J.; Arbeit, ].M.; Xu, J.; Rogers, B.E. Preclinical Efficacy of a PARP-1 Targeted
Auger-Emitting Radionuclide in Prostate Cancer. Int. ]. Mol. Sci. 2023, 24, 3083. [CrossRef]

10. Nicolosi, P; Ledet, E.; Yang, S.; Michalski, S.; Freschi, B.; O’Leary, E.; Esplin, E.D.; Nussbaum, R.L.; Sartor, O. Prevalence
of Germline Variants in Prostate Cancer and Implications for Current Genetic Testing Guidelines. JAMA Oncol. 2019, 5, 523.
[CrossRef]

11. Omura, S.; Tanaka, H.; Koyama, Y.; Oiwa, R.; Katagiri, M.; Awaya, J.; Nagai, T.; Hata, T. Nanaomycins A and B*, New Antibiotics
Produced by a Strain of Streptomyces. J. Antibiot. 1974, 27, 363-365. [CrossRef]

12.  Tanaka, H.; Marumo, H.; Nagai, T.; Okada, M.; Taniguchi, K. Nanaomycins, New Antibiotics Produced by a Strain of Streptomyces.
III. A New Component, Nanaomycin C, and Biological Activities of Nanaomycin Derivatives. ]. Antibiot. 1975, 28, 925-930.
[CrossRef] [PubMed]

13. Kasai, M.; Shirahata, K.; Ishii, S.; Mineura, K.; Marumo, H.; Tanaka, H.; Omura, S. Structure of Nanaomycin E, a New Nanaomycin.

J. Antibiot. 1979, 32, 442-445. [CrossRef]


https://www.mdpi.com/article/10.3390/cancers15102684/s1
https://www.mdpi.com/article/10.3390/cancers15102684/s1
https://doi.org/10.3322/caac.21660
https://doi.org/10.1001/jama.2017.7248
https://www.ncbi.nlm.nih.gov/pubmed/28655021
https://doi.org/10.3390/ijms19030904
https://www.ncbi.nlm.nih.gov/pubmed/29562686
https://doi.org/10.3390/ijms21207624
https://www.ncbi.nlm.nih.gov/pubmed/33076339
https://doi.org/10.3390/molecules21070965
https://doi.org/10.1038/nrm3758
https://doi.org/10.1038/nrclinonc.2010.136
https://doi.org/10.3389/fcell.2020.564601
https://doi.org/10.3390/ijms24043083
https://doi.org/10.1001/jamaoncol.2018.6760
https://doi.org/10.7164/antibiotics.27.363
https://doi.org/10.7164/antibiotics.28.925
https://www.ncbi.nlm.nih.gov/pubmed/1206004
https://doi.org/10.7164/antibiotics.32.442

Cancers 2023, 15, 2684 12 of 13

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Matsuo, H.; Nakanishi, J.; Noguchi, Y.; Kitagawa, K.; Shigemura, K.; Sunazuka, T.; Takahashi, Y.; Omura, S.; Nakashima, T.
Nanaomycin K, a New Epithelial-Mesenchymal Transition Inhibitor Produced by the Actinomycete “Streptomyces Rosa Subsp.
Notoensis” OS-3966. |. Biosci. Bioeng. 2020, 129, 291-295. [CrossRef]

Kitagawa, K.; Shigemura, K.; Ishii, A.; Nakashima, T.; Matsuo, H.; Takahashi, Y.; Omura, S.; Nakanishi, J.; Fujisawa, M.
Nanaomycin K Inhibited Epithelial Mesenchymal Transition and Tumor Growth in Bladder Cancer Cells in Vitro and in Vivo. Sci.
Rep. 2021, 11, 9217. [CrossRef] [PubMed]

Kitagawa, K.; Shigemura, K.; Sung, S.-Y.; Chen, K.-C.; Huang, C.-C.; Chiang, Y.-T.; Liu, M.-C.; Huang, T.-W.; Yamamichi, F;
Shirakawa, T.; et al. Possible Correlation of Sonic Hedgehog Signaling with Epithelial-Mesenchymal Transition in Muscle-Invasive
Bladder Cancer Progression. J. Cancer Res. Clin. Oncol. 2019, 145, 2261-2271. [CrossRef] [PubMed]

Kawata, M.; Koinuma, D.; Ogami, T.; Umezawa, K.; Iwata, C.; Watabe, T.; Miyazono, K. TGF-p-Induced Epithelial-
Mesenchymal Transition of A549 Lung Adenocarcinoma Cells Is Enhanced by pro-Inflammatory Cytokines Derived from RAW
264.7 Macrophage Cells. J. Biochem. 2012, 151, 205-216. [CrossRef]

Morikawa, M.; Derynck, R.; Miyazono, K. TGF-3 and the TGF-3 Family: Context-Dependent Roles in Cell and Tissue Physiology.
Cold Spring Harb. Perspect. Biol. 2016, 8, a021873. [CrossRef]

Sun, D.-Y;; Wu, ].-Q.; He, Z.-H.; He, M.-F,; Sun, H.-B. Cancer-Associated Fibroblast Regulate Proliferation and Migration of
Prostate Cancer Cells through TGF-f3 Signaling Pathway. Life Sci. 2019, 235, 116791. [CrossRef]

Gilbert, S.; Péant, B.; Mes-Masson, A.-M.; Saad, F. IKKe Inhibitor Amlexanox Promotes Olaparib Sensitivity through the
C/EBP-p-Mediated Transcription of Rad51 in Castrate-Resistant Prostate Cancer. Cancers 2022, 14, 3684. [CrossRef]

Takahashi, K.; Akatsu, Y.; Podyma-Inoue, K.A.; Matsumoto, T.; Takahashi, H.; Yoshimatsu, Y.; Koinuma, D.; Shirouzu, M,;
Miyazono, K.; Watabe, T. Targeting All Transforming Growth Factor- Isoforms with an Fc Chimeric Receptor Impairs Tumor
Growth and Angiogenesis of Oral Squamous Cell Cancer. |. Biol. Chem. 2020, 295, 12559-12572. [CrossRef] [PubMed]

Huang, G.; Osmulski, P.A.; Bouamar, H.; Mahalingam, D.; Lin, C.-L.; Liss, M.A.; Kumar, A.P; Chen, C.-L.; Thompson, LM.; Sun,
L.-Z.; et al. TGF-p Signal Rewiring Sustains Epithelial-Mesenchymal Transition of Circulating Tumor Cells in Prostate Cancer
Xenograft Hosts. Oncotarget 2016, 7, 77124-77137. [CrossRef] [PubMed]

Thiery, ].P.; Acloque, H.; Huang, R.Y.J.; Nieto, M.A. Epithelial-Mesenchymal Transitions in Development and Disease. Cell 2009,
139, 871-890. [CrossRef] [PubMed]

Wang, M.; Ren, D.; Guo, W.; Huang, S.; Wang, Z; Li, Q.; Du, H.; Song, L.; Peng, X. N-Cadherin Promotes Epithelial-Mesenchymal
Transition and Cancer Stem Cell-like Traits via ErbB Signaling in Prostate Cancer Cells. Int. ]. Oncol. 2016, 48, 595-606. [CrossRef]
[PubMed]

Satelli, A.; Li, S. Vimentin as a Potential Molecular Target in Cancer Therapy Or Vimentin, an Overview and Its Potential as a
Molecular Target for Cancer Therapy. Cell. Mol. Life Sci. 2011, 68, 3033-3046. [CrossRef]

Liu, Y.-N.; Abou-Kheir, W.; Yin, ].J.; Fang, L.; Hynes, P.; Casey, O.; Hu, D.; Wan, Y.; Seng, V.; Sheppard-Tillman, H.; et al. Critical
and Reciprocal Regulation of KLF4 and SLUG in Transforming Growth Factor 3-Initiated Prostate Cancer Epithelial-Mesenchymal
Transition. Mol. Cell. Biol. 2012, 32, 941-953. [CrossRef]

Zhang, L.; Zhou, F; Dijke, P. ten Signaling Interplay between Transforming Growth Factor-3 Receptor and PI3K/AKT Pathways
in Cancer. Trends Biochem. Sci. 2013, 38, 612—620. [CrossRef]

Yang, J.; Nie, ].; Ma, X.; Wei, Y.; Peng, Y.; Wei, X. Targeting PI3K in Cancer: Mechanisms and Advances in Clinical Trials. Mol.
Cancer 2019, 18, 26. [CrossRef]

Shorning, B.Y.; Dass, M.S.; Smalley, M.].; Pearson, H.B. The PI3K-AKT-MTOR Pathway and Prostate Cancer: At the Crossroads of
AR, MAPK, and WNT Signaling. Int. J. Mol. Sci. 2020, 21, 4507. [CrossRef]

Liu, Z.; Zhu, G.; Getzenberg, R.H.; Veltri, R W. The Upregulation of PI3K/Akt and MAP Kinase Pathways Is Associated with
Resistance of Microtubule-Targeting Drugs in Prostate Cancer. |. Cell. Biochem. 2015, 116, 1341-1349. [CrossRef]

Park, S.; Kwon, W,; Park, ].-K.; Baek, S.-M.; Lee, S.-W.; Cho, G.-].; Ha, Y.-S; Lee, ].N.; Kwon, T.G.; Kim, M.O.; et al. Suppression of
Cathepsin a Inhibits Growth, Migration, and Invasion by Inhibiting the P38 MAPK Signaling Pathway in Prostate Cancer. Arch.
Biochem. Biophys. 2020, 688, 108407. [CrossRef] [PubMed]

Dhillon, A.S.; Hagan, S.; Rath, O.; Kolch, W. MAP Kinase Signalling Pathways in Cancer. Oncogene 2007, 26, 3279-3290. [CrossRef]
[PubMed]

Strittmatter, B.G.; Jerde, T.J.; Hollenhorst, P.C. Ras/ERK and PI3K/AKT Signaling Differentially Regulate Oncogenic ERG
Mediated Transcription in Prostate Cells. PLoS Genet. 2021, 17, €1009708. [CrossRef] [PubMed]

Lin, S.-R.; Mokgautsi, N.; Liu, Y.-N. Ras and Wnt Interaction Contribute in Prostate Cancer Bone Metastasis. Molecules 2020, 25,
2380. [CrossRef]

Nickols, N.G.; Nazarian, R.; Zhao, S.G.; Tan, V.; Uzunangelov, V.; Xia, Z.; Baertsch, R.; Neeman, E.; Gao, A.C.; Thomas, G.V,; et al.
MEK-ERK Signaling Is a Therapeutic Target in Metastatic Castration Resistant Prostate Cancer. Prostate Cancer Prostatic Dis. 2019,
22,531-538. [CrossRef]

Ismy, J.; Sugandi, S.; Rachmadi, D.; Hardjowijoto, S.; Mustafa, A. The Effect of Exogenous Superoxide Dismutase (SOD) on
Caspase-3 Activation and Apoptosis Induction in Pc-3 Prostate Cancer Cells. Res. Rep. Urol. 2020, 12, 503-508. [CrossRef]
O'Neill, AJ.; Boran, S.A.; O’Keane, C.; Coffey, RN.T.; Hegarty, N.J.; Hegarty, P.; Gaffney, E.F; Fitzpatrick, ].M.; Watson, R W.G.
Caspase 3 Expression in Benign Prostatic Hyperplasia and Prostate Carcinoma. Prostate 2001, 47, 183-188. [CrossRef]


https://doi.org/10.1016/j.jbiosc.2019.09.007
https://doi.org/10.1038/s41598-021-88741-3
https://www.ncbi.nlm.nih.gov/pubmed/33911182
https://doi.org/10.1007/s00432-019-02987-z
https://www.ncbi.nlm.nih.gov/pubmed/31367836
https://doi.org/10.1093/jb/mvr136
https://doi.org/10.1101/cshperspect.a021873
https://doi.org/10.1016/j.lfs.2019.116791
https://doi.org/10.3390/cancers14153684
https://doi.org/10.1074/jbc.RA120.012492
https://www.ncbi.nlm.nih.gov/pubmed/32631954
https://doi.org/10.18632/oncotarget.12808
https://www.ncbi.nlm.nih.gov/pubmed/27780930
https://doi.org/10.1016/j.cell.2009.11.007
https://www.ncbi.nlm.nih.gov/pubmed/19945376
https://doi.org/10.3892/ijo.2015.3270
https://www.ncbi.nlm.nih.gov/pubmed/26647992
https://doi.org/10.1007/s00018-011-0735-1
https://doi.org/10.1128/MCB.06306-11
https://doi.org/10.1016/j.tibs.2013.10.001
https://doi.org/10.1186/s12943-019-0954-x
https://doi.org/10.3390/ijms21124507
https://doi.org/10.1002/jcb.25091
https://doi.org/10.1016/j.abb.2020.108407
https://www.ncbi.nlm.nih.gov/pubmed/32407712
https://doi.org/10.1038/sj.onc.1210421
https://www.ncbi.nlm.nih.gov/pubmed/17496922
https://doi.org/10.1371/journal.pgen.1009708
https://www.ncbi.nlm.nih.gov/pubmed/34314419
https://doi.org/10.3390/molecules25102380
https://doi.org/10.1038/s41391-019-0134-5
https://doi.org/10.2147/RRU.S271203
https://doi.org/10.1002/pros.1061

Cancers 2023, 15, 2684 13 of 13

38.

39.

40.

41.

42.

Rizzo, M. Mechanisms of Docetaxel Resistance in Prostate Cancer: The Key Role Played by MiRNAs. Biochim. Et Biophys. Acta
(BBA) Rev. Cancer 2021, 1875, 188481. [CrossRef]

Singh, A.; Settleman, J. EMT, Cancer Stem Cells and Drug Resistance: An Emerging Axis of Evil in the War on Cancer. Oncogene
2010, 29, 4741-4751. [CrossRef]

Hanrahan, K.; O’Neill, A.; Prencipe, M.; Bugler, J.; Murphy, L.; Fabre, A.; Puhr, M.; Culig, Z.; Murphy, K.; Watson, R.W. The Role
of Epithelial-Mesenchymal Transition Drivers ZEB1 and ZEB2 in Mediating Docetaxel-resistant Prostate Cancer. Mol. Oncol.
2017, 11, 251-265. [CrossRef]

Ren, J.; Chen, Y,; Song, H.; Chen, L.; Wang, R. Inhibition of ZEB1 Reverses EMT and Chemoresistance in Docetaxel-Resistant
Human Lung Adenocarcinoma Cell Line. J. Cell. Biochem. 2013, 114, 1395-1403. [CrossRef] [PubMed]

Yoneda, T.; Kunimura, N.; Kitagawa, K.; Fukui, Y.; Saito, H.; Narikiyo, K.; Ishiko, M.; Otsuki, N.; Nibu, K.; Fujisawa, M.; et al.
Overexpression of SOCS3 Mediated by Adenovirus Vector in Mouse and Human Castration-Resistant Prostate Cancer Cells
Increases the Sensitivity to NK Cells in Vitro and in Vivo. Cancer Gene 2019, 26, 388-399. [CrossRef] [PubMed]

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/10.1016/j.bbcan.2020.188481
https://doi.org/10.1038/onc.2010.215
https://doi.org/10.1002/1878-0261.12030
https://doi.org/10.1002/jcb.24481
https://www.ncbi.nlm.nih.gov/pubmed/23255418
https://doi.org/10.1038/s41417-018-0075-5
https://www.ncbi.nlm.nih.gov/pubmed/30607005

	Introduction 
	Materials and Methods 
	Cells and Reagents 
	Cell Proliferation Assays 
	Wound Healing Assays 
	Western Blotting 
	Animal Experiments 
	Immunohistochemical Staining 
	Immunohistochemical Analysis 
	Ethical Approval 
	Statistical Analysis 

	Results 
	Nanaomycin K Inhibited the Growth of Prostate Cancer Cells 
	Migration-Inhibitory Effect of Nanaomycin K 
	Expression of EMT-Related Protein and MAPK Signaling after Culture with Nanaomycin K 
	Nanaomycin K Inhibited Tumor Growth In Vivo 
	Changes of E-Cadherin, Phosho-ERK1/2 and Cleaved-Caspase-3 in Tumor Tissues after Treatment with Nanaomycin K 

	Discussion 
	Conclusions 
	References

