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ABSTRACT: Breast cancer remains a global health burden, and the need for effective o
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therapies is of chief importance. The current study explored the in wvivo .
chemoprotective activity of palmitoylethanolamide (PEA) against 7,12-dimethylbenz- ; " =
[a]anthracene (DMBA)-induced breast tumor in rats. Results of noninvasive % e )
photoacoustic imaging showed real-time progression in the tumor area and volume i niiel Manee: o

in DMBA-induced rats, while there was a reduction in tumor area and volume in PEA- Ela { \rg ) m s
treated tumor-bearing rats. The increase in the average oxygen saturation (sO, %) and MusciaoteSigeg (3333 Melibettmar =
decrease in the average total hemoglobin (HbT %) indicated the PEA-mediated ‘) ‘@-.r“mf 7 %
attenuation of hypoxia-induced neovascularization in DMBA-induced rats. Histo- ) o (@ A
pathological investigations confirmed the efficacy of PEA in mitigating breast Ei‘}éa,.é %m, | e oxiae ] é,,.ic-ﬁ o
carcinoma, hepatotoxicity and nephrotoxicity driven by DMBA. Moreover, PEA- 3,“};,‘\_} ) it s, g
mediated alterations in the metabolic activity of the tumor microenvironment were ",,’,‘;,,‘m“,",,-—c_);;}— DA ik

evidenced by decreased glucose and lactate dehydrogenase enzyme level in the blood

plasma and mammary tissue. PEA also maintained the redox balance by inhibiting nitric oxide level, reducing malondialdehyde (a
product of lipid peroxidation), and increasing the level of antioxidant enzyme reduced glutathione. PEA altered the expression of
apoptosis-related genes (BAX, PS3,BCL-XL, CASPASE-8, and CASPASE-9) and induced the activity of Caspase-3 protein in the
mammary tissue of tumor-bearing rats, indicating its apoptosis inducing ability. Taken together, the findings of this study suggest

that PEA may have a protective effect against DMBA-induced breast tumors.
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Palmitoylethanolamide (PEA), a bioactive fatty acid com-
pound belonging to the class of N-acyl-ethanolamines (NAEs),
is extensively known to be used in neuropathic pain, allergy,
and inflammation-mediated diseases. Additionally, PEA also
exerts cytostatic properties in various models of cancer; not
only that, but the signaling lipids related to PEA also play a
substantial role in the regulation of cancer progression.' The
ultramicronized PEA (um-PEA) induces apoptosis and
regulates the growth of colon tumors by inducing fragmenta-
tion of DNA and arresting the cell cycle at G2/Mphase.”
Moreover, PEA attenuates the expression level of fatty acid
amide hydrolase and increases the apoptosis and antiprolifer-
ative effects of anandamide in cancer cells. Furthermore, PEA
has been shown to reduce melanoma cell survival, induce
apoptosis in high-grade neuroblastoma cells, and attenuate
human brain tumor tissues. Although PEA is reported to be
found endogenously, a study reports a decreased cellular level
of PEA during cancer inflammation. In contrast to de novo
lipogenesis, the breakdown of PEA-mediated by tumor cells led
to the requirement of exogenous fatty acids, including palmitic
acid. Therefore, the exogenously administered PEA could be
an efficient approach toward the amelioration of cancer
progression.
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Breast cancer is a multifactorial, heterogeneous disease that
alters the biochemistry, physiology, and molecular makeup of
mammary tissues. Currently, breast cancer ranks as the fifth
most common cause of cancer-related death and is one of the
most often diagnosed malignancies in women worldwide. An
estimated 2.3 million cases of breast cancer have been
diagnosed worldwide, according to the statistics of GLOBO-
CAN 2020.° In transitioning countries, including Melanesia,
Western Africa, Micronesia/Polynesia, and the Caribbean,
breast cancer-related deaths are significantly higher, with an
incidence rate approximately 88% than in transitioning
countries such as Australia/New Zealand, Western Europe,
Northern America, and Northern Europe. To detect and
predict breast cancer at an early stage, imaging techniques such
as photoacoustic (PA) imaging, ultrasonography, magnetic
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Figure 1. Schematic representation depicting a comprehensive overview of the experimental design and methodology.

resonance imaging (MRI), and mammography are commonly
used.* Among these techniques, PA imaging has shown
significant potential in clinical applications, particularly in
oncology, as it enables early cancer detection, tumor
characterization, and monitoring of treatment response.4’S
Previous studies posited that the uncontrolled progression of
breast cancer cells can be attributed to perturbations in
multiple factors, including aberrant generation of reactive
oxygen species (ROS), DNA damage, and exposure to
ultraviolet (UV) radiation. These factors act by altering
multiple pathways-related molecules, including the mitochon-
drial pathway, PI3K/AKT pathway, FasL/Fas pathway, nuclear
factor-kB (NF-kB) pathway, and ROS-mediated pathway.’
These cumulative effects promote the disruption of the delicate
redox, proapoptotic, and antiapoptotic equilibrium, leading to
dysregulated cell growth and evasion of apoptosis.”” To
potentially reduce the incidence rate of breast cancer and
facilitate early treatment, the adoption of a chemotherapy-
based preventive approach and the establishment of effective
screening programs are deemed vital. The chemotherapeutic
agents regulating the metabolic and molecular pathways
involved in tumor cell growth and survival are being focused
for breast cancer therapeutics. In the context of breast cancer
progression, a complex signaling network encompassing
multiple pivotal genes orchestrates the diverse facets of cellular
integrity. Among these BAX, BCL-XL, P53, CASPASE-8, and
CASPASE-9 demonstrate distinct roles in the regulation of
apoptosis. BAX, a pro-apoptotic member of the BCL-2 family,
triggers apoptosis by creating pores in the mitochondrial
membrane, allowing the release of Cyt-c, whereas BCL-XL
opposes the release of Cyt-c. CASPASE-8 and CASPASE-9 are
initiator caspases that play key roles in extrinsic and intrinsic

apoptotic pathways, respectively. Whereas, PS3 activation may
lead to the upregulation of pro-apoptotic genes like BAX,
promoting apoptosis, and downregulation of antiapoptotic
factors like BCL-XL. However, breast cancer is a highly diverse
disease, and the precise interactions among these genes can
vary depending on the subtype and genetic mutations present.

Till date, various therapeutic approaches, including chemo-
therapy, radiotherapy, chemo-radiotherapy, and surgery, have
been employed for breast cancer treatment, but none of them
offer a complete cure. Synthetic drugs used in chemotherapy
have limitations, such as side effects, high toxicity, and damage
to healthy cells near the tumor site. To overcome these
limitations, natural lipid compounds have been explored as
alternatives with better therapeutic efficacy and lower toxicity.
However, despite efforts to use bioactive compounds derived
from natural resources, a limited breakthrough has been
achieved in breast cancer therapeutics.” Among these
compounds, lipid mediators have shown pharmacological
significance and have been used to combat various diseases
including breast cancer. Previous studies report that chemo-
therapy induces peripheral neuropathic pain and other
potential adverse effects, such as lymphedema, loss of weight,
and discomfort. Additionally, the drug of cannabinoid nature
with anti-inflammatory and analgesic properties may exert
potential benefits in breast cancer-mediated inflammation and
pain. PEA, an endocannabinoid-like lipid mediator, is
recognized for its anti-inflammatory and neuroprotective
properties.® A recent study reported that PEA docked to the
active site of apoptosis-inducing proteins Bax, Bcl-2, P21, and
P53, and in vitro findings suggest the cytotoxic and apoptosis-
inducing ability of PEA against human breast cancer cells.”
PEA exhibited enhanced pro-apoptotic activity in human
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breast cancer cells, MDA-MB-231 and MCF-7, through the
modulation of gene expression associated with the intrinsic
(BAX, BCL-2, P21, and PS3) and extrinsic (CASPASE-8 and
FADD) apoptotic pathways.” To the best of our knowledge,
the preclinical therapeutic potential of PEA in the amelioration
of DMBA-induced breast cancer progression is limited.
Therefore, the present study endeavors to elucidate the ability
of PEA to ameliorate the progression of breast cancer induced
by DMBA through the regulation of metabolic processes and
redox homeostasis, as well as modulating genes associated with
apoptosis and tumor suppression.

B MATERIALS AND METHODS

Animals and Drug Administration. Female Charles
foster rats were obtained from the Central Animal Research
Facility, Institute of Medical Sciences, Banaras Hindu
University, Varanasi, India. The obtained rats were housed at
the Centre of Experimental Medicine and Surgery, Institute of
Medical Sciences, Banaras Hindu University, Varanasi, India.
These rats were kept in a polypropylene cage, supplemented
with a food pellet diet and water ad libitum, at a maintained
temperature of 24 + 2 °C with a 12 h light/dark cycle. The
study was conducted in strict accordance with the guidelines
prescribed by the Committee for Control and Supervision of
Experiments on Animals (CCSEA), New Delhi, India. The
Central Institutional Animal Ethics Committee of Banaras
Hindu University, India, granted approval for the experimental
protocols (Dean/2021/IAEC/3029 and Dean/2023/IAEC/
6196).

Development of the In Vivo Breast Cancer Model.
The in vivo study for the assessment of the anticancer
properties of PEA was done using female Charles foster rats.
The breast cancer was induced in female rats using
subcutaneous administration of a single dose of 80 mg/k%
body weight of 7,12-dimethylbenz[a]anthracene (DMBA).'
The animals were divided into three groups, with 8 female rats
in each group.

Group I served as vehicle control, subcutaneously treated
with 300 uL of olive oil, and after 10 weeks 0.1% DMSO was
administered orally thrice in a week.

Group II (DMBA) served as disease control, and the rats
were given a single subcutaneous dose of DMBA (80 mg/kg
body weight) in 300 uL of olive oil, and after 10 weeks 0.1%
DMSO was given orally thrice in a week.

Group III (DMBA+PEA) was treated with DMBA, same as
group II. After 10 weeks, 25 mg/kg body weight of PEA in
0.1% DMSO was given orally thrice in a week for the duration
of next six weeks.

At the end of the experiment, the animals were sacrificed,
and tumor tissues and blood from each group were collected
for subsequent experiments (Figure 1). The administered
single dose of DMBA eftectively induces mammary tumors in
rats with a 100% incidence rate, which was further confirmed
by daily palpitations for the development of breast tumors.
Moreover, the real-time progression of mammary cancer was
monitored through PA imaging.

Photoacoustic Imaging. PA imaging was utilized to
detect the presence of breast cancer at various time points.'
The real-time monitoring of tumor size and tumor volume
after PEA treatment was achieved through PA imaging. The B-
mode and Oxy-Hemo PA-mode images were captured using a
tunable laser operating platform within the range of 680 to 970
nm for the anatomical details and oxygen saturation parameter,

respectively. Hemoglobin concentration and oxygen saturation
level were quantified at a frequency of 21 MHz, in conjunction
with a PA machine. Parameters such as tumor site localization
and oxygen saturation (sO, %) were explored as potential
cancer indicators, alongside quantification of total oxygen
saturation and hemoglobin level.

Histopathological Analysis. The tumor tissues harvested
from the respective groups were placed in 10% formalin
solution. Thereafter, the paraffin blocks of each tissue were
prepared, and thin sections of 10 pm were cut using
microtome and placed onto glass slides. The tissue sections
were deparaffinized using xylene, subjected to a gradient of
ethanol solution for rehydration, and stained with hematoxylin
and eosin (H&E) stain. Post-staining, the sections were cleared
using alcohol/xylene (1:1), followed by xylene, and mounted
with DPX permanently. Using a brightfield microscope
(Olympus, CX43), images of sections were captured after
H&E staining.12

Histopathological and Biochemical Analysis for Liver
and Kidney Toxicity. Liver and kidney tissues were harvested
from each groups and processed to prepare slides for H&E
staining. The histopathological examination was done to assess
the protective effects of PEA against DMBA-induced toxicity
on the liver and kidneys. Thin sections (10 um) of each tissue
were sliced using a microtome, and H&E stained sections were
subjected to image acquisition using a brightfield microscope
(Olympus, CX43) for histopathological analysis. Further, liver
function test and kidney function test were evaluated by
examining the concentrations of aspartate aminotransferase
(AST) and alanine aminotransferase (ALT), and urea and
creatinine level in blood serum, as previously described.'”"
The blood from rats of each group was collected after cardiac
puncture and following centrifugation, and serum was collected
and further tested for concentrations of AST, ALT, urea, and
creatinine.

Estimation of Glucose and Lactate Dehydrogenase
Level. Glucose is the foremost nutrient and energy source for
cells to survive and proliferate. The equal quantity of protein
extracted from blood plasma and mammary tissue of each
group was used to estimate the glucose concentration using
glucose estimation kit (Beacon Diagnostics, India) according
to the instructions provided in kit. The absorbance was
recorded at 505 nm and results for concentration of glucose
was represented in M in blood plasma and mammary tissue.
The level of lactate dehydrogenase (LDH) in blood plasma
and mammary tissue was estimated using Lactate Dehydrogen-
ase Activity Assay Kit (E-BC-K046-S) by following manu-
facturer’s instruction. The absorbance was recorded at 450 nm
and results for concentration of LDH was represented in U/
mL and U/mg of protein in blood plasma and mammary
tissue, respectively.

Estimation of Nitric Oxide Production. The effect of
PEA on DMBA-induced rats was evaluated to assess the
alteration in nitric oxide production." Nitric oxide is known to
be involved as a signaling molecule in many cellular processes.
Excess generation of NO is responsible to abrogate tumor
growth and metastasis through the induction of apoptosis. The
assessment of nitric oxide production was done using the
Griess reagent that marks the accumulation of nitrite (NO,”),
a stable NO metabolite. The equal quantity of protein
extracted from blood plasma and mammary tissue was added
with an equal volume of Griess reagent for 10 min; further
absorbance was recorded at 540 nm, and the nitrite level was
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Figure 2. PA imaging shows real-time progression and PEA-mediated reduction in the DMBA-induced breast tumor. (A) PEA ameliorates the
progression of breast tumors induced by DMBA in rats. PEA reduces the (B) tumor size and (C) volume and alters the level of (D) average oxygen
saturation (sO, %) and (E) average total hemoglobin (HbT %) in DMBA-induced tumor-bearing rats. The data for tumor area and volume were
presented as mean + SEM (n = 3), and statistical significance (*p < 0.050, **p < 0.010, ***p < 0.001) was calculated using an unpaired Student’s
t-test. The data for average oxygen saturation and average total hemoglobin were presented as mean + SEM (n = 3), and statistical significance (*p
< 0.033, *¥p < 0.002, ***p < 0.001) was calculated using one-way ANOVA, followed by a post hoc Tukey test.

calculated using the standard curve of NaNO, (Figure S1).
The results were expressed in #M/mL and uM/mg of protein
in blood plasma and mammary tissue samples, respectively.
Estimation of Lipid Peroxidation. The impact of
treatment on lipid peroxidation in DMBA-induced tumors
was evaluated using a colorimetric method."” This method
relies on the chemical reaction between malondialdehyde
(MDA), an end product of lipid peroxidation, and
thiobarbituric acid (TBA) to form a stable adduct under
high temperature and acidic condition. Briefly, the blood
plasma and mammary tissue from each group were harvested,

and the mammary tissues were homogenized in 1X PBS to
prepare tissue homogenate, which was centrifuged at 12,000g
for 20 minutes at 4°C. Further, equal quantity of protein
extracted from blood plasma and mammary tissue was
incubated with 1 mL of a TBA solution (0.67%) and 3 mL
of phosphoric acid (1%) at 70 °C for 120 min. Subsequently,
the reaction mixture was cooled to room temperature, and the
resulting product was extracted using 3 mL of methanol. After
centrifugation at 3000 rpm at 4 °C for 10 min, the absorbance
of the each extracted sample was recorded at 532 nm using a
spectrophotometer. The concentration of MDA was calculated
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after plotting a standard curve for MDA (Figure S2) and
expressed in nM/mL and nM/mg of protein, respectively, in
blood plasma and mammary tissue samples.

Estimation of Reduced Glutathione. The blood plasma
and tissue homogenate from the respective groups were used
for the estimation of reduced glutathione (GSH) following the
previously described method with minor modifications.'®
Briefly, an equal quantity of protein extracted from blood
plasma and mammary tissue was subjected to precipitation
using 1 mL of GSH buffer (100 mM potassium phosphate
buffer, pH 7.0, with 3 mM EDTA), followed by centrifugation
at 1200g for 20 min. Subsequently, 0.5 mL of the resulting
supernatant was mixed with 200 uL of GSH buffer, 100 uL of
5, 5’-dithiobis-(2-nitrobenzoic acid) (10 mM DTNB in
methanol), and 200 xL methanol. The reaction mixture was
left at room temperature, and the yellow-colored product that
formed was measured immediately at 412 nm using a
spectrophotometer. The concentration of GSH was calculated
using standard curve of GSH (Figure S3) and expressed in
uM/mL and uM/mg of protein, respectively, in blood plasma
and mammary tissue samples.

Extraction of RNA and Quantitative Real Time-PCR
(gRT-PCR) Analysis. The antibreast cancer activity induced
by PEA in each group was confirmed by assessing the level of
gene expression related to apoptosis (BAX, CASPASE-8, and
CASPASE-9), cell survival (BCL-XL), and tumor suppression
(P53) using qQRT-PCR analysis. The standardized guidelines of
MIQE were adhered to perform.'” Total RNA was extracted
from the mammary tissue of each group using the conventional
TRIZOL method, and the concentration and purity of the
extracted RNA were measured using a NanoDrop ONE
(AZY1811395, Thermo Scientific, USA). A total of S g of
RNA from each vehicle control, DMBA-treated, and DMBA +
PEA-treated group was used for cDNA synthesis utilizing the
RevertAid First Strand cDNA Synthesis Kit (Thermo Fisher
Scientific, USA) following the manufacturer’s instructions.
gRT-PCR amplification was performed using gene-specific
primer (Table S1), PowerUp SYBR Green master mix
(Thermo Fisher Scientific, USA), and synthesized cDNA on
the QuantStudio 5 Real-Time PCR System. The f-actin gene
served as the internal control for normalization. The qRT-PCR
data were analyzed by comparing the AACT value, and the
relative expression level for each gene was calculated using
2788CT method.'® The results are representative of three
independent experiments.

Caspase-3 Activity Assay. The Caspase-3 activity was
assessed in all three groups: the vehicle control group, the
DMBA-treated group, and the DMBA + PEA-treated group.
The estimation of the activity of Caspase-3 was conducted
using the Caspase-3 activity assay kit (Elabscience, E-CK-
A311A) according to the manufacturer’s instructions. In brief,
tissues from each group were harvested and homogenized in
lysis buffer containing DTT. The homogenized tissues were
centrifuged at 12,000¢ for 15 min at 4 °C, and the resulting
supernatant containing protein was mixed with the reaction
buffer and the substrate Ac-DEVDpNA, reaching a final
volume of 100 uL. The reaction mixture was then incubated at
37 °C for 4 h. Following incubation, the absorbance was
measured at 405 nm using a Multiskan microplate
spectrophotometer (Thermo Fisher Scientific, USA), and the
activity of Caspase-3 was expressed in fold change. The result
represents data obtained from three independent experi-
ments."”

Statistical Analysis. All the images and data were
representative of three independent experiments. The data
for tumor area and volume were presented as mean + SEM,
and an unpaired Student’s t-test was performed to calculate the
statistical significance (*p < 0.050, **p < 0.010, and ***p <
0.001) for DMBA + PEA-treated group when compared to the
DMBA-treated group using GraphPad Prism 8.0 (San Diego,
CA, USA). The results of quantitative measurements of
metabolic parameters, oxidative parameters, antioxidant
enzyme level, qRT-PCR data, and Caspase-3 activity were
presented as mean + SEM. The statistical significance among
vehicle control, DMBA-treated, and DMBA + PEA-treated
groups was performed using One-way ANOVA, and for qRT-
PCR data Two-way ANOVA analyses followed by a post hoc
Tukey test to determine the statistical significance (*p < 0.033,
*##p < 0.002, and ***p < 0.001) among vehicle control,
DMBA-treated, and DMBA + PEA-treated groups.

B RESULTS

PEA Attenuates the Tumor Area and Volume in
DMBA-Induced Breast Tumor-Bearing Rats. PA imaging
has shown significant potential in clinical applications,
particularly in oncology, as it enables early cancer detection,
tumor characterization, and monitoring of treatment response.
One of the key advantages of PA imaging is its non-
invasiveness, which minimizes patient discomfort and risk. In
light of this, we performed PA imaging on all groups (Figure
2A), and our findings showed a significant reduction in tumor
area and volume after the administration of PEA. The results of
quantitative PI imaging after the 10th week indicated that there
was no significant difference in tumor area, tumor volume,
oxygen saturation (sO, %), and average total hemoglobin
(HbT %) in DMBA treated and PEA-treated tumor bearing
rats. On the other hand after the 16th week, the tumor area in
the DMBA-induced rat was 62.10 + 2.582 mm?, whereas the
tumor area was substantially reduced under the influence of
PEA by 45.96 + 1.392 mm? (p-value <0.001) (Figure 2B). On
the contrary, the tumor area and volume in the vehicle control
group were not observed, as no carcinogen was administered.
Similarly, the tumor volume in the DMBA-induced rat was
308.81 + 15.583 mm?, and after the administration of PEA, it
was substantially reduced to 188.71 + 9.392 mm® (p-value
<0.001) (Figure 2C).

Beside this, after 16" week we also evaluated the alteration
in two additional parameters, average oxygen saturation (sO,
%) and average total hemoglobin (HbT %), to validate the
efficacy of PEA on DMBA-induced breast tumor progression.
Interestingly, the decrease in the level of sO, % (43.85 =+
4.445%; p-value <0.001) was observed in DMBA-induced rats,
as compared to the vehicle control group 87.79 + 1.253%. On
the other hand, the administration of PEA resulted in a rise in
the sO, % level (67.84 + 3.525%; p-value <0.001) in rats with
breast tumors (Figure 2D). Likewise, after 16th week, the HbT
% was observed to be 5541.70 + 203.433% in the vehicle
control group and found to be increased in DMBA-induced
rats with 30933.22 + 1033.228% (p-value <0.001). The level
of HbT % was significantly decreased to 9662.55 + 863.639%
(p-value <0.001) after the administration of PEA in breast
tumor-bearing rats (Figure 2E). The increased average oxygen
saturation (sO, %) and decreased average total hemoglobin
(HbT %) suggested PEA-mediated attenuation of hypoxia-
induced neovascularization in DMBA-induced rats. Further,
the histopathological investigations have substantiated the
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Figure 3. Illustrative image showing mammary tissue of vehicle control rats and the tumor size in DMBA-induced and PEA-treated breast tumor
bearing rats. The image in lower panel showing the mammary tissue stained with hematoxylin and eosin for each respective group. (A) Tumor size
reduces significantly in PEA-treated DMBA-induced breast tumor-bearing rats. (B) Histopathological examination shows that PEA improves the
cellular morphology and reduces the number of atypical cells in DMBA-induced breast tumor-bearing rats. Scale bar = 10 yM.

efficacy of PEA in mitigating the breast carcinoma driven by
DMBA in female Charles Foster rats.

PEA Alters the Morphology of Mammary Tissues in
DMBA-Induced Breast Tumor-Bearing Rats. A histopa-
thological examination was conducted to validate the results of
a noninvasive study that suggested PEA-mediated suppression
of DMBA-induced breast tumors. The tumor size was observed
to be significantly reduced in DMBA-induced rats treated with
PEA as compared to that in DMBA-treated rats (Figure 3A).
The histological examination of DMBA-induced mammary
tissue showed the breast tumor had markedly atypical cells
with round to oval, markedly pleomorphic nuclei, prominent
nucleoli, and many mitotic bodies. Additionally, it also showed
the presence of spindle cell sarcomatous differentiation,
suggesting a metaplastic breast carcinoma subtype, as
compared to the vehicle control group, which showed the
normal architecture of mammary tissue with overlying skin and
lactiferous ducts. Conversely, when administered to rats with
DMBA-induced tumors, PEA displayed therapeutic changes
within tumor tissues, including the observation of necrotic foci,
fibrosis, myxoid degeneration, and an infiltration of inflamma-
tory cells. Furthermore, the presence of only a limited number
of dispersed atypical cells was observed (Figure 3B).

PEA Reduces DMBA-Induced Hepatotoxicity and
Renal Toxicity in Breast-Tumor Bearing Rats. DMBA-
induced hepatotoxicity and renal toxicity result in significant
histological alterations in the liver (Figure 4A) and kidney
tissues (Figure 4D). These changes include the appearance of
congestive blood vessels, necrosis, damage to the central vein,
fibrosis in the liver, glomerular hypertrophy, and shrinkage of
Bowman’s space in the kidneys. On the other hand, the
administration of PEA results in a reduction of such toxicity
and enhances the condition of liver and kidney tissues. The
marker enzymes present in the liver and kidney serve as a
potential indicator of malignant cancer. Consequently, the
blood serum of rats from each experimental group was assessed

to determine the concentrations of liver marker enzymes (AST
and ALT) and kidney marker enzymes (urea and creatinine).

When compared to vehicle control (155.12 + 1.420 U/L),
the level of serum AST was significantly increased to 290.77 +
1.800 U/L (p-value <0.001) in DMBA-induced rats. However,
the administration of PEA to DMBA-treated rats substantially
declined the level of serum AST to 189.77 + 2.980 U/L (p-
value <0.001) (Figure 4B). Similarly, in comparison to the
vehicle control group, where the level of ALT was noted as
28.00 + 1.274 U/L, there was a significant elevation in serum
ALT level to 56.00 + 1.421 U/L (p-value <0.001) in rats
induced with the potential carcinogen DMBA. Conversely, the
administration of PEA to the DMBA-induced rats resulted in a
substantial reduction in the level of serum ALT to 46.00 +
1.262 U/L (p-value 0.001), signifying PEA-mediated potential
mitigating effect against hepatotoxicity in rats induced by
DMBA (Figure 4C). Moreover, in order to assess the
renoprotective effect of PEA and corroborate the histopatho-
logical analysis of the kidney, the renal functional markers urea
and creatinine were assessed. The analysis of renal function
markers revealed a significant increase in the level of serum
urea in DMBA-induced rats (47.31 + 1.421 mg/dL; p-value
<0.001), compared to the vehicle control group (33.20 +
1.274 mg/dL). However, the administration of PEA led to a
notable reduction in serum urea level (36.80 + 1.262 mg/dL;
p-value 0.003) as compared to DMBA-treated rats (Figure 4E).
Similarly, the DMBA-induced rats displayed a significantly
elevated level of serum creatinine, measuring at 0.51 + 0.001
mg/dL (p-value <0.001), compared to the vehicle control
group (0.28 + 0.026 mg/dL). In contrast, the administration
of PEA to the DMBA-induced rats substantially decreased the
serum creatinine level to 0.38 + 0.003 mg/dL (p-value 0.002)
(Figure 4F). Overall, the administration of PEA effectively
attenuated the elevated level of urea and creatinine induced by
DMBA, suggesting its potential as a hepatoprotective and
nephroprotective agent.
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Figure 4. PEA improves the hepatic and renal architecture and maintains the level of liver and kidney markers in DMBA-induced breast tumor-
bearing rats. (A) Histopathological examination of hepatic tissue showed improvement after PEA administration. The level of liver marker enzymes
(B) AST and (C) ALT improved in the PEA-treated group as compared to DMBA-induced rats. (D) The histopathological analysis of renal tissue
revealed improvement subsequent to the administration of PEA. PEA-treated tumor bearing rats showed improvement in level of renal markers (E)
urea and (F) creatinine as compared to rats induced with DMBA only. The data for the quantification of AST, ALT, urea, and creatinine were
represented as mean = SEM (n = 3). Statistical significance was calculated using a one-way ANOVA followed by the Tukey post hoc test (*p <

0.033, **p < 0.002, ***p < 0.001). Scale bar = 10 uM.

PEA Alters the Metabolic Activity in DMBA-Induced
Breast Tumor-Bearing Rats. It is a well-proven fact that
cancer cells primarily rely on aerobic glycolysis for energy
production, even in the presence of oxygen. In other words,
cancer cells obtain a significant portion of their energy through
the conversion of glucose to lactate, followed by lactate
fermentation. In light of these facts, we examined the
concentrations of glucose and lactate dehydrogenase in
blood plasma and mammary tissue of rats from each group
to evaluate the effectiveness of PEA in combating breast
cancer. The results revealed that the glucose level in the blood
plasma and mammary tissues of DMBA-induced rats was

significantly increased to 4829.34 + 138.335 uM (p-value
<0.001) and 7886.04 + 94.200 uM (p-value <0.001),
respectively as compared to the vehicle control group
(880.52 + 61.648 uM and 2119.13 + 80.112 uM, respectively)
(Figure SA). However, the administration of PEA to DMBA-
induced rats with breast tumors led to a decrease in glucose
level in the blood plasma and mammary tissue microenviron-
ment (2919.62 + 52.640 uM; p-value <0.001 and 3454.83 +
127.874 uM; p-value <0.001, respectively) (Figure SB).
Furthermore, we assessed the level of lactate dehydrogenase
after PEA administration and observed a substantial increase in
LDH level in the blood plasma of DMBA-induced rats (37.23
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Figure 5. PEA exerts regulatory control over metabolic dysregulation observed in the blood plasma and mammary tissues of rats induced with
DMBA. PEA decreases the concentration of glucose in (A) blood plasma and (B) mammary tissues of DMBA-induced breast tumor-bearing rats.
Moreover, PEA exhibits the ability to reduce the level of lactate dehydrogenase enzyme in both the (C) blood plasma and (D) mammary tissues of
breast tumor-bearing rats. The data were represented as the mean + SEM (n = 3). Statistical significance was calculated using one-way ANOVA,
followed by the Tukey post hoc test (*p < 0.033, **p < 0.002, ***p < 0.001).
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Figure 6. PEA exerts homeostatic control over the redox equilibrium in rats exposed to DMBA by modulating the concentration of oxidative stress-
inducing agents and antioxidant enzymes in blood plasma and mammary tissue. PEA exerts a downregulatory effect on nitric oxide level in the (A)
blood plasma and (B) mammary tissues of DMBA-induced breast tumor-bearing rats. Additionally, PEA demonstrates a capacity to attenuate the
level of MDA in both the (C) blood plasma and (D) mammary tissues of rats with breast tumors. Conversely, PEA enhances the concentration of
GSH in the (A) blood plasma and (B) mammary tissues of DMBA-induced rats. The data were represented as the mean + SEM (n = 3). Statistical
significance was calculated using a one-way ANOVA followed by a Tukey post hoc test (*p < 0.033, **p < 0.002, ***p < 0.001).

+ 1.653 U/mL; p-value <0.001), compared to the vehicle induced rats was significantly higher (55.18 + 0.901 U/mg of
control group (12.91 =+ 1.164 U/mL). However, the

protein; p-value <0.001), compared to the vehicle control
administration of PEA resulted in a decrease in LDH level

by 20.02 + 1.083 U/mL (p-value <0.001) (Figure SC).

Similarly, the level of LDH in the mammary tissues of DMBA- administration of PEA to DMBA-induced rats led to a decrease

group (22.19 = 1.150 U/mg of protein). Whereas, the
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Figure 7. PEA elicits distinct modulation of apoptosis-related gene expression and induces an upregulation in the activity of Caspase-3. (A) PEA
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hoc test (*p < 0.033, **p < 0.002, and ***p < 0.001).

in LDH level in the mammary tissue microenvironment by
40.32 + 1.063 U/mg of protein (p-value <0.001) (Figure SD).

PEA Reduces the Level of Nitric Oxide and
Malondialdehyde in DMBA-Induced Breast Tumor-
Bearing Rats. Further, the study aimed to elucidate the
status of oxidative stress parameters in DMBA-induced rats
after the administration of PEA. The results demonstrated that
DMBA abruptly induces the production of NO, 17.92 + 1.061
#M/mL (p-value <0.001), in the blood plasma of the DMBA-
treated group as compared to the vehicle control group, 3.80 +
0.796 uM/mL. Whereas, in the blood plasma of PEA-treated
tumor-bearing rats, the level of NO was decreased to 12.20 +
0.642 uM/mL (p-value 0.008) (Figure 6A). Correspondingly,
in DMBA-induced breast tumor tissue, the concentration of
NO exhibited a significant elevation to 33.40 & 0.578 uM/mg
of protein (p-value <0.001), in contrast to the level of NO in
the vehicle control group (12.45 + 0.882 yM/mg of protein).
Conversely, in the mammary tissue of tumor-bearing rats
treated with PEA, the concentration of NO demonstrated a
notable reduction to 21.76 & 0.975 uM/mg of protein (p-value
<0.001) (Figure 6B). Furthermore, the effect of PEA on
DMBA-mediated lipid peroxidation was evaluated by deter-
mining the level of malondialdehyde (MDA), the end product
of lipid peroxidation. Our findings revealed that the
administration of DMBA resulted in an increase in the level
of MDA in the blood plasma of the DMBA-treated rats at
29.08 + 0.993 nM/mL (p-value <0.001), compared to the
vehicle control group, which showed the concentration of
MDA at 491 + 1.664 nM/mL. Conversely, PEA decreased the
level of MDA to 17.18 + 0.567 nM/mL (p-value <0.001) in
the blood plasma as compared to DMBA-induced tumor-
bearing rats (Figure 6C). Additionally, the examination of
MDA level in the mammary tissues of each group unveiled that
DMBA significantly elevated the concentration of MDA
(145.35 + 6.067 nM/mg of protein; p-value <0.001) among
DMBA-treated rats, whereas in rats of the vehicle control
group, the MDA concentration was 42.18 + 2.903 nM/mg of
protein. On the other hand, PEA administration led to a
reduction in MDA level (104.99 + 5.062 nM/mg of protein; p-
value 0.003) in the mammary tissues of rats with DMBA-
induced tumors (Figure 6D).

PEA Increases the Level of Reduced Glutathione in
DMBA-Induced Breast Tumor-Bearing Rats. The non-
enzymatic antioxidant reduced glutathione (GSH) is known
for its ability to counteract the overproduction of ROS, lipid
peroxides, and other free radicals. Consequently, we assessed

the level of GSH in the blood plasma and mammary tissue of
rats from each experimental group. Our results demonstrated
that the administration of DMBA led to a significant decrease
in the concentration of GSH to 67.92 + 2.610 uM/mL (p-
value <0.001) in the blood plasma of DMBA-treated rats, as
compared to the vehicle control group (170.71 + 4.196 uM/
mL). In contrast, the treatment with PEA elevated the GSH
level to 108.25 + 4.242 uM/mL (p-value <0.001) in the blood
plasma of rats bearing tumors (Figure 6E). Furthermore, the
examination of GSH level in the mammary tissues of each
experimental group revealed that DMBA significantly
decreased the concentration of GSH (147.92 + 6.061 uM/
mg of protein; p-value <0.001) in DMBA-treated rats. In
contrast, the vehicle control group exhibited an increased GSH
concentration with 270.00 + 4.960 uM/mg of protein.
Notably, the administration of PEA substantially increased
the GSH level to 190.20 + 8.642 uM/mg of protein (p-value
0.010) in the mammary tissues as compared to DMBA-
induced rats (Figure 6F).

PEA Induces the Differential Gene Expression
Associated with Apoptosis and Upregulates Caspase-
3 Activity in DMBA-Induced Breast Tumor-Bearing Rats.
Further, the study showed the expression of apoptosis-related
genes in rats of each group to validate the apoptosis-inducing
potential and DMBA-induced breast tumor-ameliorating
potential of PEA (Figure 7A). The results demonstrated that,
as compared to vehicle control (1-fold), the mRNA level of
pro-apoptotic gene, BAX, in PEA-treated rats was significantly
increased to 1.62 + 0.205-fold (p-value 0.002) than that of
DMBA-induced tumor-bearing rats (1.17 + 0.08-fold; p-value
0.331), and the transcript expression of tumor-suppression
gene P53 in PEA-treated rats was upregulated by 1.78 + 0.139-
fold (p-value <0.001) as compared to DMBA-induced rats
(0.69 + 0.048-fold; p-value 0.034). Conversely, the expression
of the antiapoptotic gene, BCL-XL, was downregulated by
0.497 + 0.015-fold (p-value 0.048) in DMBA-induced rats
administered with PEA. Whereas, the DMBA-induced rats
exhibited an upregulation of BCL-XL expression by 0.79 +
0.074 fold (p-value 0.189). Furthermore, the expression level
of CAPSASE-8 and CAPSASE-9 genes in DMBA-induced rats
administered with PEA was enhanced by 1.67 + 0.132 (p-value
<0.001) and 0.92 + 0.091-fold (p-value 0.028), respectively,
while the respective expressions were observed to be decreased
by 0.85 + 0.031 (p-value 0.420) and 0.60 + 0.036-fold (p-
value 0.005) in DMBA-induced rats. Considering the fact that
PEA improves the breast cancer progression in DMBA-
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induced rats by maintaining the redox balance and altering the
expression of apoptosis related genes, the activity of
executioner Caspase-3 was evaluated in the rats of each
group. Wherein, the enzymatic activity of Caspase-3 in the
mammary tissue of the vehicle control group was considered 1-
fold. The activity of Caspase-3 was significantly increased in
PEA-treated rats by 1.57 + 0.059-fold (p-value <0.001) in
comparison to DMBA-treated tumor-bearing rats (0.59 =+
0.011-fold; p-value <0.001) (Figure 7B).

B DISCUSSION

Breast cancer, which is frequently detected and a significant
contributor to cancer-related deaths among women globally,
necessitates a comprehensive understanding of its underlzrin

mechanisms for effective treatment and prevention.”””

Rodent models of breast cancer have emerged as valuable
tools in this regard, offering crucial insights into the
mechanisms driving disease development and potential
therapeutic interventions.”>** The chemopreventive approach
aims to inhibit or revert the progression of early-phase breast
cancer to malignant carcinoma by employing synthetic or
natural bioactive compounds.”* The rationale underlying the
present investigation was to evaluate the chemopreventive
potential of PEA using a comparable experimental para-
digm.”>*° Among the different chemical-induced animal
models available to study the diverse nature of breast cancer,”’
we selected the DMBA-induced female Charles Foster rat
model of breast cancer. One of the frequently employed
preclinical breast tumor models for the advancement of
chemopreventive drugs in breast cancer therapeutics is
DMBA-induced cancer model. Moreover, the mammary cancer
induced by DMBA exhibits histogenesis, morphological
characteristics, and biochemical features akin to the develop-
ment of hyperplastic premalignant and malignant lesions
observed in human breast cancer.”®” In addition, various
events during cancer progression, such as tumor area and
volume, can be attributed to several physiological, biochemical,
and molecular alterations. In our study, the histopathological
analysis provided additional evidence of the efficacy of PEA in
mitigating breast carcinoma driven by DMBA in female
Charles Foster rats, reinforcing the observed results of reduced
tumor size, tumor area, and volume. Furthermore, the findings
of elevated sO, % and attenuated HbT % level collectively
demonstrate the potential therapeutic benefit of PEA by
modulating tumor-associated hypoxia and neovascularization.
The noninvasive nature of PA imaging technique makes it a
valuable tool in assessing the effects of PEA and highlights its
potential as a safer and more effective alternative in breast
cancer detection and management.

Biomarkers are widely utilized to monitor cancerous
conditions, particularly to assess responses to pharmacother-
apy. Upon exposure to carcinogens, cells experience structural
damage, resulting in the leakage of cytoplasmic enzymes into
the bloodstream. AST, ALT, urea, creatinine, and LDH are
pathophysiological diagnostic markers employed to measure
the extent of liver and kidney damage. The increased
functional activities of AST, ALT, urea, creatinine, and LDH
may primarily stem from liver cytosol leakage into the blood
due to tissue injury, which is a hallmark feature in a cancerous
environment.””*" The present study showed the elevated level
of liver enzymes such as AST and ALT in mammary cancer,
implying tumor growth and hepatotoxicity induced by DMBA.
Similarly, increased serum urea and creatinine concentrations

were attributed to DMBA-induced kidney toxicity. LDH is
recognized as a potential marker enzyme for evaluating the
progression of proliferating malignant cells, as numerous
studies have reported increased LDH level in various cancers.””
The elevated LDH and glucose level can also be attributed to
the high rate of glycolysis under anaerobic conditions in the
cancerous state, which provides the only energy-generating
pathway for the uncontrolled division of malignant cells.”"** In
this study, DMBA-induced breast-tumor-bearing rats exhibited
an upsurge in glucose and LDH concentrations, indicative of
susceptible growth and high enzyme production by proliferated
cells, making them sensitive markers for solid neoplasms.
Furthermore, PEA treatment decreased the elevated level of
AST, ALT, urea, and creatinine in serum as well as the
increased concentration of LDH and glucose in blood plasma
and tumor tissue in breast cancer-induced rats. The observed
decrease in glucose and LDH level in both blood plasma and
mammary tissue in DMBA-induced breast tumor-bearing rats
can be attributed to a multifaceted interplay of metabolic,
hormonal, and physiological alterations, which collectively
contribute to an alteration in tumor metabolism and
inflammatory responses. Therefore, PEA-mediated depletion
of glucose and LDH in both blood plasma and mammary
tissue indicates its breast cancer-preventing activity. Addition-
ally, the administration of PEA led to noticeable improvements
in the cellular architecture of liver, kidney, and mammary
tissue, suggesting its potential as an antibreast cancer agent.
Overall, the improved tissue architecture and the restoration of
various biochemical markers indicate the potential of PEA to
ameliorate the progression of breast tumor progression.
DMBA, a polycyclic aromatic hydrocarbon, undergoes
metabolic activation in the body, primarily in the liver,
through the action of cytochrome P450 enzymes.’* These
enzymes convert DMBA into highly reactive metabolites,
including dihydrodiol epoxides. The metabolites of DMBA are
accountable for the production of ROS, thereby initiating the
generation of unpaired electrons known as free radicals,
ultimately culminating in the exhaustion of antioxidant
defenses. This process subsequently triggers lipid peroxidation
within cellular membranes, consequently instigating alterations
in the genetic material (DNA), prompting augmented cellular
proliferation, and ultimately contributing to the intricate
process of mammary carcinogenesis.35 Nitric oxide (NO), a
signaling molecule involved in diverse physiological processes,
exerts its influence by interacting with various targets,
including enzymes and signaling pathways.’**” In particular,
NO has been shown to modulate the activity of glutathione
peroxidases (GPx), an enzyme critically involved in cellular
antioxidant defense mechanisms. For instance, the potential
nitric oxide donor S-nitroso-N-acetyl penicillamine (SNAP)
has demonstrated the ability to inhibit GPx activity in specific
cell types, such as U937 cells.”® This inhibition disrupts the
delicate equilibrium between oxidants and antioxidants within
the cell, thereby leading to an elevated level of lipid
peroxidation.”” GPx employs the reducing potential of the
tripeptide glutathione (GSH) to detoxify peroxides. Further-
more, oxidative stress induced by ROS or other free radicals,
including nitric oxide, triggers the formation of malondialde-
hyde (MDA) and other aldehydes through the process of lipid
peroxidation. DMBA-mediated lipid peroxidation plays a
pivotal role in the progression, promotion, and development
of breast cancer progression.40 In rats induced with DMBA,
treatment with PEA significantly alleviated oxidative stress by
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reducing MDA level compared with the DMBA-induced rats.
Intriguingly, treatment with PEA in DMBA-induced rats
resulted in enhanced GSH activity compared to that in
DMBA-induced breast tumor rats.

Apoptosis represents a process of programmed cell death
that can be activated in response to intracellular (intrinsic
apoptosis) or extracellular (extrinsic apoptosis) signaling
molecules."’ The biochemical hallmarks of this intricate
cellular phenomenon encompass loss of cellular and nuclear
integrity, alteration in metabolic activity and oxidative
molecules, DNA fragmentation, differential expression of
apoptosis-inducing genes and proteins, and the formation of
entities known as apoptotic bodies.””~** BAX, a noteworthy
pro-apoptotic gene, instigates the initiation of programmed cell
death by initiating the release of Cyt-c from mitochondria. The
antiapoptotic BCL-XL gene, which plays a crucial role within
the BCL-2 family, hinders apoptosis by preventing the release
of Cyt-c. In our study, we report PEA-mediated upregulation
in the expression of the proapoptotic gene BAX and
downregulation in the expression of the BCL-XL gene in
DMBA-induced rats. Another pivotal gene, P53, plays a critical
role in eliciting notable responses such as tumor suppression
and the initiation of apoptosis through two major pathways
known as the intrinsic mitochondrial pathway and the extrinsic
death receptor pathway.” Perturbations in P33 can com-
promise its tumor-suppressive efficacy.”® Our study exhibited
the upregulation of the PS3 gene in DMBA-induced breast
cancer rats treated with PEA, suggesting its tumor suppression
role. Caspase-8 serves as an initiator caspase, participates in the
extrinsic apoptotic pathway, and activates downstream effector
caspases, including Caspase-3. Conversely, CASPASE-9 acts as
an initiator caspase in the intrinsic apoptotic pathway, being
activated by the release of Cyt-c. It assembles the apoptosome
complex, subsequently eliciting the activation of effector
caspases. Similarly, a previous finding showed that 18p-
glycyrrhetinic acid initiates apoptosis in human breast cancer
cells (MCF-7) via the activation of the mitochondrial
apoptotic pathway, marked by the loss of mitochondrial
membrane potential, which subsequently facilitated the release
of Cyt-c and the subsequent activation of Caspase-9."
Furthermore, the increase in the expression of CASPASE-8
and CASPASE-9 genes in DMBA-induced breast cancer rats
treated with PEA, as well as an increase in the activity of
Caspase-3 protein, indicates antibreast cancer potentiation of
PEA. Taken together, our study highlights the potential of PEA
as a promising chemopreventive agent for breast cancer
management.

B CONCLUSIONS

The current study provides compelling evidence showcasing
the potential antibreast tumor potential of PEA. The results
obtained through PA imaging demonstrate a reduction in both
the tumor area and volume. Simultaneously, there is an
increase in sO, % level and a decrease in HbT % level. These
findings strongly suggest that PEA effectively curbs hypoxia-
induced neovascularization in rats afflicted with DMBA-
induced breast tumors. Histopathological examinations further
affirm the efficacy of PEA, showing its capacity to alleviate the
progression of DMBA-triggered breast carcinoma. Moreover,
PEA exerts an impact on metabolic activity, evident by the
diminished level of glucose and lactate dehydrogenase enzyme
in both blood plasma and mammary tissue of DMBA-induced
rats. Additionally, PEA plays a role in maintaining the redox

equilibrium in blood plasma and mammary tissue, which is
evidenced by its inhibitory effect on nitric oxide level,
reduction of malondialdehyde level, and elevation of the
antioxidant enzyme reduced glutathione. Furthermore, PEA
induces alterations in the expression of apoptosis-related genes,
including BAX, P53, BCL-XL, CASPASE-8, and CASPASE-9. It
also enhances the activity of the Caspase-3 protein, indicating
its ability to induce apoptosis in DMBA-induced breast tumors.
In summary, comprehensive in vivo studies offer compelling
scientific support for considering PEA as a potential
therapeutic agent in breast cancer treatment. Moving forward,
additional research should delve into identifying specific
molecules and signaling pathways associated with apoptosis
and breast tumor progression that are modulated by PEA.
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