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Purpose: This study aims to investigate the influence of AgNPs intratracheal instillation on mitochondrial fission in aortic endothelial
cells of rats and to explore the therapeutic effects of sodium selenite (Se).

Animals and Methods: Male Sprague Dawley rats were divided into four groups (n=8): Control group (A), AgNPs exposure group
(B), Se treated group (C), and Se+ AgNPs treated group (D). Rats in groups B and D received one dose of intratracheal instillation of
AgNPs, while groups A and C received the same volume of 0.9% NaCl intratracheally. Rats in groups C and D were also
intraperitoneally injected with sodium selenite for 7 days immediately after the AgNPs exposure. Morphological changes of the
aorta were assessed using hematoxylin and eosin (HE) staining and electron microscopy. Masson’s Trichrome Staining assayed
collagen deposition in the aorta. Reactive oxygen species (ROS) generation, caspase-3 activity, and mitochondrial fission markers were
analyzed.

Results: Exposure to AgNPs increased collagen deposition and caused ultrastructural damage to endothelial cells in the aorta,
including reduction of cytosolic contents, dissolution of mitochondrial cristae, and swollen mitochondria. Levels of ROS and cleaved
caspase-3 increased moderately in AgNPs group (p<0.05 vs Control). Mitochondrial fission markers Dynamin-related protein 1 (Drpl)
and mitochondrial fission protein 1 (Fisl) in the aortic tissue homogenate of the AgNPs group nearly doubled the values of those in
Control group (p<0.05 vs Control). Se alleviated AgNPs-induced ultrastructure changes and this effect was associated with suppressed
ROS accumulation, inhibited caspase-3 activation, and attenuated mitochondrial fission.

Conclusion: This study demonstrates that AgNPs induced oxidative stress, caspase 3 activation, and mitochondrial fission are linked
to the morphological alterations of the aortic endothelial cells; and these adverse effects resulted from AgNPs can be alleviated by
sodium selenite, suggesting that selenite could be used as a protective agent against AgNPs toxicity.

Keywords: aorta, endothelial cells, mitochondrial fission, reactive oxygen species, selenium, silver nanoparticles

Introduction

The extensive utilization of silver nanoparticles (AgNPs) in medical (antimicrobial, drug delivery, biosensors for disease
detection) and a range of industrial and environmental fields (food packaging, water purification, photovoltaics, etc.)
raised attention to their adverse effects on human health.'* However, due to their small sizes, they can easily enter the
body through various routes (skin, inhalation, or ingestion) and become biotoxins by depositing in tissues and organs,

which may induce various health outcomes.” Previous studies have shown that AgNPs deposit in various organs,® such as
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the lungs, spleen, liver, kidneys, thymus, and heart of SD rats after exposure.” The cardiovascular system represents an
important route for the distribution, bioaccumulation, and bioavailability of different circulating substances in the
bloodstream. Still, there are limited studies on the effect of AgNPs on the cardiovascular system,® more specifically
on blood vessel endothelial cells. It has been demonstrated that AgNPs could induce injury and dysfunction of Human
Umbilical Vein Endothelial Cells (HUVECs) by activating Inhibitor of Nuclear Factor kappa-B Kinase (IKK)/Nuclear
Factor kappa-B (NF-kB) pathway, which may be an initiating factor for the development of atherosclerosis.” However,
the toxic effect of AgNPs exposure on the aortic endothelial cells and the possible mechanism are unclear.

Mitochondria, crucial subcellular organelles that control cellular energy metabolism, undergo fission and fusion
constantly. This process is termed “mitochondrial dynamics”.'” The dynamic behavior of mitochondria helps cells
adapting to various stressors and maintain normal physiological functions.'' Mitochondrial fission, the division of one
mitochondrion into two daughter mitochondria, is mainly regulated by two key proteins: Fission 1 (Fisl) and dynamin-
related protein 1 (Drpl).'> Normal mitochondrial fission helps to remove mitochondrial metabolic wastes. Reduced
fission may cause accumulation of denatured proteins and metabolic wastes in the cell, eventually cause cell dysfunction
and death. However, excessive fission also reduces ATP production, increases ROS production, and even affects the
integrity of mitochondrial structure.'® Mitochondrial fission as a biomarker of endothelial dysfunction and atherosclerosis
has been reported by previous studies that demonstrated a link between disruption of mitochondrial dynamics and human
disease, including cardiovascular diseases and cellular senescence.'*'> Inhibition of Drpl has been shown to ameliorate
endothelial dysfunction and suppress atherosclerosis in apolipoprotein E knockout diabetic mice, suggesting a potential
therapeutic approach for treating macrovascular complications in diabetic patients."®

It has been reported that AgNPs cause mitochondrial dynamic imbalance in rat liver through increasing permeability
of the mitochondrial membrane, and inhibit the electron transport chain, which in turn leads to ROS generation and
oxidative stress.'” Our published data demonstrated that intratracheal instillation of AgNPs to rats results in excessive
mitochondrial fission and/or inhibition of mitochondrial fusion in the lung and heart tissues.'®'® Therefore, mitochondrial
dynamic imbalance may play an important role in mediating the cytotoxicity of AgNPs in the heart and lungs, while the
effects of AgNPs on aortic endothelial cells remain to be studied.

Selenium is an essential micronutrient for human health, providing anti-inflammatory, anti-oxidative, and immune
system enhancement properties.’® Although selenium is recognized as a heavy metal antioxidant, the evidence that
selenium against the toxicity of nano-heavy metals, including AgNPs, is limited. AgNPs induce hepatotoxicity through
increasing heat shock protein 60 (HSP60),?! and the overexpression of HSP60 is associated with selenium deficit.”> One
study found that supplementation of selenium reduced AgNPs-induced hepatotoxicity.>® Further, selenium can prevent
AgNPs-induced oxidative stress, caspase-3 activation, mitochondrial dynamic imbalance, mitophagy, and preserving
pulmonary and cardiac structural and functional integrities.'®'” The Current study aims to investigate whether AgNPs
cause mitochondrial dynamic imbalance, morphological and functional alterations in rat aortic endothelial cells, and
whether sodium selenite is capable of counteracting the induced alterations therapeutically.

Materials and Methods

Nanoparticle Preparation and Characterization

Silver nanoparticles (specific type, US Research Nanomaterials, USA) were dissolved in ddH2O containing 1 mg/mL of
AgNPs and 1% DMSO). The nanoparticles were kept in a dark and iced-water bath and sonicated for at least 30 minutes
prior to being used for animal to ensure uniform dispersion. The size and physicochemical properties of the nanoparticles
were characterized in our previous publication and in the current study.

Animals and Treatment

Thirty-two Male Sprague Dawley rats, aged 6—8 weeks, with an average weight of 200+20g were selected. The rats were
fed standard laboratory rat chow for an acclimatization period of 7 days in a temperature-controlled room (24°C+4°C)
with a 12-hour light/dark cycle and 50%+20% humidity. All animal surgical procedures were conducted in strict
accordance with the Guidelines for Laboratory Animal Care and Use issued by Chinese National Guidelines (GB/T
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35892-20,181) 2018 and were approved by the Institutional Review Board of the General Hospital of Ningxia Medical
University (approval numbers 2016-089).

The animal groups and treatment information is given in Figure 1. The rats were randomly divided into four groups
(n=8 in each): A, Control group; B, AgNPs exposure group; C, Se treated group; and D, Se + AgNPs treated group. The
AgNPs exposure groups (B and D) received an intratracheal instillation (IT) of the AgNPs stock suspension (1 mg/kg,
200 pL/rat) followed by 100 pL of air. The Control and Se treated groups (A and C) received a similar volume of 0.9%
NaCl by intratracheal instillation. Groups C and D were intraperitoneally (IP) injected with sodium selenite (0.2 mg/kg)
concomitantly with AgNPs IT and repeated once daily for 7 days. The dose selections for AgNP and selenite were based
on our previous studies.'®'? The animals in Groups were i.p. injected with 0.9% normal saline once daily for 7 days.
After 21 days of initial AgNPs and/or selenite injection, the aortae were dissected from each rat under anesthesia with an
intraperitoneal injection of chloral hydrate (4%) and washed three times in an ice-cold saline solution immediately. Then,
the aortic tissues were cut into four parts for further processes. One part of the tissue was fixed with a 4% paraformal-
dehyde solution for histo-pathological examinations. The second part was placed in 2% glutaraldehyde for electron
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Figure | The design of animal experiments and treatment. Rats were randomly allocated into four groups (n=8/group): (A) Control group, (B) AgNPs exposure group, (C)
Se treated group, and (D) Se + AgNPs treated group. The rats were treated with a single intratracheal instillation (IT) of the AgNPs stock suspension (I mg/kg, 200 ul/rat)
or a similar volume of 0.9% NaCl. The intraperitoneal injection of sodium selenite (0.2 mg/kg) or NS (I mL) was administered once daily for 7 days immediately after the
AgNPs intratracheal instillation. The aortae were dissected following the sacrifice of rats on the 2Ist day after intratracheal instillation.

Abbreviations: AgNPs, silver nanoparticles; IP, intraperitoneal injection; NS, normal saline; Se, sodium selenite.
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microscope study. The third part was fixed in the frozen embedding agent OCT for immunohistochemistry. The fourth
part was frozen in liquid nitrogen and stored in the —80 °C refrigerator for subsequent protein assays.

Histopathological Examinations

For histological examination, the collected aortic segment was fixed with a 4% paraformaldehyde solution for 48 hours,
dehydrated in ascending concentrations of ethanol, cleared with xylene, and embedded in paraffin. Five-micrometer-thick
sections were cut from the paraffin blocks and stained with hematoxylin and eosin. The extent of collagen fibrosis was
detected using Masson’s Trichrome Stain Kit from Solarbio (G1340) following the manufacturer’s protocol.
A histopathologist (S.A)., who was blinded to the grouping information, assessed the stained sections under a light
microscope (OLYMPUS BX43, Tokyo, Japan). The Image J analysis software was used to determine the areas of blue-
stained collagen and aortic media in each section, and the ratio of collagen area to aortic media area was used to represent
collagen content.

Transmission Electron Microscopy Study

The aortic tissues were fixed in 2% glutaraldehyde for 2 hours at 4°C, then washed three times with 0.1M dimethyl
sodium arsenate at 2-hour intervals, followed by post-fixation in 4% osmic acid for 2 hours and two washes in 0.1M
dimethyl sodium arsenate. The tissues were then dehydrated in a graded series of ethanol and embedded in epoxy resin.
The resin was polymerized for 48 hours at 60°C. Ultrathin sections were cut from the blocks and stained with uranyl
acetate and lead citrate. The sections were mounted on copper grids, and observations were carried out and images were
captured using a transmission electron microscope (Hitachi H-7650, Tokyo, Japan).

ROS Detection

The concentration of ROS was measured using the fluorescent probe BBoxi O13 follow the instructions of the ROS
frozen section test kit. Briefly, cleaning solution (50 uL) was added to the tissue sections for 5 minutes. Then,
a fluorescence probe working solution (50uL) was added on each section (the ratio of BBoxiProbeO13 active oxygen
fluorescence probe to pure water was 1:150), and incubated in a wet box in a 37°C incubator. After 20 min of incubation,
the sections were rinsed 3 times with PBS. The fluorescence intensity, which detects the ROS signal, was measured at an
excitation wavelength of 340-380 nm and the signal intensity was analyzed using program in a fluorescence microscope
(OLYMPUS BX43).

Immunofluorescence

Immunofluorescence detection of cleaved-Caspase 3 was performed with 4-pm paraffin cross-sections from the aorta of
rat. Paraffin sections were dewaxed routinely and placed in a 0.01M citrate buffer solution (pH = 6.0) for 5 minutes in
a hot water bath to unmask the antigens. Endogenous peroxidase activity was quenched by incubating the slides in
methanol/water (1:1) containing 0.3% hydrogen peroxide. To block nonspecific binding sites, 30% goat serum was
applied at room temperature for 30 minutes. The slides were then incubated overnight at 4 °C with Cleaved-Caspase 3
primary antibody (1:500, ab49822, Abcam) and subsequently washed to remove excess primary antibody. Next day, the
slides were incubated with a goat anti-rabbit secondary antibody for one hour, followed by washing to remove excess
secondary antibody. The nuclei were stained with DAPI, and the slides were immediately observed under a fluorescence
microscope (OLYMPUS BX43) and images were captured. The fluorescence intensity in the images was quantified using
Image Pro Plus software.

Western Blot

The aortic artery tissues were homogenized using the total protein extraction kit from KeyGEN BioTECH (KGP2100)
according to the manufacturer’s instructions. The homogenates were centrifuged at 1000xg for 10 minutes to separate the
supernatant from the pellet. The supernatant containing the whole protein was collected, and lysed in an ice-water bath.
The protein concentrations were measured using the BCA Protein Assay Kit (KeyGEN BioTECH). Equal amounts of
protein were loaded onto an SDS-PAGE gel for electrophoresis. The proteins on the gel were transferred onto
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nitrocellulose membranes (Invitrogen) and blocked with 10% skim milk for 1 hour to reduce nonspecific protein binding.
The blots were then incubated with primary antibodies against Drpl (1:1000, ab184247, Abcam), Fisl (1:1000,
GTX111010, Gene Tex), and GAPDH (1:1000, sc-1616, Santa Cruz Biotechnology, CA, USA) overnight at 4°C. The
membranes were washed and incubated with horseradish peroxidase-labeled secondary antibodies (specify type) at room
temperature for 1 hour. The protein bands were visualized using the Pierce ECL Western Blotting Substrate. The bands of
the control protein GAPDH were used to normalize the expression levels of the targeted proteins, then the ratios of the

targeted protein bands and loading control were calculated.

Statistical Analysis

We used SPSS version 22.0 (Chicago, IL, USA) for statistical analysis. Each experiment was repeated three times, and
data are presented as mean =+ standard deviation (x £ s). We used the One-Way ANOVA test and post hoc comparisons
between groups (exact binomial 95% confidence intervals [CIs]). P values < 0.05 is considered as statistically significant.

Results

Characterization of Silver Nanoparticles

TEM and DLS were used to characterize the morphologies and sizes of AgNP in the working solution as shown in
Figure 2. The TEM results showed that the AgNPs were mostly spherical, and ranged in size from 15 to 35 nm, with
a mean size of 24.67 + 5.28 nm (Figure 2A and B). As shown in Figure 2C, the hydrodynamic diameter of the AgNPs in
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Figure 2 Characterization of AgNPs. (A) Representative TEM image of AgNPs. TEM magnification %¥30,000. Scale bars: 100 nm. (B) Quantification of AgNPs analysis. (C)
Size distribution of AgNPs in NS. (D) Zeta potential of AgNPs in NS.
Abbreviations: AgNPs, silver nanoparticles; NS, normal saline.
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1% DMSO ddH20 measured by DLS was 38.6 £ 6.43 nm. The zeta potentials were —24.9 = 1.65 mV in 1% DMSO
ddH20 (Figure 2D). The results showed that AgNPs have strong stability and low aggregation resistance in 1% DMSO
ddH20 due to their high negative zeta potential.

AgNPs Increased the Contents of Smooth Muscle and Collagen

Histopathological Examination was performed and the results were shown in Figure 3A. There was no significant
difference in the aortic tissue sections among the four groups observed by optical microscope. As shown in Figure 3A,
endocardial cells, elastic fibers, and smooth muscles were presented clearly. The aortic intima was thin and uniform with
a smooth surface, and the endothelial cells were flat and regular, arranged neatly without thickening. Vascular smooth
muscle cells were long, spindle-shaped, arranged regularly, and had uniform nuclei. Masson staining was then conducted
to assess collagen deposition in the aortic tissue. Vascular smooth muscle cells and elastic fibers appeared red while
interstitial collagen fibers were blue in the rat aorta (Figure 3B). The collagen volume fraction (percentage of the collagen
positive blue area to the total tissue area) was analyzed using Image J software. After AgNPs exposure, the contents of
smooth muscle and collagen in the aorta was 9.75+0.95 and 20.25+12.79 in control and Se treated group, respectively.
Intratracheal instillation of AgNPs increased the contents of smooth muscle and collagen to 73.25+13.18 (P<0.05 vs
Control), while these abnormalities reverted to normal status in Se+AgNPs co-treated groups (Figure 3C).

AgNPs Resulted in Ultrastructural Alterations of the Aortic Endothelial Cells
The ultrastructural changes in endothelial cells of aortic tissue were observed by TEM. Aortic endothelial cells were flat
with homogeneous nuclear chromatin in both the control and selenium (Se) groups as shown in Figure 4a and c,
respectively. Meanwhile, tight attachment between aortic endothelial cells and the endothelium was observed. In AgNPs
group, the breakdown of endothelial cell membrane and nuclear envelope (yellow arrow in Figure 4b1) were observed,
and cytoplasmic vacuolation (orange arrows in Figure 4b2) were apparent. However, there were no obvious abnormal-
ities in the ultrastructure of the endothelial cells in Set+AgNPs group (Figure 4d) compared with the AgNPs group.
Given the importance of mitochondria in cellular function and survival, the ultrastructural changes of mitochondria
were further examined by TEM. The mitochondrial structures in the normal control group and Se control group were
intact, with clear cristae and normal size (blue arrows in Figure 4A and C). After AgNPs exposure, remarkable changes
in mitochondria occurred with the disappearance of the bilayer membrane, deformed with swelling, and cristae
dissolution (green arrow in Figure 4B1). Silver nanoparticles (red arrows in Figure 4B1 and B2) were found within
the nucleus. In the Se treatment group (Figure 4D), the AgNPs-caused ultrastructural alterations (mitochondrial swelling
and cristae dissolution) were prevented. Unlike AgNPs group, the silver particle accumulation and cell membrane
disappearance were not found in the Se+AgNPs co-treated group.

AgNPs Se+AgNPs

100+ * *

80- T

60+

404

percentage area of collagen M
(%)

Cont AgNPs Se Se+AgNPs

Figure 3 Assessment of aorta by H&E and Masson staining. (A) H&E stain shows the structure of the aorta. Scale bar = 20um. (B) Effects of AgNPs on the aortic collagen
deposition and morphometry. The representative photomicrographs of Masson’s trichrome-stained aortic section. (C) The summarized bar graph showing the contents of
smooth muscle and collagen in the aorta.

Notes: The Data were collected from three independent images and presented as means * SD. *p<0.05 were considered to be statistically significant.

Abbreviations: Cont, control; AgNPs, silver nanoparticles; Se, selenite; H&E, hematoxylin and eosin; SD, standard deviation.
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Se+AgNPs

Figure 4 Effects of AgNP on the endothelial cell ultrastructure of aortic tissue. (I) Representative TEM images of ultrastructural changes in the aortic tissue sections. (a-d)
Zoomed-in TEM image at 5000x%. (Il) (A-D) Representative TEM images of ultrastructural changes in the endothelial cell. Zoomed-in TEM image at 40,000%. yellow arrow,
nucleus; Orange arrow, cytoplasmic vacuolation; blue arrow, normal mitochondria; red arrow, AgNPs within the nuclei; green arrow, damaged mitochondrial; purple arrows,
basically normal mitochondria;.

Abbreviations: Cont, control; AgNPs, silver nanoparticles; Se, selenite.

AgNPs Increased Oxidative Stress

The ROS fluorescent probe was used to detect the amount of ROS in the frozen sections of the aorta, and the fluorescence
intensity was analyzed by Image J software. As shown in Figure 5A, the AgNPs-treated group exhibited a significant
increase in the production of ROS compared to the control group (P<0.05). After the addition of sodium selenite, the
production of ROS was significantly reduced compared with the AgNP group (P<0.05). A summarized bar graph is given
in Figure 5B.

AgNPs Activated Caspase-3
Apoptosis was detected using cleaved caspase-3 antibody, which is a biomarker for apoptosis. As shown in Figure 6,
occasional scattered caspase-3 positively stained cells were observed in the Control group. After intratracheal instillation
of AgNPs, the number of caspase-3 positive cells significantly increased (1.079 £ 0.04 vs 1.0). Se+AgNPs treated group
reduced caspase-3 positively stained cells to control level. A set of representative images is given in Figure 6A and
a summarized bar graph in Figure 6B.

AgNPs Shifted the Mitochondrial Dynamics Toward Fission

Mitochondrial fission markers, Drpl and Fisl, were detected using Western blots. As showed in Figure 7, AgNPs
treatment increased the protein levels of Drpl and Fisl in the aorta (P<0.05), suggesting an increase in mitochondrial
fission. In contrast, treatment with sodium selenite significantly decreased the levels of Drpl and Fisl in the AgNPs+Se
group compared to the AgNPs group, suggesting that sodium selenite ameliorated AgNPs-induced mitochondrial fission.

Discussion
The present study has demonstrated that AgNPs increased collagen deposition and caused ultrastructural damage to the
endothelial cells of the aorta. In addition, AgNPs led to mitochondrial swelling, ROS production, caspase-3 activation,
along with elevated levels of mitochondrial fission markers, Drpl and Fisl. Treatment with sodium selenite alleviated
AgNPs-induced ultrastructural alterations, oxidative stress, caspase-3 activation, and mitochondrial fission.

The major routes of AgNPs exposure include inhalation, ingestion, dermal contact, and direct entry into systemic
circulation via intraperitoneal (i.p.) or intravenous (i.v.) injection, with inhalation being one of the primary methods of
exposure. The common methods for animal inhalation modeling include whole-body exposure inhalation, nebulized
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Figure 5 Assessment of ROS in aorta. (A) Intracellular ROS levels were measured using fluorescent probes BBoxi O 13, Representative microscopic images of ROS in aorta.
(B) The bar diagrams present their relative expression. The experiment was repeated three times for analysis.

Notes: The data represent means + SD. Scale bar = 200 pum. *p<0.05.

Abbreviations: Cont, control; AgNPs, silver nanoparticles; Se, selenite; SD, standard deviation.

inhalation, nasal drip, or intratracheal instillation. Since the first two methods require special exposure chambers and are
more expensive, intratracheal instillation was chosen.

Epidemiological evidence has shown that exposure to metal nanoparticles is strongly linked to cardiovascular damage
and, consequently, increases the risk of cardiovascular morbidity and mortality.**** Vascular endothelial cell injury plays
an important role in the initiation and development of cardiovascular diseases. AgNPs intratracheal instillation to rats
causes inflammatory responses, resulting in reduced coronary reactivity.”® However, the impact of AgNPs on vascular
endothelial cells is complex and remains unclear. In our study, AgNPs accumulation was found within the endothelial
nucleus, which is consistent with previous research showing that the agglomerates of AgNPs were observed on the
endothelial cell membrane as well as inside the cells using atomic force spectroscopy.>” Although no obvious abnorm-
alities were observed in aortic tissue sections that were stained with Hematoxylin and eosin in AgNPs and/or selenite-
treated animals, Masson’s trichrome staining revealed that AgNPs increased collagen deposition and caused ultrastruc-

tural impairment as reflected by the cytoplasmic vacuolation, reduction of cytosolic contents and subcellular organelles,
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Figure 6 AgNPs actives caspase-3.(A) The representative Immunofluorescence photomicrographs showing expression of caspase3 proteins. Original magnification is 200%.
(B) The bar diagrams present their relative expression.

Notes: The data represent means + SD. Scale bar = 20 pm.*p<0.05.

Abbreviations: Cont, control; AgNPs, silver nanoparticles; Se, selenite; SD, standard deviation.

swollen mitochondria, and loss of mitochondrial cristae, with disappearing of mitochondrial bilayer membrane.
Administration of sodium selenite attenuated the above AgNPs-induced ultrastructural alterations of the aortic endothe-
lial. Although we have characterized the physical property of the AgNPs using TEM and DLS (Figure 2) and presented
the deposition of AgNPs in the endothelial cells of the aorta in Figure 4, the pharmacokinetic or biodistribution data were
not provided to confirm that AgNPs reach the aortic endothelium throughout the body. We plan to address this limitation
by investigating the pharmacokinetic profile and tissue distribution of AgNPs in future studies.

Both in vitro and in vivo experiments have shown that oxidative stress is one of the vital mechanisms associated with
the cytotoxicity of the AgNPs.”* > Various cell lines, including HUVECs, have been used to elucidate the impact of
AgNPs on oxidative stress.”>! Their results demonstrated that AgNPs entered and sited inside the HUVECs, where

increased ROS production was detected.’® In current experiments using frozen sections of the aorta, we detected
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Figure 7 AgNPs induces mitochondrial dynamic imbalance towards fission. (A) The representative Western blot of mitochondrial fission protein Drp| and Fis| expression
in rat. (B=C) Levels of these proteins expression were normalized to GAPDH. Band intensities were quantified using Image | software.

Notes: The data represent means + SD. *p<0.05.

Abbreviations: Cont, control; AgNPs, silver nanoparticles; Se, selenite; SD, standard deviation.

increased amount of ROS in the aortic endothelial cells of AgNPs treated animals, which is consistent with previous
studies.”?' 3 It has been reported that AgNPs deplete antioxidant molecules, inhibit mitochondrial electron transport
chain, and alter enzymatic production of reactive oxygen species.’*' Mitochondria are also the major target of oxidative
stress and the initiator of several apoptotic cell death pathways.** Activation of apoptosis involves a cascade of proteases,
among them, caspase 3 is considered as a cell death executioner. As expected, immunofluorescent staining of cleaved
caspase-3 unveiled an increased number of cleaved caspase-3 positive cells in the AgNPs group, suggesting that AgNPs
exposure activated the caspase-3 dependent cell death pathway. Caspase-3 positively stained cells return to normal seven
days after the Se co-treated. Therefore, selenite can alleviate AgNPs-induced apoptosis through decreasing caspase-3
activation. Selenite is an anion containing selenium in the +4-oxidation state, and selenite-based compounds play various
roles in acting as antioxidants, participating in enzyme activities, and regulating cell functions. The current study
demonstrated that it can neutralize the ROS generated by AgNPs, which may be a factor in caspase-3 activation, thereby
inhibiting the overall process of apoptosis.

Mitochondria are highly dynamic organelles undergoing continuous events of fission and fusion, which play an
indispensable role in many cellular processes.'® Either increased or decreased mitochondrial fission can lead to disease
conditions. Previous studies have demonstrated that increased ROS induces Drpl-and mitochondrial fission.>>’
Consistent with current findings that AgNPs exposure increased the generation of ROS and activated cleaved caspase
3, we have also found that mitochondrial fission proteins Drpl and Fisl are significantly increased after AgNPs
instillation. Compared with the AgNPs group, Se-AgNPs co-treatment prevented the elevations of mitochondrial fission
markers Drpl and Fisl, suggesting selenite can block AgNPs-induced mitochondrial fission. Unfortunately, we were
unable to test the dose-response effect and establish causal inference; future studies are needed to confirm these findings.
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Conclusion

Our data demonstrate that exposure to AgNPs increases collagen deposition, nuclear abnormalities, mitochondrial
swelling, and the dissolution of mitochondrial cristae. Further, AgNPs enhanced ROS production, caspase-3 activation,
and mitochondrial fission markers. Treatment with sodium selenite may alleviate the morphological alterations associated
with inhibiting ROS formation, caspase-3 activation, and mitochondrial fission.
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