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Abstract: Microplastics (MPs) have become pollutants of concern due to their unknown human
health effect and negative impact on terrestrial and aquatic ecosystems. There is increasing number
of experimental research on MPs globally with its effects not fully understood; recent animal studies
explore its effects on the intestines, yet on other vital organs. Javanese medaka fish was exposed to
polystyrene microplastics (PS-MPs) beads for a period of 21 days. Histological alterations, intestinal
oxidative stress, permeability and neurotoxicity were evaluated. Significant inflammatory changes
and tissue damage were observed in the intestine, liver and kidney. Intestinal oxidative stress and
permeability were found to be significantly increased. In the brain, neurotoxicity characterised by
a significant induction of oxidative stress, lipid peroxidation and the inhibition of acetylcholinesterase
enzyme were elucidated. This study provided an insight into the multiple organ effect of microplas-
tics exposure, necessitating further exploration and identification of biomarkers to be utilised for
biomonitoring population at risk in the future.

Keywords: polystyrene microplastics; histological alterations; oxidative stress; neurotoxicity;
Javanese medaka fish

1. Introduction

Plastics versatility, light weight and the low cost of production have made them
invaluable in our society, thus fuelling their global demand [1]. Plastic production has
dramatically risen worldwide [2]. As of 2019, stood at 368 million metric tons (MT), with the
figure expected to double in the next 20 years. Coastal countries generate about 275 million
MT of plastics out of which 4.8 to 12.7 enter the ocean [3]. MPs synthesised primarily
in micro-sized form (5 pm or less), and those emanating from the degradation of larger
plastics are mostly discharged into the aquatic environment due to indiscriminate disposal
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and accidental spills [4]. MPs were found in all the seas [5] ingested by marine organisms of
all sizes. Their small size and non-biodegradable nature are highly important [6], providing
them with the ability to become transferable and accessible to a wide range of marine
organisms across the food web [7], thus becoming a danger to environmental health,
ecological safety and human health [8,9].

Microplastics were found to bioaccumulate following ingestion by aquatic organisms
including fish and marine mammals, this enable their subsequent transfer along the trophic
level [10,11]. MPs possess the inherent capability to be transferred from digestive tract
and/or gills into the circulatory system [12] with the translocation mechanism not fully
understood. MPs have been observed in organs and tissues of crustaceans and fishes [13].
Fluorescent PS-MPs of 5 um and 20 um have been demonstrated to accumulate in the liver,
kidney and gut of mice [14].

Humans are exposed to MPs, especially with the increasing consumption of sea food
as a major dietary protein. About 39,000 to 52,000 particles per person per year of MPs are
estimated to be consumed through food [15]. Additionally, MPs were found in drinking
water, which necessitated the World Health Organisation to call for an urgent exploration
into microplastics pollution and its consequent effect on human health [16].

Although recognised as an environmental health hazard due to their effects on the
environment and the biota, research on MPs is generally limited, as less than a quarter
of the 192 countries in the world has so far conducted research in that respect [17]. For
instance, till date there is a paucity of knowledge on the adverse effects of consuming
MPs containing marine organisms [18]. This has spurred an array of animal studies in
an attempt to explore the possible effects and mechanisms to which microplastics affect
living organisms. Most studies conducted observed the effects of MPs on growth and
reproduction [19-21]. Of the few studies on the gut, the effect revealed inflammatory
changes and the induction of oxidative stress [21-25].

In an attempt to investigate the effects of oxidative stress using markers of lipid
peroxidation (MDA, lipofuscin and neutral lipid), no evidence of oxidant damage was
found [26,27], thus supporting the literature limiting the effect of MPs on the induction of
oxidative stress alone [26,28-30]. However, MPs ingestion and accumulation in the gut
have been shown to impair intestinal barrier function [29]. Additionally, oxidative stress
being a condition predominated by the formation of highly reactive oxygen species that
can interact with cellular structures causing damage [31] may not be only limited to the gut.
The brain particularly is said to be at risk of lipid peroxidation and subsequent pathological
processes in situations of impaired antioxidant defence mechanisms due to its high oxygen
demand [32,33]. This is evident in neurodegenerative diseases, including Parkinson’s
disease (PD), Huntington’s Disease (HD), Alzheimer’s disease (AD) and amyotrophic
lateral sclerosis (ALS), which presents with evidence of lipid peroxidation implicated by
oxidative stress and damage [34].

The aim of this study was to evaluate the impact of PS-MPs exposure on Javanese
medaka fish (Oryzias javanicus Bleeker, 1854). Several organisms were used in ecotoxico-
logical studies as biomonitoring agents. Javanese medaka (O. javanicus), as representative
of the mangrove ecosystem is capable of adapting to fresh and brackish/sea water [35],
is a close relative of the well-established Japanese medaka, a fish native to the estuaries
of Malaysian peninsula, Thailand, Indonesia and Singapore. It is considered a promising
marine model test fish [36,37] and a potential test organism [38].

Histological alterations following polystyrene microplastics (PS-MPs) exposure in
various organs (intestine, liver, kidney and brain) were investigated. Additionally, intestinal
oxidative stress and permeability were assessed using antioxidant enzymes (Catalase and
Superoxide dismutase) and D-lactate, respectively. Additionally, brain oxidative stress,
oxidative damage and neurotoxicity were assessed using catalase, superoxide dismutase,
malondialdehyde, acetylcholine and acetylcholinesterase, respectively.



Int. J. Environ. Res. Public Health 2021, 18, 9449 30f13

2. Materials and Methods
2.1. MPs Used in the Study
Form

Polystyrene microplastics beads (5 pm SD < 0.1 um coefficient variance < 2%; aqueous
suspension; white colour; 0% cross-linked; 10% solids; 1.0 g/cm? density) purchased from
Sigma Aldrich (Industriestrasse, Buchs (SG), Switzerland) were used. Polystyrene was
chosen based on previous literatures using different animal models [14,29], with the 5 um
size considered as it can be ingested by all aquatic organisms due to its small size [6], and
will be easily accessible to Javanese medaka fish to allow for exploration of its exposure
effect. Additionally, MPs fibres, debris or particles within the range 1 um-5 mm have
entered the body of humans with risk still unknown [39].

Size and morphology were checked using scanning electron microscopy (SEM), (JOEL
JSM 6400 SEM Japan) and the chemical composition was confirmed using Fourier transform
infrared spectroscopy (FTIR) (Thermo Fisher Scientific (Waltham, MA, USA), Nicolet 6700).
PS-MPs suspension was prepared using UV sterilised dechlorinated tap water and soni-
cated prior to use.

2.2. Medaka Fish Maintenance and PS-MPs Exposure

Wild strain healthy adult Javanese medaka fish (0.5-0.7 g in weight; 3—4 cm in length;
both sexes) were collected from the Sepang estuary (2°37/15.38" N, 101°42/38.33" E)
Malaysia, and maintained in a semi static circulating system under suitable condition
(temperature; 26 + 1 °C, pH; 7.8-8.0, DO; 5.5-6.0 mg L1, photoperiod; 14:10 h light/dark
cycle) measured and recorded daily [40]. Fish were acclimatised in 15 L glass tanks for
2 weeks at Aquatic Animal Health and Therapeutics Laboratory (Aqua Health), Institute of
Bioscience, Universiti Putra Malaysia. During the same period, the salinity was gradually
reduced daily by 2 ppt from the Sepang estuary value of 14.5 £ 0.5 ppt for its adaptability
with the water used in the experiment, this is in accordance with previous research [41],
and due to the adaptability of Javanese medaka to live a normal life and reproduce in
both fresh water and brackish/Sea water [35,42]. Fish were fed with commercial feed
(Aquadene) at 1.0% body weight twice daily. The acclimatisation was in UV-sterilised well
aerated dechlorinated tap water refreshed every 48 h.

Acclimatised Javanese medaka fish were randomly assigned into control group and
three PS-MPs treatment groups and exposed for a period of 21 days (5 fish and 1 L test
solution in each glass tank). In the treatment groups, fish were exposed to test solution
prepared by dispersing PS-MPs in UV-sterilised well aerated dechlorinated tap water
to achieve a final PS-MPs concentration of 100 pg/L (1.46 x 103, MP-LOW), 500 pg/L
(7.3 x 103, MP-MED) and 1000 pg/L (1.46 x 10*, MP-HIGH). The exposure concentrations
of the treatments were chosen based on previous literature [23,29]. Control group fish were
exposed to PS-MPs free UV-sterilised dechlorinated tap water. Test solutions in each tank
of the treatment groups and dechlorinated tap water in the control group were refreshed
every 48 h. Tanks were placed under continuous aeration to maintain dissolved oxygen
within optimal range and ensure the even dispersion of PS-MPs particles. Other conditions
were maintained as during the acclimatisation period. The research was performed with
the approval and in accordance with the guidelines of the Institutional Animal Care and
Use Committee of Universiti Putra Malaysia (UPM/IACUC/AUP-R021/2020).

Medaka fish were exposed for a duration of 21 days. Subsequently, they were sam-
pled in the same day and washed three times with purified water (MilliQ), followed by
euthanization through immersion in ice water at 4 °C. The intestine, liver, kidney and brain
were dissected and treated differently for histological and biochemical analyses.

2.3. Histological Analysis

There were 20 fishes used for histological analyses. This is represented by 5 replicates
in each of the control and the three PS-MPs treatment groups, with each replicate having
1 Javanese medaka. Samples including gut, liver, kidney and brain dissected and fixed in
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10% neutral phosphate buffered formalin. Standard techniques were followed to process
the tissue samples for histological analysis after their fixation. In brief, the intestines, liver,
kidney and brain tissues were cut at 5 pm with a microtome. They were then embedded in
paraffin for 2 min in xylene. Subsequently, the samples were hydrated by the serial transfer
of the slides through 100% ethanol, 95% and finally 70% ethanol for 2 min each. This was
followed by rinsing the slides with running water for a minimum of 2 min. Haematoxylin
solution was used to stain the samples for 3 min, and were then washed again with water
and subsequently stained with eosin for 2 min. The samples were then dehydrated by
immersion 20 times in 95% ethanol and subsequently in 95% and 100% ethanol for 2 min
each. Xylene was used to clean the samples for 2 min by immersion which is followed
by adding a drop of premount solution over the slide with the subsequent addition of
a coverslip. Each replicate has 10 slices. Five different fields were selected at random from
each slice (200x) under a Leica™ (Leica Microsystem, Germany) to detect and photograph
the presence of histological lesions, of which a minimum of three fields were required to
have lesions and to be considered as histologically altered. Observer remained blinded
for treatment and control groups during histological observations [29,43]. The observed
lesions were presented as a percentage of tissue slices with obvious lesion out of 10 slices
in each replicate, with mean percentage and standard deviation of each group computed.

2.4. The Determination of Intestinal Oxidative Stress and Permeability

Catalase (CAT) and total superoxide dismutase (T-SOD) commercial kits purchased
from Elabscience (Houston, TX, USA) were used to measure oxidative stress; D-lactate
(Abcam, Cambridge, UK) was used to determine intestinal permeability. For each of the
control and the three PS-MPs treatment groups, there were four biological replicates, with
each replicate comprised of 15 fish (total of 240 medaka fish). Pooled intestines of the
15 fishes from each replicate were homogenised for detection, protein content quantification
was determined by BCA method using BCA Protein Assay Kit (Thermo Fisher Scientific
(Waltham, MA, USA)), and the experimental procedures conducted were in accordance
with the manufacturers’ protocol.

2.5. The Determination of Brain Oxidative Stress and Neurotoxicity

Brain tissues of fish from Section 2.4 above were at the same time dissected and
pooled for detection. Malondialdehyde (MDA) (Fine Test, Wuhan, HB, China), CAT, T-SOD
(Elabscience, Houston, TX, USA), acetylcholine (ACh) (Elabscience, Houston, TX, USA)
and acetylcholinesterase (AChE) (Cusbio, Houston, TX, USA) were used to measure brain
antioxidant activity, oxidant damage and neurotoxicity. Experimental operations were
conducted following manufacturers’ protocol.

2.6. Statistical Analysis

Data generated were analysed using the IBM SPSS Statistics 27.0 computer program
(SPSS, Chicago, IL, USA) and presented as mean + standard deviation. One-way analysis
of variance (ANOVA) was used to determine the difference between means, while the levels
of significance were declared at p < 0.05 using Tukey’s honestly significance difference
(HSD) post-hoc test. Prior to conducting one-way ANOVA, the normality and homogeneity
of variance of the data were computed and confirmed to be appropriate for the test by
normal plot of probability, versus fit, histogram and versus order.

3. Results
3.1. The Physical and Chemical Confirmation of PS-MPs Used in the Study

The PS-MPs beads were confirmed as spherical in shape and of homogenous size
and distribution (Figure 1A). Chemical composition was confirmed using FTIR, the ab-
sorbance peaks fall within a wide range of spectral scale. The spectral peaks qualitatively
confirmed the microbeads as polystyrene based on the vibration positions indicated with
arrows (Figure 1B).
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Figure 1. (A) SEM image of PS-MPs (0.5 pm) and (B) FTIR spectrum of polystyrene microplastics beads used in this study.

3.2. Histological Alterations in the Intestines, Liver, Kidney and Brain

Alteration was not detected in the intestine, liver, kidney and brain tissue slices
of the control groups (Figures 2A, 3A, 4A and 5A), respectively. In the PS-MPs exposed
groups, the intestines showed villi blunting and destruction, inflammation and lymphocytic
infiltration of the lamina propria (Figure 2B-D). Of the total number of 50 slices (10 slices
per replicate, and 5 replicates in each group) the mean percentage and standard deviation
of intestinal tissue slices with alteration observed among the three exposed groups was
found to be significant (p-value < 0.05), and recorded as MP-HIGH (74 £ 6%), MP-MED
(54 £ 6%) and MP-LOW (26 £ 5%) (Figure 6A).
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The liver tissue slices showed lobar inflammation, portal triaditis, ballooning degener-
ation and hepatic necrosis (Figure 3B-D). Significant difference (p-value < 0.05) was found
between the PS-MPs exposed groups, the mean percentages and standard deviations of the
50 slices in each of the PS-MPs exposed group with alterations was found to be MP-HIGH
(86 = 3%), MP-MED (60 + 5%) and MP-LOW (46 + 3%) (Figure 6B).

Figure 2. Representative photomicrograph of intestine: (A) Control group with no abnormality, (B) MP-LOW group
showing inflammation of lamina propria (ILP), (C) MP-MED group showing inflammation of lamina propria (ILP), and villi
destruction (VD) and (D) MP-HIGH group showing villous blunting (VB).

Figure 3. Representative photomicrograph of liver tissue: (A) Control group with normal liver tissue, (B) MP-LOW group
showing liver parenchymal inflammation (LPI), (C) MP-MED group showing ballooning degeneration of hepatocytes (BD),
and (D) MP-HIGH group showing hepatic necrosis (HN) and portal triaditis (TN).
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The kidney slices observed showed interstitial inflammation, interstitial oedema
and tubular destruction (Figure 4B-D), significant difference (p-value < 0.05) in mean
percentages of tissue alterations of the 50 slices observed in each PS-MPs exposed group
was found and represented as MP-HIGH (66 + 4%), MP-MED (26 + 5%) and MP-LOW
(14 £ 4%) (Figure 6C). The MP-LOW and MP-MED brain tissue slices showed no obvious
abnormality (Figure 5B,C). However, 26 & 6% of the 50 slices of MP-HIGH sections showed
features of cerebral oedema (Figure 6D).

Figure 4. Representative photomicrograph of kidney tissue: (A) control group with normal tissue, (B) MP-LOW,
(C) MP-MED, and (D) MP-HIGH, showing interstitial inflammation (II), interstitial oedema (IO) and tubular
destruction (TD).

Figure 5. Representative photomicrograph of brain tissue: (A) Control group with normal tissue, (B) MP-LOW, no lesion,
(C) MP-MED, no lesion and (D) MP-HIGH group showing cerebral oedema (CO).
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Figure 6. Percentages of histological sections with alteration(s); (A) intestine, (B) liver, (C) kidney and (D) brain of Javanese
medaka fish in MP-LOW, MP-MED and MP-HIGH groups. PS-MPs exposed groups with different alphabets (a, b and c)
denotes significant difference (p-value < 0.05). Data presented in percentage mean + SD of 5 biological replicates (10 slices

in each replicate).

3.3. Intestinal Oxidative Stress and Increased Permeability Induced by PS-MPs

Intestinal oxidative stress was significantly increased in the PS-MPs exposed groups.
CAT activity increased in MP-MED group (202 4 56 U/mg protein) and decreased in the
MP-HIGH group. Significant difference (p-value < 0.05) was found between the three PS-
MPs exposed groups and the control (191 & 22 U/mg protein) (Figure 7A). Similarly, T-SOD
activity slightly increased in the MP-MED group (70.5 &+ 12 U/mg protein) and decreased
in the MP-HIGH group (43 &+ 4 U/mg protein), significant difference (p-value < 0.05) was
found between MP-HIGH and the control (61.8 & 5 U/mg protein) (Figure 7B).

Intestinal permeability was significantly increased. Measured using D-lactate, signifi-
cant difference (p-value < 0.05) was found between the three treatments groups [(MP-LOW
(60 £+ 2 nmol/mL), MP-MED (67 + 1 nmol/mL) and MP-HIGH (78 + 2 nmol/mL)] and
also between the treatments and the control (38 + 2 nmol/mL) (Figure 7C).

3.4. Brain Oxidative Stress and Neurotoxicity

Increase in brain oxidative stress and oxidative damage was found in PS-MPs exposed
groups assessed by the activity and level of CAT, T-SOD and MDA, respectively. CAT
activity in U/mg protein was found to increase slightly in the MP-LOW group (20 & 7) and
decrease in the MP-MED group (15 £ 6). Significant decrease (p-value < 0.05) was found
between MP-HIGH (6 £ 1) and the control (16 =+ 1) (Figure 7D). T-SOD activity showed
a progressive decline in MP-LOW (62 + 10 U/g protein), MP-MED (50.8 & 6 U/g protein)
and MP-HIGH (38.8 + 5 U/g protein) groups, with significant difference (p-value < 0.05)
found between the MP-HIGH compared to the MP-LOW and the control (67 + 18 U/g
protein) (Figure 7E). The MDA level in the brain showed a significant progressive increase
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in the MP-LOW (47 £ 2 ng/mL), MP-MED (55 + 3 ng/mL) and MP-HIGH (68 + 2 ng/mL)
groups, with significant difference (p-value < 0.05) found between the three treatments and
between the treatments and the control (Figure 7F).
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Figure 7. Bar charts of biomarkers of intestinal oxidative stress (A,B), intestinal permeability (C), brain oxidative
stress (D,E), lipid peroxidation (F) and neurotoxicity (G,H). Groups with different alphabets denotes significant difference
(p-value < 0.05). Data presented in mean =+ SD of 4 biological replicates.

Neurotoxicity was detected in the PS-MPs exposed groups. A significant decrease in
the activity of AChE (p-value < 0.05) was found between the MP-MED (6 + 1 pg/mL) and
MP-HIGH (5 £+ 1 pg/mL) groups and between the same groups and the control (8 pg/mL)
(Figure 7G). Conversely, the level of ACh progressively increases in the exposed groups.
A statistically significant increase (p-value < 0.05) was found between the three treatments
and the control (Figure 7H).

4. Discussion

The inflammatory changes, villi blunting and damage observed in the intestines of
Javanese medaka fish (Figure 2B-D) are in agreement with the findings of studies that
explored the effects of microplastics on European sea bass, gold fish, mice and zebra
fish [11,23,24,29,44]. Lesions are more frequent in the highest exposure concentration group
similar to the findings of Qiao et al. [24]. However, contrary to our finding, MPs were not
found to have effect on S. aurata following dietary exposure [45].

Lesions in the liver are more frequent in the highest PS-MPs exposed group, with
inflammation, ballooning degeneration, hepatocytes necrosis and portal triaditis as the
major observed alterations (Figure 3B-D). Similarly, histological changes of hyperaemia,
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dilated sinusoids and hydrophobic vacuolisation were found in the liver sections of Tilapia
fish. However, unlike in our study, the damage was attributed to MPs rough shape [24].

In the kidneys, the interstitial inflammation, tubular oedema and destruction was
observed (Figure 4B-D), this may be attributed to the capability of MPs to transverse the
digestive system into the circulatory system [12] and accumulates in the organs [10,11]
and also due to recent finding exhibited by kidney cells treated with PS-MPs which
showed higher level of mitochondrial ROS, ER stress-related proteins and inflammation
related protein [46].

The histological lesion of cerebral oedema was observed in the brain sections of Ja-
vanese medaka fish exposed to the highest concentration of PS-MPs. This may be due to
increase in oxidative stress and oxidant damage observed in this study, which has been
found to be implicated in several pathological conditions of the nervous system [32-34].
Another possible reason may be due to the ability of micro and nano-plastics taken up
by aquatic organisms and mammals to reach the brain and exert a range of neurotoxic
effects [47], however there is need for further exploration on the interaction of MPs and ner-
vous system particularly the brain, as most studies focused on the gastrointestinal system.

Intestinal oxidative stress (Figure 7A,B) and permeability (Figure 7C) were signifi-
cantly increased. This is in agreement to the study conducted on fish of different
species [19,29,30]. Although studies have related impaired intestinal barrier function and
permeability with inflammation and oxidative stress in the gut [48], inflammatory diseases
within and outside the gastrointestinal system, such as irritable bowel disease, irritable
bowel syndrome, alcoholic liver disease, liver cirrhosis and chronic kidney disease were
implicated to impair intestinal barrier function [49]. Furthermore, diet, host immunity and
microbiota were among the important regulators of the mucosal barrier function, and are
essential for the regulation of intestinal permeability and the overall maintenance of normal
gastrointestinal functions [50]. The increased intestinal permeability observed in our study
may be as a result of multiple organ affectation following PS-MPs exposure. In addition
to gut inflammation, oxidative stress, kidney and liver alterations; brain inflammation
and neurotoxicity may also be a contributory factor, as the gut brain axis was found to
be an important pathway of interaction and physiological control between the brain and
the intestine. A notable example is in oxidative stress laden neurodegenerative diseases
found to alter gut function and microbiota, which in turn can reversely increase brain
inflammation and reactive oxygen species [51].

The significant oxidative stress and oxidant damage observed in this study (Figure 7D-F)
are in agreement with the findings of the significant inhibition of SOD and CAT in Clarias
gariepinus exposed to polyvinyl chloride, depicting the dramatic generation of reactive
oxygen species leading to low antioxidant enzyme activity and significant increase in the
MDA level [52].

Neurotoxicity was found as a consequent effect of PS-MPs exposure (Figure 7G,H).
This is similar to the findings in Oreochromis niloticus exposed to PS-MPs, with observed
suppression in the catalytic activity of AChE in the brain. However, no evidence of lipid
peroxidation was found unlike in our study [53]. The observed inhibition of AChE in this
study can be attributed to the induction of oxidative stress and corresponding oxidant
damage in the brain. AChE as a key enzyme of the nervous system was recognised as
a human biomarker of pesticides poisoning due to its sensitivity, ease of measurement and
dose dependent behaviour to pollutant exposure [54].

5. Conclusions

This study provides an insight into PS-MPs exposure causing histological and bio-
chemical alterations in the gastrointestinal system and other vital organs. The underlying
mechanisms of how MPs affect multiple organs and the dose and duration of exposure
that may lead to the development of diseases in humans in the future require further
exploration. Javanese medaka has proven to be a good model organism that can be utilised
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in future studies for biomonitoring and elucidating the biomarkers of MPs exposure that
may be used as indicator for early human exposure in the future.

Author Contributions: Conceptualisation, S.U. and A.F A R.; data curation, A FAR., KS, MN.AA,,
M.Z.S., N.M.I. and M.EN.; formal analysis, S.U.; funding acquisition, A.F.A.R.; investigation, S.U.;
methodology, S.U., AFAR, KS, M.N.A.A. and M.ZS,; supervision, AFAR., KS, MN.AA,M.ZS.
and N.M.L; visualisation, A.FA.R.,, K.S. and M.N.A.A ; writing—original draft, 5.U. and A FAR;
writing—review and editing, S.U., AFAR,, KS, M.N.A A, M.ZS.,, NM.I. and M.EN.; All authors
have read and agreed to the published version of the manuscript.

Funding: The research was funded by the Malaysian Ministry of Higher Education under the
Fundamental Research Grant Scheme (grant no: FRGS/1/2019/SKK06/UPM/02/21) on the project
entitled Deciphering exposure effect of polystyrene microplastics (PS-MPs) towards Javanese medaka
fish (Oryzias javanicus) using combinations of metabolomic and metagenomic approaches. The APC
was funded by Universiti Putra Malaysia.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the Institutional Animal Care and Use Committee (IACUC)
of Universiti Putra Malaysia (UPM), with the approval number: UPM/IACUC/AUP-R021/2020
dated 17 May 2020.

Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

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

References

1. Hale, R.C,; Seeley, M.E.; La Guardia, M.J.; Mai, L.; Zeng, E.Y. A Global Perspective on Microplastics. J. Geophys. Res. Ocean.
2020, 125. [CrossRef]

2. Lambert, S.; Wagner, M. Freshwater Microplastics; Emerging Environmental Contaminants? Springer Nature: Basingstoke, UK,
2018; Volume 58, ISBN 978-3-319-61614-8.

3. Jambeck, J.R.; Geyer, R.; Wilcox, C.; Siegler, T.R.; Perryman, M.; Andrady, A.; Narayan, R.; Law, K.L. Marine pollution. Plastic
waste inputs from land into the ocean. Science 2015, 347, 768-771. [CrossRef]

4. Lambert, S.; Wagner, M. Characterisation of nanoplastics during the degradation of polystyrene. Chemosphere 2016, 145,
265-268. [CrossRef]

5. Yang, D.; Shi, H.; Li, L.; Li, J.; Jabeen, K.; Kolandhasamy, P. Microplastic Pollution in Table Salts from China. Environ. Sci. Technol.
2015, 49, 13622-13627. [CrossRef]

6. Kershaw, PJ. (Ed.) Sources, fate and effects of microplastics in the marine environment: Part 2 of a global assessment. (IMO,
FAO/UNESCO-IOC/UNIDO/WMO/IAEA/UN/UNEP/UNDP). In Report Study GESAMP No. 90 (96 pp), Report Study GESAMP
No. 93 96 P; International Maritime Organization: London, UK, 2016; Volume 93.

7. Sharma, S.; Chatterjee, S. Microplastic pollution, a threat to marine ecosystem and human health: A short review. Environ. Sci.
Pollut. Res. 2017, 24, 21530-21547. [CrossRef]

8.  Cole, M,; Lindeque, P; Fileman, E.; Halsband, C.; Goodhead, R.; Moger, J.; Galloway, T.S. Microplastic ingestion by zooplankton.
Environ. Sci. Technol. 2013, 47, 6646—6655. [CrossRef]

9.  Mattsson, K.; Ekvall, M.T.; Hansson, L.A.; Linse, S.; Malmendal, A.; Cedervall, T. Altered behavior, physiology, and metabolism
in fish exposed to polystyrene nanoparticles. Environ. Sci. Technol. 2015, 49, 553-561. [CrossRef]

10. Carbery, M.; Wayne, O.; Palanisami, T. Trophic transfer of microplastics and mixed contaminants in the marine food web and
implications for human health. Environ. Int. 2018, 115, 400-409. [CrossRef]

11. Barboza, L.G.A.; Vieira, L.R.; Branco, V.; Figueiredo, N.; Carvalho, F.; Carvalho, C.; Guilhermino, L. Microplastics cause
neurotoxicity, oxidative damage and energy-related changes and interact with the bioaccumulation of mercury in the European
seabass, Dicentrarchus labrax (Linnaeus, 1758). Aquat. Toxicol. 2018, 195, 45-57. [CrossRef]

12.  Alimba, C.G.; Faggio, C. Microplastics in the marine environment: Current trends in environmental pollution and mechanisms of
toxicological profile. Environ. Toxicol. Pharm. 2019, 68, 61-74. [CrossRef]

13.  Su, L.; Deng, H.; Li, B.; Chen, Q.; Pettigrove, V.; Wu, C.; Shi, H. The occurrence of microplastic in specific organs in commercially
caught fishes from coast and estuary area of East China. J. Hazard. Mater. 2019, 365, 716-724. [CrossRef]

14. Deng, Y.; Zhang, Y.; Lemos, B.; Ren, H. Tissue accumulation of microplastics in mice and biomarker responses suggest widespread
health risks of exposure. Sci. Rep. 2017, 7, 1-10. [CrossRef]

15. Cox, K.D,; Covernton, G.A.; Davies, H.L.; Dower, ].E; Juanes, F; Dudas, S.E. Human Consumption of Microplastics. Environ. Sci.

Technol. 2019, 53, 7068-7074. [CrossRef]


http://doi.org/10.1029/2018JC014719
http://doi.org/10.1126/science.1260352
http://doi.org/10.1016/j.chemosphere.2015.11.078
http://doi.org/10.1021/acs.est.5b03163
http://doi.org/10.1007/s11356-017-9910-8
http://doi.org/10.1021/es400663f
http://doi.org/10.1021/es5053655
http://doi.org/10.1016/j.envint.2018.03.007
http://doi.org/10.1016/j.aquatox.2017.12.008
http://doi.org/10.1016/j.etap.2019.03.001
http://doi.org/10.1016/j.jhazmat.2018.11.024
http://doi.org/10.1038/srep46687
http://doi.org/10.1021/acs.est.9b01517

Int. J. Environ. Res. Public Health 2021, 18, 9449 12 of 13

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.
34.

35.

36.

37.

38.

39.

40.

41.

Usman, S.; Razis, A.F.A.; Shaari, K.; Amal, M.N.A.; Saad, M.Z.; Isa, N.M.; Nazarudin, M.E; Zulkifli, S.Z.; Sutra, J.; Ibrahim, M. A.
Microplastics pollution as an invisible potential threat to food safety and security, policy challenges and the way forward. Int. |.
Environ. Res. Public Health 2020, 17, 9591. [CrossRef]

Ajith, N.; Arumugam, S. Global distribution of microplastics and its impact on marine environment—A review. Environ. Sci.
Pollut. Res. 2020, 27, 25970-25986. [CrossRef]

Barboza, L.G.A.; Dick Vethaak, A.; Lavorante, B.R.B.O.; Lundebye, A.K.; Guilhermino, L. Marine microplastic debris:
An emerging issue for food security, food safety and human health. Mar. Pollut. Bull. 2018, 133, 336-348. [CrossRef]

Li, Y; Wang, J.; Yang, G.; Lu, L.; Zheng, Y.; Zhang, Q.; Zhang, X.; Tian, H.; Wang, W.; Ru, S. Low level of polystyrene
microplastics decreases early developmental toxicity of phenanthrene on marine medaka (Oryzias melastigma). |]. Hazard. Mater.
2020, 385, 121586. [CrossRef]

Cong, Y.; Jin, F; Tian, M.; Wang, J.; Shi, H.; Wang, Y.; Mu, ]. Ingestion, egestion and post-exposure effects of polystyrene
microspheres on marine medaka (Oryzias melastigma). Chemosphere 2019, 228, 93-100. [CrossRef]

Zhu, M.; Chernick, M.; Rittschof, D.; Hinton, D.E. Chronic dietary exposure to polystyrene microplastics in maturing Japanese
medaka (Oryzias latipes). Aquat. Toxicol. 2020, 220, 105396. [CrossRef]

Zhang, F.; Wang, X.; Xu, J.; Zhu, L.; Peng, G.; Xu, P.; Li, D. Food-web transfer of microplastics between wild caught fish and
crustaceans in East China Sea. Mar. Pollut. Bull. 2019, 146, 173-182. [CrossRef] [PubMed]

Lei, L.; Wu, S.; Lu, S.; Liu, M,; Song, Y.; Fu, Z; Shi, H.; Raley-Susman, K.M.; He, D. Microplastic particles cause intestinal damage
and other adverse effects in zebrafish Danio rerio and nematode Caenorhabditis elegans. Sci. Total Environ. 2018, 619-620,
1-8. [CrossRef] [PubMed]

Jabeen, K; Li, B.; Chen, Q.; Su, L.; Wu, C.; Hollert, H.; Shi, H. Effects of virgin microplastics on goldfish (Carassius auratus).
Chemosphere 2018, 213, 323-332. [CrossRef]

Jin, Y;; Lu, L.; Tu, W,; Luo, T.; Fu, Z. Impacts of polystyrene microplastic on the gut barrier, microbiota and metabolism of mice.
Sci. Total Environ. 2019, 649, 308-317. [CrossRef]

Avio, C.G.; Gorbi, S.; Milan, M.; Benedetti, M.; Fattorini, D.; D’Errico, G.; Pauletto, M.; Bargelloni, L.; Regoli, F. Pollutants
bioavailability and toxicological risk from microplastics to marine mussels. Environ. Pollut. 2015, 198, 211-222. [CrossRef]
Paul-Pont, I.; Lacroix, C.; Gonzalez Fernandez, C.; Hégaret, H.; Lambert, C.; Le Goic, N.; Frere, L.; Cassone, A.L.; Sussarellu, R.;
Fabioux, C.; et al. Exposure of marine mussels Mytilus spp. to polystyrene microplastics: Toxicity and influence on fluoranthene
bioaccumulation. Environ. Pollut. 2016, 216, 724-737. [CrossRef]

Won, E,; Lee, S.; Souissi, S.; Jeong, C.; Lee, M.; Hwang, D.; Lee, ].; Kang, H.; Hwang, U.; Zhou, B. Microplastic Size-Dependent
Toxicity, Oxidative Stress Induction, and p-JNK and p-p38 Activation in the Monogonont Rotifer (Brachionus koreanus). Environ.
Sci. Technol. 2016, 50. [CrossRef]

Qiao, R; Sheng, C.; Lu, Y;; Zhang, Y.; Ren, H.; Lemos, B. Microplastics induce intestinal inflammation, oxidative stress, and
disorders of metabolome and microbiome in zebrafish. Sci. Total Environ. 2019, 662, 246-253. [CrossRef]

Lu, Y;; Zhang, Y,; Deng, Y.; Jiang, W.; Zhao, Y.; Geng, J.; Ding, L.; Ren, H. Uptake and Accumulation of Polystyrene Microplastics
in Zebrafish (Danio rerio) and Toxic Effects in Liver. Environ. Sci. Technol. 2016, 50, 4054—4060. [CrossRef]

Borza, C.; Muntean, D.; Dehelean, C.; Savoiu, G.; Serban, C.; Simu, G.; Andoni, M.; Butur, M.; Drag, S. Oxidative Stress and Lipid
Peroxidation—A Lipid Metabolism Dysfunction. Lipid Metab. 2013. [CrossRef]

Pacelli, C.; Giguére, N.; Bourque, M.].; Lévesque, M.; Slack, R.S.; Trudeau, L.E. Elevated Mitochondrial Bioenergetics and Axonal
Arborization Size Are Key Contributors to the Vulnerability of Dopamine Neurons. Curr. Biol. 2015, 25, 2349-2360. [CrossRef]
Reed, T.T. Lipid peroxidation and neurodegenerative disease. Free Radic. Biol. Med. 2011, 51, 1302-1319. [CrossRef]

Sidorova, Y.; Domanskyi, A. Detecting Oxidative Stress Biomarkers in Neurodegenerative Disease Models and Patients. Methods
Protoc. 2020, 3, 66. [CrossRef] [PubMed]

Takehana, Y.; Zahm, M.; Cabau, C.; Klopp, C.; Roques, C.; Bouchez, O.; Donnadieu, C.; Barrachina, C.; Journot, L.;
Kawaguchi, M.; et al. Genome Sequence of the Euryhaline Javafish Medaka, Oryzias javanicus: A Small Aquarium Fish Model for
Studies on Adaptation To Salinity. G3 Genes Genomes Genet. 2020, 10, 907-915. [CrossRef] [PubMed]

Horie, Y.; Kanazawa, N.; Yamagishi, T.; Yonekura, K.; Tatarazako, N. Ecotoxicological Test Assay Using OECD TG 212 in Marine
Java Medaka (Oryzias javanicus) and Freshwater Japanese Medaka (Oryzias latipes). Bull. Environ. Contam. Toxicol. 2018, 101,
344-348. [CrossRef] [PubMed]

Koyama, J.; Kawamata, M.; Imai, S.; Fukunaga, M.; Uno, S.; Kakuno, A. Java Medaka: A Proposed New Marine Test Fish for
Ecotoxicology. Environ. Toxicol. 2008, 23, 487-491. [CrossRef] [PubMed]

Ismail, A.; Yusof, S. Effect of mercury and cadmium on early life stages of Java medaka (Oryzias javanicus): A potential tropical
test fish. Mar. Pollut. Bull. 2011, 63, 347-349. [CrossRef]

Sobhani, Z.; Lei, Y.; Tang, Y.; Wu, L.; Zhang, X.; Naidu, R. Microplastics generated when opening plastic packaging. Sci. Rep. 2020,
10, 1-7. [CrossRef]

Adamu, M.; Zahmir, S.; Noor, M.; Azmai, A.; Mohamat-yusuff, F; Ismail, A. Embryonic toxicity of 3,4-dichloroaniline (3,4-DCA)
on Javanese medaka. Toxicol. Rep. 2020, 7, 1039-1045. [CrossRef]

Mohamat-Yusuff, F.; Sarah-Nabila, A.G.; Zulkifli, S.Z.; Azmai, M.N.A.; Ibrahim, W.N.W.; Yusof, S.; Ismail, A. Acute toxicity test of
copper pyrithione on Javanese medaka and the behavioural stress symptoms. Mar. Pollut. Bull. 2018, 127, 150-153. [CrossRef]


http://doi.org/10.3390/ijerph17249591
http://doi.org/10.1007/s11356-020-09015-5
http://doi.org/10.1016/j.marpolbul.2018.05.047
http://doi.org/10.1016/j.jhazmat.2019.121586
http://doi.org/10.1016/j.chemosphere.2019.04.098
http://doi.org/10.1016/j.aquatox.2019.105396
http://doi.org/10.1016/j.marpolbul.2019.05.061
http://www.ncbi.nlm.nih.gov/pubmed/31426144
http://doi.org/10.1016/j.scitotenv.2017.11.103
http://www.ncbi.nlm.nih.gov/pubmed/29136530
http://doi.org/10.1016/j.chemosphere.2018.09.031
http://doi.org/10.1016/j.scitotenv.2018.08.353
http://doi.org/10.1016/j.envpol.2014.12.021
http://doi.org/10.1016/j.envpol.2016.06.039
http://doi.org/10.1021/acs.est.6b01441
http://doi.org/10.1016/j.scitotenv.2019.01.245
http://doi.org/10.1021/acs.est.6b00183
http://doi.org/10.5772/51627
http://doi.org/10.1016/j.cub.2015.07.050
http://doi.org/10.1016/j.freeradbiomed.2011.06.027
http://doi.org/10.3390/mps3040066
http://www.ncbi.nlm.nih.gov/pubmed/32987935
http://doi.org/10.1534/g3.119.400725
http://www.ncbi.nlm.nih.gov/pubmed/31988161
http://doi.org/10.1007/s00128-018-2398-1
http://www.ncbi.nlm.nih.gov/pubmed/30022344
http://doi.org/10.1002/tox.20367
http://www.ncbi.nlm.nih.gov/pubmed/18246546
http://doi.org/10.1016/j.marpolbul.2011.02.014
http://doi.org/10.1038/s41598-020-61146-4
http://doi.org/10.1016/j.toxrep.2020.08.011
http://doi.org/10.1016/j.marpolbul.2017.11.046

Int. J. Environ. Res. Public Health 2021, 18, 9449 13 of 13

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Masato, K.; Kenji, M.; Kiyoshi, N.; Minoru, T. (Eds.) Medaka, Biology, Management and Experimental Protocol, 1st ed.; Wiley
Black-Well: Ames, IA, USA, 2009.

Ahrendt, C.; Perez-venegas, D.].; Urbina, M.; Gonzalez, C.; Echeveste, P.; Aldana, M. Microplastic ingestion cause intestinal
lesions in the intertidal fi sh Girella laevifrons. Mar. Pollut. Bull. 2019, 151, 110795. [CrossRef] [PubMed]

Jin, Y,; Xia, J.; Pan, Z.; Yang, ].; Wang, W.; Fu, Z. Polystyrene microplastics induce microbiota dysbiosis and inflammation in the
gut of adult zebrafish. Environ. Pollut. 2018, 235, 322-329. [CrossRef]

Jovanovi¢, B.; Gokdag, K.; Giiven, O.; Emre, Y.; Whitley, E.M.; Kideys, A.E. Virgin microplastics are not causing imminent harm
to fish after dietary exposure. Mar. Pollut. Bull. 2018, 130, 123-131. [CrossRef] [PubMed]

Tubular, P.; Cells, E.; Mice, M.C.B.L.; Wang, Y.; Lee, Y,; Hsu, Y.; Chiu, I.; Huang, C.C.; Huang, C.; Chia, Z. The Kidney-Related
Effects of Polystyrene Microplastics on Human Kidney. Environ. Health Perspect. 2021, 129, 1-18.

Priist, M.; Meijer, ].; Westerink, R.H.S. The plastic brain: Neurotoxicity of micro- and nanoplastics. Part. Fibre Toxicol. 2020, 17,
1-16. [CrossRef] [PubMed]

Rao, R. Oxidative stress-induced disruption of epithelial and endothelial tight junctions. Front. Biosci. 2008, 13,
7210-7226. [CrossRef]

Fukui, H. Increased Intestinal Permeability and Decreased Barrier Function: Does It Really Influence the Risk of Inflammation?
Inflamm. Intest. Dis. 2016, 1, 135-145. [CrossRef] [PubMed]

Farré, R.; Fiorani, M.; Rahiman, S.A.; Matteoli, G. Intestinal permeability, inflammation and the role of nutrients. Nutrients 2020,
12,1185. [CrossRef]

Dumitrescu, L.; Popescu-Olaru, I.; Cozma, L.; Tulbd, D.; Hinescu, M.E.; Ceafalan, L.C.; Gherghiceanu, M.; Popescu, B.O. Oxidative
stress and the microbiota-gut-brain axis. Oxid. Med. Cell. Longev. 2018, 2018, 2406594. [CrossRef]

Iheanacho, S.C.; Igberi, C.; Amadi-Eke, A.; Chinonyerem, D.; Iheanacho, A.; Avwemoya, F. Biomarkers of neurotoxicity, oxidative
stress, hepatotoxicity and lipid peroxidation in Clarias gariepinus exposed to melamine and polyvinyl chloride. Biomarkers 2020,
25, 603-610. [CrossRef]

Ding, J.; Zhang, S.; Razanajatovo, R.M.; Zou, H.; Zhu, W. Accumulation, tissue distribution, and biochemical effects of polystyrene
microplastics in the freshwater fish red tilapia (Oreochromis niloticus). Environ. Pollut. 2018, 238, 1-9. [CrossRef]

Lionetto, M.G.; Caricato, R.; Calisi, A.; Giordano, M.E.; Schettino, T. Acetylcholinesterase as a Biomarker in Environmental and
Occupational Medicine: New Insights and Future Perspectives. BioMed. Res. Int. 2013, 2013, 321213. [CrossRef]


http://doi.org/10.1016/j.marpolbul.2019.110795
http://www.ncbi.nlm.nih.gov/pubmed/32056590
http://doi.org/10.1016/j.envpol.2017.12.088
http://doi.org/10.1016/j.marpolbul.2018.03.016
http://www.ncbi.nlm.nih.gov/pubmed/29866538
http://doi.org/10.1186/s12989-020-00358-y
http://www.ncbi.nlm.nih.gov/pubmed/32513186
http://doi.org/10.2741/3223
http://doi.org/10.1159/000447252
http://www.ncbi.nlm.nih.gov/pubmed/29922669
http://doi.org/10.3390/nu12041185
http://doi.org/10.1155/2018/2406594
http://doi.org/10.1080/1354750X.2020.1821777
http://doi.org/10.1016/j.envpol.2018.03.001
http://doi.org/10.1155/2013/321213

	Introduction 
	Materials and Methods 
	MPs Used in the Study 
	Medaka Fish Maintenance and PS-MPs Exposure 
	Histological Analysis 
	The Determination of Intestinal Oxidative Stress and Permeability 
	The Determination of Brain Oxidative Stress and Neurotoxicity 
	Statistical Analysis 

	Results 
	The Physical and Chemical Confirmation of PS-MPs Used in the Study 
	Histological Alterations in the Intestines, Liver, Kidney and Brain 
	Intestinal Oxidative Stress and Increased Permeability Induced by PS-MPs 
	Brain Oxidative Stress and Neurotoxicity 

	Discussion 
	Conclusions 
	References

