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Abstract: Estrogen receptors (ERs) play a key role in many biochemical and physiological processes,
that are involved in maintaining organism homeostasis. At the most basic level, they can be divided
into nuclear estrogen receptors and membrane estrogen receptors that imply their effect in two
ways: slower genomic, and faster non-genomic. In these ways, estrogens and xenoestrogens can
negatively affect animal health and welfare. Most of the available literature focuses on human and
mammalian physiology, and clearly, we can observe a need for further research focusing on complex
mutual interactions between different estrogens and xenoestrogens in aquatic animals, primarily
fishes. Understanding the mechanisms of action of estrogenic compounds on the ERs in fishes and
their negative consequences, may improve efforts in environmental protection of these animals and
their environment and benefit society in return. In this review, we have summarized the ER-mediated
effects of xenoestrogens and estrogens on teleost fishes metabolism, their carcinogenic potential,
immune, circulatory, and reproductive systems.

Keywords: estrogens; xenoestrogens; fish; estrogen receptors; carcinogenic potential; water environment;
metabolism; circulatory system

1. Introduction

Estrogen receptors are proteins found in cells of many animal systems and tissues.
They are commonly divided into two basic classes, nuclear receptors (nERs), which are
found in the cell nucleus or in the cytoplasm, and membrane receptors (mERs), which are
found in the cell membrane. Nuclear receptors such as ER-α and ER-β receptors have been
studied for a while [1,2], and more recently, the GPER1 [3,4], ER-X [5,6] or Gq-mER [7,8]
were identified as membrane receptors. In the case of the former, the receptor binds
with the ligand through zinc fingers and the resulting complex travels to the cell nucleus,
activating the so-called genomic response by initiating gene transcription, this mode of
action of receptors is considered to be “slow” [9–11]. The second type, or membrane
receptors, after binding to the ligand, act rapidly and stimulate a non-genomic response,
activating intracellular signaling cascades [11,12]. Interactions of these processes and
mutual influences have been reported in a manner that we can describe in accordance with
Aristotle’s thought, “The whole is more than the sum of its components”.

However, teleost fishes differ from mammals by having another type of receptor
ER-γ that has been first described by Paris et al. [13]. The function of ER-γ is closely
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related to ER-β and has been re-named as ERβ2. Such similarity between ER-β and ER-γ
seems to be specific for teleost fishes likely due to a gene replication event causing the
receptor’s emergence. Teleost fishes further differ from mammals by having duplicate
membrane estrogen receptors gpera and gperb that probably play important role in the
neuroendocrine control of reproduction [14,15]. As the name suggests, ER ligands should
bind estrogens, i.e., a group of female sex hormones involved in the endocrine regulation of
multiple physiological processes and a variety of animal behaviors. However, in the mid-
twentieth century, scientists noticed that some natural and synthetic chemical compounds
cause organisms to react almost identically to the estrogens [16,17]. Estrogenic activity
of phytoestrogens in animals was first observed in 1946 in Australia, and it was linked
with the “clover disease” of sheep suffering various reproduction disorders, including
infertility [18].

The following decades brought new reports on compounds that could disrupt the func-
tioning of the endocrine system of animals. Classified as xenoestrogens, which are organic
compounds that can bind or exert influence on ERs they include compounds such as poly-
chlorinated biphenyls, bisphenols, nonylphenols, synthetic estrogens, oxybenzophenones,
phytohormones and mycohormones [19–26]. During the last 15 years, there is an ongoing
debate whether heavy metals and their compounds should be regarded as xenoestrogens,
and if broader xenoestrogen definition should include those elements and their compounds.
In this review, we will consider the broader definition of xenoestrogens that includes heavy
metals [27–29]. Xenoestrogens influence on animal physiology is in most cases observed
as having negative effects [30–33] (Figure 1). However, some of those compounds may
positively affect the organism, such as anti-tumor activity of certain phytoestrogens in
estrogen-dependent breast tumors [34–36]. The most important factor in estimating the
level of risk that both hormones of natural origin and xenoestrogens will have effects
on animals is the level of their presence in the environment. This is especially true for
aquatic environments where detectable concentrations of endocrine disrupting chemicals,
including estrogens and xenoestrogens, have long exceeded thresholds of biological activity
and affected the health of many animal groups [37–44].

Animals most exposed to the presence of xenoestrogens in water are inextricably
linked with the aquatic environment—teleost fishes. Despite the fact that fishes are the
most numerous vertebrate class, there are gaps in our knowledge about the impact of
xenoestrogens on their physiology and health [7,8,20,45]. Additionally, it should be noted
that the results obtained from research on other animal groups might not always be
directly translated into fish. Furthermore, the enormous diversity of fishes with over
32,000 currently known species makes it difficult to extrapolate the results of such studies
to the entire class. Therefore, there is a current need to organize the available knowledge in
order to support further targeted research to fill the existing gaps.

This article represents a review of our contemporary knowledge on the role of estrogen
receptors and the xenoestrogenic compounds related to teleost fish health. The literature
was searched between 1 October 2021 and 17 February 2022 in the Google Scholar, Web of
Science and Scopus databases using the following entries: estrogen receptors, diseases, fish,
Danio, Medaka, Oryzias, cardiovascular, immunology, cancer, metabolism, estrogens, xe-
noestrogens, reproduction, Common carp, Sea Bass, Grass Carp, Atlantic salmon, Rainbow
trout, Sea bream, Nile tilapia, teleost fish.
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processes, such as the prevention of osteoporosis or hormone replacement [60–63]. 
However, multiple studies report a negative impact or even direct responsibility of such 
compounds for occurrences of many cancers [64–68]. The effects of exogenous endocrine 
compounds present in the aquatic environment on fish estrogen receptors are frequently 
characterized with negative consequences, both at population and individual levels 
[69,70]. 

The research by Lam et al. [71] demonstrated a high similarity of response pattern 
between zebrafish (Danio rerio) and human cells (MCF7, T47D and Ishikawa cells) after 
exposure to E2 (17—β-estradiol) (10 nM concentration). Their analysis showed that 
stimulation of the estrogen receptor activated highly homologous and conserved genes 
related to the regulation of cell cycles in zebrafish and human cells, which resulted in 
increased cell proliferation, DNA damage and genome instability, and weakening of the 
mechanisms that inhibit neoplastic processes. The obtained results also suggest the 
existence of similarities in the basis of the mechanism of estrogen-induced neoplasms 
among vertebrates and demonstrate the usefulness of zebrafish as a model organism not 
only in embryological or genetic studies, but also in interdisciplinary studies. 

Chaturantabut et al. [72] reported that the interaction of GPER1 with E2 (10 μmol/L) 
in zebrafish occurs via the phosphoinositide 3-kinase-protein kinase B-mechanistic target 
of rapamycin pathway. They further demonstrated that GPER1, after binding with E2, is 
observed to develop a specific sexual dimorphism leading to the formation of 
hepatocellular carcinoma with a shift in the frequency of carcinogenesis processes to the 
zebrafish males. Furthermore, this study confirmed that a significantly increased number 
of GPER1 receptors was detected in HCC (hepatocellularcarcinoma) tissues, and their 
contact with E2 via the phos-phoinositide 3-kinase-protein kinase B-mechanistic target of 
rapamycin pathway and PI3K-mTOR can induce and significantly accelerate 
hepatocarcinogenetic processes in male zebrafish. Similar observations regarding EE2 (17-

Figure 1. Presence of selected receptors in tissues of teleost fishes and potential disruptions of related
pathways [46–59].

2. Carcinogenic Potential

In the available literature, a substantial amount of evidence can be found for the
positive therapeutic effects of endocrine-active compounds on certain neoplastic processes,
such as the prevention of osteoporosis or hormone replacement [60–63]. However, multiple
studies report a negative impact or even direct responsibility of such compounds for
occurrences of many cancers [64–68]. The effects of exogenous endocrine compounds
present in the aquatic environment on fish estrogen receptors are frequently characterized
with negative consequences, both at population and individual levels [69,70].

The research by Lam et al. [71] demonstrated a high similarity of response pattern
between zebrafish (Danio rerio) and human cells (MCF7, T47D and Ishikawa cells) after
exposure to E2 (17—β-estradiol) (10 nM concentration). Their analysis showed that stimu-
lation of the estrogen receptor activated highly homologous and conserved genes related to
the regulation of cell cycles in zebrafish and human cells, which resulted in increased cell
proliferation, DNA damage and genome instability, and weakening of the mechanisms that
inhibit neoplastic processes. The obtained results also suggest the existence of similarities
in the basis of the mechanism of estrogen-induced neoplasms among vertebrates and
demonstrate the usefulness of zebrafish as a model organism not only in embryological or
genetic studies, but also in interdisciplinary studies.

Chaturantabut et al. [72] reported that the interaction of GPER1 with E2 (10 µmol/L)
in zebrafish occurs via the phosphoinositide 3-kinase-protein kinase B-mechanistic target
of rapamycin pathway. They further demonstrated that GPER1, after binding with E2, is
observed to develop a specific sexual dimorphism leading to the formation of hepatocel-
lular carcinoma with a shift in the frequency of carcinogenesis processes to the zebrafish
males. Furthermore, this study confirmed that a significantly increased number of GPER1
receptors was detected in HCC (hepatocellularcarcinoma) tissues, and their contact with
E2 via the phos-phoinositide 3-kinase-protein kinase B-mechanistic target of rapamycin
pathway and PI3K-mTOR can induce and significantly accelerate hepatocarcinogenetic
processes in male zebrafish. Similar observations regarding EE2 (17-α ethinylestradiol)
and the risk of neoplastic processes were shown in the case of two other fish species by
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Renauld et al. [46]. Using genetic and -omics methods, they showed significant multi-
ple signaling pathway disruption in liver tissues of individuals belonging to the sardine
(Sardinops sagax) and mackerel (Scomber japonicas) after short-term (5 h) exposure. Dis-
rupted pathways included KEGG 05230 (Central carbon metabolism in cancer), KEGG
04370 (VEGF signaling pathway), KEGG 04664 (Fc epsilon RI signaling pathway), KEGG
05205 (Proteoglycans in cancer) or KEGG 05204 (Chemical carcinogenesis-DNA adducts),
indicating a significantly increased risk of initiation and/or acceleration of carcinogenesis.
These authors also collectively emphasized the need for further research on the impact of
endocrine-active compounds on the organisms of animals and humans.

Roy et al. [73] showed that heavy metal cadmium (Cd) reacts with the zinc fingers of
the zebrafish estrogen receptor, thereby replacing the zinc (Zn) atom. This substitution leads
to a change in signal transduction by blocking elements of the genetic response induced by
hormones in the cell nucleus [29]. Therefore, contact with Cd (Cd concentration: 0.4 mg/L)
in zebrafish males leads to a phenomenon analogous to the exposure of the organism to
estradiol and activation of the ERα gene in a similar way as in the observation carried out
on the breast cancer cell line (MCF-7). However, in the case of females, the obtained data
were not consistent with the results previously presented in the literature [74,75]. Studies
conducted on the Javanese ricefish (Oryzias javanicus), Kim et al. [76] after treating fishes
with selected concentrations of cadmium chloride CdCl2 (20, 40, 60, and 80 mg/L in the
case of seawater and 0.25, 0.5, 1.0, 2.0 and 4.0 mg/L for freshwater) reported changes in
the expression of 204 genes. These genes were responsible for multiple processes and
structures, including translation, ribosomal structure, biogenesis, RNA processing and
modification, cell cycle control, cell division and chromosome division. As the authors
point out, such a wide range of disturbances caused by the exposure of fish to cadmium or
its compounds and the association of many of them with cellular processes and important
cellular pathways may constitute a risk factor potentially leading to the occurrence of
neoplastic processes and immune disorders.

Meng et al. [47] in studies conducted on zebrafish showed that, similarly to estrogens,
compounds such as benzophenones could act as ligands for estrogen receptors. In the
case of exposure to oxybenzophenone (BP3) (4, 8, 12, 16, 20 µM concentrations), the
expression of ERα, ERβ1 and GPER1 was significantly disturbed. The contact of zebrafish
with BP3 also increased the expression of CYP1A and CYP1B indicating a possible role in
mediation of estrogen oxidative metabolism that may cause DNA damage and disruption
of Wnt pathways, and consequently, as the authors suggest, cause carcinogenesis [47].
Nonylphenols are another group of chemicals that pose a similar threat, causing significant
DNA damage occurrence and leading to carcinogenesis processes after chronic exposures,
similar to what has been shown in humans [77,78].

Bisphenol A (BPA) affinity for, and binding to, estrogen receptors, poses another threat
to fish health [79] as it has been repeatedly potentially associated with carcinogenesis
processes [79–81]. Cervantes-Comacho et al. [82] showed that exposure to sub-lethal doses
of BPA (1, 10, 50, and 75 mg/L) caused significant DNA damage in the viviparous fish
Blackfin goodea (Goodea atripinnis). These studies compared the expression level of Foxl2
in gonad cells and showed a statistically significant increase in fishes exposed to BPA,
suggesting that prolonged exposure, among many other negative effects, may lead to
increased frequency of neoplastic processes in those animals. A similar risk was identified
by Major et al. [83], when each of the four endocrine active compounds studied (bifenthrin,
levonorgestrel, trenbolone and EE2) had a significant negative impact on gene expression
in the model species Inland silverside (Menidia beryllina), and led to DNA methylation and
impaired cell signaling. Importantly, observed changes were multi/trans-generational.

In studies by Teng et al. [58] performed on Nile tilapia (Oreochromis niloticus), they
have found out that letrozole exerted its effects through the aforementioned PI3K-mTOR
pathway, similarly to results obtained by Chataranbut et al. [72], thus it is highly possi-
ble that letrozole action has been mediated by ERs. As the authors have stated, growth
arrest and DNA damage were observed in 1.5 µg/L concentration of letrozole and ad-
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ditionally affected the transcription of genes related to epigenetic regulation including
UDP-glucuronosyltransferase (Ugt), glutathione S-transferase omega-1 (Gsto1), lysine-
specific demethylase 6bb (Kdm6bb), jumonji and AT-rich interaction domain containing
2 (Jarid2), growth arrest and DNA damage inducible gamma (Gadd45g), and chromobox
protein 7 (Cbx7).

3. Impact on Circulatory System

Estrogens play a key role in the proper development, maintenance, and function of
the cardiovascular system of many species of vertebrates. Recently, an increased interest of
scientists in the issues related to the effect of estrogens on the cardiovascular system of fish
brought novel information about this link to the research community, based on advances
in zebrafish transgenic model organism used in translational research in the prevention
and treatment of cardiovascular disease in humans. Research by Callard et al. [84] found
that the heart and blood vessels of zebrafish and goldfish (Carassius auratus) have similar
E2 response systems that are active during their key developmental stages. Due to the
significant role of estrogens in the functioning of the cardiovascular system of vertebrates,
exposure of teleost fish to xenoestrogens from the aquatic environment and the potential
risk of developing cardiovascular diseases become of key importance [84].

In studies conducted by Filice et al. [85], adult goldfish were exposed to (BPA). Indi-
viduals exposed to this compound showed impaired myocardial hemodynamics and an
increase in cardiovascular indices and myocardial structural changes was observed. Further,
the presence of pro-apoptotic proteins was detected in the tissues of the studied individuals.
The negative effect of BPA on the circulatory system of fish is also confirmed by the studies
conducted by Moreman et al. [86]. BPA significantly exerted its effect on heart tissues
through estrogen receptors in a transgenic estrogen responsive zebrafish. However, in the
case of the discussed studies, the negative effect of bisphenol was noted at a concentration
of 2500 µg/L, thus significantly exceeding the values observed in the world’s aquatic
environments. In the heart of the examined larvae, changes in the atrial:ventricular beat
ratio and a significant decrease in heart rate were detected on the 14th day after fertilization.
The authors claim that the risk of the presence of this compound in the aquatic environment
for fishes is negligible and the significant discrepancy in the results of studies on the effects
of bisphenol and xenoestrogens on the circulatory system of fishes is related to the in vitro
vs. in vivo.

However, the convergence with the effect of xenoestrogens on the heart rate is indi-
cated by Anderson et al. [48] where the significant bradycardic effect of EE2 (0.1, 1, 10, 100,
and 1000 ng/L) was observed on the heart rate of the medaka embryos. In addition, using
selected estrogen receptor modulators (ERMs) it has been shown that estrogen-induced
bradycardia appears to be associated with GPER and not with ERα and ERβ. This study
highlights GPER as a novel and alternative mode of action in terms of EE2 toxicity at
environmentally relevant concentrations. On the other hand, short-term exposure of sub-
lethal concentration (1 ppm) of BPA influences hematological parameters and biochemical
changes in Mozambique tilapia (Oreochromis mossambicus). Exposure to sublethal BPA levels
causes a reduction in the number of red blood cells (RBC), white blood cells (WBC) and
hemoglobin (Hb%), which can be attributed to anemia caused by a disturbance in heme
synthesis [49]. Another compound that may interact with estrogen receptors in fishes is the
known mycoestrogen—Zearalenone (ZEA). In a study by Bakos et al. [87] zebrafish larvae
exposed to environmentally relevant concentrations (0.1 µg/L) of ZEA developed anatomi-
cal defects of the heart muscle associated with disturbed gene expression. In studies by
Orozco-Hernández et al. [59], exposition of Common carps (Cyprinus carpio) to the different
concentrations of the E2 (1 ng/L, 1 µg/L and 1 mg/L) in water environment have induced
cyto-genotoxicity effect on fish blood through influence on apoptotic signaling pathways.
The cyto-genotoxic effect was manifested in an increase in the frequency of micronuclei,
TUNEL-positive cells and caspase-3 activity, and the strongest effect has been observed at a
highest concentration of E2.



Int. J. Mol. Sci. 2022, 23, 2605 6 of 17

As reported in multiple studies, negative effects of estrogenic compounds appear to
be of high relevance to the juvenile or larval fish stages. It is also important to add that
the complete mechanisms or pathways leading to the occurrence of circulatory system
disorders or anatomical defects of its elements remain unclear.

4. Impact on Metabolism

Estrogens, together with their receptors (ER), play a significant role in maintaining
metabolic homeostasis in the organism [88,89]. Disorders caused by ED (endocrine disrup-
tors) including alicophenols can increase the level of estrogenic steroids in fish by inhibiting
the SULT (sulfotransferase) catalyzed formation of inactive forms of estrogen sulphate. In
addition, xenoestrogens, acting on estrogen receptors, can inhibit Ca-2q ATPases, lead-
ing to Ca mobilization in cells, which in turn increases the risk of apoptosis in cells and
endocrine disorders in fishes [50]. The effect of substances such as benzophenones (BPs)
on the regulation of the calcium signaling pathway and glutathione metabolism (GSTA,
GSTM, GSTP) has also been demonstrated. Glutathione conjugation is a common estrogen
detoxification mechanism and has been established as the major pathway involved in bifen-
thrin, trenbolone, and levonorgestrel metabolism. Additionally, changes in glutathione
metabolism may contribute to epigenetic deregulation. BPs also negatively affect glucose
metabolism and the amount of energy supplied to cells [47].

Membrane receptors (ERβ) binding estrogens mediate the effect of both natural estro-
gens and xenoestrogens on gonadotropin-stimulated 11-ketotestoserone [76]. Increasing
the level of estrogen in the tissues may negatively affect the production of androgens in the
testes, including gonadotropin-stimulated 11-ketotestoserone in fishes. This is probably
related to a decrease in the activity of one or more steroidogenic enzymes that convert
progesterone into testosterone [90].

The action of estrogens and ER is very important for autophagy in the liver, related
to energy homeostasis, development, differentiation and survival. Liver autophagy is
associated with multipoint ER action, including microtubule-associated protein 1A/1B-light
chain 3 (LC3) nuclear transport, which is important in autophage formation and controlling
excessive autophagic cell death [91,92]. The liver also synthesizes the main source of the
egg yolk precursor protein, vitellogenin (Vtg), which aims to provide enough nutrients for
eggs [51,52]. Its formation in the liver is related to the level of estrogen in the body, where it
increases during the spawning period and decreases during non-reproduction. It also has
to do with factors such as gender, time, dose, subtype and stage of reproduction. Despite
recent studies, the mechanisms responsible for ERα induction by estradiol in the liver
remain unclear in the majority of studied teleost spices; however, some of them indicate a
significant influence of estradiol on the stabilization of ERα mRNA [51,53].

The liver also metabolizes lipids, which in fishes are responsible for somatic growth
and gonad development. Abnormalities of lipid metabolism in fish negatively affect
health, development and productivity [51,52,54]. Sun et al. [52] has demonstrated a gender-
dependent pattern of lipid metabolism in zebrafish where females showed significantly
higher levels of fat storage compared to males. They also had an increased level of triglyc-
erides (TG) compared to males. The administration of E2 (200 ng/L) to females resulted in
a significant increase in accumulated lipids. On the other hand, in males, administration of
E2 (200 ng/L) or BPA (100 µg/L) resulted in both gonadal feminization and transformation
of lipid metabolism into female phenotype [52].

The transcription of genes related to lipid metabolism is regulated directly by estrogen
receptors and E2. The administration of E2 increases the expression of APOB and APOE-
apolipoprotein associated with VLDL (very low-density lipoprotein) in the liver. VLDL
is a lipoprotein synthesized in the liver and plays a significant role in the transport of TG.
Its amount increases during the spawning period, as does the level of LPL (lipoprotein
lipase)—it is responsible for the absorption of VLDL. LPL levels are significantly influenced
by the amount of E2 in the body; however, there are species differences in sensitivity to
it [54,93,94]. Studies conducted on fishes, mostly on zebrafish show that, inter alia, BPA
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increased TG, oligoglycerides, phosphatylcholine, and phosphatidylinositol during the
fertilization of eggs. Mechanisms for this BPA action appear to be rather complex and
related to the activation of estrogen receptors, which in turn disrupts the downstream
pathways of lipid metabolism. Studies carried out to date have shown that BPA activates
the signaling pathway of the steroid regulatory element binding protein-1c (srebp-1c) via
the ER. In addition, it affects DNA methylation and Esrrg, where it interferes with the
expression of ApoE mRNA. Overexpression of hepatic ApoE protein induced the secretion
of hepatic TGs into the blood and increased their plasma levels. ApoE is produced in
many tissues experiencing significant lipid flux, and the liver is the main source of ApoE
synthesis in fishes, including male rare minnow (Gobiocypris rarus) [55].

Fat metabolism is also influenced by the expression level of CD36, a fatty acid trans-
port (FA) protein that also acts as a receptor for low density oxygenated lipoproteins [87,88].
A study on triploid rainbow trout showed no change in FA translocase (FAT/CD36) expres-
sion after exposure to an increased concentration of E2, but an increase in the expression of
one of the FA binding proteins (FABP)-FABP3, which binds to the aforementioned CD36.
However, there was no significant increase in total FABP expression in rainbow trout after
administration of E2, where the role of FABP is to oxidize or store and transport FA [95,96].
Additionally, in the studies by Zhang et al. [54] it was also shown that E2 (0 ng/L, 10 ng/L,
25 ng/L and 50 ng/L) also induced an increase in DGAT2 (last enzyme to catalyze the
synthesis of triglyceride) expression in the liver of Nile tilapia. In this study, estrogen
receptors were responsible for the expression of FABP3, FABP11 as well as ACO1 and
LDLR related to triglyceride synthesis [83]. In a study conducted on zebrafish in 2019 by
Chaturantabut et al. [72] it has been shown that inhibition of the estrogen receptor (ERβ) in-
creased hepatocyte gene expression and blocked the effects of E2 exposure. Increasing ERβ
activity also promoted epithelial differentiation activity, but at the expense of hepatocytes.

In the studies of Celino-Brady et al. [97] the concentration of E2 (1 µg/L) and nonylphe-
nol (NP) (10, 100 µg/L) increased the expression of insulin-like growth factor 1 (igf1) in
the liver of Mozambique tilapia. Both E2 (1 µg/L) and NP (10 µg/L) induced 1b binding
proteins in the liver (igfbp1b), while NP at 100 µg/L induced increased levels of 2b binding
proteins (igfbp2b). Insulin-like growth factor plays a major role in regulating the growth
of vertebrates, including fishes. Upon binding to the Gh receptor (Ghr), the release of
Igf1 is stimulated, turning on the growth promoting effect in target tissues along with
the promotion of a whole family of binding proteins (igfbps), also present in even higher
variability in fishes [97]. In addition, the regulation of liver growth is also influenced by the
GPER1 receptor, especially during its development, regenerative processes or neoplastic
rebuilding of the liver tissues. This is due to the indirect action of GPER1 and the sub-
sequent activation of phosphoinositide 3-kinase (PI3K): mechanistic target of rapamycin
(mTOR) signaling. GPER1 promotes sex-specific liver growth in adults and, along with
mTOR, is required for liver regeneration following tissue injury [51]. In the case of the
GPER1 receptor, its involvement in fat metabolism or insulin secretion, as well as in the
protection of pancreatic β cells has been suggested [56,57]. However, multiple metabolic
functions are still under investigation.

In research by Müller et al. [98] juvenile rainbow trouts (O. mykiss) were exposed to the
estrogenic compounds deposited in the bottom sediments of the Luppe river (Saxony, Ger-
many). During the study, 2-, 4- and 8-fold dilutions of the sediments were used containing
NP and estrone. Exposition to such a mixture of compounds has resulted in an increased
abundance of transcripts of estrogen response genes and abnormal vitellogenin induction
in skin mucus. The results obtained during the study show that in some circumstances
bottom sediments can act as sinks for endocrine compounds and under certain conditions,
significantly affect the amount of endocrine active compounds in the aquatic environment
adding another layer of danger tied to the ED compounds for fish organisms.

In studies conducted by Braves et al. [99], the effects of EE2, E2 and NP (EE2: 0.004,
0.04, 0.4 nM;E2: 0.04, 0.4, 4.0 nM; NP: 4.0, 40, and 400 nM) on Atlantic salmon (Salmo salar)
fry and smolts were assessed. As a result of exposition, EE2 exposed fry had increased
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Vtg mRNA levels, while igf1, igf2 and erα levels were significantly lowered; additionally,
NP caused lower body mass. In smolts, hepatic Vtg mRNA was induced after 4 days
of exposition, but erα was only affected by EE2 and E2. Braves et al. conclude that
environmental estrogens can modulate the growth and development of the early stages of
Atlantic salmon.

In studies performed by Lazaro-Velasco et al. [100], the combined effect of a low
temperature of water with E2, EE2 and diethylstilbestrol on Nile tilapia has been researched.
Fishes were exposed to estrogens through feed addition (120 mg/kg). As a result, fat content
in the muscles of Nile tilapia was significantly higher than in control group, thus evidencing
role E2 plays in the regulation of lipid metabolism in fish muscle.

As shown by cited studies, estrogens and xenoestrogens can seriously disturb many
metabolic pathways and mechanisms of teleost fish. In some cases, further research is still
needed to offer a full explanation of intricate mechanisms related to such disruptions.

5. Impact on Immune System

Estradiol can influence lymphocyte cytokine production or cytokine receptors expres-
sion and activation of effector cells. ER, especially ERα can be detected in thymocytes,
bone marrow non-hematopoietic cells, T cells, B cell precursors, and circulating B cells in
most of the animals, including teleost fish [101]. High expression of ERβ was detected
in B cells and on almost the same level in CD8+ T cells. Multiple studies suggested that
the higher concentration level of estradiol is correlated with reduced ESR1 expression,
coded ERα [101,102]. ERs are differentially expressed in diverse leucocyte lineages. In vitro
research based on primary cultures or freshly isolated fish macrophages and neutrophils
demonstrated the influence of estradiol on chemotaxis and phagocytosis. Decreased plasma
and mucus IgM was observed in rainbow trout; however, a similar decrease was not shown
in Common carp [103].

The influence of E2 on the immune system of fishes is mostly observed in changes of
leukocyte activities. In gilthead seabream, the number and activity of acidophilic granu-
locytes are correlated with the level of E2 and ER. The increase of E2 level increases the
release of this cell type from the head kidney, similar to an inflammation response. Further-
more, E2 affects the transcription of several leukocyte adhesion molecules in endothelial
cells thereby promoting the recruitment of acidophilic granulocytes and increasing the
production of a pro-inflammatory cytokine interleukin-1β (IL1β) and inhibits acidophilic
granulocytes reactive oxygen intermediates (ROIs) production activity [104]. In research
by Seemann et al. [105] on sea bass, the effects of E2 (20 ng/L) on ER and cytokine gene
expression measured at 90 dph (days post hatch) exposed fish delayed modification of the
interleukin-1β and induced ERα gene expression. The authors further suggest that these
can affect B-lymphocyte proliferation in the head kidney. Furthermore, data from 120 dph
time points revealed increased phagocytic activity of head kidney monocytes/macrophages.
Moreira et al. [106] reported that ER remained unchanged over the age and treatment com-
parisons, with the exceptions of Erβ and GPER. Both were modulated in younger cohorts
and showed increased expression in the thymus of the older cohorts. The results of the
above studies also indicate that proliferation/migration of the innate-like T-cell population
is estrogen sensitive. The authors suggest that ERβ and GPER play key roles during thymus
ontogenesis, particularly during medulla maturation.

ZEA is one of the Fusarium-produced mycotoxins whose actions are mediated through
estrogen receptors. In research by Woźny et al. [107] on rainbow trout, exposure to ZEA
was associated with the modulation of components of the adaptive and innate immune
systems. Similar conclusions were reported by Abdel-Tawwab et al. [108] on European
seabass (Dicentrarchus labrax). Fishes exposed to ZEA had a significant decline of total
immunoglobulins in the serum after 4 weeks. Furthermore, significant down-regulation
of interleukin-4 (IL-4), interleukin 1 beta (IL-1β) genes and heat shock protein 70 (HSP70)
genes in the liver and anterior kidney were observed. HSP 70 plays a key role in protein
metabolism and multiple cellular stress responses. The HSPs increase is connected primarily
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with infectious diseases, and can be observed in association with inflammatory processes
triggered by environmental pollution or food toxins [109–111]. In another research by
Abdel-Tawwab et al. [112] the ZEA (0.725 g/kg diet) toxicity suppressed the fish immunity
and increased their susceptibility to V. alginolyticus infection causing highest mortality
among all studied groups.

E2 can bind with ERs of immune cells and negatively impact immune system response,
especially response towards pathogens like bacteria or parasites [105]. In a study by
Rehberger et al. [113] on long term (148 days) exposure to EE2 (1.5 and 5.5 ng/L) modulated
immune parameters of rainbow trout, mRNA levels of several immune genes were altered
and the parasite load, as well as the disease severity, were significantly higher in EE2-
exposed and infected fishes compared to infected-only control fish [104]. In another
research by Kernen et al. [114] on zebrafish, the EE2 treatment reduced the thymus growth
and transcript levels of thymus marker genes. Additionally, thymic estrogen receptors
responded to the EE2 exposure but in a different pattern than the hepatic ER.

Studies by Liu et al. [115] have shown that in the case of Common carp, GPER1
indeed mediates the effects of BPA. The short exposure of Common carp macrophages
to a 100 µg/L BPA concentration was followed by a significant increase in Ca2+ levels
and expression of genes such as il6, il11, M17 that are related to immunotoxicity. Similar
research on the effect of 17β-ethinylestradiol on juvenile Common carp was carried out by
Maciuszek et al. [116]. In the in vivo part of the performed studies, fish were fed with feed
with the addition of E2 (20 mg/kg) and infected with Aeromonas salmonicida bacteria, for
in vitro part monocyte/macrophage cell suspensions were treated with 1µM E2 concentra-
tions. Obtained results were inconsistent, and in in vitro part of studies, E2 reduced the
lipopolysaccharide (LPS)-stimulated expression of pro- and anti-inflammatory mediator
genes but did not affect the gene expression of the estrogen receptors and aromatase CYP19.
As for in vivo in the head kidney of A. salmonicida infected fishes, E2-treated feeding in-
duced an upregulation of gene expression of pro-inflammatory (il-12p35 and cxcb2) and
anti-inflammatory (arginase 1, arginase 2, il-10, and mmp9) mediators. Additionally, in-
fected fish fed with E2-treated food had increased gene expression of the estrogen receptors
and aromatase CYP19. In another study by Maciuszek et al. [117] conducted on juvenile
Common carps they have evaluated the effect of EE2 and 4-tert-octylphenol supplemented
into fish feed (EE2 50 mg/kg, 4t-OP, 2.5 µg/day/fish). Performed studies have shown
that high concentrations of EE2 and 4t-OP have induced a high number of inflammatory
peritoneal leukocytes, including phagocytes and higher expression of pro-inflammatory
mediators (inos, il-1β, cxcl8_l2). Additionally enhanced in vivo inflammatory reaction
during bacterial infection with A. salmonicida has been observed.

In studies by Kernan et al. [114], the effects of EE2 at two concentrations (3 and 10 ng/L)
on zebrafish were tested. Significant thymus retardation was observed after the 64-day-long
period of exposure, and transcript levels of esr1 were significantly higher compared to the
control group. On the contrary, the esr2a level was significantly downregulated in EE2
exposed fishes. After the 64-day exposure, fish were introduced to the clean water and it
was observed that female thymus retardation and transcripts level changes were reversible
while male thymus changes and esr1 levels have not reverted to pre-exposure levels.

Discussed studies indicate that significant effects of the ERs activity can be observed in
the immune system responses in teleost fishes; however, many of the aforementioned publi-
cations also suggest that our knowledge about underlying mechanisms is far from complete.

6. Impact on Reproductive System

As evidenced by the literature, endocrine disruptors can affect numerous other types
of teleost fishes systems and tissues. Wang with co-authors [118] conducted research on
the impact of ZEA added to the diet (0, 535, 1041, 1548, 2002, and 2507 µg/kg diet) on
juvenile grass carps (Ctenopharyngodon idella). The authors have evidenced that oxidative
stress, cell apoptosis, growth degradation, body deformities, necrosis of epithelial cells,
blood capillary hyperemia, and goblet cell hyperplasia and formation of histopathological
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lesions were results of such exposure. Most likely, not all the above-mentioned effects of
the ZEA are the result of the endocrine activity of this compound, but in the available
literature, we can find publications suggesting that some of these negative effects are due
to the ZEA impact on estrogen receptors. In studies by Pacheco Passos Neto et al. [119]
they have assessed the effect of different concentrations (250 to 1000 ng/L) on Nile tilapia.
Development on morphological anomalies and intersex specimens were observed, and
gonads of the fishes were smaller and less developed in ZEA exposed ones. Variation in
the exposure time (1–4 weeks) resulted in negative effects regardless of the exposure time.

The influence of BPA on grass carp ovary cells has been the focus of studies by
Fan et al. [120]. They have tested three concentrations: 0.3, 3, and 30 mM of BPA added to
the cell culture medium (M199). In low doses creation of “a relatively reductive intracellular
environment” and hormesis has been observed. In the group exposed to high (30 mM) dose
effects including arrested cell proliferation, reduced cell viability, and increased cellular
reactive oxygen species levels have been reported. These results support a hypothesis
about crosstalk between oxidative stress and DNA methylation, which can be a key factor
in understanding the cytotoxic and genotoxic mechanisms of BPA exposure. In research
by Forner-Piquer et al. [121] effects of BPA on reproductive functions of gilthead sea
bream (Sparus aurata) were studied. Two concentrations were added to the feed (4 and
4000 µg/kg of body weight). High BPA concentrations have significantly reduced sperm
motility, straight-line velocity and linearity; however, there were no significant pathological
alterations in gonads. On the other hand, the following reproductive markers in testis were
upregulated: leptin receptor (lepr), estrogen receptors (era and erb), progesterone receptors
(pr) and gonadotropin releasing hormone receptor (gnrhr). Additionally, BPA induced the
up-regulation of the hepatic genes involved in oogenesis such as Vtg and zona pellucida
1 (zp1).

Impact of E2 on growth and gonadal development of little yellow croaker (Larimichthys
polyactis) was the topic research by Xie et al. [122] The long-term (30–90 dph) exposure to the
10 µ/L concentration of E2 has led to ovotestis, and other gonadal development retardation,
and the withdrawal of E2 has not lead to the reversal of changes. Compensatory growth
of the aforementioned gonads has been observed after E2 withdrawal. Due to the unique
gonadal development where little yellow croaker males undergo the hermaphroditic stage,
the reported results are even more significant in the terms of EDs danger to the teleost fish
reproductive system.

In studies by Voisin et al. [123] mangrove killifish (Kryptolebias marmoratus) larvae were
exposed for 28 days to 4 and 120 ng/L concentrations of EE2, correlating with disturbance
of exposition proteomes in ovotestis, liver and brain. The most relevant finding was that
the highest impact of EE2 on proteome was detected in the lowest concentration of EE2,
4 ng/L, noting that this concentration can be detected in many aquatic environments
around the world.

As mentioned above, heavy metals can exert endocrine disrupting effects on teleost
fishes. Effects of endocrine disruption during exposure to Lead (Pb) was studied in Prus-
sian carp (Carassius gibelio) by Łuszczek-Trojnar et al. [124]. Prussian carp females were
exposed to Pb through feed (0, 1 (control), 8, 13, 24, and 49 mg/kg). After 12 months of
exposure, the effect on LH (luteinizing hormone) has varied between the groups. In the
group exposed to the lowest Pb dose (8 mg/kg), LH decreased spontaneously, and in the
groups exposed to the highest two doses (24 and 48 mg/kg), a significantly higher LH
secretion has been observed. After 24 months, the effect of lead exposure on LH secretion
showed that the relationships were not significantly different from effects observed after
12 months, suggesting that Prussian carp females were able to adapt to the Pb exposure. In
research by Paschoalini et al. [125] effects of environmental concentrations of aluminum
(Al—0.2 ± 0.05 mg/mL), cadmium (Cd—not detected), copper (Cu—not detected), lead
(Pb—0.002 ± 0.001 mg/mL) and iron (Fe—1.32 ± 0.05 mg/mL) on Prochilodus argenteus
living in Paraopeba river were studied. Increased incidence of histopathological changes, as
well as changes in number and morphology of germline cells, and the up-regulated expres-
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sion of Vtg and zona radiata proteins in males have been observed. These results suggest
that heavy metals in addition to causing tissue damage can act as estrogenic compounds in
male and female Prochilodus argenteus.

As evidenced by research cited in this section, estrogenic endocrine disruptive com-
pounds can seriously affect the reproductive system of many teleost fish species both on
individual and at the population level, leading to the endangerment of the entire ecosystems.

7. Conclusions

Analysis of the available literature indicates there is a high risk that exposure to the
compounds with the ability to interact with estrogen receptors may seriously interfere with
fish health (Table 1). It further became obvious that presented studies have mostly focused
on investigations of the single compound effects, therefore leaving gaps in our understand-
ing of the effects of compound mixtures commonly found in the environment. Considering
the multitude of impacted fish species and their considerable biological and physiological
variability, differences in responses of the tested species to the tested compounds further
interfere with clarity of the xenoestrogen effects. Further research on estrogen receptor
mediated action of different environmentally relevant compounds and their mixtures is
necessary to improve our understanding of complex genomic and non-genomic interaction
mechanisms between xenoestrogens and health in aquatic animals and their habitats.

Table 1. Summary of the negative effects of selected xenoestrogens and estrogens on chosen teleost
fishes systems and their detected concentrations in the surface waters of the world.

Compound Selected Negative Effects Environmentally Detected
Concentrations References

17-β-estradiol
E2

DNA damage
Carcinogenesis

Cardioviscular diseases
Brachycardic effect

Cyto—genetoxic effect on
fish blood

Lipid transformation
Modification on interleukin 1β

Ovotestis and gonadal
development retardations;

175 ng/L—Venice
lagoon/February 2002 [48,59,72,84,85,122,126]

17-α-Ethinylestradiol
EE2

Carcinogenesis
Neoplastic processes

Hepatocarcinogenetic processes
Vtg mRNA level increased
Reduced Thymus growth;

21.5 ng/L—mean concentration,
China, 2021 [46,72,113,127]

Bisphenols
BPs

Disrupted ER expression
Disrupted gene expression

DNA damage
Impaired myocardial

hemodynamics
Negative impact on blood cells

(RBC, WBC, Hb%)
Calcium signaling pathway

Glutathione metabolism;
Disrupted lipid metabolism

Reduced sperm motility
Morphopatological alteration

in gonads
Up regulated: leptin receptors,
ERα and ERβ, hepatic genes

and oogenesis.

63.64 ng/L New Calabar River,
Nigeria, 2019 [47,49,54,55,79–82,85,121,128]
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Table 1. Cont.

Compound Selected Negative Effects Environmentally Detected
Concentrations References

Zearaleone
ZAE

Anatomical changes of
heart muscle

Disturbed gene expression
Suppresed fish immune answer
Negative impact on blood cells

Morphological anomalies
Intersex specimens;

43.7 ng/L—Poland, 2009 [87,107,112,119,129]

Nonylophenol
NP

DNA damage
Carcinogenesis

Increased expression of insulin
like growth factor

Vtg production

106–296 ng/L—Haihe river,
China, 2004 [97,98,130]

Bifenthrin
Disturbed gene expression

Deregulation of
glutathione conjugtion

51.0 mg/L—Stanislaus River,
USA, 2009 [47,83,131]

Levonorgestrel
Disturbed gene expression

Deregulation of
glutathione conjugtion

0.1 ng/L—Australia, 2015 [47,83,132]

Cadmium
Cd

Activation of the ERα gene
Disruption of expresion of genes

responsible for ribosomal
structure, biogenesis, RNA

processing and modification, cell
cycle control, cell division and

chromosome division

45.01 mg/L—Longjiang
River, 2012 [76,125,133]

Lead
Pb

Increased incidence of
histopathologies, Changes in
number and morphology of

germline cells,
Up-regulation of expression

of vitellogenin

4.6 ppb—mean concentration in
surface waters, USA, 1996–2016 [124,134]
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