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Abstract: Several chemicals, including environmental
toxicants and clinically useful drugs, cause severe cellular
damage to different organs of our body through metabolic
activation to highly reactive substances such as free radi-
cals. Carbon tetrachloride is an organic compound of which
chemical formula is CCl₄. CCl4 is strong toxic in the kidney,
testicle, brain, heart, lung, other tissues, and particularly in
the liver. CCl4 is a powerful hepatoxic, nephrotoxic and
prooxidant agent which is widely used to induce hepato-
toxicity in experimental animals and to create hepatocel-
lular carcinoma, hepatic fibrosis/cirrhosis and liver injury,
chemical hepatitis model, renal failure model, and neph-
rotoxicity model in recent years. The damage-causing
mechanism of CCl4 in tissues can be explained as oxida-
tive damage caused by lipid peroxidation which starts after
the conversion of CCl4 to free radicals of highly toxic
trichloromethyl radicals (•CCl₃) and trichloromethyl peroxyl
radical (•CCl₃O2) via cytochrome P450 enzyme. Complete
disruption of lipids (i.e., peroxidation) is the hallmark of
oxidative damage. Free radicals are structures that contain
one or more unpaired electrons in atomic or molecular or-
bitals. These toxic free radicals induce a chain reaction and
lipid peroxidation in membrane-like structures rich in
phospholipids, such as mitochondria and endoplasmic re-
ticulum. CCl4-induced lipid peroxidation is the cause of
oxidative stress, mitochondrial stress, endoplasmic reticu-

lum stress. Free radicals trigger many biological processes,
such as apoptosis, necrosis, ferroptosis and autophagy.
Recent researches state that the way to reduce or eliminate
these CCl4-induced negative effects is the antioxidants
originated from natural sources. For normal physiological
function, there must be a balance between free radicals and
antioxidants. If this balance is in favor of free radicals,
various pathological conditions occur. Free radicals play a
role in various pathological conditions including Pulmo-
nary disease, ischemia / reperfusion rheumatological dis-
eases, autoimmune disorders, cardiovascular diseases,
cancer, kidney diseases, hypertension, eye diseases,
neurological disorders, diabetes andaging. Free radicals are
antagonized by antioxidants and quenched. Antioxidants
do not only remove free radicals, but they also have anti-
inflammatory, anti-allergic, antithrombotic, antiviral, and
anti-carcinogenic activities. Antioxidants contain high
phenol compounds and antioxidants have relatively low
side effects compared to synthetic drugs. The antioxidants
investigated in CCI4 toxicity are usually antioxidants from
plants and are promising because of their rich resources and
low side effects. Data were investigated using PubMed,
EBSCO, Embase, Web of Science, DOAJ, Scopus and Google
Scholar, Carbon tetrachloride, carbon tetrachloride-induced
toxicity, oxidative stress, and free radical keywords. This
study aims to enlighten the damage-causing mechanism
created by free radicals which are produced by CCl4 on
tissues/cells and to discuss the role of antioxidants in
the prevention of tissue/cell damage. In the future,
Antioxidants can be used as a therapeutic strategy to
strengthen effective treatment against substances with high
toxicity such as CCl4 and increase the antioxidant capacity
of cells.

Keywords: antioxidants; carbon tetrachloride; hepatotox-
icity; nephrotoxicity; neurotoxicity; oxidative stress.

Introduction

CCl4 is a colorless, clear, fireproof, and volatile liquid
substance. It has a carbon atom at its center and four Cl−

atoms around it. Besides naturally occurring, it can also
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occur as a result of many chemical reactions. It has strong
chemical stability, correspondingly resulting in an atmo-
spheric half-life of 30 to 100 years [1]. While CCI4 was
widely used in the production of cleaning agents and sol-
vents, in grain spraying and the synthesis of chlorofluo-
rocarbons as an intermediate product, its production was
reduced after its toxicity had been discovered. Although
the harmful effects of products, various oils, varnish, pol-
ish, rubber waxes, insecticides, as resin solvent and in
starting materials of organic compounds [2, 3]. CCl4 enters
the body easily through inhalation, ingestion and dermal
absorption. Respiration is the primary way of exposure in
which pulmonary absorption is estimated to be 60% in
humans. The rate of absorption from the gastrointestinal
system is rapid and greatly influenced by the diet (for
example, fat or alcohol increases absorption of CCl4 in the
intestine) [4]. The average daily intake of CCl4 for the
general population is estimated to be 0.1 mg. After expo-
sure to this toxic compound by ingestion, inhalation or
dermal absorption, it spreads in the body with the highest
concentrations through the liver, brain, kidney,muscle, fat
and blood. Human data on the carcinogenic effects of CCl4
is limited. However, it has been shown that CCl4 induces
hepatocellular carcinomas by oral, inhalation and paren-
teral exposure in rodents. US Environmental Protection
Agency classifiedCCl4 in GroupB2 as possibly carcinogenic
to humans [5, 6]. Acute toxicity of CCl4 has been obtained
from many animal studies. Especially the studies on rats
have shown that the lethal dose (LD)50 is after acute oral
intake and the body weight is within the range of 4.7–
14.7 mL/kg, based on nutritional conditions and applied
supplements [7]. The general population may be exposed
to CCl4, albeit in small amounts, from the surrounding air
because CCl4 easily vaporizes. Unfortunately, the interfu-
sion of CCl4 into the air, water, and soil as chemical waste
cannot be controlled [8]. The first step in tissue/cell dam-
age caused by CCl4 is cytochrome P450-mediated transfer
by transferring a single electron to the C–Cl bond; this
leads to the formation (•CCl3), which is a carbon-centered
radical and an intermediate metabolite, and then the
transformation of it to the trichloromethyl peroxyl radical
(•OOCCl3) in the presence of oxygen. These reactive free
radical metabolites of CCl4 initiate lipid peroxidation by
reacting with polyunsaturated fatty acids (PUFA); or cause
cell membrane disruption, leakage of microsomal en-
zymes, and thus cell damage by covalently binding to
protein and fatty acids [6, 9–10]. Lipid peroxidation prod-
ucts are highly reactive and show significant biological
effects which, depending on their concentration, cause
selective changes in cell signaling, protein and DNA
damage, and cytotoxicity. The main primary products of

lipid peroxidation are lipid hydroperoxides (LOOH) Among
the many different aldehydes that may occur as secondary
products during lipid peroxidation, there are structures
such as malondialdehyde (MDA), propanal, hexanal, and
4-hydroxynonenal (4-HNE) [11, 12]. AlthoughMDA appears
to be the most mutagenic product of lipid peroxidation,
4-HNE is the most toxic one [13] (Figure 1). Carbohydrates
are also affected by free radicals. Reducing sugars plays an
important role inmodifying proteins through the formation
of advanced glycation end products in a non-enzymatic
reaction called glycation. Glycation is a common mecha-
nism found in many disorders, and molecular precursors,
particularly reactive dicarbonyl metabolite methylglyoxal,
are key to the development and accumulation of damage. It
is known that biological products related to glycation are
mainly related to aging, neurodegenerative disorders,
diabetes and its complications, atherosclerosis, kidney
failure, immunological changes, retinopathy, skin photo,
osteoporosis, and progression of some tumors [14–16].
Proteins interact easily with free radicals due to the sen-
sitive amino acids in their structure. The amino acids of
cysteine, methionine and histidine are particularly sensi-
tive to the attack and oxidation of the hydroxyl radical.
Enzymes, where these amino acids are located in positions
critical to the activity of the enzyme, enter the path of
interactionwith free radicals and the activity of the enzyme
is disabled. Besides free radical oxidation of proteins can
lead to changes in the three-dimensional structure of the
proteins, as well as the cleavage, aggregation or cross-
linking of the proteins [17–18]. DNA is the genetic material
of the cell, and permanent damage to DNA can lead to
changes (i.e., mutations) in the proteins encoded in DNA,
which can lead to malfunction or complete inactivation of
the affected proteins. DNA must remain intact for the
viability of individual cells and even the whole organism.
ROS is an important source of DNA damage that causes
yarn breaks, removal of nucleotides and various changes of
the organic bases of the nucleotides. Cells have developed
repair mechanisms to correct naturally occurring changes
in DNA. However, excessive changes caused by ROS can
lead to permanent changes in DNA or damage to DNA.
Cellular DNA damage plays a role in the etiology and
progression of many different human disorders and dis-
eases [17, 19]. CCl4 causes disorders in the kidneys, lungs,
testicle, and brain. Some chemicals, including various
environmental toxicants and clinically useful drugs, can
cause serious cellular damage in different organs of our
body through metabolic activation with highly reactive
substances such as free radicals [20–22].

Biomolecules such as proteins, lipids, nucleic acids,
and carbohydrates are generally suitable for oxidation,
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which leads to a change in the structure of biomolecules.
ROS, which has a comprehensive effect on cell physi-
ology, is produced as a byproduct of normal cellular
metabolism in the oxidative reaction process of the
mitochondrial respiratory chain. In addition, ROS is
produced as a cellular response to xenobiotics, cytokines,
and bacterial invasion. Moderate ROS has positive effects
such as killing invasive pathogens, wound healing and
repair processes. However, Excessive ROS exposure im-
pairs redox homeostasis. ROS has a short half-life and
reacts with nearby molecules such as proteins, DNA,
RNA, glucids or free fatty acids and initiates them as free
radicals and changes their structure and/or functions.
The resulting oxidative modifications of biomolecules are
quite stable [23-24]. ROS in the cell changes the balance
between oxidant/antioxidant status, leading to cell
damage, apoptosis and cell death. In recent years, free
radicals such as NO, ONOO−, H2O2, O

•
2 and

•OH are the
most important factorsmediating oxidative stress and the
cornerstone or precursor of some detrimental diseases
[25, 26]. Free radicals are reactive chemical species that
differ from other compounds since they have unpaired

electrons in their outer orbits. Free radicals may damage
cellular components [27]. Because of the unstable
configuration in the outer orbit, it is then released by
reacting with nearby biomolecules, such as carbohy-
drates, nucleic acids, proteins, and lipids. ROS mediates
various intracellular signaling cascades. This type of
damage caused by free radicals is called “oxidative
stress”. Another definition of oxidative stress is that the
imbalance between oxidants and reductants (antioxi-
dants) at the cellular or individual level resulting in favor
of oxidants [26, 28–31]. Along with this, ROS also dam-
ages the organelles such as endoplasmic reticulum and
mitochondrion [32, 33]. Accumulated ROS leads to ER
dysfunction, thereby inducing ER stress. ROS causes
unfolded and misfolded protein production, which
further induces ER stress [34]. CCl4 is one of the most
powerful toxins widely used in scientific researches to
produce experimental models in many pathophysiolog-
ical conditions [35–38]. Cells have a complex antioxidant
defense system that regulates cellular redox homeostasis
to reduce or eliminate ROS damage. Antioxidants are
classified as enzymatic and non-enzymatic antioxidants.
Examples of non-enzymatic antioxidants are glutathione,
minerals, uric acid, bilirubin,melatonin, vitamins (A, C, E),
carotenoids (lycopene, β-carotene, zeaxanthin, lutein),
bioflavonoids (quercetin, myricetin), flavone (e.g., api-
genin, luteolin), flavonoids (e.g., taxifolin), flavan-3-ols
(e.g. catechin, epigallocatechin), flavanone (e.g., hes-
peretin, naringenin), anthocyanidin (e.g., cyanidin, del-
phinidin), isoflavone (e.g., genistein, daidzein),
Hydroxycinnamates (ferulic acid, caffeic acid, sinapic
acid, p-coumaric acid). Enzymatic antioxidants function
through a variety of enzymes including superoxide dis-
mutase (SOD), catalase (CAT), glutathione peroxidases
(GSH-Px), peroxiredoxins and glutathione S-transferase
(GST). NADPH, GSH, and thioredoxin act together with
these enzymes to defend against damage caused by ROS
[26, 39, 40]. In the ROS production process, superoxide
radicals are the primary reactive oxygen intermediate;
SODs catalyze the rapid removal of superoxide radicals
and are converted into H2O2. The intermediate H2O2 is
then converted into water with CAT or GSH-Px. CAT is
found in peroxisomes and contains iron [41, 42]. GSH-Pxs
are found in cytosol, mitochondria, plasma, and nucleus.
GSH-Pxs help prevents lipid peroxidation and maintains
redox balance as well as intracellular homeostasis. Thi-
oredoxin plays several key roles in maintaining the redox
environment of the cell. In the defense against ROS, the
thioredoxin system lowers H2O2 in cooperation with Trx
peroxidases or glutathione [43]. Antioxidants do not only
remove free radicals, they also have anti-inflammatory,

Figure 1: Reactive free radical metabolites of CCl4 react with
polyunsaturated fatty acids, initiating lipid peroxidation. This
causes oxidative/mitochondrial, endoplasmic reticulum stress.
Antioxidants, on the other hand, stop lipid peroxidation and prevent
these stress situations from occurring.
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anti-allergic, antithrombotic, antiviral, and anticarcino-
genic activities [44].

In recent years, there is an increase in analyzing the
role of antioxidants in reducing the harm of toxic sub-
stances such as free radical-producing CCl4. This study
aims to discuss the damage of free radicals produced by
CCl4 on cell/tissue and the mechanism of action of natural
antioxidant compounds.

Methodologies and literature
search

PubMed, EBSCO, Embase, Web of Science, directory of
open access journals (DOAJ), Scopus, and Google Scholar
were searched using keywords of Carbon tetrachloride,
carbon tetrachloride-induced toxicity, CCl4-induced hep-
atotoxicity, CCl4-induced renal Toxicity, CCl4-induced
nephrotoxicity, CCl4-induced neurotoxicity, CCl4-induced
reproductive system, CCl4-induced testis damage, oxida-
tive stress, free radicals, antioxidants, and antioxidant
therapy. A synthesis was obtained from the determined
findings and results. In this review, no date limitation was
made while scanning the articles. If possible, the last 5
years were preferred. But sometimes it was used in previ-
ously published articles.

Hepatotoxicity of CCl4

The liver is a vital organ that performs a wide range of
functions, including biotransformation and detoxification
of endogenous and exogenous harmful substances and
metabolic homeostasis [45–46]. It has been reported that
numerous drugs and chemicals cause liver injury, which is
generally considered to be the main cause of chronic liver
disease [47]. CCl4 belongs to the hepatotoxin class which
plays a role after themetabolic activation. It is believed that
CCl4 usually enters hepatocytes and forms free radicals to
cause peroxidation, which leads to disruption of liver
structure and damage in liver function [48, 49]. The
developmental stages of CCl4-induced liver injury are
summarized as follows; reductive dehalogenation, cova-
lent binding of radicals, inhibition of protein synthesis, fat
accumulation, loss of calcium homeostasis, apoptosis, and
fibrosis [50]. Mechanisms such as activation of Kupffer
cells, lipid peroxidation, reactive aldehydes, and nucleic
acid hypomethylation along with the production of
proinflammatory mediators are seen as supporting mech-
anisms for CCl4 induced hepatotoxicity. In addition to the

activation of Kupffer cells, it can activate macrophages, T
lymphocytes and neutrophils that participate in liver
inflammation [11, 51, 52]. CCl4 is a strong hepatoxic and
prooxidant agent widely used to induce hepatotoxicity and
to create hepatocellular carcinoma, hepatic fibrosis/
cirrhosis and liver injury, and chemical hepatitis model. In
the acute toxic doses of CCl4, fatal liver failure occurs when
the regenerative capacity of the liver is exceeded [11, 49, 53,
54]. It started to be used to create a murine non-alcoholic
steatohepatitis model with rapid progression of broad
fibrosis andHCC, using the high-fat, high fructose and high
cholesterol western diet with weekly low-dose intraperi-
toneal CCl4 [55]. CCl4 application causes significant path-
ological changes such as tremendous hepatocellular
necrosis, bile duct proliferation, balloon degeneration,
leukocyte infiltration (inflammation), vascular occlusion,
loss of hepatic nodules structure, perisinusoidal space
cords, increased collagen depositions, central vasodila-
tion, cellular hypertrophy, hepatocellular fibrosis, fatty
acid infiltration, and vascular degeneration and calcifica-
tion [56–58]. CCl4 increases oxidative stress in the liver. The
mechanism underlying liver injury due to oxidative stress
involves the imbalance of oxidation and antioxidant sys-
tems, thereby forms excessively free radicals and reducing
antioxidant capacity [54]. CCl4 causes a decrease in liver
cells, in the activities of antioxidant enzymes such as CAT,
SOD, GSH-Px, GST, GR, and Glutathione levels content to
endogenous antioxidants [57–60]. CCl4 increases the pro-
tein carbonyl content, which is a protein oxidation prod-
uct, at the oxidative stress biomarker MDA level [61].
Antioxidants reduced MDA, H2O2, TBARS and ROS, which
aremarkers of oxidative stress in liver tissue, and increased
the activities of SOD, CAT, GSH-Px, GR antioxidant en-
zymes. (Table 1) It has been reported that CCl4 activates
proinflammatory cytokine-producing Kupffer cells and
significantly upregulates the expressions of TNF-α, Mono-
cyte chemoattractant Protein-1, Macrophage inflammatory
protein-2, IL-1β, IL-6, TGF-21, which is a pro-fibrotic cyto-
kine, and nuclear factor-mB p65 protein in the CCl4
induced liver injury models. In the CCl4-induced hepatic
fibrosis model, it has been reported that the expression
levels of α-SMA and COL-1a1 mRNA, which are the fibrotic
markers in the liver tissue, were again upregulated [49, 58,
60, 61]. CCl4 application significantly increases the con-
centrations of serummarker enzymes in the liver. It causes
an increase in the amounts of enzymes in serum which are
normally found in the cytoplasm (Table 1) An increase in
Alanine Transaminase (ALT), AST: Aspartate Trans-
aminase (AST), GGT, and Bilirubin levels are indicative of
cellular leakage and loss of functional integrity of the liver
cell membrane and these tests are critical determinants of
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liver function (Table 1). Oral exposure to CCl4 alters liver
enzymes as well as increases triglyceride, total cholesterol,
LDL-cholesterol levels and reduces pseudocholinesterase
values. Along with this, the level of lipogenic transcription
factor SREBP-1 is upregulated to target lipogenic enzyme
FAS activity [7, 54, 61, 62]. It is one of the main factors
causing oxidative stress, nitrosative stress, endoplasmic
reticulum stress, mitochondrial stress, inflammation, and
hepatic damage mediated by free radicals derived from
CCl4. CytochromeP450 enzyme is involved in the process of
CCl4-induced liver injuries. Cytochrome P450 in hepato-
cytes catalyzes CCl4 to produce highly reactive •CCl3 and
•OOCCl3. It is suggested that CCl3O2 creates alkylation re-
action by inactivating the enzymes directly through mem-
brane proteins and covalent bonds with the first
mechanism or stimulates themembrane lipid peroxidation
which causes liver steatosis, fibrosis or cirrhosis, by
affecting the membrane fatty acids with the second
mechanism. The fact that CCl4 increases lipid peroxidation
disrupts especially endoplasmic reticulum and mitochon-
dria. Besides, this radical reacts with nucleic acids and
proteins and damages cellular processes. The formation of
an adduct between the DNA and CCl3 is also triggered [7,
49, 53, 63–64]. Peroxides, which are the peroxidation
products, inhibit protein synthesis and activity of some
enzymes. Following these events, free radical production
exceeds the antioxidant defenses in the liver; this results in
oxidative destruction of the cell membranes and severe
tissue damage. Free radicals are agents that cause or at
least aggravate liver injury that can cause chronic liver
diseases such as liver fibrosis and cirrhosis [65, 66]. The
liver contains a large number of mitochondria and it is the
main source for free radicals. In the CCl4-induced liver
injury, significant reduction is observed in the mitochon-
drial complex 1 and 2 activities [61]. Free radicals produced
by CCl4 disrupt the integrity and stability of the mito-
chondrial structure causing mitochondrial dysfunction.
When the mitochondrial permeability transition pore is
opened, the mitochondria swell and thus results in low
mitochondrial membrane potential (MMP), which is a
sensitive index used to assess mitochondrial function.
Mitochondrial dysfunction causes unbound oxidative
phosphorylation in energy respiration. A significant num-
ber of electron leaks occur from the non-separated electron
transport chain. The leakage of the electron into the final
electron acceptor during the electron transport enables it to
bind to oxygen (O2) and is considered as the main ROS
source. High ROS level initiates lipid peroxidation, con-
sumes free radical scavengers, breaks down the body’s
antioxidant system and leads to blasting oxidative stress in
the body [67, 68]. Increased ROS based on CCl4 may cause

tissue damage through lipid peroxidation and increase
Tissue Inhibitor of Metalloproteinase-1 expression,
decrease EGF expression, and cause liverfibrosis due to the
accumulation of collagen in the liver [60]. The prominent
pathological feature of liver fibrosis is an excessive accu-
mulation of extracellular matrix (ECM) [69]. CCl4 increases
α-SMA-positive myofibroblast-like cells, which are
considered to be a suitable marker of hepatic fibrosis in the
liver, and again, increases the hyaluronic acid (HA), lam-
inin (LN), collagen type 3 (Col III), collagen type IV (Col IV)
levels significantly. Also, it increases the level of MMP-9,
one of the MMPs which can play an important role in pre-
dicting and repairing the condition of liver injury and
inflammation [58, 61]. It has been observed that CCl4
application indicated a quite significant increase in the
AKT, MAPK STAT3, and TGF-b expression and that the Nrf2
expression, which is an important transcription factor that
regulates the expression of a group of detoxifying and
antioxidant defense genes in the liver, decreased signifi-
cantly [47, 70, 71] (Table 1). CCl4 causes upregulation of the
proapoptotic protein Bax and downregulation of the anti-
apoptotic protein Bcl2. Similarly, CCl4 increases Fas/FasL
expression and increases the activity of caspase-3 and-8
and cytochrome P450 2E1, which leads to liver apoptosis. It
binds to the Fas ligand and forms the signal complex
causing death by Fas-associated protein with death
domain (FADD) and then activates caspase-8, which leads
to activation of caspase-9 and 3 [60, 70, 71] (Table 1). CCl4
induces endoplasmic reticulum stress. It induces glucose-
regulated protein of 78 kDa (GRP78), total X-Box Binding
Protein 1 (XBP1t), added X-Box Binding Protein 1 (XBP1s),
jointless X-Box Binding Protein 1 (XBP1s) [72]. As a result,
CCl4 damages the membrane of liver cells and prevents the
proper functioning of organelles such as endoplasmic re-
ticulum and mitochondria since it is a hepatotoxin. Anti-
oxidants reduce the risk of CCl4-induced hepatocellular
carcinoma, hepatic fibrosis/cirrhosis, liver injury, and
chemical hepatitis. Antioxidants gain importance by
reducing oxidative stress, mitochondrial stress, endo-
plasmic reticulum stress and preventing macromolecular
oxidation in liver tissue. Antioxidants neutralize the
harmful effects of free radicals induced by CCl4 on liver
cells andmodulate biochemical changes in liver tissue and
pull parameters to physiological limits (Table 1).

Nephrotoxicity of CCl4

The kidney is an important organ that is necessary for the
maintenance of homeostasis by the body, the regulation of
the extracellular environment such as detoxification and
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the elimination of toxic metabolites and drugs. Therefore,
the kidney can be accepted as the main target organ for
exogenous toxic substances [76, 77]. CCl4 is on the list of
nephrotoxic drugs and chemicals such as Acetylamino-
fluorene, Diethylnitrosamine, streptozotocin, amikacin,

amoxicillin, amphotericin B, amoxicillin, benzylpenicillin,
cefotaxime, ceftazidime, cirozino, amitromin sulfadiazine,
vancomycin, captopril, furosemide, hydralazine, hydro-
chlorothiazide, losartan, acetazolamide mannitol, acet-
aminophen, warfarin, and risperidone [6, 66, 67]. Recently,

Table : Protective effects of antioxidants against CCl-induced hepatotoxicity.

Animal
model

Organ Treatment Outcomes Effect References

Mice (CCl,
mL/kg/
b.w, i.p)

Liver Taxifolin AST↓, ALT↓, SOD↑, GSH-Px↑, GST↑, MDA↓ Taxifolin alleviates acute liver injury
caused by CCl in mice.

[]

Mice and
rats (CCl)

Liver Thymosin β (TB) AST↓,ALT↓,SOD↑, GSH-Px↑, GST↑, MDA↓,
TNF-α ↓, IL-β ↓, Hydroxyprolinecontents↓

TB shows a hepatoprotective effect
against liver injury in mice and rats
induced by CCl.

[]

Rats (CCl,
. mL/
 g/b.w)

Liver E. ulmoides Extract
(ILF-RE)

SOD↑, CAT↑,GSH-Px↑, GST↑, AST↓, γ-GT ↓ ,
ALT↓, TG↓, Total Cholesterol↓, CHOP↓, p-
PERK ↓, p-eIF↓, SREBP-↓, FAS↓,

ILF-RE may be a potential therapeutic
agent for preventing/treating CCl-
induced chronic hepatic
dysfunction.

[]

Rats (CCl,
. mL/kg
b.w)

Liver Rumex hastatus AST↓, ALP↓γ-GT ↓ , ALT↓, TG, Total Choles-
terol, SOD↑, CAT↑, GSH-Px↑, GST↑,
HO↓, TBARS↓ ,GST↑, GSR↑, GR↑, POD↑

Rumex hastatus strengthens the de-
fensemechanism of antioxidants in
treatment and can play a thera-
peutic role in diseases mediated by
free radicals

[]

Rats (CCl,
 mL/kg
b.w)

Liver Averrhoa carambola
L. (Oxalidaceae)
roots (EACR)

AST↓, ALP↓ , ALT↓, Hyp ↓,SOD↑,GSH-Px↑,
GST↑, MDA↓, TBARS↓ ,GST↑, GSR↑, GR↑,
Col-I↓HA↓, LN↓, Col III↓, Col IV↓, α-SMA↓ ,
TIMP-, TGF-β, Smad↓, Smad↓,
Smad↓, Bax/Bcl- ↓, caspase-/cas-
pase-

EACR decreases liver fibrosis in CCl
treated rats. EACR is anti-fibrotic,
antioxidant, and anti-apoptotic.

[]

Rats (CCl,
 mL/kg)

Liver Rutin AST↓, ALT↓, IL-↓, MEK↓, FADD↓, Bcl↑, Bcl-
xl↓, EGF↑, JAK↓

CCl application causes alteration in
the expression of IL-/STAT
pathway genes, leading to hepato-
toxicity. Rutin reverses these
expression changes and protects
against CCl-induced
hepatotoxicity.

[]

Rats
( mg/
kg, i.p)

Liver Naringenin ALP↓, γ-GTP ↓ , ALT↓, GLYCOGEN↑, GST↑,
MMP-↑, MMP-↑ , CTGF↑, Col-I↑, MMP-
↑, NF-κB↓, IL-β↓, IL-↓, TGF-β↓

Naringenin prevents oxidative stress
and inflammation pathways, thus
fulfilling its antifibrotic effects.

[]

Mice (CCl,
. g/
kg, i.p)

Liver Salidroside SOD↑, CAT↑, GST↑, MDA↓, GOT↓, GPT↓,
ROS↓, Gadda↓, Makp↓, Rras↓

Salidroside protects the liver from
CCl-induced injuries and oxidative
stress by maintaining mitochon-
drial function.

[]

Rats (CCl,
 ml/kg
b.w)

Liver Silymarin, Vitamin E
and Curcumin

ALT↓, MAPK↑, Nrf↑, AKT↓, STAT↓, Smad-
↓, TGF-β↓

Vitamin E, silymarin, curcumin com-
bination can be used as a hep-
atoprotective agent against
hepatotoxic substances.

[]

Mice (CCl,
 mL kg−,
b.w)

Liver Pithecellobium dulce ALP↓ , ALT↓, ROS↓,SOD↑, CAT↑, GSH-Px↑,
GST↑, LHP↓TBARS↓, PC↓, GSR↑,
GR↑,GSSG↓, Total thiols↑, CYP P↑,
CYPE↑

AEPDprotects themurine liver against
oxidative degradation caused by
CCl, possibly due to its antioxi-
dant properties.

[]

Rats (CCL,
 mL/kg,
b.w)

Liver N-acetyl cysteine
(NAC)

AST↓, ALP↓, ALT↓, MDA↓ It has been seen that NAC has a pro-
tective effect against the toxicity of
Cl.

[]
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CCl4 started to be used to induce experimental renal failure
model, experimental nephrotoxicity model, and oxidative
stress in the kidneys. After the application of CCl4 in rats, it
has been seen that CCl4 is distributed in higher concen-
tration in the kidney compared to the liver and CCl4 has a
high affinity to kidney tissue [6, 78, 79]. CCl4 adversely
affects kidney function. CCl4 exposure slows kidney func-
tion and increases Blood Urea Nitrogen (BUN), Creatine
Kinase (CK-NAC), Lactate Dehydrogenase (LDH), Total
bilirubin, Total protein, creatinine concentration, creati-
nine clearance, protein, albumin, WBCs, Platelet, Mean%
lymphocytes, Mean% granulocytes, Mean% monocytes
levels in the blood and lowers RBC. An increase in these
parameters causes nephrotoxicity. High creatinine and
urea levels are indicatives of serious damage to the struc-
tural integrity of the nephrons. It does not increase until at
least half of the kidney nephrons are damaged or destroyed
[80–84]. Urine analysis provides important information
about if the kidneys functioning properly or not. In the
urines of CCl4-applied rats, urine specific gravity, RBC,
WBC count, protein, urea, creatinine, Albumin, urobili-
nogen, and LDL increased. Increased specific gravity in-
dicates dehydration, renal artery steatosis, severe fibrosis,
renal necrosis, renal toxicity, and glomerular damage.
(Table 2). Besides, CCl4 reduces urine pH level [81, 85, 86].
Proximal tubular cells of the kidney are quite sensitive to
CCl4 toxicity due to high cytochrome P450 content. The
trichloromethyl and trichloromethyl peroxyl free radicals
that are formed after this substance is metabolized by cy-
tochrome P450 cause cell damage. It has been indicated
that when CCl4 is exposed, free radicals formed by oxida-
tive stress cause kidney injury [21, 87, 88]. Proximal tubular
toxicity develops due to direct nephrotoxic effects such as
mitochondrial dysfunction, lysosomal hydrolase inhibi-
tion, phospholipid damage, and increased intracellular
calcium concentration. Oxidative stress has a significant
effect on uremia, kidney failure, and other kidney diseases.
Renal oxidative stress is often the result of the upregulation
of proxy-to-enzyme-dependent ROS production and the
exhaustion of antioxidants together. Depletion or inacti-
vation of antioxidants leads to accumulation of endoge-
nous ROS within cells. It activates ROS, MAPK, P53, and
possibly P21, leading to renal tubular cell death. Then, ROS
contributes directly or indirectly to the fibrotic process
through increased inflammation. Fibrosis and inflamma-
tion itself may return to the pathway and further increase
ROS formation or stimulate the production of cytokines
and growth factors [42]. Radicals produced by CCl4 damage
cell membrane, lipids, proteins, and DNA in kidney tissue
cells [6, 84]. Altering the antioxidant status with CCI4 or
increasing free radicals causes nephropathies. In many

studies, it has been reported that CCl4 application signifi-
cantly decreases SOD, GSH-Px, GST, GR, CAT activities,
and GSH levels in renal tissues. After CCl4 administration,
an increase in lipid peroxidation products (MDA, LPO,
TBARS), an increase in DNA damage and an increase in
protein oxidation productwere found in kidneys. Oxidative
stress caused by excessive ROS production often leads to
kidney inflammation and fibrosis through various
signaling pathways. (Table 2) CCl4 also increases the pro-
duction of classic inflammatory cytokines such as IL-1, IL-
2, and TNF-α, but also increases the activity of caspase 9
and caspase 3, among the important enzymes of apoptosis,
defined as programmed cell death [5, 82, 83, 89–94]. Cas-
pases are involved in apoptosis subclassified by effect
mechanisms based on initiator caspases such as caspase 9
or caspase 3. CCl4 increases the activity of caspase 9 and
caspase 3, which can induce apoptosis by stimulating
proapoptotic Bax and inhibiting anti-apoptotic Bcl-2 pro-
teins [82]. Cytokines such as IL-1β, IL-2, IL-6, and TNF-α are
released by leukocytes and renal tubular cells and are
associated with inflammation pathogenesis in acute kid-
ney injury. Inflammatory processes aremainly activated by
NF-B, which practically modulates cytokine production
and thus increases the production of inflammatory cyto-
kines [21, 82, 93]. CCl4 makes histopathological changes in
kidney tissue. In the kidneys of CCl4-applied rats, histo-
pathological findings such as glomerular basement mem-
brane thickening, interstitial inflammation, cellular
infiltration, tubular cell swelling, vasocongestion,
pyknotic nucleus, medullary vascular congestion and
glomerular necrosis, atrophy, brush border loss, separa-
tion of epithelial cells in proximal, and distal tubules have
been indicated [22, 84, 90, 94, 95]. In recent years, various
studies have been conducted in the prevention and treat-
ment of CCl4-induced renal toxicity. As a result of these
studies, it has been seen that antioxidants have an
important role in reducing or removing renal toxicity.
Preventive effects of antioxidants against renal oxidative
stress induced by CCl4 have been attributed to high phenol
levels. Antioxidants used in the studies indicate that they
can protect against CCl4-induced nephrotoxicity by
increasing the activity of antioxidant enzymes or the levels
of non-enzymatic antioxidants (Table 2).

Neurotoxicity of CCl4

The brain is an important organ that assists the body’s
normal activities and contains various physiological
functions [96]. The fact that CCl4 is lipophilic enables it to
access to cells easily. Therefore, it is accumulated in many
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organs, including the brain [97–99]. On the other hand, the
facts that CCl4 is lipophilic lead it to cross the blood-brain
barrier, quickly taken up by the brain, accumulate in the
brain and thus lead to neurotoxicity [100, 101]. Various
CCl4 poisoning studies have been indicated that CCl4 cau-
ses free radical formation in many tissues including the
brain [102]. The brain is rich in polyunsaturated fatty acids
and is more susceptible to lipid peroxidation due to an
unusually high oxygen consumption rate. Polyunsaturated
fatty acids and aerobic metabolic activity of the brain in-
creases the sensitivity of this organ to peroxidative damage
induced by free radicals after CCl4 ingestion [103, 104].
Compared to other organs of the body, the brain’s antiox-
idant defense system activity is relatively lower and more
susceptible to oxidative stress [105]. The disadvantage of
the brain compared to the other organs is that it is not
capable of regenerating the damage caused by neuro-
inflammatory progressions resulting from increased ROS

production and that many neurotransmitters are autoxi-
dation to create ROS [101, 106]. Another opinion which
argues that the brain tissue is vulnerable to oxidative stress
or free radicals is about the fact that brain is rich in iron and
therefore playing a catalytic role in the production of
oxygen-free radicals [107]. This mechanism works as fol-
lows. CCl4 releases its neurotoxic effects through free
radical (•CCl3) which leads to membrane lipid peroxida-
tion. Free radicals produced from CCl4 and the main
molecule damage the endoplasmic reticulum, which leads
to the accumulation of lipids, decreased protein synthesis
andmixed-function oxidase activity [59, 101]. Peroxidation
of the membrane phospholipids causes the loss of mem-
brane integrity, an increase in inflammatory markers and
finally stimulated cell death [108, 109]. In addition to
inhibiting the activities of antioxidant enzymes such as
SOD, GSH-Px, CAT based on CCl4 toxicity, the indicators of
processing towards the oxidative stress in

Table : Protective effects of antioxidants against CCl-induced nephrotoxicity.

Animal
model

Organ Treatment Outcomes Effect References

Rats (CCl,
 mL/kg
b.w)

Kidney Ferulic acid SOD↑, CAT↑, GSH-Px↑, TBARS↓, HO↓, PC↓,
GST↑

Ferulic acid effectively quenches free
radicals, inhibits lipid peroxida-
tion and improves antioxidant
status in tissues.

[]

Mice (CCl,
 mL/
kg, i.p)

Kidney Allium jesdianum
Boiss

BUN↓, Creatinine↓, CAT↑, GST↑, MDA↓, GST↑ Application of the hydroalcoholic
extract of Allium jesdianum Boiss
mayprevent nephrotoxicity caused
by CCl.

[]

Mice (CCl,
 mg/
kg)

Kidney Glycyrrhiza glabra L
(GG)

WBC↓, RBC↑, Urea↓, Creatinine↓, SOD↑, CAT↑ GG has a nephroprotective effect and
has indicated that it can be used to
improve structural changes in the
kidney due to CCl-induced
toxicity.

[]

Mice (CCl,
. mL/
kg)

Kidney Zingerone BUN↓, Creatinine↓, SOD↑, CAT↑,GSH-Px↑,
TBARS↓, GST↑, GSR↑, IL-β↓, IL-↓, TNFα↓

Zingerone significantly alleviated
CCl-induced renal toxicity.

[]

Rats (CCl,
 mL/kg
b.w/i.p)

Kidney Rutin Urea↓, Creatinine↓, Uric acid↓, ↓SOD↑,
CAT↑,GSH-Px↑, MDA↓

Rutin partly overcame CCI-induced
nephrotoxicity by showing antiox-
idant effect.

[]

CCl
( mL/
kg b.w)

Kidney Sonchus asper (SA) Urea↓,Creatinine↓,Creatinine clearance↑,
Protein↓, Albumin↓, Urobilinogen↓, SOD↑,
CAT↑, GSH-Px↑, TBARS↓ HO↓, GST↑,
GSR↑

SA protects kidneys by relieving
CCl-induced oxidative stress in
rats.

[]

CCl
( mL/
kg b.w)

Kidney Raphanus sativus
Seeds (RSME)

Urea↓, Albumin↓, Creatinine↓, Protein↓,
SOD↑, CAT↑, GSH-Px↑, GST↑, HO↓,
TBARS↓, GST↑, GSR↑

RSME shows that it can relieve the
damageoccurreddue to CCl in the
renal tissue of rats.

[]

Rats (CCl,
 mL/
kg)

Kidney Curcumin + Vitamin E Urea↓, Albumin↓, Creatinine↓, T. Protein↓,
SOD↑, CAT↑, GSH-Px↑, GST↑, TBARS↓,
HO↓, PC↓, GST↑

Vitamin E and curcumin combination
can be considered as an important
combination in fighting against
potentially oxidative stress and
CCl-induced nephrotoxicity.

[]
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neurodegenerative diseases decrease in GSH level and in-
crease in lipid peroxidation product MDA and NO levels
[110, 111] (Table 3). The findings on the effect of CCl4 on
acetylcholinesterase (AChE) enzyme are different. Some
studies have reported that CCl4 decreases AChE activity [6,
112, 113] and some studies have reported that CCl4 increases
AChE activity [107]. In fact, there are contradictions. AChE
plays a role in the hydrolysis inside the choline of the
acetylcholine, which is a basic neurotransmitter of the
central nervous system. Acetylcholine (ACh) is the main
neurotransmitter of the cholinergic system associated with
cognitive functions such as spatial and episodic memory,
working memory, learning, and modulation of cerebral
blood flow. In some neurological disorders, such as Alz-
heimer’s disease, acetylcholinesterase is excessively acti-
vated in the synapses, thereby acetylcholine levels in the
brain significantly reduce, leading to impaired neuro-
transmission and thus memory loss and other adverse ef-
fects [114–116]. The AChE enzyme is a target of carbamates
used as pesticides and organophosphates (insecticides and
nerve agents) in the treatment of Alzheimer’s disease
(approved drugs such as donepezil, rivastigmine, and
galantamine), and these are inhibitors of AChE enzyme
[117]. While organophosphates and carbamates bind irre-
versibly to the AChE enzyme, reversible binding of the
drugs used in the treatment of Alzheimer’s disease to the
AChE enzyme makes them advantageous. After all, drugs
used in the treatment of Alzheimer’s disease are not suc-
cessful enough. Although there are different views, the
AChE enzyme is targeted and altered by CCl4 in both con-
ditions [117]. CCl4 increases inflammation. Pro-
inflammatory mediators have been found to increase
levels of TNF-α, IL-1β, IL-6, and TGF-1β [118, 119]. CCl4
application is a neurotoxic agent that reduces antioxidant
capacity in brain tissue and leads to increased inflamma-
tion (Table 3). To summarize, CCl4 exposure of brain tissue
causes oxidative stress due to disruption of balance in pro-
oxidant/antioxidant homeostasis in neurons. Oxidative
stress causes free radical formation, which is potentially
toxic for neurons. Excessive free radical formation dam-
ages neuron loss and lipids, proteins and DNA, which
trigger axonal damage, so free radicals cause neurotox-
icity. Oxidative stress plays a role in the progression of
Alzheimer’s disease, Huntington disease, Spinocerebellar
ataxia, amyotrophic lateral sclerosis, Parkinson’s disease,
Alzheimer’s disease and other neurodegenerative diseases.
Also, Free radicals contribute to protein misfolding, glia
cell activation, mitochondrial dysfunction, and then

cellular apoptosis. Antioxidants neutralize the harmful
effects of CCl4-induced free radicals on neurons. Some
antioxidants pull the parameters to physiological limits by
modulating biochemical changes in neurons [15, 120, 121]
(Table 3).

CCl4-induced testicular toxicity

Testicles produce sperm by balancing the self-renewal
and differentiation of spermatogonial stem cells during
male reproductive life [125]. Male sexual dysfunction is
caused by various problems related to alcoholism, some
drugs, aging, drug addiction, and smoking, sperm con-
centration caused by toxic chemicals, motility, and hor-
monal imbalance [126, 127]. Heavy metals such as lead,
cadmium, and uranium have a similar effect on testicles
that disrupt spermatogenesis through mechanisms
involving the induction of lipid peroxidation, depletion of
ROS cleansers, and disruption of testicular antioxidant
enzyme activity [128].Studies have shown that both
oxidative stress and changes in the antioxidant enzyme
system are the two most important factors leading to
reproductive dysfunction [129] (Table 4). One of the target
organs in CCl4 toxicity is the testicle, the reproductive
organ [130]. In neonatal rats exposed to CCl4 by oral and
inhalation, decreased chance of survival in newborns,
decreased fertility in rats, decreased sperm production in
male rats, and degenerative changes in testicles have
been observed [131]. In experimental studies, it has been
reported that low or high dose CCl₄ exposure causes
oxidative tissue damage and lipid peroxidation in testi-
cles, oxidative DNA damage, DNA insertions, chromo-
somal abnormalities, and genetic mutations. Besides, it
has been also indicated that histopathological changes in
testicular tissue occurred due to CCl4 toxicity. Oxidative
stress is considered to be one of the main causes of DNA
damage in germ cells. Normally, the male has a balance
between the reproductive system, ROS formation, and
antioxidant activity. However, increased ROS in sperm
disrupts sperm or seminal plasma antioxidant defense
mechanisms and may cause oxidative stress. CCl₄
decreased GSH-Px and CAT levels while increasing the
MDA level. Antioxidants reduced MDA, H2O2, TBARS, and
ROS, which are markers of oxidative stress in testicular
tissue, and increased the activities of SOD, CAT, GSH-px,
GR antioxidant enzymes [75, 132–134] (Table 4). The
development of spermatozoa, from spermatogonial stem
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cells, is regulated by various hormones and this process is
controlled by the hypothalamic-pituitary-testicular axis.
ROS accumulation in the testicles induces hypogonadism
[133]. Peroxidation of sperm lipids destroys the structure
of the lipid matrix in the membranes of the spermatozoa
and it is associated with rapid intracellular ATP loss
leading to axonemal damage, decreased sperm motility
and increased mid-piece morphological defects [135].
Spermatozoa require a high PUFA content to provide the
necessary fluidity to the plasma membrane during fertil-
ization. However, this makes spermatozoa particularly
vulnerable to ROS attacks, which are associated with
decreased fertility [135–139]. CCl4 has indicated seminif-
erous tubule necrosis, edema, and fiber accumulation,
also slope and damage in walls. These effects are thought
to result from the production of oxygen radicals that
exceed the antioxidant capacity of stressed tissue. As a
result of CCl4-induced toxicity, a significant increase was
observed in the percentage of abnormalities in sperm
head morphology [140]. Seminal ROS reduces sperm
motility and disrupts sperm morphology. Kalla and Ban-
sal observed severe spermatogenic cycle destruction,
including loss of germinal epithelium, empty germ cells,
and constriction in tubular structures after the 20th day of

initiation of CCl4 in rats [141]. CCl4 caused germ cell loss in
seminiferous tubules of rat testicles, inhibition of mitosis,
partial disappearance of the interstitium, and structural
deterioration of sertoli cells [142]. CCl4 application causes
significant decreases in body weight and weights of tes-
ticles, epididymides and accessory sex glands, as well as
reducing Follicle Stimulating Hormone (FSH), Luteinizing
Hormone (LH) and testosterone levels (Table 4). It also
increases estrogen and prolactin levels. In the male
reproductive system, prolactin and estrogens antagonize
the effects of testosterone, causing infertility in males
[143]. High levels of estrogen may directly affect sper-
matogenesis through the disruption of gonadal atrophy
secretion. Hyperstimulation of hypothalamic estrogen
receptors may affect the gonadotrophin-releasing hor-
mone (GnRH) pulse, which directly regulates GnRH gene
expression at the GnRH neuron level. It can be induced by
stimulating P450, which catalyzes the production of es-
trogen from androgen. Besides, it has been explained that
testosterone secretion may be impaired by excessive
oxidative stress and degeneration of Leydig cells [75, 132,
144, 145]. In CCl4 application, significant histopatholog-
ical findings such as necrosis, degeneration, desquama-
tion, organism, reduction in germinal cells,

Table : Protective effects of antioxidants against CCl-induced neurotoxicity.

Animal model Organ Treatment Outcomes Effect References

Rats (CCl, mL/
kg b.w)

Brain Pleurotus ostreatus SOD↑, CAT↑, GSH-Px↑ Extract of P. ostreatus relieves the
oxidative damage caused by CCl in
the brain of Wistar rats.

[]

Rats (CCl) Brain Aqueous extract of
Bryophyllum pinna-
tum (AEFP)

SOD↑, CAT↑, AChE↑, ADA↑,
GSH-Px↑, NO↓, MDA↓,
TSH↑, NSPH↑

AEBP’s ability to destroy free radicals
demonstrates its preventive role
against short-term memory effect
caused by CCl.

[]

Rats (CCl, %
solution,
. mL/kg
p.o.)

Brain Alcesefoliside SOD↑, CAT↑, GSH-Px↑,
AChE↑, MDA↓, GST↑

Alcesefoliside has a neuroprotective ef-
fect against CCl-induced brain
toxicity in rats.

[]

Rats (CCl, mL/
kg /b.w)

Brain Flaxseed oil SOD↑, CAT↑,GSH-Px↑, GST↑,
NO↓, MDA↓, TNF-α↓, IL-
↓, TGF-β↓, IL-β↓

Flaxseed oil has indicated antioxidant
and anti-inflammatory effects against
CCl toxicity.

[]

Rats (CCl, mL/
kg/b.w)

Brain Grape seed oil (GSO) SOD↑, CAT↑, GSH-Px↑,
GST↑, NO↓, MDA↓, TNF-
α↓, IL-↓, TGF-β↓

GSO has a neuroprotective effect
against CCl-induced brain injury.

[]

Rats (CCl,
 mL/kg, i.p)

Cerebrum,
Cerebellum

Vanillin SOD↑, CAT↑, AChE ↓,GST↑,
NO↓, MDA↓

Vanillin blocks the oxidative brain injury
caused by CCl in rats.

[]

Rats (CCl, mL/
kg)

Brain Watermelon juice or
ursodeoxycolic acid
(UDCA)

MDA↓ Watermelon juice protects brain tissue
from CCl toxicity.

[]

Rats (CCl, mL/
kg b.w)

Brain Cape gooseberry
(Physalis juice)

SOD↑, CAT↑,GSH-Px↑, GST↑,
GR↑

Physalis juice can be effective in pre-
venting neurotoxicity and shows
antioxidant and anti-apoptosis
properties.

[]
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spermatogenesis arrest, and significant decreases in ST,
GCLT and Johnsen’s testicle score diameters were deter-
mined. It causes histopathological damage in the testicles
and an increase in the apoptotic index of the testicles
[146]. It has been indicated that CCl4 increased the number
of caspase 3 positive cells in rat testicles. This shows that
themechanismof cell death involves caspase 3 activation.
Massive necrosis in the testicles and, consequently,
oxidative stress activate caspase 3 and increase apoptosis
[127]. Some antioxidants have been used to prevent
testicular oxidative stress, hormonal disorders,
apoptosis, and sperm abnormalities. These antioxidants
have been shown to prevent oxidative stress, hormonal
disorders, apoptosis, and sperm abnormalities. The
removal of ROS from the testicles has been attributed to
the presence of phenolic and polyphenolic compounds
that may have different functional properties, such as
prevention of the formation of free radicals and chain-
breaking activity [145] (Table 4).

Conclusion

CCl4 is strong toxic in the kidney, testicle, brain, heart,
lung, other tissues, and particularly in the liver. It disrupts
the functions of these tissues. CCl4 is a strong hepatoxic,
nephrotoxic, and prooxidant agent widely used to induce
hepatotoxicity and to create models of hepatocellular
carcinoma, hepatic fibrosis/cirrhosis and liver injury, and
chemical hepatitis, renal failuremodel, and nephrotoxicity
model in experimental animals (Figure 2). CCl4 is an
important source of free radicals. Excess free radicals in the

cell can lead to many harmful effects, including lipid per-
oxidation, DNA modification and protein oxidation,
resulting in cell damage, increased inflammation,
apoptosis and cell death. The way to reduce or eliminate
these CCl4-induced negative effects is the antioxidants that
act as shields. It is promising because of antioxidants
extracted from plants, rich sources, low diversity side ef-
fects from all antioxidants investigated in CCl4 toxicity. In
the future, Antioxidants can be used as a therapeutic
strategy to strengthen effective treatment against sub-
stances with high toxicity such as CCl4 and increase the
antioxidant capacity of cells.

Highlights

What is current knowledge?
– CCl4 is free radical source and a strong toxic substance.
– CCl4 is the cause of oxidative stress, mitochondrial

stress, endoplasmic reticulum stress.

What is new here?
– Promising targets have been reviewed in reducing and

treating the toxicity of CCl4.
– Antioxidant compounds react with free radicals from

CCl4 and are involved in reducing cell damage. Thus,
antioxidant intake can help maintain normal physio-
logical function.
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14. Fournet M, Bonté F, Desmoulière A. Glycation damage: a possible
hub for major pathophysiological disorders and aging. Aging Dis
2018;9:880.

15. Cenini G, Lloret A, Cascella R. Oxidative stress in
neurodegenerative diseases: from a mitochondrial point of view.
Oxid Med Cell Longev 2019;2019:2105607.

16. Vistoli G, de Maddis D, Cipak A, Zarkovic N, Carini M, Aldini G.
Advanced glycoxidation and lipoxidation end products (AGEs and
ALEs): an overview of their mechanisms of formation. Free Radic
Res 2013;47:3–27.

17. Wu D, Cederbaum AI. Alcohol, oxidative stress, and free radical
damage. Alcohol Res Health 2003;27:277. 15540798.

18. Davies MJ. Protein oxidation and peroxidation. Biochem J 2016;
473:805–25.

19. Nelson BC, Dizdaroglu M. Implications of DNA damage and DNA
repair on human diseases. Mutagenesis 2020;35:1–3.

20. Halliwell B. Oxidative stress in dermatology. In: Oxygen species
in pathology with special reference to the skin. Marcel Dekker,
Inc., New York; 1993:3–11 p.

21. Manna P, Sinha M, Sil PC. Aqueous extract of Terminalia arjuna
prevents carbon tetrachloride induced hepatic and renal
disorders. BMC Compl Alternative Med 2006;6:33.

22. Kalantari H, PajouMD, Kheradmand P, GoodarzianM, Zeidooni L.
Nephroprotective effect of hydroalcoholic extract allium
jesdianum boiss against carbon tetrachloride induced
nephrotoxicity via stress oxidative inmice. Pharmaceut Sci 2018;
24:89–96.

23. Bhattacharyya A, Chattopadhyay R, Mitra S, Crowe SE. Oxidative
stress: an essential factor in thepathogenesis of gastrointestinal
mucosal diseases. Physiol Rev 2014;94:329–54.

24. Torres-Cuevas I, Parra-Llorca A, Sánchez-Illana A, Nuñez-Ramiro
A, Kuligowski J, Cháfer-Pericás C, et al. Oxygen and oxidative
stress in the perinatal period. Redox Biol 2017;12:674–81.

25. Zorov DB, Juhaszova M, Sollott SJ. Mitochondrial reactive oxygen
species (ROS) and ROS-induced ROS release. Physiol Rev 2014;
94:909–50.

26. Unsal V. Natural phytotherapeutic antioxidants in the treatment of
mercury intoxication-A review. Adv Pharmaceut Bull 2018;8:365.

27. Southorn PA, Powis G. Free radicals in medicine. I. Chemical
nature and biologic reactions. Mayo Clin Proc 1988;63:381–9.

28. Poljsak B, Šuput D, Milisav I. Achieving the balance between
ROS.and antioxidants: when to use the synthetic antioxidants.
Oxid Med Cell Longev 2013;2013:956792.

29. Nordberg J, Arner ES. Reactive oxygen species, antioxidants, and
themammalian thioredoxin system. Free Radic BiolMed 2001;31:
1287–312.

30. Kietzmann T, Gorlach A. Reactive oxygen species in the control of
hypoxia-inducible factor-mediated gene expression. Semin Cell
Dev Biol 2005;16:474–86.

31. Yang CL, Lin Y, Liu K, Peng W, Hsu C. Hepatoprotective
mechanisms of taxifolin on carbon tetrachloride-induced acute
liver injury in mice. Nutrients 2019;11:2655.

32. Malhotra JD, Kaufman RJ. Endoplasmic reticulum stress and
oxidative stress: a vicious cycle or a double-edged sword?.
Antioxid Redox Sign 2007;9:2277–93.

33. Murphy MP. Howmitochondria produce reactive oxygen species.
Biochem J 2009;417:1–13.

34. Zhu M, Jiang Y, Wu H, Shi W, Lu G, Cong D, et al. Gambogic acid
shows anti-proliferative effects on non-small cell lung cancer
(NSCLC) cells by activating reactive oxygen species (ROS)-
induced endoplasmic reticulum (ER) stress-mediated apoptosis.
Med Sci Mon 2019;25:3983.

35. Kilany OE, El-Beltagy MA, El-Sherbeeny NA. Tribulus terrestris
ameliorates carbon tetrachloride-induced hepatotoxicity in male
rats through suppression of oxidative stress and inflammation.
Environ Sci Pollut Res 2020. https://doi.org/10.1007/s11356-
020-08826-w.

36. Slama K, Boumendjel M, Taibi F, Boumendjel A, Messarah M.
Atriplex halimus aqueous extract abrogates carbon
tetrachloride-induced hepatotoxicity by modulating
biochemical and histological changes in rats. Arch Physiol
Biochem 2020;126:49–60.

37. Abd-Elhakim YM, Ghoneim MH, Khairy MH, Eissa SA. Single or
combined protective and therapeutic impact of taurine and
hesperidin on carbon tetrachloride-induced acute hepatic injury
in rat. Environ Sci Pollut Control Ser 2020;27:1–14.

38. Vijayakumar K, Anand AV. Protective effects of Psidium guajava
and its isolated fraction on CCl4 induced oxidative stress. Indian J
Clin Biochem 2019;34:324–9.

39. Zhou D, Shao L, Spitz DR. Advances in cancer research. In:
Reactive oxygen species in normal and tumor stem cells. San
Diego: Academic Press; 2014, 122:1–67 p.

40. Nimse SB, Pal D. Free radicals, natural antioxidants, and their
reaction mechanisms. RSC Adv 2015;5:27986–8006.

41. He L, He T, Farrar S, Ji L, Liu T, Ma X. Antioxidants maintain
cellular redox homeostasis by elimination of reactive oxygen
species. Cell Physiol Biochem 2017;44:532–53.

Unsal et al.: Toxicity of carbon tetrachloride 291

https://doi.org/10.1007/s11356-020-08826-w
https://doi.org/10.1007/s11356-020-08826-w


42. Jha JC, Banal C, Chow BS, CooperME, Jandeleit-Dahm K. Diabetes
and kidney disease: role of oxidative stress. Antioxid Redox Sign
2016;25:657–84.

43. Badiea EA, Sayed AA,MagedM, FouadWM, SaidMM, Esmat AY. A
novel thermostable and halophilic thioredoxin reductase from
the Red Sea Atlantis II hot brine pool. PloS One 2019;14. https://
doi.org/10.1371/journal.pone.0217565.

44. Lobo V, Patil A, Phatak A, Chandra N. Free radicals, antioxidants
and functional foods: impact on human health. Pharmacogn Rev
2010;4:118–26.

45. Sang MS, Ji HY, Sung HK. Role of the Nrf2-ARE pathway in liver
diseases. Oxid Med Cell Longev 2013;2013:763257.

46. Nagata K, Suzuki H, Sakaguchi S. Common pathogenic
mechanism in development progression of theliver injury caused
by non-alcoholic or alcoholic steatohepatitis. J Toxicol Sci 2007;
32:453–68.

47. Chopra S, SaxenaR. Drug-induced liver injury—perspectives from
pathology. Curr Pharmacol Rep 2018;4:182–92.

48. Xu P, Yao J, Ji J, Shi H, Jiao Y, Hao S. Deficiency of apoptosis-
stimulating protein 2 of p53 protectsmice from acute hepatic injury
induced by CCl4 via autophagy. Toxicol Lett 2019;316:85–93.

49. Li X,Wang L, Chen C. Effects of exogenous thymosin β4 on carbon
tetrachloride-induced liver injury and fibrosis. Sci Rep 2017;7:
5872.

50. Boll M, Weber L, Becker E, Stampfl A. Mechanism of carbon
tetrachloride-induced hepatotoxicity. Hepatocellular damage by
reactive carbon tetrachloride metabolites. Z Naturforsch C J
Biosci 2001;56:649–59.

51. PlanagumáA, Clária J, Miquel R, López-ParraM, Titos E,Masferrer
J, et al. The selective cyclooxygenase-2 inhibitor SC-236 reduces
liver fibrosis by mechanisms involving non-parenchymal cell
apoptosis and PPAR gamma activation. FASEB J 2005;19:1120–2.

52. Koyama Y, Brenner DA. Liver inflammation and fibrosis. J Clin
Invest 2017;127:55–64.

53. Recknagel RO, Glende EA, Dolak JA, Waller RL. Mechanisms of
carbon tetrachloride toxicity. Pharmacol Ther 1989;43:139–54.

54. Lee HY, Lee GH, Yoon Y, Chae HJ. R. verniciflua, E. ulmoides
Extract (ILF-RE) protects against chronic CCl4-induced liver
damage by enhancing antioxidation. Nutrients 2019;11:382.

55. Tsuchida T, Lee Y, Fujiwara N, YbanezM, Allen B, Martin S, et al. A
simple diet-and chemical-inducedmurineNASHmodelwith rapid
progression of steatohepatitis, fibrosis and liver cancer. J
Hepatol 2018;69:385–95.

56. Dutta S, et al. Amelioration of CCl4 induced liver injury in swiss
albino mice by antioxidant rich leaf extract of Croton
bonplandianus Baill. PloS One 2018;13:e0196411.

57. Sahreen S, Khan MR, Khan R. A Ameliorating effect of various
fractions of Rumex hastatus roots against hepato-and testicular
toxicity caused by CCl4. OxidMedCell Longev 2013;2013:325406.
[Epub 2013 May 14].

58. Huang X, et al. Extract of Averrhoacarambola L.(Oxalidaceae)
roots ameliorates carbon tetrachloride-induced hepatic fibrosis
in rats. Biomed Pharmacother 2020;121:109516.

59. Khan RA, Khan MR, Sahreen S. CCl4-induced hepatotoxicity:
protective effect of rutin on p53, CYP2E1 and the antioxidative
status in rat. BMC Compl Alternative Med 2012;12:178.

60. Hafez MM, Al-Harbi N, Al-Hoshani A, Al-Hosaini K, Al Shrari S, Al
Rejaie S, et al. Hepato-protective effect of rutin via IL-6/STAT3
pathway in CCl4-induced hepatotoxicity in rats. Biol Res 2015 Jun
11;48:30.

61. Sun J, Wu Y, Long C, He P, Gu J, Yang L, et al. Anthocyanins
isolated fromblueberry ameliorates CCl4 induced liverfibrosis by
modulation of oxidative stress, inflammation and stellate cell
activation in mice. Food Chem Toxicol 2018;120:491–9.

62. Zamzami MA, Baothman OA, Samy F, Abo-Golayel MK.
Amelioration of CCl4-induced hepatotoxicity in rabbits by
lepidium sativum seeds. Evid Based Complement Alternat Med
2019;2019:5947234.

63. Hefnawy TM, Mohammed FR. Protective effects of Lactuca sativa
ethanolicextract on carbon tetrachloride induced oxidative
damage in rats. Asian Pac J Trop Dis 2013;3:277–85.

64. Sun F, Hamagawa E, Tsutsui C, Ono Y, Ogiri Y, Kojo S. Evaluation
of oxidative stres during apoptosis and necrosis caused by
carbon tetrachloride in rat liver. BiochimBiophys Acta 2001;1535:
186–91.

65. Unsal V, Dalkiran T, Çiçek M, Kölükçü E. The role of natural
antioxidants against reactive oxygen species produced by cadmium
toxicity: a review. Adv Pharmaceut Bull 2020;10:184–202.

66. Hernández-Aquino E, Quezada-Ramírez MA, Silva-Olivares A,
Casas-Grajales S, Ramos-Tovar E, Flores-Beltrán RE, et al.
Naringenin attenuates the progression of liver fibrosis via
inactivation of hepatic stellate cells and profibrogenic pathways.
Eur J Pharmacol 2019;865:172730.

67. Sinha K, Das J, Pal PB, Sil PC. Oxidative stress: the mitochondria-
dependent and;mitochondria-independent pathways of
apoptosis. Arch Toxicol 2013;87:1157–80.

68. Lin SY, Dan X, Du XX, Ran CL, Lu X, Ren SJ, et al. Protective effects
of salidroside against carbon tetrachloride (CCl4)-induced liver
injury by initiatingmitochondria to resist oxidative stress inmice.
Int J Mol Sci 2019;20:3187.

69. Tacke F, Trautwein C. Mechanisms of liver fibrosis resolution. J
Hepatol 2015;63:1038–9.

70. Lin X, Huang R, Zhang S, Zheng L, Wei L, He M, et al. Methyl
helicterate protects against CCl4-induced liver injury in rats by
inhibiting oxidative stress, NF-kappaB activation, Fas/FasL
pathway and cytochromeP4502E1 level. Food ChemToxicol 2012;
50:3413–20. PMID22889900.

71. Li G, Han C, Xu L, Lim K, Isse K, Wu T. Cyclooxygenase-2 prevents
fas-induced liver injury through up-regulation of epidermal
growth factor receptor. Hepatology 2009;50:834–43.

72. Zai JA, Khan M, Mughal Z, Batool R, Naz I, Maryam S, et al.
Methanol extract of Iphiona aucheri ameliorates CCl4 induced
hepatic injuriesby regulation of genes in rats. Toxicol Res 2019;8:
815–32.

73. Al-RasheedNM, Fadda LM, Ali HM, Abdel BakyNA, El-Orabi NF, Al-
Rasheed NM, et al. New mechanism in the modulation of carbon
tetrachloride hepatotoxicity in rats using different natural
antioxidants. Toxicol Mech Methods 2016;26:243–50.

74. Manna P, Bhattacharyya S, Das J, Ghosh J, Sil PC.
Phytomedicinal role of Pithecellobium dulce against CCl4-
mediated hepatic oxidative impairments and necrotic cell
death. Evid Based Complement Alternat Med 2011;2011:17.
Article ID 832805.

75. Foaud MA, Kamel AH, El-Monem DDA. The protective effect of
N-acetyl cysteine against carbon tetrachloride toxicity in rats. J
Basic Appl Zool 2018;79:14.

76. Ferguson MA, Vaidya VS, Bonventre JV. Biomarkers of
nephrotoxic acute kidney injury. Toxicology 2008;245:182–93.

77. KimSY,MoonA. Drug-induced nephrotoxicity and its biomarkers.
Biomol Ther (Seoul) 2012;20:268–72.

292 Unsal et al.: Toxicity of carbon tetrachloride

https://doi.org/10.1371/journal.pone.0217565
https://doi.org/10.1371/journal.pone.0217565


78. BicalhoMD, Soares DB, Botoni FA, Reis AMM,MartinsMAP. Drug-
induced nephrotoxicity and dose adjustment recommendations:
agreement among four drug information sources. Int J Environ
Res Publ Health 2015;12:11227–240.

79. Brosius FC, Alpers CE, Bottinger EP, Breyer MD, Coffman TM,
Gurley SB, et al. Mouse models of diabetic nephropathy. JASN (J
Am Soc Nephrol) 2009;20:2503–12.

80. Zangeneh MM, Zangeneh A, Tahvilian R, Moradi R. Evaluation of
the nephroprotective effect of Glycyrrhiza glabra L aqueous
extract on CCl4-induced nephrotoxicity in mice. Comp Clin Pathol
2018;27:1119–26.

81. Khan MR, Zehra H. Amelioration of CCl4-induced
nephrotoxicity by Oxalis corniculata in rat. Exp Toxicol
Pathol 2013;65:327–34.

82. Safhi MM. Nephroprotective effect of Zingerone against CCl4-
induced renal toxicity in Swiss albino mice: molecular
mechanism. Oxid Med Cell Longev 2018;2018:2474831.

83. Elsawy H, Badr GM, Sedky A, Abdallah BM, Alzahrani AM, Abdel-
Moneim AM. Rutin ameliorates carbon tetrachloride (CCl4)-
induced hepatorenal toxicity and hypogonadism in male rats.
Peer J 2019;7:e7011.

84. Alm-Eldeen AA, El-Naggar S, El-Boray K, Elgebaly H, Osman I.
Protective role of Commiphora molmol extract against liver and
kidney toxicity induced by carbon tetrachloride in mice. Trop J
Pharmaceut Res 2016;15:65–72.

85. Khan RA, Khan MR, Sahreen S, Bokhari J. Prevention of CCl4-
induced nephrotoxicity with Sonchus asper in rat. Food Chem
Toxicol 2010;48:2469–76.

86. Shehzadi I, Shah N, Khan M, Shuaib M, Shah M, Khan A, et al. In
vivo antioxidant potential of raphanus sativus seeds in rat kidney
against CCl4-induced toxicity. Pol J Environ Stud 2020;29:277–84.

87. Ogeturk M, Kus I, Kavakli A, Oner J, Kukner A, Sarsilmaz M.
Reduction of carbon tetrachloride-induced nephropathy by
melatonin administration. Mol Cell Biochem 2005;23:85–92.

88. El-kholy TA, Hassanen NHM, Abbas HY. Protection of the
mushroom (shiitake "Lentinus-edodes) against carbon-
tetrachloride-induced renal injury in rats. Life Sci J 2013;10:
1701–8.

89. Brentnall M, Rodriguez ML, De Guevara RL, Cepero E, Boise LH.
Caspase-9, caspase-3 and caspase-7 have distinct roles during
intrinsic apoptosis. BMC Cell Biol 2013;4:32.

90. Adewole SO, Salako AA, Doherty OW, Naicker T. Effect of
melatonin on carbon tetrachloride-induced kidney injury in
wistar rats. Afr J Biomed Res 2007;10:153–64.

91. MacFarlane M, Williams AC. Apoptosis and disease: a life or
death decision. EMBO Rep 2004;5:674–8.

92. Honda T, Hirakawa Y, NangakuM. The role of oxidative stress and
hypoxia in renal disease. Kidney Res Clin Pract 2019;38:414.

93. Ramesh G, Reeves WB. Inflammatory cytokines in acute renal
failure. Kidney Int 2004;66:S56–61.

94. Ozturk F, Ucar M, Ozturk IC, Vardi N, Batcioglu K. Carbon
tetrachloride-induced nephrotoxicity and protective effect of
betaine in Sprague-Dawley rats. Urology 2003;62:353–6.

95. Venkatanarayana G, Sudhakara G, Sivajyothi P, Indira P.
Protective effects of curcumin and vitamin E on carbon
tetrachloride-induced nephrotoxicity in rats. EXCLI J 2012;11:
641–50. eCollection 2012. PMID: 27847452.

96. Tottenham N. Early adversity and the neotenous human brain.
Biol Psychiatr 2020;87:350–8.

97. Sanzgiri UY, Srivatsan V, Muralidhara S, Dallas CE, Bruckner JV.
Uptake, distribution, and elimination of carbon tetrachloride in
rat tissues following inhalation and ingestion exposures.
Toxicol Appl Pharmacol 1997;143:120–9.

98. Basu S. Carbon tetrachloride-induced lipid peroxidation:
eicosanoid formation and their regulation by antioxidant
nutrients. Toxicology 2003;189:113–27.

99. Zhang QH, Wu CF, Duan L, Yang JY. Protective effects of total
saponins from stem and leaf of Panax ginseng against
cyclophosphamide-induced genotoxicity and apoptosis in
mouse bonemarrow cells and peripheral lymphocyte cells. Food
Chem Toxicol 2008;46:293–302.

100. Risal P, Hwang P, Yun B, Yi H, Cho B, Jang K, et al. Hispidin
analogue davallialactone attenuates carbon tetrachloride-
induced hepatotoxicity in mice. J Nat Prod 2012;75:1683–9.

101. Anadozie SO, Akinyemi JA, Adewale OB, Isitua CC. Prevention of
short-term memory impairment by Bryophyllum pinnatum
(Lam.) Oken and its effect on acetylcholinesterase changes in
CCl4-induced neurotoxicity in rats. J Basic Clin Physiol
Pharmacol 2019;30. https://doi.org/10.1515/jbcpp-2018-0161.

102. Ismail AFM, Essawy MMT, Salem AAM. Protective effect of grape
seed oil against CCl4 induced oxidative stress in rat brain. J
Photochem Photobiol, B 2016;160:1–10.

103. Kitajka K, Puskás LG, Zvara A, Hackler L, Jr, Barceló-Coblijn G,
Yeo YK, et al. The role of n-3 polyunsaturated fatty acids in brain:
modulation of rat brain gene expression by dietary n-3 fatty
acids. Proc Natl Acad Sci U S A 2002;99:2619–24.

104. Ritesh KR, Suganya A, Dileepkumar HV, Rajashekar Y,
Shivanandappa T. A single acute hepatotoxic dose of CCl4
causes oxidative stress in the rat brain. Toxicol Rep 2015;2:
891–5.

105. UttaraB, SinghAV, Zamboni P,MahajanRT. Oxidative stress and
neurodegenerative diseases: a review of upstream and
downstream antioxidant therapeutic options. Curr
Neuropharmacol 2009;7:65–74.

106. Friedman J. Oxidative stress and free radical damage in
neurology. In: Why is the nervous system vulnerable to oxidative
stress? Springer Humana Press, New York; 2011:19–27 p.

107. Jayakumar T, Sakthivel M, Thomas PA, Geraldine P. Pleurotus
ostreatus, an oyster mushroom, decreases the oxidative stress
induced by carbon tetrachloride in rat kidneys, heart and brain.
Chem Biol Interact 2008;176:108–20.

108. Halliwel B. Oxidative stress and neurodegeneration: where are
we now? J Neurochem 2006;97:1634–58.

109. Botsoglou NA, Taitzoglou IA, Botsoglou E, Lavrentiadou SN,
Kokoli AN, Roubies N. Effect of long-term dietary administration
of oregano on the alleviation of carbon tetrachloride-induced
oxidative stress in rats. J Agric Food Chem 2008:6287–93.
https://doi.org/10.1021/jf8003652.

110. Sayre LM, Perry G, SmithMA. Oxidative stress and neurotoxicity.
Chem Res Toxicol 2008;21:172–88.

111. Szymonik-Lesiuk S, Czechowska G, Stryjecka-Zimmer M,
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