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Abstract: Cadmium (Cd) imparts nephrotoxicity via triggering oxidative stress and pathological
signal transductions in renal cells. The present study was performed to explore the protective
mechanism of carnosic acid (CA), a naturally occurring antioxidant compound, against cadmium
chloride (CdCl2 )-provoked nephrotoxicity employing suitable in vitro and in vivo assays. CA (5 µM)
exhibited an anti-apoptotic effect against CdCl2 (40 µM) in normal kidney epithelial (NKE) cells
evidenced from cell viability, image, and flow cytometry assays. In this study, CdCl2 treatment enhanced
oxidative stress by triggering free radical production, suppressing the endogenous redox defence system,
and inhibiting nuclear factor erythroid 2-related factor 2 (Nrf2) activation in NKE cells and mouse kidneys.
Moreover, CdCl2 treatment significantly endorsed apoptosis and fibrosis via activation of apoptotic
and transforming growth factor (TGF)-β1/mothers against decapentaplegic homolog (Smad)/collagen
IV signalling pathways, respectively. In contrast, CA treatment significantly attenuated Cd-provoked
nephrotoxicity via inhibiting free radicals, endorsing redox defence, suppressing apoptosis, and inhibiting
fibrosis in renal cells in both in vitro and in vivo systems. In addition, CA treatment significantly
(p < 0.05–0.01) restored blood and urine parameters to near-normal levels in mice. Histological findings
further confirmed the protective role of CA against Cd-mediated nephrotoxicity. Molecular docking
predicted possible interactions between CA and Nrf2/TGF-β1/Smad/collagen IV. Hence, CA was found to
be a potential therapeutic agent to treat Cd-mediated nephrotoxicity.
Keywords: antioxidant; cadmium chloride; carnosic acid; molecular docking; oxidative stress

1. Introduction
Heavy metal toxicity has been regarded as one of the historically persistent health concerns.
Cadmium (Cd) is a potentially toxic heavy metal, which possesses a destructive impact to most
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organs [1]. Over the past few decades, the industrial and agricultural revolution has resulted in
excessive emission of Cd, which subsequently increases the exposure of Cd ensuing more unfavourable
health effects to the population [1]. Bivalent Cd can produce both acute and chronic injuries to the
critical organs, among them the kidney is the principal target of Cd [2]. Cd can enter into the body
through inhalation, ingestion, and dermal contact [2]. Approximately 50% of absorbed Cd was found
to be accumulated within the epithelial cells of the renal proximal tubule [3]. Once accumulated, Cd can
trigger oxidative stress by enhancing the production of free radicals. However, the exact mechanism of
Cd-provoked free radical generation is still obscure [4,5]. Cd is a redox-stable metal, which has been
proposed to generate free radicals via enhancing the iron-mediated release of redox-active metals and
suppressing cellular redox defence components [4]. Free radicals have been implicated to contribute to
tissue damage via oxidizing cellular macromolecules, triggering inflammation and regulating various
signalling pathways [5–7]. Metal chelation therapy has been proposed to be the principal therapeutic
approach against Cd-toxicity [8]. However, chelation therapy has been challenged due to several
untoward effects, such as redistribution/translocation of metals and serious toxic manifestations [5,6,8,9].
The toxic effects of metal chelating agents include cardiotoxicity, hypersensitivity, haematotoxicity,
nephrotoxicity, zinc dieresis, etc. [5,6,8,9]. In contrast, the supplementation of antioxidant(s) in
combination with a chelating agent has been proven to be a better therapeutic approach in heavy
metal poisoning than chelation monotherapy. Many naturally occurring antioxidants, mainly phenolic
compounds, have been implicated to possess simultaneous metal chelating ability [10]. Thus, there is a
scope to develop suitable therapeutic agents against Cd poisoning employing these antioxidants.
Carnosic acid (CA) is a naturally occurring catecholic diterpene, which is mainly found in the
species of Lamiaceae family [11]. It is highly abundant in Rosmarinus officinalis L. and Salvia officinalis
L. [11]. CA-enriched rosemary products are regarded as major food additives in Europe and China [12].
CA has been claimed to possess antioxidant, neuroprotective, anti-obesity, and anti-inflammatory
activities [11]. Moreover, CA has been claimed to possess a bivalent metal chelating ability [10].
Considering the metal chelating and antioxidant effects of CA, it may be hypothesized that CA could
prevent Cd accumulation and Cd-triggered oxidative stress in renal cells. Hence, the present study
was undertaken to establish the protective role of CA against Cd-induced nephrotoxicity.
2. Results
2.1. Effect of CA on CdCl2 -Mediated Toxicity In Vitro
2.1.1. CA Attenuated CdCl2 -Induced Cytotoxicity in Normal Kidney Epithelial (NKE) Cells
In this study, CdCl2 (0.05–1000 µM) treatment for 24 h caused a concentration-dependent reduction in
the viability of NKE cells (Figure 1A). The half maximal inhibitory concentration (IC50) value was calculated
to be ~40 µM at 24 h. Thus, subsequent in vitro assays were conducted taking CdCl2 (40 µM) as the
toxic control.

Figure 1. Cont.
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Figure 1. The cytotoxic effects of CdCl2 on normal kidney epithelial (NKE) cells and the protective effect of
carnosic acid (CA) as estimated by cell viability, image, and flow cytometry analyses. (A) Concentration
dependent cytotoxic effect of CdCl2 . Data were represented as the mean ± SD, n (number of plates) = 3.
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(B) Effect on the cell viability in the absence (CdCl2 ) and presence of CA (CdCl2 + CA) on NKE
cells. (C) Hoechst staining of NKE cells in the absence (CdCl2 ) and presence of CA (CdCl2 + CA).
Percentage of viable cells is represented by histogram. (D) Flow cytometry analyses of NKE cells
the absence (CdCl2 ) and presence of CA (CdCl2 + CA). Annexin V–fluorescein isothiocyanate (FITC)
positive and propidium iodide (PI) negative cells were in the early stage of apoptosis and both
annexin V–FITC and PI positive cells were in the end stage of apoptosis. Percentage of apoptotic
cells is represented by histogram. Data were represented as the mean ± SD, n (number of plates) = 3.
# Values significantly (p < 0.01) differed from the vehicle-treated group. * Values significantly (p < 0.05)
differed from only the CdCl2 -treated group. ** Values significantly (p < 0.01) differed from only the
CdCl2 -treated group.

NKE cells incubated with CdCl2 (40 µM) alone showed a time-dependent reduction of cell viability
up to 24 h (Figure 1B). In contrast, incubation of NKE cells with CA (1–10 µM) 1 h prior to CdCl2 (40 µM)
treatment significantly reciprocated CdCl2 -induced cytotoxicity in NKE cells up to 24 h (Figure 1B).
However, the most promising effect was observed at the concentration of 5 µM, which was optimized
as the dose of CA for toxic control set in subsequent in vitro assays. CA (5 µM) alone did not exhibit
any change in the viability of NKE cells up to 24 h.
Hoechst nuclear staining has been performed to visualize and score the effects of different
treatments on NKE cells (Figure 1C). Hoechst staining of NKE cells incubated with CdCl2 (40 µM)
alone for 24 h showed a significantly (p < 0.01) low number of viable cells (Figure 1C). NKE cells
incubated with CdCl2 (40 µM) alone exhibited an ~48% reduction of viable cell numbers (Figure 1C).
Moreover, the visible nuclei exhibited unambiguous patterns of morphological changes, such as
shrinkage, condensation, and fragmentation (Figure 1C). In contrast, CA (5 µM) treatment significantly
(p < 0.01) reversed Cd-provoked cytotoxicity visualized from the increase in the number of viable cells
to ~65% (Figure 1C). In addition, visible nuclei exhibited normalized nuclear morphology (Figure 1C).
The cells incubated with CA (5 µM) alone did not show any significant variation in the nuclear count
or pattern when compared with vehicle-treated kidney cells in vitro (Figure 1C).
In flow cytometry analysis, vehicle-treated NKE cells exhibited very little annexin V–fluorescein
isothiocyanate (FITC) binding (~0.1%), and propidium iodide (PI) staining (~0.02%) (Figure 1D), which
revealed a negligible population of apoptotic and necrotic cells, respectively. NKE cells treated with
CdCl2 (40 µM) alone showed high annexin V–FITC binding and very low PI staining, which revealed a
significantly (p < 0.01) high percent of the apoptotic population with a negligible number of necrotic
cells (Figure 1D). The percentage of apoptotic cell population has been found to be ~50%. In contrast,
CA (5 µM) treatment significantly (p < 0.01) inhibited CdCl2 -triggered apoptosis visualized from the
reduction in the number of annexin V–FITC-bound NKE cells (Figure 1D). CA pre-treatment was
found to reduce the apoptotic cell population to ~60% when compared with CdCl2 -treated NKE cells
(Figure 1D). The cells incubated with CA (5 µM) alone did not show any loss of cell viability when
compared with vehicle-treated NKE cells, which restored ~99 % of cell viability (Figure 1D).
2.1.2. CA Inhibited CdCl2 -Induced Redox Imbalance in NKE Cells
NKE cells incubated with CdCl2 (40 µM) alone showed a significant (p < 0.01) increase in
reactive oxygen species (ROS) accumulation evidenced from the intensified 2′ ,7′ -dichlorofluorescein
(DCF) fluorescence (Figure 2A). In addition, CdCl2 (40 µM)-exposed NKE cells showed significant
(p < 0.01) enhancement in the levels of NO, H2 O2 , and reduced Nicotinamide Adenine Dinucleotide
Phosphate (NADPH) oxidase (Figure 2B). Consequently, CdCl2 (40 µM) triggered lipid peroxidation
(p < 0.01) and protein carbonylation (p < 0.01) in NKE cells (Figure 2C). In addition, NKE cells treated
with CdCl2 (40 µM) alone caused significant (p < 0.01) depletion in the activities of endogenous
antioxidant molecules, such as reduced glutathione (GSH), superoxide dismutase (SOD), catalase
(CAT), glutathione peroxidase (GPx), glutathione-S-transferase (GST), and glutathione reductase
(GR) (Figure 2D,E). In contrast, CA (5 µM) treatment significantly (p < 0.01) alleviated Cd-provoked
enhancement in the levels of ROS, NO, H2 O2 , and NADPH oxidase in NKE cells (Figure 2A,B).
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Figure 2. The effects of CdCl2 and/or CA on the redox imbalance in vitro on NKE cells. (A) The
effect on reactive oxygen species (ROS) accumulation. (B) The effects on NO production, H2 O2 level,
and reduced Nicotinamide Adenine Dinucleotide Phosphate (NADPH) oxidase activity. (C) The effects
on lipid peroxidation and protein carbonylation. (D) The effects on reduced glutathione (GSH) level and
redox ratio. (E) The effects on endogenous antioxidant molecules. Data were represented as the mean
± SD, n (number of plates) = 3. # Values significantly (p < 0.01) differed from the vehicle-treated group.
* Values significantly (p < 0.05) differed from only the CdCl2 -treated group. ** Values significantly
(p < 0.01) differed from only the CdCl2 -treated group. Superoxide dismutase (SOD) unit, “U”, is defined
as inhibition (µ-moles) of nitro blue tetrazolium (NBT)-reduction/min. Catalase (CAT) unit, “U”,
is defined as H2 O2 consumption/min.
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CA (5 µM) significantly mitigated Cd-triggered enhancement in lipid peroxidation (p < 0.05) and
protein carbonylation (p < 0.01) in the kidney cells (Figure 2C). Finally, CA treatment significantly
(p < 0.01) reversed Cd-mediated suppression of endogenous antioxidant molecules in NKE cells
(Figure 2D,E). The cells incubated with CA (5 µM) alone did not exhibit any change in either of the
aforementioned redox parameters (Figure 2).
2.1.3. CA Reciprocated CdCl2 -Induced Suppression of Nuclear Factor Erythroid 2-Related Factor 2
(Nrf2) and Haeme Oxygenase 1 (HO-1) Expression in NKE Cells
In this study, NKE cells treated with CdCl2 (40 µM) alone showed a significant (p < 0.01)
down-regulation in the expression of phosphorylated Nrf2 (P-Nrf2) in the nucleus (Figure 3).
Consequently, down-regulated expression (p < 0.01) of HO-1 was observed in CdCl2 -treated NKE
cells (Figure 4). In contrast, the CA (5 µM) treatment significantly (p < 0.01) reciprocated Cd-mediated
impairment in P-Nrf2 and HO-1 expressions (Figure 3). The NKE cells incubated with CdCl2
(40 µM) alone significantly (p < 0.01) potentiated kelch like Erythroid-derived Cap-n-Collar Homology(ECH)-associated protein 1 (Keap-1) and cullin3 expressions (Figure 4). In contrast, CA (5 µM)
treatment significantly (p < 0.05) mitigated Cd-triggered over-expression of Keap-1 and cullin3
(Figure 4). To unveil the mechanism of Nrf2 activation, co-immunoprecipitation studies were
undertaken. Immunoprecipitation studies revealed that NKE cells treated with CdCl2 (40 µM) alone
significantly up-regulated cullin3 (p < 0.01) and down-regulated Nrf2 (p < 0.01) expressions in the
Keap-1-precipitated fraction (Figure 4). In contrast, CA (5 µM) treatment significantly (p < 0.01)
reversed Cd-provoked changes in cullin3 and Nrf2 expressions in the Keap-1-precipitated fraction
(Figure 4), which revealed that CA significantly inhibited the interaction between cullin3 and Keap-1.
CA-mediated suppression of cullin3–Keap-1 interaction was found to inhibit Nrf2 ubiquitination, which
was visualized from the suppression (p < 0.05) of the band (10 kDa) intensity of ubiquitinated-Nrf2 in
the Nrf2 precipitated fraction as compared with the cells treated with CdCl2 (40 µM) alone (Figure 4).
Results suggested that CA could trigger Nrf2 activation via blocking of cullin3–Keap-1 interaction.
2.1.4. CA Suppressed CdCl2 -Induced Activation of Transforming Growth Factor (TGF)-β1/Mothers
against Decapentaplegic Homolog (Smad)/Collagen IV Signalling in NKE Cells
In this study, NKE cells treated with CdCl2 (40 µM) alone exhibited significant (p < 0.01)
up-regulation in TGF-β1 and phospho-Smad3 (P-Smad3) expressions (Figure 3). In contrast, significant
(p < 0.01) down-regulation in Smad7 expression was observed in the renal cells treated with CdCl2
(40 µM) alone (Figure 3). Cd-mediated activation of TGF-β1/Smad3 signalling consequently activated
collagen IV expression (p < 0.01) in the NKE cells (Figure 4). However, CA (5 µM) treatment to NKE cells
significantly (p < 0.01) reciprocated Cd-mediated changes in TGF-β1, P-Smad3, Smad7, and collagen IV
expressions to near normal status (Figure 4). Co-immunoprecipitation studies showed that NKE cells
treated with CdCl2 (40 µM) alone significantly up-regulated TGF-β1 (p < 0.01) and down-regulated
Smad7 (p < 0.01) expressions in the TGF-βR2-precipitated fraction (Figure 4). In contrast, CA (5 µM)
treatment significantly (p < 0.01) reversed Cd-provoked changes in TGF-β1 and Smad7 expressions
in the TGF-βR2-precipitated fraction (Figure 4), which revealed that CA significantly inhibited the
TGF-βR2–TGF-β1 interaction and thereby prevented downstream P-Smad3 signalling.
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Figure 3. The effects of CdCl2 and/or CA on signal transduction in vitro on NKE cells. The relative band
intensities were measured and the intensity of the normal control band was chosen as 1. β-actin served
β
as loading control. Data are represented as the mean ± SD, n (number of plates) = 3. # Values significantly
(p < 0.01) differed from the vehicle-treated group. * Values significantly (p < 0.05) differed from only
the CdCl2 -treated group. ** Values significantly (p < 0.01) differed from only the CdCl2 -treated group.
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Figure 4. The effects of CdCl2 and/or CA on co-immunoprecipitation in vitro on NKE cells. The relative
band intensities were measured and the intensity of normal control band was chosen as 1. β-actin
β
served as loading control. Data are represented as the mean ± SD, n (number of plates) = 3. # Values
significantly (p < 0.01) differed from the vehicle-treated group. * Values significantly (p < 0.05)
differed from only the CdCl2 -treated group. ** Values significantly (p < 0.01) differed from only the
CdCl2 -treated group.

2.1.5. CA Inhibited CdCl2 -Induced Apoptosis in NKE Cells
In this study, Cd elicited apoptosis to the NKE cells evidenced from the significant (p < 0.01)
over-expression of pro-apoptotic-Bcl-2-associated death promoter (Bad) protein in the mitochondria,
down-regulation of anti-apoptotic-Bcl-2, and activation of caspase 9, 8, and 3 into respective
cleaved/active forms in the NKE cells treated with CdCl2 (40 µM) alone (Figure 3). In contrast,
CA (5 µM) treatment significantly (p < 0.01) reciprocated Cd-provoked up-regulation of pro-apoptotic
factor, suppression of anti-apoptotic factor, and activation of caspases in NKE cells (Figure 3).
The cells incubated with CA (5 µM) alone did not show any significant change in either of the
abovementioned signalling events (Figures 3 and 4).
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2.2. Effect of CA on CdCl2 -Mediated Nephrotoxicity In Vivo
2.2.1. CA Reciprocated CdCl2 -Mediated Alteration in the Serum Parameters
Mice treated with CdCl2 (4 mg/kg) alone showed a significant elevation of Cd level in serum
(Table S1). On the other hand, CA (4 mg/kg) treatment along with CdCl2 (4 mg/kg) only slightly
(statistically insignificant) reduced the serum level of Cd (Table S1). The effects of different treatments
on serum biochemical parameters are shown in Table S1. In this study, CdCl2 (4 mg/kg) treatment alone
significantly (p < 0.01) increased total cholesterol and triglycerides levels in the sera of experimental mice.
Significant (p < 0.01) reduction of serum high-density lipoprotein- (HDL)-cholesterol level was observed in
the mice received only CdCl2 (4 mg/kg). CdCl2 (4 mg/kg) treatment alone also resulted in a significant
(p < 0.01) increase in the levels of urea, uric acid, and creatinine in the sera of experimental mice. In contrast,
CA (10 mg/kg) treatment significantly (p < 0.05–0.01) reciprocated CdCl2 -mediated changes in the serum
biochemical parameters and restored these values near-normal levels. CA (4 mg/kg) alone did not provoke
any significant change in either of the aforementioned serum biochemical parameters.
2.2.2. CA Reciprocated CdCl2 -Mediated Change in the Kidney Mass, Renal Cd Accumulation,
and Urine Parameters
In this study, CdCl2 (4 mg/kg) treatment alone significantly (p < 0.01) increased kidney mass,
and Cd-burden in the kidneys when compared with control mice (Table S2). In contrast, CA (10 mg/kg)
treatment significantly (p < 0.05) reversed Cd-mediated increment in the kidney mass, kidney mass to
body mass ratio, and Cd-burden in the kidneys when compared with toxic control mice (Table S2). In this
study, mice that received CdCl2 (4 mg/kg) alone exhibited a very low level of urinary Cd, which revealed
very poor clearance of Cd through urine. In contrast, CA (10 mg/kg) significantly improved Cd clearance
through urine evidenced from a significantly (p < 0.01) high level of urinary Cd (Table S2). Mice treated
with CdCl2 (4 mg/kg) alone showed a significant (p < 0.01) increase in urinary albumin level and reduction
in urinary creatinine concentration when compared with vehicle-treated mice (Table S2). In contrast, CA
(10 mg/kg) significantly reciprocated CdCl2 -mediated changes in the urinary creatinine and albumin levels
in experimental mice when compared with only the CdCl2 -treated group (Table S2). CA (10 mg/kg) alone
did not impart any significant change in either of the abovementioned renal and urinary parameters
(Table S2).
2.2.3. CA Inhibited CdCl2 -Induced Redox Imbalance In Vivo
In this study, the effects of different treatments (Figure 5A) on redox status were measured. CdCl2
(4 mg/kg) treatment alone significantly (p < 0.01) enhanced ROS accumulation in the kidneys of
experimental mice when compared to vehicle-treated mice (Figure 5B). CdCl2 (4 mg/kg) treatment
alone also enhanced (p < 0.01) NO, H2 O2 , and NADPH oxidase levels in the kidneys of the experimental
mice (Figure 5B). Consequently, CdCl2 (4 mg/kg) treatment endorsed lipid peroxidation (p < 0.01),
and protein carbonylation (p < 0.01) in the renal tissue of mice (Figure 5C). In this study, CdCl2 (4 mg/kg)
treatment alone significantly (p < 0.01) suppressed the activities of GSH and endogenous antioxidant
enzymes in the renal tissue of mice (Figure 5D,E). In contrast, CA (10 mg/kg) treatment significantly
reciprocated (p < 0.05–0.01) Cd-mediated changes in the abovementioned redox parameters in the
kidneys of experimental mice. In this study, a significant (p < 0.01) reduction was observed in the
levels of co-enzymes Q9 and Q10 in the kidneys of mice received CdCl2 alone (Figure 5F). In contrast,
CA (10 mg/kg) treatment significantly (p < 0.05) elevated renal co-enzymes Q9 and Q10 levels to near
normal values (Figure 5F). CdCl2 (4 mg/kg) treatment alone significantly (p < 0.01) triggered DNA
fragmentation and oxidation in the renal cells of experimental mice evidenced from a relatively high
percentage of fragmented DNA and enhancement of 8-hydroxy-2′ -deoxyguanosine (8-OHdG) level,
respectively (Figure 5G). However, CA (10 mg/kg) significantly mitigated Cd-mediated enhancement
in the fragmentation (p < 0.01) and oxidation (p < 0.05) of DNA in the renal cells of experimental mice
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(Figure 5G). On the other hand, CA (10 mg/kg) alone did not impart any significant change in either of
the aforementioned redox parameters in the kidneys of experimental mice (Figure 5).

Figure 5. Cont.
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Figure 5. The effects of CdCl2 and/or CA on the redox imbalance in vivo in mouse kidney. (A) Scheme
for in vivo experiment. (B) The effect on ROS accumulation, NO production, H2 O2 level, and NADPH
oxidase activity. (C) The effects on lipid peroxidation and protein carbonylation. (D) The effects on
GSH level and redox ratio. (E) The effects on endogenous antioxidant molecules. (F) The effect on total
co-enzymes Qs. (G) The effects on DNA oxidation and DNA fragmentation. Data are represented
as the mean ± SD, n = 6. # Values significantly (p < 0.01) differed from the vehicle-treated group.
* Values significantly (p < 0.05) differed from only the CdCl2 -treated group. ** Values significantly
(p < 0.01) differed from only the CdCl2 -treated group. SOD unit, “U”, is defined as inhibition (µ-moles)
of NBT-reduction/min. CAT unit, “U”, is defined as H2 O2 consumption/min.

2.2.4. CA Reciprocated CdCl2 -Induced Suppression of Nrf2 and HO-1 Expression In Vivo
In this study, CdCl2 (4 mg/kg) treatment alone significantly (p < 0.01) suppressed nuclear expression
of P-Nrf2 in the renal cells of experimental mice (Figure 6). Consequently, down-regulated expression
(p < 0.01) of HO-1 was observed in the kidneys of mice treated with CdCl2 alone (Figure 6). In contrast,
CA (10 mg/kg) treatment significantly reciprocated Cd-mediated impairment of P-Nrf2 (p < 0.05)
and HO-1 (p < 0.01) expressions in the kidneys of experimental mice (Figure 6). In this study, CdCl2
(4 mg/kg) treatment alone significantly (p < 0.01) potentiated Keap-1 and cullin3 expressions in the
kidneys of experimental mice (Figure 7). In contrast, CA (5 µM) treatment significantly (p < 0.05)
alleviated Cd-triggered over-expression of Keap-1 and cullin3 (Figure 7). Co-immunoprecipitation
studies revealed that CdCl2 (4 mg/kg) treatment alone significantly up-regulated cullin3 (p < 0.01) and
down-regulated Nrf2 (p < 0.01) expressions in the Keap-1-precipitated fraction (Figure 7). In contrast,
CA (10 mg/kg) treatment significantly (p < 0.01) reciprocated Cd-provoked changes in cullin3 and Nrf2 in
the Keap-1-precipitated fraction revealing the inhibition of cullin3–Keap-1 interaction by CA (Figure 7).
CA-mediated suppression of cullin3–Keap-1 interaction was found to inhibit Nrf2 ubiquitination,
which was visualized from the suppression (p < 0.05) of band (10 kDa) intensity of ubiquitinated-Nrf2 in
the Nrf2-precipitated fraction of renal protein from CA-treated mice as compared with the only the
CdCl2 -treated group (Figure 7). Results suggested that CA can trigger Nrf2 activation via blocking of
cullin3–Keap-1 interaction.
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Figure 6. The effects of CdCl2 and/or CA on signal transduction in mouse kidneys in vivo. The relative
band intensities were measured and the intensity of the normal control band was chosen as 1.
β
β-actin served as loading control. Data are represented as mean ± SD, n = 6. # Values significantly
(p < 0.01) differed from the vehicle-treated group. * Values significantly (p < 0.05) differed from only
the CdCl2 -treated group. ** Values significantly (p < 0.01) differed from only the CdCl2 -treated group.
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Figure 7. The effects of CdCl2 and/or CA on co-immunoprecipitation assays in mouse kidneys in vivo.
The relative band intensities were measured and the intensity of the normal control band was chosen
β
as 1. β-actin
served as loading control. Data are represented as mean ± SD, n = 6. # Values significantly
(p < 0.01) differed from the vehicle-treated group. * Values significantly (p < 0.05) differed from only
the CdCl2 -treated group. ** Values significantly (p < 0.01) differed from only the CdCl2 -treated group.

2.2.5. CA Suppressed CdCl2 -Induced Activation of TGF-β1/Smad/Collagen
IV Signalling In Vivo
β
In this study, CdCl2 (4 mg/kg) treatment alone significantly (p < 0.01) over-expressed TGF-β1 and
β
P-Smad3 in the mouse renal protein (Figure 6). Cd-mediated activation of TGF-β1/Smad3 signalling
β
consequently activated collagen IV expression (p < 0.01) in the kidneys of Cd-treated mice (Figure 6).
In contrast, CA (10 mg/kg) treatment significantly reciprocated Cd-mediated changes in the expressions
of TGF-β1 (p < 0.01), P-Smad3
(p < 0.05), Smad7 (p < 0.05), and collagen IV (p < 0.05) in the kidneys
β
of mice and restored their expression levels near-normal values (Figure 6). Co-immunoprecipitation
studies revealed that CdCl2 (4 mg/kg) treatment alone significantly up-regulated TGF-β1 expression
(p < 0.01) and supressed
Smad7 (p < 0.01) expression in the TGF-βR2-precipitated fraction of mouse
β
β
renal protein (Figure 7). In contrast, CA (10 mg/kg) treatment significantly (p < 0.01) reciprocated
Cd-provoked changes in TGF-β1 and Smad7 expressions in the TGF-βR2-precipitated
fraction (Figure 7).
β
The results
suggested
that
CA
significantly
inhibited
the
interaction
between
TGF-βR2
and TGF-β1.
β

β

β
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2.2.6. CA Inhibited CdCl2 -Induced Apoptosis In Vivo
In this study, CdCl2 (4 mg/kg) treatment alone significantly (p < 0.01) induced apoptosis in
the mouse renal cells evidenced by the activation of Bad expression in mitochondria, suppression
of Bcl-2 expression, and activation of caspases (Figure 6). In contrast, CA (10 mg/kg) treatment
significantly (p < 0.05–0.01) reciprocated Cd-provoked apoptotic signal transduction via up-regulation
of pro-apoptotic factor, down-regulation of anti-apoptotic factor, and inhibition of the caspase cascade
in the renal cells of experimental mice (Figure 6).
Mice treated with CA (10 mg/kg) alone did not show any significant change in either of the
aforementioned signal transduction in the kidneys of experimental mice (Figures 6 and 7).
2.2.7. CA Inhibited CdCl2 -Induced Fibrosis and Inflammation of the Kidneys In Vivo
In this study, mice treated with CdCl2 (4 mg/kg) alone exhibited significantly (p < 0.01) high levels
IV, and hydroxyproline in the kidneys of experimental mice (Figure 8). In contrast,
of TGF-β1, collagen
β
CA (10 mg/kg) treatment significantly reversed Cd-provoked enhancement in the TGF-β1 (p < 0.01),
β
collagen IV (p < 0.01), and hydroxyproline (p < 0.05) levels in the mouse renal tissue (Figure 8). To study
the effects on renal inflammatory markers, the levels of TNF-α, IL-1β, andαIL-6 in
β the mouse renal
tissue were estimated. Mice treated with CdCl2 (4 mg/kg) alone exhibited significantly (p < 0.01) high
levels of Tumor Necrosis Factor-α (TNF-α), Interleukin
(IL)-1β,
and IL-6 in the β
renal tissue homogenate
α
α
(Figure 8). In contrast, CA (10 mg/kg) treatment significantly reversed Cd-provoked increase in the
TNF-α, IL-1β, and IL-6 levels inα the mouse
renal tissue (Figure 8). CA (10 mg/kg) alone did not cause
β
any significant change in either of the aforementioned fibrotic and inflammatory markers in the kidneys
of experimental mice (Figure 8).

Figure 8. The effects of CdCl2 and/or CA on fibrotic and inflammatory markers in mouse kidneys
in vivo. Data are represented as the mean ± SD, n = 6. # Values significantly (p < 0.01) differed from
the vehicle-treated group. * Values significantly (p < 0.05) differed from only the CdCl2 -treated group.
** Values significantly (p < 0.01) differed from only the CdCl2 -treated group.

Molecules 2019, 24, 4176

17 of 31

2.2.8. CA Reciprocated CdCl2 -Induced Pathological Changes in the Kidney Structure
To observe the effect of different treatments on renal structure, the histological sections of kidneys
were stained with haematoxylin and eosin (H and E), periodic acid-Schiff (PAS), and Masson’s trichrome
(MT) (Figure 9). The H and E-stained section showed that CdCl2 (4 mg/kg) treatment alone caused
shrinkage of the glomerulus, thickening of the Bowman’s capsule, and an appearance of the renal
tubules when compared to the kidney section of the normal control group (Figure 9A). In contrast,
CA (10 mg/kg) treatment significantly attenuated the aforementioned pathological changes in the
kidney section and restored renal tissue architecture near-normal levels (Figure 9A). The MT staining
has been performed to visualize collagen deposition in the kidney sections (Figure 9B). In this study,
CdCl2 (4 mg/kg) treatment alone significantly provoked collagen deposition in the renal tissue, which
was stained into a sky-blue colour (Figure 9B). In contrast, CA (10 mg/kg) treatment significantly
reduced the Cd-induced collagen deposition visualized in the MT-stained kidney section (Figure 9B).
PAS staining was performed to detect polysaccharides, mucosubstances, and mucins accumulation in
the kidney sections. Cd-treated mice showed PAS-positive reaction (purple colouration) in the basal
lamina of the tubular cells and the renal brush border (Figure 9C). CdCl2 (4 mg/kg) treatment alone also
provoked mesangial matrix expansion visualized in PAS-stained kidney section (Figure 9C). In contrast,
CA (10 mg/kg) treatment significantly reciprocated Cd-triggered mesangial matrix expansion and
accumulation of polysaccharides, mucosubstances, and mucins (Figure 9C). Histoquantification of H
and E-stained mouse kidney sections revealed significant (p < 0.01) widening of capsular space when
treated with CdCl2 (4 mg/kg) alone (Figure 9D). In contrast, CA (10 mg/kg) treatment significantly
reciprocated Cd-triggered widening of the capsular space (Figure 9D). MT-stained mouse kidney
sections showed significant (p < 0.01) increase in the collagen deposition when treated with CdCl2
(4 mg/kg) alone (Figure 9E). In contrast, CA (10 mg/kg) treatment significantly reciprocated Cd-provoked
collagen deposition in the renal tissue of experimental mice. CA (10 mg/kg) alone did not impart any
significant change in the renal structure and content (Figure 9E).
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Figure 9. The effects of CdCl2 and/or CA on the histological structures of mouse kidneys.
(A) Haematoxylin and eosin (H and E)-stained sections of mice kidneys (×400). (B) The Masson’s
trichrome (MT)-stained sections of mice kidneys (×400). (C) The PAS-stained sections of mice kidneys
(×400). (D) The widening of capsular space was shown as a percentage of the blank staining of
glomerular membrane compared to the whole area of the H and E-stained photomicrograph (×400,
arbitrarily selected areas containing one glomerulus). (E) Histo-quantification of collagen deposition
in MT-stained kidney sections. Data are represented as the mean ± SD, n = 6 × 5. Five randomly
selected portions containing a glomerulus from a kidney section of each mouse were chosen for
histoquantification. # Values significantly (p < 0.01) differed from the vehicle-treated group. ** Values
significantly (p < 0.01) differed from only the CdCl2 -treated group.

β
∼

Molecules 2019, 24, 4176

19 of 31

2.3. In Silico Molecular Docking Analysis to Predict the Possible Interaction between CA and Signal Proteins
Extra precision (XP) molecular docking analysis was executed for assessing the binding affinity of
CA with Nrf1, HO-1, TGF-β1, Smad3, Smad7, and collagen IV (Table 1). The docking run generated
some (∼10) docked poses for each protein with CA. Among these, the best-docked pose for individual
protein was selected on the basis of the lowest GlideScore. Based on the docking simulation, Nrf2–CA
complex geometry predicted two hydrogen bond (H-bond) interactions with non-polar amino acid
(Gln73) (Figure 10A). Molecular docking predicted that one neutral amino acid (Thr135) of HO-1 is
involved in the formation of two H-bond interactions with CA (Figure 10B). The close inspection
revealed that two hydroxyl groups in CA molecule participated in the H-bond interactions with
HO-1 (Figure 10B). In addition, CA also interacted with HO-1 via salt bridge formation with the
immediate neighbouring basic amino acid (Arg136) residue (Figure 10B). The CA molecule displayed a
moderate intermolecular interaction with TGF-β1 by forming two H-bond interactions with Asn103
(Figure 10C). Several hydrophobic residues (Leu20, Ile22, Phe24, Leu28, Trp30, Tyr39, Ala41, Phe43,
Cys44, Met104, Ile105, and Val106) have been observed in the surrounding site of the binding pocket
of TGF-β1, which can associate with CA through hydrophobic interactions (Figure 10C). A potential
molecular interaction map suggested that CA may bind to many catalytic amino acid residues of Smad3.
Three amino acid residues (Gln315, Arg372, and Gln386) of Smad3 have been observed to be associated
with five H-bond interactions with CA (Figure 10D). A non-covalent, π-cation, interaction has also
been found with cationic amino acid (Arg372) residue of Smad3 (Figure 10D). Binding analysis of the
CA–Smad7 complex revealed two H-bond interactions with Pro208 residue of Smad7 (Figure 10E).
The collagen IV–CA complex geometry showed two H-bond interactions with a moderate Glide score
of –5.75 kcal/mol (Figure 10F). The participating amino acid residue involved in the H-bond interaction
was found to be His218 (Figure 10F).
Table 1. Glide score, emodel value and interacting amino acid residues of different proteins in molecular
docking analysis with CA.
Proteins

Glide Score
(Kcal/mol)

Glide
Emodel

Interacting Residues in
H-Bond Interaction

Other Types of
Interactions

Number of
Interactions

Nrf2

−2.28

−12.86

Gln73

2

HO-1

−6.63

−42.88

Thr135

TGF-β1

−4.69

−30.10

Asn103

Smad3

−5.10

−31.91

Gln315, Arg372, Gln386

Smad7
Collagen IV

−2.41
−5.75

−13.16
−36.84

Pro208
His218

Salt bridge
(Arg136)
π-cation
(Arg372)
-

3
2
6
2
2
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Figure 10. Molecular docking analysis revealed several types of possible molecular interactions between
CA and signal proteins, such as nuclear factor erythroid 2-related factor 2 (Nrf2) (A), haeme oxygenase 1
(HO-1) (B), transforming growth factor-beta 1 (TGF-β1) (C), mothers
decapentaplegic homolog
beta 1 against
(TGF-β1)
3 (Smad3) (D), Smad7 (E), and collagen IV (F).

3. Discussion
Cd pollution has been regarded as one of the serious health issues in many parts of the world [1–4].
An earlier report mentioned that the tolerable Cd-intake for an adult must be <70 µg/day [13].
However, the rapid increase in the industrial and agricultural activities resulted in a high level of
anthropogenic emission of Cd and consequently, human exposure to Cd has rapidly increased [4,13].
Cd induces destructive impact on various organs; however, kidneys remain the principal target of
Cd [5,6]. After absorption, Cd is mostly accumulated in the epithelial cells of renal tubules and impairs
renal functions [5]. Once bio-accumulated in the kidneys, Cd triggers the production of oxidative
radicals and suppresses endogenous antioxidants, which subsequently produce oxidative stress to the
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renal cells [5]. Due to rapid absorption and very slow clearance, Cd accumulates a very high biological
half-life [4]. Therefore, an antioxidant concurrently possessing metal chelating ability would be a
potential therapeutic agent against Cd-induced toxic manifestations. Considering the antioxidant [12]
and metal chelating [10] properties of CA, this research aimed to evaluate the therapeutic role of CA
against Cd-induced nephrotoxicity.
Serum and urinary parameters gave the primary impression regarding CdCl2 -mediated
nephrotoxicity in mice. CdCl2 -treated mice exhibited hypercholesterolemia and hypertriglyceridemia,
which was in accordance with the earlier observations [4–6]. Cd-mediated hyperlipidemia may be
correlated to that of Cd-mediated up-regulation of cholesteryl ester transfer protein [5]. In this study,
enhanced levels of serum urea, uric acid, and creatinine in Cd-treated mice revealed the impairment
of glomerular filtration [5,7]. In addition, reduced level of urinary creatinine and increased level of
urinary albumin revealed that the impairment of tubular function in Cd-intoxicated mice [5,7]. CA was
found to reciprocate Cd-mediated abnormalities in the serum and urinary parameters, which gave
an impression of the protective role of CA against Cd-mediated nephrotoxicity. In this study, mice
treated with CdCl2 alone exhibited a high level of serum Cd, which revealed that Cd is transported
to different parts of the body through systemic circulation [4]. Poor urinary clearance of Cd caused
enhanced bioaccumulation of Cd in renal tissue [7]. In this study, CA could significantly reduce Cd
content in renal tissue via promoting urinary clearance of Cd, which might be correlated to that of the
metal chelating capacity of CA. CA was found to cause only an insignificant reduction of Cd level in
serum, which may be due to simultaneous administration Cd throughout the experimental tenure.
In this study, Cd triggered intracellular ROS production and elicited NO, NADPH oxidase,
and H2 O2 levels in renal cells. NADPH oxidase has been reported to catalyse electron transfer from
NADPH to molecular oxygen and thereby produces superoxide which can be converted into H2 O2 by
reacting with water [5,6]. H2 O2 , in turn, generates hydroxyl radical via the Haber-Weiss reaction in
the presence of free iron ions [4]. Cd has been reported to enhance intracellular iron concentration [4].
In addition, superoxide radical reacts with NO to generate peroxynitrite radical, a reactive nitrogen
species [5,14]. Free radicals can induce oxidative stress to cellular macromolecules. In this study, Cd
caused significant enhancement of lipid peroxidation, protein carbonylation, DNA oxidation, and DNA
fragmentation in the renal cells. On the other hand, CA significantly prevented Cd-triggered free radical
accumulation and free radical-mediated oxidative damages of cellular macromolecules in the renal cells.
CA was found to mitigate NADPH oxidase and NO levels in renal cells. CA has also been proposed to
scavenge free radicals by donating protons to the free radicals and is consequently oxidized to a quinone
form [11]. The experimental observations revealed that CA can prevent Cd-provoked oxidative stress
via direct inhibition of free radical production and concurrent neutralization of free radicals.
Enzymatic and non-enzymatic antioxidants constitute an endogenous redox defence system
against oxidative stress [15]. SOD converts superoxide radicals to H2 O2 , which subsequently are
reduced by CAT into water and oxygen [4]. NADPH restores the reducing power of CAT and is used as a
cofactor with GR to reduce oxidized glutathione (GSSG) to GSH [4–6]. GSH acts as a co-substrate for GPx
to reduce peroxides [4–6]. In this study, CdCl2 treatment significantly depleted endogenous antioxidant
molecules, which may have been due to the affinity of Cd toward protein-bound thiol group and
Cd-provoked enhancement in the NADPH oxidase activity [4–6] In contrast, CA treatment significantly
reversed Cd-mediated reduction in the levels of endogenous antioxidant molecules. The experimental
outcomes suggested that CA can trigger endogenous antioxidant molecules via promoting Cd clearance,
suppressing NADPH oxidase, and regulating their up-stream signalling events.
Nrf2 has been regarded as one of the key regulators in the cellular redox defence mechanism and
xenobiotic metabolism [16,17]. Cleavage of Nrf2 from the Keap-1–Nrf2 complex, phosphorylation
of Nrf2, and nuclear translocation of P-Nrf2 are the essential signalling steps of Nrf2 activation [16].
Nrf2 activation subsequently triggers transcriptional activation of phase 2 antioxidant enzymes [16].
In this study, Cd caused impairment of Nrf2 signalling in the renal cells, which was significantly
reversed by CA. CA was found to trigger Nrf2 activation via inhibiting cullin3–Keap-1 interaction and
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preventing Nrf2 ubiquitination. Earlier reports revealed that the oxidized quinone form of CA possesses
a strong affinity toward the cysteine-thiol of Keap-1 protein to form a Keap-1–CA adduct [16,17].
Thereby, CA prevents Keap-1–cullin3 interaction and facilitates subsequent activation of Nrf2. In this
study, CA-mediated activation of Nrf2 signalling subsequently triggered HO-1 activation, a phase
2 antioxidant enzyme, in renal cells [16–18]. The experimental outcomes suggested that CA can promote
cellular redox defence via triggering Nrf-2-mediated activation of phase 2 antioxidant enzymes.
TGF-β1/Smad signalling plays a key role in the development of glomerulosclerosis and
tubulointerstitial fibrosis by triggering the processes of myofibroblast differentiation, extracellular
matrix accumulation, and epithelial–mesangial transition [5]. TGF-β1, a redox-sensitive transcription
protein, can be activated by free radicals and vice versa [15,19]. Smad3 is downstream of TGF-β1,
which can be directly activated by TGF-β1 via phosphorylation [15,19]. Smad3 activation consequently
triggers the transcriptional activation of several pro-fibrotic genes [15,19]. In contrast, Smad7 serves as
a “negative feedback loop”, which inhibits TGF-β1 activation [15,19]. In this study, Cd significantly
up-regulated TGF-β1 and P-Smad3 expressions in the renal cells, while a significant down-regulation
in Smad7 expression was observed in the Cd-treated renal cells. In addition, Cd treatment caused
a significant activation in collagen IV expression in renal cells [5]. In contrast, CA significantly
inhibited Cd-mediated activation of TGF-β1, P-Smad3, collagen IV expressions in renal cells.
Co-immunoprecipitation studies revealed that CA can directly inhibit TGF-βR2–TGF-β1 interaction
and thereby prevent downstream TGF-β1/Smad3 signalling. The experimental observations suggested
that CA can inhibit Cd-provoked renal fibrosis by inhibiting TGF-β1/Smad signalling through
blocking TGF-βR2–TGF-β1 interaction, preventing TGF-β1 activation by free radicals, and activating
Smad7 expression.
Cd-provoked oxidative stress was found to trigger apoptosis [7,20]. Free radicals were reported to
improve mitochondrial permeability and potentiate mitochondrial translocation of pro-apoptotic Bad
protein [11]. cAMP response element-binding protein (CREB), a key regulator Bcl-2 protein, has been
found to be a potential target of ROS [21]. ROS can impair the anti-apoptotic role of Bcl-2 via inhibition
of CREB [21]. The cysteine catalytic sites of the caspases are susceptible to oxidation by ROS or H2 O2
resulting in their activation via proteolytic cleavages [21]. In addition, Cd-mediated reduction of GSH
activity can also trigger caspase activation [5]. Pro-caspases are susceptible to S-glutathiolation by
GSH, which decreases their cleavage and inhibits apoptosis [21]. Therefore, Cd-mediated activation of
ROS, NO, and H2 O2 production and suppression of cellular GSH integrally participate in inducing
apoptosis to renal cells. In contrast, CA inhibited Cd-mediated apoptosis in the renal cells via
down-regulation of pro-apoptotic factor, activation of anti-apoptotic factor, and suppression of caspase
activation. The experimental observations suggested that CA can inhibit Cd-provoked renal apoptosis
by inhibiting free radical production, scavenging free radicals, and restoring cellular GSH level.
There is interdependence between inflammation and oxidative stress [11,22]. ROS is known
to promote NF-κB activation, which subsequently activates the transcriptions of pro-inflammatory
mediators [14]. Pro-inflammatory mediators can also endorse ROS production as a secondary
disorder [7,19]. In this study, Cd caused significant enhancement in the levels of IL-1β, IL-6, and TNF-α
in renal tissue. In contrast, CA reciprocated Cd-mediated enhancement in IL-1β, IL-6, and TNF-α levels
to near-normal status. The earlier reports revealed that CA can impair inflammation via inhibition of
NF-κB signalling through ROS inhibition [11,23]. Thus, the anti-inflammatory effect of CA may be
correlated to that of ROS inhibitory effect of CA.
A molecular docking approach was adopted to predict the possible molecular interactions between
CA and the signal proteins. Interestingly, two hydroxyl groups of CA were found to be the key moieties
to interact with the signal proteins through common binding orientation. In addition, CA was found to
interact with the key amino acid residues on HO-1, Smad3, and Smad7 required for their consequent
down-stream processes [24,25].
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4. Materials and Methods
4.1. Chemicals
CA, cadmium chloride (CdCl2 ), fetal bovine serum (FBS), Bradford reagent, bovine serum
albumin (BSA), and cell culture media were obtained from Sigma-Aldrich Chemical Company,
St. Louis, USA. Antibodies for Western blotting were obtained from Cell Signaling Technology,
Beverley, USA, Denver, USA, and Bio-Rad, Hercules, USA. (NH4 )2 SO4 , 2,4-dinitrophenylhydrazine,
CCl3 COOH, 5-thio-2-nitrobenzoic acid, 5,5-dithiobis(2-nitrobenzoic acid), 1-chloro-2,4-dinitrobenzene,
ethylene diaminetetraacetic acid (EDTA), Na4 P2 O7 , NaN3 , KH2 PO4 , N-ethylmaleimide, nitro blue
tetrazolium (NBT), phenazinemethosulphate, reduced glutathione (GSH), reduced nicotinamide
adenine dinucleotide (NADH), and thiobarbituric acid (TBA) were bought from Sisco Research
Laboratory, Mumbai, India. Solvents were bought from Merck, Mumbai, India. Kits for measurement
of different biochemical parameters were purchased from Span diagnostic Ltd., Kolkata, India.
ELISA kits were obtained from R&D Systems, Minneapolis, USA and Thermo Fisher Scientific Co.,
Waltham, USA.
4.2. In Vitro Assays
4.2.1. Cell Culture
The normal kidney epithelial (NKE) cell line was gifted by Prof. Parames Sil, Department of
Molecular Medicine, Bose Institute, Kolkata, India. NKE cells were maintained at 37 ◦ C and 5% carbon
dioxide in RPMI (Roswell Park Memorial Institute) medium fortified with 10% FBS and antibiotics in a
humidified incubator [17]. Confluent monolayers of NKE were subjected to in vitro assays.
4.2.2. Determination of Cytotoxic Effect of CdCl2 in NKE Cells
Concentration dependent cytotoxic effect of CdCl2 in NKE cells was determined employing
resazurin-based cell viability assay [26]. Briefly, NKE cells (~2000 cells/well) were seeded in a 384-well
microplate and incubated at 37 ◦ C and 5% carbon dioxide in a humidified incubator for 24 h. The NKE
monolayers within the wells of the microplate were then treated with CdCl2 (0.05–1000 µM) and
incubated under the same condition for 24 h. After 24 h, 5 µL of 60 µM resazurin was added to each
assay well and incubated for 2 h [26]. Fluorescence was measured at λexcitation 535 nm/λemission 590 nm
in a microplate plate reader [26]. The experiment was repeated three independent times.
4.2.3. Determination of Cytoprotective Role of CA
To determine the in vitro cytoprotective effect of CA, NKE monolayers (~2000 cells/well) in a
384-well cell culture plate were treated with CA (1–10 µM) 1 h prior to CdCl2 (40 µM) treatment
and then incubated at 37 ◦ C and 5% carbon dioxide in a humidified incubator. The cell viability
was measured at different intervals up to 24 h employing resazurin-based cell viability assay [26].
The normalized cell viability data was measured. A set of vehicle-treated NKE cells served as normal
control and a set treated with CdCl2 (40 µM) alone served as toxic control. CdCl2 (40 µM) allowed a
dose of ~4.5 mg of Cd in each well of the cell culture plate. Additionally, a set of NKE cells incubated
with CA (5 µM) was kept to check the effect of CA on cell viability. The experiment was repeated three
independent times.
4.2.4. Hoechst Staining
Hoechst nuclear staining was performed to detect cytotoxicity under a fluorescence microscope.
In brief, NKE monolayers (~2000 cells/well) in a 384-well cell culture plate receiving different treatments
were incubated at 37 ◦ C and 5% carbon dioxide in a humidified incubator for 24 h. A set of vehicle-treated
NKE cells served as normal control. A set incubated with CA (5 µM) was kept to check the effect of
CA on NKE cells. The toxic control set was prepared by incubating NKE cells with CdCl2 (40 µM).
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The protective effect of CA was measured by incubating NKE cells with CA (5 µM) 1 h prior to CdCl2
(40 µM) treatment. A set incubated with CA (5 µM) was kept to check the effect of CA on NKE cells.
After 24 h of incubation, cells were fixed with paraformaldehyde (4%) in phosphate buffer saline (PBS)
of pH 7.4 for 20 min [27]. The fixed cells were stained with Hoechst 33258 (5 µg/mL in PBS) for 20 min
followed by washing with PBS. Fluorescent nuclei and nuclear patterns were noted. The experiment
was repeated three independent times.
4.2.5. Flow Cytometry Analysis
The flow cytometry analysis was performed following the standard protocol [27]. Briefly, NKE
monolayers (~2000 cells/well) in a 384-well cell culture plate receiving different treatments as mentioned
earlier were incubated at 37 ◦ C and 5% carbon dioxide in a humidified incubator for 24 h. After 24 h
of incubation, different sets were treated with propidium iodide (PI) and fluorescein isothiocyanate
(FITC)-labelled annexin V for 30 min [22]. The cells were fixed and analysed in a flow cytometer
using FACS Calibur (Becton-Dickinson, Mountain View, CA, USA) equipped with 488 nm argon laser
light; 515 nm band-pass filter for FITC-fluorescence and 623 nm band-pass filter for PI-fluorescence.
The scatter plots of PI-fluorescence (y-axis) vs. FITC-fluorescence (x-axis) were primed.
4.2.6. Effect on Redox Markers In Vitro
Different sets of NKE monolayers (~2 × 106 cells/set) in 24-well cell culture plates receiving
different treatments were incubated at 37 ◦ C and 5% carbon dioxide in a humidified incubator for 24 h.
The intracellular ROS production was evaluated by using 2′ ,7′ -dichlorofluorescein diacetate (DCF-DA).
DCF-DA quantitatively reacted with ROS and was subsequently oxidized to DCF. DCF fluorescence
was measured under a fluorescence microscope (Olympus-1X70, Tokyo, Japan, software-Metamorph) at
λexcitation 485 nm/λemission 525 nm [5]. The nitric oxide (NO) level was measured by a colorimetric assay
using a commercially available assay kit following the manufacturer’s protocol (Cayman Chemical
Company, Ann Arbor, MI, USA). H2 O2 content was measured following a reported protocol [28].
NADPH oxidase activity was measured following the method developed by Herrera et al. [29].
The degree of lipid peroxidation was assayed by quantifying the concentration of thiobarbituric
acid reactive substances (TBARS) following a reported protocol [28]. The protein carbonylation was
measured following the method mentioned by Pal et al. [30]. The activities of the superoxide dismutase
(SOD), catalase (CAT), glutathione peroxidase (GPx), glutathione-S-transferase (GST), glutathione
reductase (GR), reduced glutathione (GSH), and oxidized glutathione (GSSG) were measured following
the methods described elsewhere [31].
4.2.7. Immunoblotting of Signal Proteins In Vitro
Different sets of NKE monolayers (~2 × 106 cells/set) in 24-well cell culture plates receiving
different treatments were incubated at 37 ◦ C and 5% carbon dioxide in a humidified incubator for
24 h. After 24 h of treatment, the sub-cellular protein fractions were separated following a sequential
fractionation procedure [32]. The sample proteins (20 µg) were resolved in 12% SDS-PAGE gel
electrophoresis and transferred into nitrocellulose membrane [22]. The membrane was washed,
blocked, and treated with a primary antibody. The primary antibody-treated membrane was incubated
for 24 h at 4 ◦ C [22]. The membrane was washed and treated with suitable Horseradish Peroxidase
(HRP)-conjugated secondary antibody at room temperature for 1 h [22]. The blot was developed by
enhanced chemiluminescence (ECL) substrate (Millipore, Billerica, MA, USA) for the detection of protein
expressions in a ChemiDoc Touch imaging system (Bio-Rad, Hercules, CA, USA). The densitometric
analysis was performed using Image Lab software (Bio-Rad, Hercules, CA, USA) and normalization of
expression was done with respect to β-actin. The expressions of phosphorylated nuclear factor erythroid
2-related factor 2 (Nrf2) (Ser40), haeme oxygenase 1 (HO-1), transforming growth factor-beta 1 (TGF-β1),
phosphorylated mothers against decapentaplegic homolog 3 (P-Smad3) (Ser423/Ser425), mothers against
decapentaplegic homolog 7 (Smad7), collagen-IV, B-cell lymphoma 2 (Bcl-2), Bcl-2-associated death
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promoter (Bad), cleaved caspase 9, cleaved caspase 3, cleaved caspase 8, kelch like ECH associated
protein 1 (Keap-1), and cullin3 were measured.
4.2.8. Co-Immunoprecipitation
Co-immunoprecipitation studies were performed to determine the effect of CA on the specific
interactions between signal proteins [18]. Briefly, the cellular proteins were separated from the
cells receiving different treatments and were immunoprecipitated with anti-Keap-1 or anti-Nrf2 or
anti-TGF-βR2 (TGF-β receptor 2) and protein A/G-sepharose. The antibody–protein A/G-sepharose
complex was washed thrice, and the proteins were immunoblotted as described earlier. The expressions
of cullin3 and Nrf2 were measured in the Keap-1-precipitated fraction and ubiquitinated Nrf2 expression
was measured in Nrf2-precipitated fraction. The expressions of TGF-β1 and Smad7 were measured in
anti-TGF-βR2 precipitated fraction.
4.3. In Vivo Bioassay
4.3.1. Experimental Set-up
Twenty-four Swiss albino mice (♂, ∼4 weeks old, ∼25 g) were used in this study. The mice were
housed in standard polypropylene mouse cages (3 mice/cage) in the animal house maintained under the
experimental condition of temperature (∼24 ◦ C), humidity (∼45%), 12 h light–dark cycle, and free access
to deionized drinking water. The experiment was approved (Ref. no.: AEC/PHARM/1701/09/2017) by
the institutional animal ethical committee (Reg. no.: 0367/01/C/CPCSEA, UGC, India). The principles
of laboratory animal care were followed throughout the in vivo experiment. Animals were rested for
two weeks for acclimatization to the experimental conditions. After acclimatization, the mice were
randomly divided into four groups (n = 6) and the animals received the treatment as follows:
Group I: Normal control, mice received only 1% tween 80 in distilled water (1 mL, orally (p.o.)
via oral gavage, once daily) for two weeks;
Group II: Mice were treated with CA (10 mg/kg body weight, p.o. via oral gavage, once daily) for
two weeks; CA was dispersed in distilled water containing 1% tween 80.
Group III: Toxic control, animals received CdCl2 (4 mg/kg body weight, p.o. via oral gavage, once
daily) alone for two weeks; CdCl2 was dissolved in distilled water containing 1% tween 80. CdCl2
(4 mg/kg) allowed a dose of 2.45 mg/kg of Cd to each animal.
Group IV: Animals were treated with CA (10 mg/kg body weight, p.o. via oral gavage, once daily)
1 h prior to CdCl2 (4 mg/kg body weight, p.o. via oral gavage, once daily) treatment for two weeks; CA
was dispersed in distilled water containing 1% tween 80; while CdCl2 was dissolved in distilled water
containing 1% tween 80 to maintain the same dose of tween 80 in an individual mouse.
CA and CdCl2 did not exhibit any interaction at pre-gastric, gastric, and intestinal pH and under
physiological condition evidenced from 1 H-NMR spectroscopic analysis (data were not shown). In this
study, 4 mg/kg/day (1/20 of LD50 ) of CdCl2 was chosen as the toxic dose for mice, which is equivalent to
∼325 µg/day of CdCl2 or ∼200 µg/day of Cd for human [33]. An earlier report revealed that provisional
tolerable Cd intake for an adult human must be <70 µg/day [13]. Therefore, we chose the dose of
CdCl2 , which is almost three times higher than the maximum tolerable limit of Cd and it has also been
found to be the equivalent dose for non-occupationally exposed populations in a Cd-polluted area [13].
The dose of CA was chosen on the basis of a preliminary study with a limited number of animals
(n = 3).
After the last treatment, the mice were fasted overnight. On day 15, the blood samples were
collected from retro-orbital venous plexus after applying one drop of 0.5% tetracaine ophthalmic drop
to the eyes [11]. Then the mice were sacrificed under CO2 euthanasia [11]. The urine samples were
collected from the bladder and immediately stored at −80 ◦ C. The kidneys were excised and were
immediately cleaned with chilled PBS and stored in liquid nitrogen. The in vivo experimental protocol
is schematically represented in Figure 5A.
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4.3.2. Estimation of Serum and Urine Biochemical Parameters
The levels of total cholesterol, HDL-cholesterol, triglycerides, urea, uric acid, and creatinine in
the sera were estimated using the commercially available assay kits following the manufacturer’s
protocols (Span Diagnostic Limited, Surat, India). The creatinine, albumin, and nitrate/nitrite levels in
the urine were measured using colorimetric assay kits (Span Diagnostic Limited, Surat, India).
4.3.3. Estimation of Cd Contents
Cd content has been estimated by atomic absorption spectrometry [5]. Briefly, the portion of
the wet tissue was digested with a mixture of de-ionized water, hydrogen peroxide, and nitric acid.
The digested mass was dissolved in 1% nitric acid and Cd content in the solution was estimated in an
atomic absorption spectrophotometer (Perkin Elmer Model no. 3100, Chelmsford, MA, USA) using a
suitable cathode lamp. For the estimation of urinary Cd, the urine sample was filtered and treated
with 1% nitric acid containing 10 µg/L rhodium internal standards.
4.3.4. Oxidative Stress Analyses In Vivo
The renal tissue was homogenized in Tris-HCl (0.01 M)-EDTA (0.001 M) buffer of pH 7.4 and
centrifuged at 12,000× g for 30 min at 4 ◦ C to obtain supernatant for subsequent biochemical assays [6].
The levels of ROS, NO, H2 O2 , NADPH oxidase, TBARS, carbonylated proteins, GSH, GSSG, SOD, CAT,
GPx, GR, and GST in the renal tissue homogenates were measured following the established protocols
mentioned earlier. Co-enzymes Q9 and Q10 in the cell lysate were separated and quantified using
reverse phase-high performance liquid chromatographic (RP-HPLC) (Dionex, Germany) methods as
described by Zhang and co-workers [34]. DNA fragmentation in the renal cells was measured using
the diphenylamine reagent [11]. The extent of DNA oxidation in the renal cells was measured by
quantifying 8-hydroxy-2′ -deoxyguanosine (8-OHdG) using a RP-HPLC (Dionex, Idstein, Germany)
method [11].
4.3.5. Immunoblotting of Signal Proteins In Vivo
The expressions of phospho-Nrf2 (Ser40), HO-1, TGF-β1, phospho-Smad3 (Ser423/Ser425), Smad7,
collagen-IV, Bad, Bcl-2, cleaved caspase 9, cleaved caspase 3, cleaved caspase 8, Keap-1, and cullin3 in
kidneys of experimental mice were measured following the established protocol [22].
4.3.6. Co-Immunoprecipitation
The proteins from the renal tissues of experimental mice were immunoprecipitated with anti-Keap-1 or
anti-Nrf2 or anti-TGF-βR2 and protein A/G-sepharose. The antibody–protein-A/G-sepharose complex
was washed thrice, and the proteins were immunoblotted as described earlier. The expressions of cullin
3 and Nrf2 were measured in the Keap-1-precipitated fraction and ubiquitinated Nrf2 expression was
measured in the Nrf2-precipitated fraction. The expressions of TGF-β1 and Smad7 were measured in the
anti-TGF-βR2-precipitated fraction.
4.3.7. Histological Analyses
Excised kidneys were immediately fixed with 10% buffered formalin and were embedded in
paraffin. The paraffin mounted kidneys were sectioned in a microtome. Sections (∼5 µm) were stained
with haematoxylin and eosin (H and E), periodic acid-Schiff (PAS), and Masson’s trichrome (MT) stains
following established protocols [7,35]. Morphometric analysis was performed using the NIH IMAGE
(Image-J, 1.37v) software.

Molecules 2019, 24, 4176

27 of 31

4.4. Statistical Analysis
The data were presented as the mean ± SD. The statistical analysis was performed using a one-way
analysis of variance (ANOVA) followed by Dunnett’s t-test in the GraphPad InStat software (version
3.05), USA. A p value < 0.05 was considered significant.
4.5. In Silico Analyses
Three-dimensional (3D) structures of Nrf2, HO-1, TGF-β1, Smad3, Smad7, and collagen IV were
obtained from the Brookhaven protein data bank (PDB) repository with PDB IDs of 2FLU, 5BTQ, 3KFD,
1MJS, 2DJY, and 5NAX, respectively [36]. All the retrieved protein structures were pre-processed
before docking using “Protein Preparation Wizard” module in Schrödinger’s Maestro interface [37].
Optimization of bond length, assignment of proper bond order, creation of disulfide bonds, capping
of protein terminals, and fixing of other missing side chains and loops were attained during protein
preparation steps. Missing hydrogen atoms were added and water molecules were deleted from
the protein structures. In addition, different possible states of the histidine residues were assigned
to all crystal structures of proteins during the refinement process. A restrained minimization was
performed in the final refinement step to achieve energy minimized protein structures until the root
mean squared deviation reached 0.3 Å. Energy minimized 3D molecular structure of CA with correct
chirality was generated using the “LigPrep” module [37]. The “Receptor Grid Generation” panel was
used to generate the receptor grids. The “SiteMap” module was used to identify potentially druggable
pockets on the surface of the proteins, where no prior knowledge of binding site information was
available. “SiteMap”-predicted promising and energetically favourable sites or pockets were used
for ligand binding. All receptor grids were specified around the binding site of the receptor enclosed
within a rectangular box. Schrödinger suite embedded Grid-based ligand docking with energetics
(Glide) module was employed for molecular docking of all six proteins with CA [37,38]. Each receptor
grid file and “LigPrep”-made CA file were browsed for extra precision (XP) docking protocol to assess
the binding affinity of CA with different proteins. The ligand-CA was kept flexible and all the proteins
were kept rigid during XP docking execution. Default settings were used in the XP docking method.
For each protein, 10 different docked poses were generated.
5. Conclusions
The present study revealed that Cd can induce nephrotoxicity by augmenting oxidative stress.
CdCl2 treatment significantly imparted oxidative damage to the renal cells via increasing ROS,
H2 O2 , NO, and NADPH oxidase accumulation and suppressing cellular redox defence molecules
in renal cells. Cd was found to induce pathological events, such as fibrosis, inflammation, redox
imbalance, and apoptosis, to renal cells via triggering TGF-β1/Smad/collagen IV signalling, activating
pro-inflammatory mediators, impairing Nrf2 activation, and endorsing apoptotic signal transduction.
In contrast, CA treatment significantly attenuated Cd-mediated nephrotoxicity by attenuating renal
oxidative stress, fibrosis, inflammation, redox imbalance, and apoptosis via inhibiting/quenching
ROS, accelerating Cd clearance, reciprocating pathological signal transductions, and activating redox
defence factors (Figure 11). Thus, it would be concluded that CA would serve as a potential therapeutic
agent against Cd-mediated nephrotoxicity via multiple mechanisms.
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Figure 11. Schematic overview of probable protective mechanism of CA against Cd-mediated renal
→
┬
injury. The blue arrows (→) indicate down-steam cellular events. The red lines (⊥) indicate the
activities restricted.
Supplementary Materials: The following are available online, Table S1: The effects of CdCl2 and/or CA on serum
biochemical parameters in mice, Table S2: The effects of CdCl2 and/or CA on kidney mass, Cd accumulation, Cd
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