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Herbicide exposure induces apoptosis,
inflammation, immune modulation and
suppression of cell survival mechanism in murine
model

Aaveri Sengupta, Krishnendu Manna, Siddhartha Datta, Ujjal Das, Sushobhan Biswas,
Nilkanta Chakrabarti and Sanjit Dey*

The lymphatic organ, the spleen, is of immense immunological importance as it is the largest blood filter in
the mammalian system. The objective of the current study is to explore the detrimental cellular and sub-
cellular effects in the spleen, mediated by the widely used herbicide, paraquat (PQ). PQ is an uncoupling
agent for the electron transport chain complex in the mitochondria, which promulgates serious
alterations in the intracellular oxidative microenvironment. This leads to the activation of a cascade of
sub cellular events leading to cell death. Since PQ-induced oxidative damage in the spleen is not well
explored, we planned to develop a PQ toxicity model in rodents, addressing its negative effects in the
highest molecular terms. The toxicity markers were evaluated in terms of oxidative stress, cellular
apoptosis, infammation and splenomegaly in Swiss albino mice after treatment with PQ. The increase in
thiobarbituric acid reactive substances (TBARS), tissue nitrite formation, intracellular reactive oxygen
species (iIROS) production, depletion of the activities of catalase (CAT), glutathione (GSH), superoxide
dismutase (SOD) and the reduction in mitochondrial inner trans membrane potential (MMP) were
significant in the PQ treated group compared to the control. A pronounced inhibition of cell proliferative
response and increased p53, Bax expression, caspase 3 activities and decreased Bcl-2 were also
associated with PQ-induced apoptosis. Moreover, a pro-inflammatory response was apparent in the PQ
treated group as indicated by elevated levels of pro-inflammatory markers (TNF-a, IL-6 and COX-2).
Thus, this is perhaps the first mechanistic report showing how a herbicide induces the oxidative stress
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Introduction

As the largest peripheral lymphoid tissue of the body, the spleen
performs a crucial role in immune function with the help of the
lymphoid macrophages, T and B lymphocytes, which kill patho-
gens and produce antibodies. The spleen filters the blood, acts as
a store house for Red Blood Cells (RBC) and scavenges the dead,
damaged RBC, recycling the iron and protein components.*
Paraquat (PQ), a toxic, pro-oxidant herbicide, causes detri-
mental biological effects through oxidative stress injury and
mitochondrial dysfunction. Upon entering the cell, the redox
cycling of PQ*" is initiated by mitochondrial and cytosolic
enzymes like NADPH oxidase, NADPH cytochrome C reductase
and nitric-oxide synthase.>® On the other hand, it is reduced to
an unstable free radical and then reoxidized to form the cation,

Department of Physiology, DST-PURSE & UGC-CPEPA Supported Department, Centre
for Research in Nanoscience & Nanotechnology (CRNN), University of Calcutta, 92,
A.P.C Road, Kolkata - 700009, West Bengal, India. E-mail: sanjitdey@gmail.com;
Fax: +91-33-23519755; Tel: +91-9830211512

This journal is © The Royal Society of Chemistry 2017

responsible for immunomodulation, apoptosis, as well as splenomegaly in the murine system.

which ultimately produces a superoxide anion.*® PQ induces
oxidative stress by generating excessive intracellular reactive
oxygen species (iROS) and alters mitochondrial function
leading to apoptosis; therefore, apoptosis of the spleen cells
proves to be fatal.*” Different in vivo and in vitro studies have
revealed that apoptosis in splenocytes leads to immunosup-
pression in rodents.®

The relationship between exposure to different doses of PQ
and Parkinson's disease development is well documented.®*
Apart from brain dysfunction, PQ can induce liver damage and
failure of the lung, heart and kidney functions within several
days to several weeks. As a potent ROS generator, PQ causes
cellular damage in different organs by either the process of
immune suppression, inflammation, apoptosis or necrosis.
Moreover, shifting the redox balance results in the impairment
of intracellular ionic homeostasis, which affects DNA, protein or
lipid.> ROS result in increased lipid peroxidation (LPO) and
depletion of ROS scavenging enzymes such as SOD, CAT and GPx
(glutathione peroxidase).'** An animal study in rats and a cell
culture study with normal human lung epithelial cells have
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demonstrated that post-treatment with N-acetyl-L-cysteine (NAC)
in paraquat intoxication can significantly increase the survival
rate and lower the paraquat induced oxidative stress and
inflammatory response, in which the cellular glutathione level
plays an essential role in the antioxidant defence mechanism.*
Another experimental study confirmed that Croton cajucara leaf
extract shows free radical scavenging activity, and ameliorates
oxidative stress by PQ, suggesting its beneficial use as a potent
source of antioxidant substances from natural origin.*

Andrographolide, a major bioactive chemical of the plant
Andrographis paniculata and its derivatives, has antioxidant
activities in vivo and in vitro and reduces the free radical damage
by PQ."

Thus, our hypothesis is that PQ may be related to the acti-
vation of some molecular events leading to apoptotic cell death.

We have studied two crucial elements of apoptosis from the
Bcl-2 family and caspase enzymes that are involved in the
process of apoptosis in the spleen cells. The Bcl-2 family of
proteins are a set of cytosolic elements that function in opposite
directions: Bel-2 and Bcl-x;, act to inhibit apoptosis, whereas Bax
counteracts this effect. On the other hand, caspase enzymes
work in a cascade manner and caspase-3 is one of the most
important members of this family, which plays an effective role
in apoptotic pathways in different cells.”® We postulate that
apoptosis is also associated with change in MMP. Previous
studies confirm that a decline in MMP manifests oxidative
stress and eventually leads to cell death." It is also reported that
PQ caused S-phase arrest of the cell cycle in rat liver and lung
cells in vivo and it affects the DNA."®

Another report reveals that some signature molecules of
acute PQ poisoning like the calcium signaling-related proteins,
calcium binding protein 1 (CaBP1), FK506 binding protein 4
(FKBP4), S100A6 and secreted protein acidic and rich in cysteine
(Sparc, also known as osteonectin) are upregulated by PQ
treatment and decreased by acai berry treatment.” Another
study with PC12 cells validates that the extract of Bacopa mon-
nieri can be used as a potent therapeutic agent in the prevention
of PD by modulating oxidative stress and redox signalling
pathways induced by PQ or diquat.*®

In the present study, we investigate the effects of oxidative
stress caused by PQ on the splenocytes of adult male Swiss
albino mice. We also focus on the concomitant changes in the
levels of oxidative stress indicators (iROS, LPO, SOD, CAT, GSH
and tissue nitrite formation), immunomodulatory molecules
(IL-6, TNF-o, COX-2), apoptotic markers (MMP, p53, Bax, Bcl-2,
caspase-3 activity), cell cycle progression and cell survival status
[total AKT (known as protein kinase B), phospho-AKT] in
murine splenocytes. The size of the spleen has also been noted
to evaluate splenomegaly.

Materials and methods
Chemicals

Paraquat dichloride, thiobarbituric acid (TBA), trichloroacetic acid
(TCA), reduced glutathione, acrylamide-bis acrylamide, Tween 20,
ethidium bromide (EtBr) and rhodamine 123 were purchased
from Sigma-Aldrich (St. Louis, MO, USA), while fetal bovine serum
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(FBS), antibiotics were obtained from HiMedia Laboratories
(Mumbai, India). 2/,7'-Dichlorodihydrofluorescein diacetate
(H,DCFDA), propidium iodide (PI) and hydrogen peroxide (H,0,)
were procured from Merck Chemicals (Germany). Antibodies were
purchased from Cell Signalling Technology (Danvers, MA) and
other chemicals used were of highest purity grade available.

Animals

Male Swiss albino mice, at 10-12 weeks old, weighing 24-30 were
purchased from Chittaranjan National Cancer Institute (CNCI),
Kolkata, India. Animals were maintained in the departmental
animal facility under standard conditions (24 + 2 °C, 50 &+ 5%
humidity) with 12 h light/dark cycle. Mice were given standard
mice feed and water ad libitum. All mice were randomly assigned
to experimental groups. All protocols for animal handling and
research were duly approved by the ‘Institutional Animal Ethics
Committee’ (IAEC-IV/proposal/SD-02/2012 dated 28.08.2014)
under the guidelines of ‘The Committee for the Purpose of
Control and Supervision of Experiments on Animals (CPCSEA),
Ministry of Environment, Forest and climate change, Govern-
ment of India’, at the Department of Physiology, University of
Calcutta, India. Appropriate care was undertaken to minimize
any accidental pain or injury to the animals.

Treatment

Mice received intra-peritoneal injections of PQ at a sub-lethal dose
of 10 mg kg™ body weight twice a week for 28 days (total of 8
doses) and the control group received the same volume of vehicle/
saline (0.9% NaCl) intra-peritoneally. The dose of PQ was selected
according to the dose-dependent effects of PQ on the survival of
mice and the identification of a sub-lethal dose of PQ for the
peripheral tissues of Swiss albino mice in the previous study.”

Determination of spleen index

After the sacrifice, the axial length of the spleen of both treated
and control mice were measured by the standard scaling
procedure. Body weight and spleen weight of both treated and
control mice were also measured. The ratio of spleen weight/
body weight was represented as the spleen index in the
Results section.

Tissue lysate preparation

After the completion of the final dose of PQ, the animals from
both the treated and control groups were euthanized by cervical
dislocation before the organs were dissected out. The spleen
was homogenized using a tissue homogenizer (Sono Plus,
Germany) in ice-cold 0.2 mM phosphate buffer (pH 7.4) con-
taining protease inhibitors (0.1 mM EDTA, 1.0 mM PMSF, 1 mM
DTT, 0.1 mM EGTA, 0.3% NP-40 and 1 g mL™~" pepstatin A) to
obtain a 10% (w/v) tissue homogenate. The tissue homogenates
were centrifuged at 12 400 rpm (30 min at 4 °C) in a cold
centrifuge (Sorvall, USA). The supernatant was separated and re-
centrifuged at 13 846 rpm (30 min at 4 °C). The clear superna-
tant was taken for the analysis of post-mitochondrial fractions.
The protein concentrations of samples were determined using

This journal is © The Royal Society of Chemistry 2017
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the methods of Lowry et al'” for further analysis of the
biochemical and molecular parameters.

Isolation of splenocytes

Dissection of the mice followed the removal of the spleen and
washing of the organs in 75% (v/v) ethanol. Spleens were re-
washed three times with phosphate buffer saline (PBS, pH
7.4). Using the plunger end of a syringe, spleens were dispersed
in PBS and passed through a cell strainer (40 mm, SPL Life
Sciences, Gyeonggi-do, South Korea) to obtain a homogeneous
cell suspension following collection by centrifugation
(1000 rpm, 10 min at 4 °C). The residual erythrocytes were lysed
using RBC lysis buffer (0.155 M NH,Cl, 0.1 mM EDTA, and
10 mM KHCOj;) with minimal effect on splenocytes. The sple-
nocytes were then washed twice in PBS and re suspended in
RPMI-1640 containing 10% FBS and 100 units per mL of peni-
cillin and streptomycin (HiMedia Laboratories, India). The cells
were stimulated with concanavalin A (10 mg mL™") and incu-
bated in 95% air and 5% CO,, at 37 °C.*?

Determination of iROS

The iROS of splenocytes was determined by H,DCFDA in flow
cytometry.”® H,DCFDA is an ROS-sensitive compound that can
easily diffuse into the cells and get hydrolyzed by an esterase to
form DCHF within the cells, then is further oxidized by
hydrogen peroxide or low-molecular-weight peroxides to
produce the fluorescent compound 2’,7’-dichlorofluorescein.
Splenocytes were suspended in PBS, with a saturating concen-
tration of H,DCFDA (3 mM), in the dark for 30 min at room
temperature. The DCFDA fluorescence signal was detected in
flow cytometry using BD FACSCalibur (Becton Dickinson,
Franklin Lakes, NJ) with 480 nm excitation and 530 nm emis-
sion light. For each sample, the auto fluorescence signal of
unstained splenocytes was measured and used to adjust the
fluorescence intensity of DCFDA stained splenocytes. Data were
analyzed using standard FlowJo software (version 7.6.5). Anal-
ysis of the FL-1 fluorescence was performed with gating on the
total unstained splenocytes population to identify the live
splenocyte population. The same gate was used for all the
samples to measure the FL-1 fluorescence intensity.

Determination of LPO

The formation of TBARS in the spleen cell lysate was calculated
following standard protocol.>* In brief, the tissue homogenate
was mixed with TCA (15%), TBA (0.35%) and 5 (N) HCI followed
by incubation at 95 °C for 15 min, following cooling and
centrifugation. The absorbance of the supernatant was
measured at 535 nm against an appropriate blank using a spec-
trophotometer (SmartSpec™ Spectrophotometer, BIO-RAD). The
amount of lipid peroxidation in each sample was expressed in
terms of TBARS produced in nanomoles per mg of protein.

Determination of CAT activity

CAT activity was measured using H,0, with slight modification
of the actual protocol.”® The cell lysate (containing 50 mg of
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protein) was added to 50 mM phosphate buffer (pH 7) containing
100 mM H,0, and incubated for 2 min at 37 °C. The absorbance
was monitored at 240 nm for 5 min using a spectrophotometer
(SmartSpec™ Spectrophotometer, BIO-RAD). The change in
absorbance with respect to time was proportional to the break-
down of H,0,. The CAT activity was expressed in units per mg
protein, and one unit of enzyme activity was defined as the
amount of enzyme required to break down 1 mM of H,0,.

Determination of SOD activity

The activity of SOD was determined using the auto-oxidation of
pyrogallol,*® which was adjusted during calculations. Briefly,
62.5 mM tris—cacodylic acid buffer was added to the cell lysate,
followed by the addition of 4 mM pyrogallol. To monitor the
auto-oxidation of pyrogallol, the absorbance was obtained at
420 nm in a spectrophotometer (SmartSpec™ Spectrophotom-
eter, BIO-RAD) following the absorbance of the test samples, at
specific time intervals.

Determination of reduced GSH levels

To determine GSH, the cell lysate was treated with 0.1 mL of
25% TCA and the resulting precipitate was pelleted by centri-
fugation at 7100 rpm for 10 min. The free endogenous sulthy-
dryl group was assayed in 3 mL of a mixture containing 2 mL of
0.5 mM DTNB prepared in 0.2 M phosphate buffer, with 1 mL of
cell supernatant. The GSH reacted with DTNB and formed
a yellow coloured complex, which was monitored at 412 nm in
a spectrophotometer (SmartSpec™ Spectrophotometer, BIO-
RAD).”

Determination of tissue nitrite formation

Cellular nitrite formation was measured using the Griess
reagent.”® Griess reagent (990 pL) was mixed with 10 pL of the
cell lysate and incubated for 5 min at 37 °C in the dark. The
absorbance was read at 540 nm using a spectrophotometer
(SmartSpec™ Spectrophotometer, BIO-RAD), and the value was
calculated from the standard curve using NaNO, solution (1
mM).

Determination of changes in MMP

Both the control and treated splenocytes were seeded in 96-well
plates at a density of 1 x 10° cells per mL. Changes in MMP
were monitored using the fluorescent dye rhodamine 123.
Depolarization of MMP in splenocytes results in the loss of
rhodamine 123 from the mitochondria and a decrease in
intracellular fluorescence was observed. Rhodamine 123 (final
concentration of 10 uM) was added to the harvested cells and
analyzed using a flow cytometer with the FlowJo software.”

Analysis of cell cycle

Cells from both groups were collected and washed twice with
cold PBS. The cells were then fixed with 70% ethanol at 4 °C,
overnight. Cells were centrifuged for 5 min at 1000 rpm at 4 °C,
after which the pellet was treated with 2 mg mL ™" RNase A at
37 °C for 20 min and stained with 50 mg mL™" propidium
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iodide (PI) containing 0.1% Triton X-100 and EDTA (0.02 mg
mL™"). Cells (2 x 10°) were quantified to determine the distri-
bution of different cell cycle phases using a BD FACSAria III
flowcytometer (Becton Dickinson, Franklin Lakes, NJ, USA). The
results were analyzed using the FlowJo software.*

Analysis of CD4 and CD8 count

The harvested splenocytes were washed twice using PBS and
then incubated with anti-CD4-FITC and anti-CD8-PE conjugated
antibodies for 2 h*' The stained splenocytes were subjected to
flow cytometric evaluation using a BD FACSVerse flow cytometer.

Immunofluorescence study

This study was done to check the sub-cellular localization and
expression level of Bax in splenocytes of the control and PQ
treated group. Splenocytes were fixed with 4% para-
formaldehyde following permeabilization using 0.2% Triton X-
100. Then, a blocking solution (2% BSA and 0.1% Triton X-100
in PBS) was added for 1 h before the slides were incubated with
primary antibody (at a ratio of 1 : 250 in the blocking solution).
This step was followed by staining with FITC-labelled secondary
antibodies for Bax (at a ratio of 1:250 each in the blocking
solution, green fluorescence) and the nucleus of the cells were
counterstained with 4',6-diamidino-2-phenylindole (DAPI,
Invitrogen, blue fluorescence). The slides were washed, fol-
lowed by covering with mounting solution and visualized using
the Olympus confocal microscope (Shinjuku, Tokyo, Japan).**
The relative fluorescence intensity of Bax was estimated from
the intensity curve, and each immunofluorescence image was
analyzed using Image] software.

Immunoblot analysis

Equal amounts of protein (40 pg) were loaded in each lane on
12.5% SDS-PAGE and transferred onto a PVDF membrane. After
blocking with 5% bovine serum albumin (BSA) in TBST for 1 h,
the membranes were incubated with primary antibody over-
night, followed by incubation with secondary antibody for 2 h at
room temperature. Protein bands were visualized using NBT-
BCIP solution mixture. The relative protein levels were calcu-
lated by normalization to the amount of internal control
protein.** Monoclonal antibodies were used for phospho-AKT,
total AKT, Bax, Bcl-2 (Cell Signalling Technology, Danvers,
MA) and COX-2 (Santa cruz Biotechnology, Texas, USA). Poly-
clonal antibodies were used for p53 (Santa Cruz Biotechnology,
Texas, USA), TNF-o and IL-6 (Imegenex, San Diego, CA, USA). B-
Actin and GAPDH (Cell Signalling Technology, Danvers, MA)
were used as loading controls.

Determination of protein expression using flow cytometry

Splenocytes were fixed with 4% paraformaldehyde in PBS (pH
7.4) for 20 min at room temperature and permeabilized using
0.1% Triton X-100 in PBS with 0.1% FBS for 5 min. After
washing twice in PBS with 3% FBS, the permeabilized spleno-
cytes were incubated with primary antibody on ice for 2 h and
washed twice with PBS. The cells were then incubated with
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FITC-conjugated goat anti-rabbit IgG as a secondary antibody
for 30 min on ice and washed twice in PBS. The stained cells
were acquired and then analyzed using a BD FACSCalibur flow
cytometer (Becton Dickinson, Franklin Lakes, NJ, USA) equip-
ped with FlowJo software.**

Determination of caspase-3 activity

The enzymatic activity of caspase-3 was measured according to
the manufacturer's instructions (BioVision, Inc., Mountain
View, CA, USA) using a caspase-3/CPP32 fluorometric assay kit.
For the caspase-3 assay, equal amounts of lysates were incu-
bated with 50 pL of reaction buffer containing 10 mM dithio-
threitol and 50 uM caspase fluorometric substrates (DEVD-AFC)
at 37 °C for 1 h. The fluorescence of the released AFC was
measured with a fluorimeter (JASCO, India) using excitation
and emission wavelengths of 400 and 505 nm, respectively.*

Statistical analysis

All data were presented as mean =+ standard error of the mean
(SEM). The significant differences between the PQ treated and
the control groups were determined by the one-tailed Student's
t-test using the software OriginLab 8.0. In all cases, a value of p <
0.05 was considered as significant.

Results
PQ induced splenomegaly in mice

The mice of the PQ-treated group developed splenomegaly
(Fig. 1A). The axial length of the spleen was increased signifi-
cantly (p < 0.05) in the PQ-treated group, compared to the

PQ
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Fig. 1 The spleen lengths of both the control and PQ-treated groups
were evaluated on a comparative basis (A). The axial spleen length was
found to be significantly higher in the treated group compared to the
control group (B). The spleen-body weight ratios of PQ-treated mice
were significantly greater, compared to control mice (C). Values are
presented as mean + SEM (n = 5). A value of p < 0.05 was considered
as significant. Statistical comparison: *control vs. PQ.
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Fig.2 PQ-Induced intracellular ROS generation in splenocytes was determined using flow cytometry. (A) Representative histograms showing DCF
fluorescence in the control and PQ treated cells. (B) Quantitative analysis of the relative fluorescence intensity of DCF in the control and PQ treated
cells. Values are presented as mean + SEM (n = 5). A value of p < 0.05 was considered as significant. Statistical comparison: *control vs. PQ.

A 14 s B Cz,
= g 2
3 12 S 6- © 6+
£E £ ~
210 & s 55
® Y] e Y © 27
=2 4 o0
= £ 8 o0 4 * £ 41
°Z £ S
Sz 6 3 3 <31 *
A A = &
= )
=" S
2 41 = 2 &2
-z = &
z 2 = 11 1-
= 7] [=]
] © ol 2 o
Control PQ Control PQ Control PQ
— =
D 5 5 E 2 1.8] *
£ Z 1.6
g3 = 1.4
ZE e
s g 3. iz.f 1.2
PR 2 10]
|2 B
S 24 = 0.8
= 2 Z
= = * 5 0.6
© 2 0.4
K =
S S 0.2
E o % 0.0
Control PQ Control PQ

Fig. 3 Representative bar graphs showing lipid peroxidation, antioxidant parameters and tissue nitrite formation. In all these cases, values are
presented as mean + SEM (n = 5). A value of p < 0.05 was considered as significant. Statistical comparison: *control vs. PQ. (A) LPO of spleen
tissue homogenate in terms of TBARS (nmoles of TBARS per mg of protein), (B) PQ-induced alteration of reduced glutathione (umoles per mg
protein) in mice spleen homogenates, (C) PQ-induced alteration of superoxide dismutase activity (unit activity per mg protein) in murine spleen
homogenates. (D) PQ-Induced alteration of catalase activity (mmoles H,O, reduced per mg of protein) in murine liver homogenates. (E) PQ-
Induced alteration of tissue nitrite formation (umoles of nitrite per pg of protein) in murine spleen homogenates.
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control (Fig. 1B). In addition, the spleen-body weight ratio was
also measured in the control and PQ-treated mice group. The
ratio of spleen weight and body weight was significantly
(p < 0.05) greater in the PQ-treated group compared to the
control (Fig. 1C).

PQ mediated ROS generation

Fig. 2B shows that the relative DCF fluorescence intensity was
significantly (p < 0.05) higher (3.09-fold) in the PQ-treated group
compared to that of the control group.
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PQ increased TBARS and tissue nitrite formation

PQ treatment increased TBARS formation in splenic cells. In
the present study, cellular TBARS formation was significantly
(p < 0.05) higher (3.17-fold) in the PQ-treated group compared
to that of the control group, indicating the oxidative degra-
dation of cellular membrane lipids (Fig. 3A). PQ also signifi-
cantly (p < 0.05) increased the cellular nitrite level (2.8-fold),
compared to the levels in the control cells (Fig. 3E) of mice
spleen.
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Fig.4 PQ-Induced change in CD4/CD8 count in murine splenocytes. Spl

enocytes were chosen on the basis of the SSC vs. FSC plot, and doublet

population of total splenocytes were gated out on the basis of the FSC-H vs. FSC-A plot. Quantitative analysis of CD4/CD8 count was done using

FlowJo software.
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results were analyzed using FlowJo software.
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PQ-Induced depletion of non-enzymatic and enzymatic
antioxidants

The GSH level decreased (0.6-fold) and activity of other antiox-
idant enzymes (SOD and CAT) were significantly reduced (0.51-
fold for SOD and 2.9-fold for CAT) in the PQ-treated group
compared to the control group (Fig. 3B-D).

T cell phenotypic changes mediated by PQ

To evaluate the altered differentiation in the PQ-treated sple-
nocyte population, the cell surface marker for each sub-
population was evaluated using flow cytometry. PQ altered
each subpopulation, CD4" cells decreased from 24.2% to 15.9%
and CD8" cells also decreased from 13.0% to 10.3%, as clearly
shown in Fig. 4. The reduction in both CD4" and CD8" cells
indicated the PQ-induced onset of immunocompromised situ-
ations in mice.

PQ increased the sub G0/G1 population and arrested the cell
cycle at G1/S in murine splenocytes

To confirm whether PQ induced apoptosis in murine spleno-
cytes, flow cytometry was employed. The cell cycle phase
distribution of DNA content was determined, and treatment
with PQ significantly increased the percentage of DNA content
in the sub G0/G1 population from 9.1% to 37.4%, indicating cell
cycle arrest at the sub G0/G1 stage (Fig. 5). On the other hand,
the percentage of splenocytes in the S phase was decreased in
the PQ-treated mice group, compared to the control mice group.
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PQ-Induced changes in the MMP of murine splenocytes

To evaluate the role of PQ in the reduction of the MMP of
splenocytes in mice, a flow cytometry assay was done using the
mitochondrial specific fluorescent probe rhodamine 123.
Fig. 6B reveals that PQ treatment significantly decreased the
relative rhodamine 123 fluorescence intensity over the control
group in the splenocytes of mice.

PQ-Induced activation of p53 and apoptosis in splenocytes
through the mitochondria dependent pathway

To determine the PQ activated mitochondria dependent
apoptosis pathway in murine splenocytes, we examined the
protein expression pattern of p53, Bax and Bcl-2 in splenocytes.
Levels of p53 were drastically elevated in the PQ-treated group
(2.36 fold) with respect to the control group. Immunoblot
analysis also revealed that PQ caused significant up regulation
in Bax (2.05 fold), as well as a down regulation in Bcl-2 (0.52
fold) expressions as compared to the control group (Fig. 7A and
B). These results were further clarified by flow cytometry anal-
ysis. Results showed that PQ markedly increased the p53
expression in the splenocytes, compared to the control cells
(Fig. 8A and B). Moreover, Bax expression also increased (Fig. 8C
and D) significantly (p < 0.05), and the expression level of Bcl-2
decreased (Fig. 8E and F) in the PQ group compared to the
control group, as observed from the FITC relative fluorescence
intensity. The Bax expression level was further assessed by
immunofluorescence study. Results showed that Bax expression
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Fig. 6 PQ-Induced changes in mitochondrial membrane potential in murine splenocytes. (A) Splenocytes were chosen on the basis of the SSC
vs. FSC plot, and the doublet population of total splenocytes were gated out on the basis of the FSC-H vs. FSC-A plot. Respective histograms of
relative fluorescence intensity of rhodamine 123 were analyzed using FlowJo software. (B) Graph showing quantitative analysis of relative
fluorescence intensity of rnodamine 123. p < 0.05 was considered as significant (n = 5). Statistical comparison: *control vs. PQ.
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apparently increased with PQ treatment in mice splenocytes
(Fig. 9).

PQ-Induced changes in caspase-3 activity

Caspase-3 activity was significantly higher (2.27 fold) in the
splenocytes of the PQ-treated group compared to that of the
control mice groups (p < 0.05) (Fig. 10).

PQ treatment down regulated the expression of the cell
survival marker

AKT serves as a key protein involved in cellular survival and
growth in response to extracellular signals. In the present study,
results demonstrated that AKT was hypophosphorylated (0.57
fold) in the PQ treated group, compared to the control group
(Fig. 7A and B). Interestingly, the change in total AKT expression
remained non-significant between the control and treated
group, suggesting that PQ treatment markedly reduced AKT
phosphorylation, followed by the suppression of cellular
survival in murine spleen.

The status of pro-inflammatory indices in murine splenocytes
after PQ treatment

Cytokines such as TNF-a and IL-6 are involved in the early pro-
inflammatory phase of PQ poisoning. In this study, we assessed

13964 | RSC Adv., 2017, 7, 13957-13970

TNF-a and IL-6 expression levels in murine splenocytes after PQ
treatment. The results show that PQ strongly promoted TNF-
o (1.76 fold) and IL-6 (1.66 fold) expressions in splenocytes with
respect to the control group in mice. On the other hand, COX-2,
another pro-inflammatory biomarker was significantly (p < 0.05)
increased (1.78 fold) in the PQ treated group, compared to the
control mice group (Fig. 7C and D).

Discussion

To the best of our knowledge, the downbeat effects of exposure
to environmentally relevant toxicants on murine splenocytes
have not been previously reported. This study reports for the
first time that the intracellular events associated with PQ-
induced splenomegaly, oxidative stress and compromised
antioxidant pool lead to the activation of the downstream
pathways of inflammation, immunomodulation and apoptosis
in murine splenocytes.

A recent study indicated that PQ damages the splenocytes
and their cellular morphology in Swiss albino mice.*® In our
study, splenomegaly was a major observation after PQ treat-
ment. The gain in spleen weight might be associated with the
expansion of red pulp (damaged RBCs) area and is also
consistent with stress erythropoietic response. The spleno-
megaly interferes with the filtration process in animals. The

This journal is © The Royal Society of Chemistry 2017
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spleen weights exceeding the normal reference ranges were
considered important indicators of potential immunotoxicity.*®
The most plausible explanations for this are the inhibition of
lymphocyte proliferation and the induction of lymphocyte
apoptosis in spleen.

High dose of PQ-mediated ROS generation is correlated with
devastating organ failure beyond the major target organs (the
heart, lungs, liver, and kidneys), which involve mitochondrial,
microsomal and cytosolic enzymes in both animals and
humans, to combat the challenge of toxic insults.**** Redox
cycling is believed to play an important role in the injury of cells
by PQ.** ROS generation plays dual or bi-phasic roles, and has
essential protective as well as destructive roles in the immune
system.*>** From our results, it appeared that PQ generates
oxidative stress in the spleen, as was indicated by increased
cellular ROS levels and compromised antioxidant profiles in
treated mice (Fig. 2). There was a decrease in GSH levels
(Fig. 3B), reduction in SOD and CAT activities (Fig. 3C and D),
including enhanced lipid peroxidation (Fig. 3A) in the PQ

This journal is © The Royal Society of Chemistry 2017

treated group, compared to the control. Thus, the toxic insults
have promulgated broad spectrum molecular events. In addi-
tion, reactive nitrogen species (RNS) were also increased, as was
indicated by increased tissue nitrite formation in PQ treated
mice (Fig. 3A and E). Nitrites constitute a biochemical reservoir
for nitric oxide (NO) in mammals. The reduction of nitrite to NO
is catalyzed by many metal-containing enzymes that increase
under hypoxic or ischemic conditions.*® Administration of
exogenous nitrites in humans and rodents is clearly associated
with NO-like bioactivity, as demonstrated by the increase in
c¢GMP formation, vasodilatation, reduction in blood pressure,
inhibition of platelet function, and protection against ischemia-
reperfusion injury. Nitrates, nitrites, NO, and their reaction
products have significant roles in glucose-insulin homeostasis,
including the regulation of microvascular blood flow, mito-
chondrial function, insulin secretion, gluconeogenesis, and
glucose uptake, as well as modulating the inflammatory reac-
tion and oxidative stress in different pathways.** The nascent
NO diffuses out from the cells and binds to the heme group of

RSC Adv., 2017, 7, 13957-13970 | 13965
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cytosolic guanylate cyclase to activate the enzymes in nearby
target cells. This interaction represents a novel and widespread
signal transduction mechanism that links extracellular stimuli
to the biosynthesis of cGMP in nearby target cells.*® A recent
study has shown that NO plays the role of mediator in the
pathogenesis of PQ-induced lung injury.*® Therefore, our above
results indicate that ROS and RNS wreaked havoc after PQ
treatment in mice splenocytes, which remain as responsible
agents leading to cellular DNA damage, apoptosis and loss of
MMP.

All these events may also be responsible for the onset of
immunosuppression and/or immunomodulation. Previous
reports indicate that ROS interfere with the T-cell receptor
signaling pathways. In different disease conditions, the redox
status of T-cell subtypes varies and these variations can

13966 | RSC Adv., 2017, 7, 13957-13970

modulate the immune response in humans.*” Even though this
study did not assess functional immunity, it undertook a very
brief phenotypic analysis of immune cells following herbicide
exposure.

We investigated the spleen T lymphocyte subsets after PQ
exposure with flow cytometry. The CD4" and CD8" subsets of T
lymphocytes are primarily involved with the immune responses
to specific antigenic challenges and in immune regulation.
However, we found that PQ had an impact on both CD4" and
CD8" T cells (Fig. 4), resulting in a change in the ratio of CD4"/
CD8" cells in the spleen. Thus, PQ toxicity to immune cells is
reflected in diminished Ty and enhanced T, cell count in the
spleen, supporting splenocyte apoptosis. Other studies have
reported that a number of chemically-induced immunotoxic
effects are characterized as immunosuppressive effects, which
manifest as marked decreases in immune function, as well as
splenomegaly, inhibition of immune cell function or even
apoptosis of lymphocytes.*®

Another major change found was that PQ treatment
enhanced the sub G0/G1 population of the cell cycle; therefore,
PQ triggered apoptosis might be induced in some fractions of
the cells existing in the sub G0/G1 phase, which are committed
to GO/G1 arrest. Moreover, it arrested the cells at the G1/S
checkpoint. The rate of cell division is crucial for normal
growth, development and maintenance; p53 plays a role in
regulating checkpoints during the G1 and G2 phases of the cell
cycle, as p53 mediates cell cycle arrest or apoptosis after DNA
damage.”

In this study, we observed that the administration of PQ up-
regulated p53, Bax protein expressions and down-regulated Bcl-
2 protein expression (Fig. 7A and B). Different in vitro studies

This journal is © The Royal Society of Chemistry 2017
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supported the fact that PQ also induces the mitochondria
mediated cellular apoptosis through changes in Bax and Bcl-2
expression levels.*>** Furthermore, we found that the activity
of caspase-3, an effector molecule of apoptosis that plays a key
role in linking the commitment and degradation phases,
significantly increased in the splenocytes in PQ treated mice
compared to control mice (Fig. 10). Both in vivo and in vitro
reports with PQ induced caspase-3 activation in brain cells are
consistent with our findings.** Moreover, the AKT/PI3K pathway
plays a central role in integrating various cellular stimuli with
a broad range of cellular functions. AKT further regulates an
array of downstream targets involving cell survival, cell growth
and cell proliferation, including members of the Bcl-2 family.**
Activation of AKT (on phosphorylation) is linked to p53 inhi-
bition and cell survival.>® The mutual antagonism between p53
and AKT mediated an essential role as they have opposite effects
on apoptosis. These considerations helped us to hypothesize
that the p53-AKT network is an important module that controls
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pathways to cell survival or death. We found that the total-AKT
expression level was unaltered in PQ treated mice splenocytes.
However, the phosphorylated-AKT level decreased after PQ
treatment in the spleen of male Swiss albino mice (Fig. 7A and
B). These results emphasized the involvement of p53-AKT axis
involvement in pushing the splenocytes towards death.

In addition, the herbicide PQ led to inflammatory develop-
ment. The pro-inflammatory molecules, such as IL-6, TNF-o. and
COX-2 expressions were enhanced in murine splenocytes
(Fig. 7C and D). PQ-Induced ROS accumulation promulgated the
production of TNF-a and IL-6, resulting in tissue injury; on the
other hand, increased TNF-a and IL-6 concentrations promoted
ROS generation. This vicious cycle may have subsequently
initiated an inflammatory cascade that aggravated tissue
damage. Literature indicates that the PQ-induced accumulation
of ROS can also activate intracellular transcription factors such
as p38-MAPK and NF-kB, which coordinate the expression of

many genes for pro-inflammatory and innate immune
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Fig. 11 Schematic representation of the proposed mechanism for the toxic effects of paraquat and related molecular events on murine spleen.
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responses, as well as genes encoding pro-inflammatory chemo-
kines and cytokines.*® The pathogenesis of PQ induced lung
injury specify that these pro-inflammatory cytokines promote
fibrogenesis, either alone or associated with other cytokines.*>>*
These results validated the present results, showing that PQ
evoked inflammation in murine spleen. This low grade inflam-
mation might be the reason for the increased size of the spleen
in PQ treated mice, compared to the control (Fig. 1).

Conclusion

The current study provides a new insight into the molecular
mechanisms of PQ-induced stress response and toxicity in
splenocytes (Fig. 11), and is the first to convey information on
the cellular events related to PQ induced oxidative damage
manifesting phenotypic changes in the spleen, which activate
the molecular events of apoptosis and inflammation. We
support our claim with the evidence of increased sub G0/G1 cell
population, depletion of MMP, increase in the expression of
pro-inflammatory molecules (TNF-o, IL-6, COX-2) and pro-
apoptotic factors (p53, Bax), decrease in the expression of
anti-apoptotic factors (Bcl-2), increase in caspase-3 activity and
subsequent DNA damage. Furthermore, we have identified that
this exotoxic agent made the organism less immune tolerant by
diminishing Ty and enhancing T, cell count in the spleen. The
present study has established factual evidence in terms of
critical biomarkers associated with herbicide induced toxicity in
mammalian systems, and has the potential for providing clin-
ical benefits.

Abbreviations

PQ Paraquat

LPO Lipid peroxidation

TBARS Thiobarbituric acid reactive substance
CAT Catalase

GPx Glutathione peroxidase

iROS Intracellular reactive oxygen species
MMP Mitochondrial membrane potential
RBC Red blood cell
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