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Abstract: The antitussive, antioxidant, and anti-inflammatory effects of a walnut (Juglans regia L.)
septum extract (WSE), rich in bioactive compounds were investigated using the citric acid aerosol-
induced cough experimental model in rodents. Wistar male rats were treated orally for three days
with distilled water (control), codeine (reference), and WSE in graded doses. On the third day; all
rats were exposed to citric acid aerosols, the number of coughs being recorded. Each animal was
sacrificed after exposure, and blood and lung tissue samples were collected for histopathological
analysis and the assessment of oxidative stress and inflammatory biomarkers. The results of the
experiment showed a significant antitussive effect of WSE, superior to codeine. This activity could be
due to cellular protective effect and anti-inflammatory effect via the stimulation of the antioxidant
enzyme system and the decrease of IL-6 and CXC-R1 concentration in the lung tissue of WSE-treated
animals. The antioxidant and anti-inflammatory effects of WSE were confirmed by biochemical
assays and histopathological analysis. This is the first scientific study reporting the antitussive effect
of walnut septum, a new potential source of non-opioid antitussive drug candidates, and a valuable
bioactive by-product that could be used in the treatment of respiratory diseases.

Keywords: walnut; by-products; antitussive; ROS; NOx; IL-6; CXC-R1; histopathological analysis

1. Introduction

Natural products such as endogenous or exogenous metabolites of animals and plants,
played a significant role in the discovery of medicines as more than half of the medicines
in use were developed from natural products [1]. Famous examples are aspirin, a product
derived from salicylic acid, present in the bark of several species of genus Salix [2], codeine,
a naturally occurring alkaloid found in plants of Papaver spp. [3], quinine, a component
of the bark of trees in the genus Cinchona [4], or penicillin, the first antibiotic compound
isolated from the fungus Penicillium [5]. The isolation and use of bioactive compounds from
natural products can mitigate the high cost of chemical synthetic drugs in the development
of new medications.
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Cough is a defensive reflex often present in pulmonary diseases including asthma,
chronic bronchitis, pulmonary neoplasm, and upper respiratory tract infections. Chronic
cough is associated with significant morbidity such as exacerbation of asthmatic symptoms,
breathlessness, rib fractures, pneumothorax, or syncope. The commonly used treatment can
include administration of antitussive medication, codeine being one of the most prominent.
Codeine has been prescribed as an analgesic or antitussive for many decades, but clinical
evidence emphasized the potential danger of this compound. Codeine is metabolized
into morphine in the liver, which is partially responsible for its analgesic and antitussive
effects. However, the individual patient response to codeine differs greatly in children, with
documented cases of unanticipated respiratory depression and death. Various regulatory
bodies, including the US Food and Drug Administration and European Medicines Agency
issued warnings regarding the occurrence of the negative effects of codeine in this age
group. Alternative therapies are needed to prevent future opioid problems especially in
pediatric patients [6].

It was already revealed that some macro- and micronutrients contained in tree nuts
have favorable health benefits via different mechanisms of action [7,8]. Walnuts are consid-
ered nutraceuticals, as they contain proteins and essential unsaturated fatty acids, as well
as tocopherols, sterols, and polyphenols with recognized antioxidant, anti-inflammatory,
and antibacterial properties [9]. In addition to kernel, walnut by-products including leaves,
green husk or septum represent important sources of nutraceutical compounds [10,11].

Walnut septum (WS), rich in polyphenolic compounds, demonstrated hypoglycemic
effect, antioxidant and antimicrobial activity, hematopoiesis-stimulating potential, or anti-
aging effects, both in vitro and in vivo [12,13]. A previous study on Wistar rats demon-
strated that WS extract (WSE) had no subacute or acute toxic effects at doses of 1000 mg/kg
body weight (b.w.) [14].

In folk medicine, WS is used along with hard walnut shell in decoctions to obtain an
antitussive effect, but no scientific research supporting this claim has been published so far.
Hence, in this study we planned to investigate the antitussive effects of a WSE obtained in
optimum extraction conditions with rich polyphenolic composition [15] using a citric acid
aerosol-induced cough rodent model [16,17]. This research could lead to the development
of new non-opioid antitussive drug candidates of natural origin, potentially useful in a
variety of respiratory diseases.

2. Materials and Methods
2.1. Reagents

All reagents and standards were of analytical grade. Acetone, Folin—Ciocalteu (FC)
reagent, hydrochloric acid, hematoxylin-eosin, paraffin were acquired from Merck (Darm-
stadt, Germany). Sodium carbonate, sodium chloride, sodium nitrite, acetic acid, disodium
hydrogen phosphate, potassium dihydrogen phosphate, bovine serum albumin (BSA),
Coomassie Brilliant Blue G (CBB), tris(hydroxymethyl)aminomethane (Ttis), 2,2’-azinobis-(3-
ethylbenzothiazoline-6-sulfonate) (ABTS), 6-hydroxy-2,5,7,8-tetramethyl chroman-2-
carboxylic acid (Trolox), 2/,7’-dichloro-dihydro-fluorescein diacetate (DCFH-DA), phosphate-
buffered saline (PBS), vanadium (III) chloride, sulphanilic acid, and alpha-naphthylamine
were bought from Sigma-Aldrich (Schnelldorf, Germany). The normal saline solution
(0.9% sodium chloride) was from B. Braun Melsungen AG (Melsungen, Germany). Neutral
buffered formalin was obtained from Chempur (Lodz, Poland), codeine phosphate from
Terapia S.A. (Cluj-Napoca, Romania). The water used in our study was ultrapure obtained
from a Milli-Q ultrapure water system (Bucharest, Romania).

2.2. Preparation of the Walnut Septum Extract

Walnut septum was obtained from walnuts harvested in Maramures County, Romania,
in the fall of 2018. The previously identified optimal extraction conditions [15] were used to
make the WSE with the highest total phenolic content (TPC). Briefly, WS was weighed (0.5 g)
and mixed with 5 mL water: acetone (50:50, v/v) as extraction solvent. Turbo-extraction
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was applied as extraction method, first using an Ultra-Turrax homogenizer (T 18; IKA
Labortechnik, Staufen, Germany) for 2 min (1 min at 9500 rpm and 1 min at 13,500 rpm),
then a Vortex RX-3 (Velp Scientifica, Usmate, Italy) for another 2 min. The homogenate was
centrifuged (Hettich, Micro 22R, Andreas Hettich GmbH & Co., Tuttlingen, Germany) at
3000 rpm for 15 min, sustaining the 40 °C extraction temperature. The supernatant was
separated and kept in the dark in open trays (24 h) for acetone evaporation.

The WSE was further standardized in TPC by FC spectrophotometric assay according
to a method previously described [18]. In brief, 20 puL of each sample were mixed with
100 pL of FC reagent in a 96 well plate. After 3 min, 80 uL of 7.5% sodium carbonate
solution were added and the plate was incubated in the dark at room temperature for
30 min. The absorbance was measured at 760 nm against a solvent blank using a Synergy
HT Multi-Detection Microplate Reader (BioTek Instruments, Inc., Winooski, VT, USA), and
the TPC was expressed as mg gallic acid equivalents (GAE)/g.

2.3. Animals and Experimental Protocol

The experimental protocol was reviewed and approved by the Commission of Ethics of
the University of Medicine and Pharmacy from Cluj-Napoca (decision no. 97/09.03.2020) and
the Veterinary and Food Safety Department from Cluj-Napoca (decision no. 218/26.05.2020).
The experiment was conducted in accordance with the internationally accepted princi-
ples (Directive 2010/63/EC) on the protection of laboratory animals used for scientific
purposes [19]. In line with the 3Rs (Replacement, Reduction and Refinement) of humane
animal research, the minimum number of animals was used for the data to attain statisti-
cal significance. As the experiment was designed to cause as little pain and suffering as
possible, the laboratory animals tolerated very well the administered substances with no
changes in their behavior or state of health being detected.

Healthy male Wistar rats (n = 24), 3 months old, were acquired from the Practical
Skills and Experimental Medicine Centre of the University of Medicine and Pharmacy from
Cluj-Napoca, Romania. The animals were housed in cages (Tecniplast, Italy) following a
12-h/12-h light/dark cycle, with environment temperature and relative humidity main-
tained at 22 &+ 2 °C and 45 £ 10%, respectively, and access to standard pelleted feed (Can-
tacuzino Institute, Bucharest, Romania) and filtered water throughout the investigation.

2.3.1. Antitussive Test

We selected 24 rats with body weight of 227.75 £ 14.60 g (mean £ SD) which were
randomly divided into four groups (n = 6). The animals were treated for three consecutive
days by gavage: group 1 (CN)—distilled water (negative control); group 2 (Cd)—codeine
phosphate, 3 mg/kg b.w./day (positive control); group 3 (WSE)—10 mL WSE (containing
134 mg GAE)/kg b.w./day; group 4 (WSE 1:2)—5 mL WSE (containing 67 mg GAE)/kg
b.w./day). One hour after the last oral treatment, each rat was placed in an air-tight trans-
parent exposure chamber and exposed to citric acid aerosols (17.5%) using an ultrasonic
nebulizer (Laica MD6026, Laica Spa, Italy). The antitussive effect of WSE in rats was
assessed by the number and frequency of coughs caused by citric acid aerosols, cough
latency after exposure being also evaluated.

The exposure period to citric acid was 4 min, followed by a further observation
period of 4 min. The total number of coughs was determined over a total period of 8 min.
Individual coughs were recorded with a video data acquisition platform and detected by
trained staff. Each of the animals was exposed to citric acid aerosols only once.

The antitussive effect was expressed as the percentage of inhibition of number of
coughs and was calculated using the equation:

% of inhibition = 100 — (Ct x 100)/Cy

where Cy was the number of coughs in the negative control group and Ct was the number
of coughs in the treatment group [20].
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2.3.2. Biological Samples

Each animal used in the antitussive test was subjected to isoflurane general anesthesia
6 h after the citric acid aerosol exposure and blood was collected from the retro-orbital
sinus in the absence of anticoagulant. Afterwards, all rats were sacrificed by cervical
spine dislocation and autopsied. Lungs were collected from all animals. Immediately, a
lung lobe from three rats in each group was fixed in 10% neutral buffered formalin for
histopathological analyses. Another lobe was frozen in liquid nitrogen and preserved at
—80 °C. Lung tissue samples were weighed and homogenized with 50 mM Tris buffer
50 mM (pH 7.4) (1:5, w/v), in two stages. A crude tissue homogenate was obtained in
the first step using a manual Potter-Elvehjem (Sigma-Aldrich, Schnelldorf, Germany)
tissue grinder, which was then sonicated by means of an ultrasonic homogenizer (T 18;
IKA Labortechnik, Staufen, Germany). The obtained tissue homogenates were used for
the assay of nitric oxide (NO), reactive oxygen species (ROS), IL-6, CXC-R1, and CXC-
R2. Serum was separated from blood by centrifugation after coagulation and served to
determine total antioxidant capacity (TAC).

2.4. Determination of the Total Protein Content

The Bradford method was applied for determination of total protein content using
BSA (2 mg/mL) as standard for calibration and CBB as color reagent [21]. The tissue
samples were homogenized with 50 mM Tris buffer (pH 7.4) (1:10, w/v) and the ab-
sorbance was measured at 595 nm using a Jasco V-530 UV /Vis spectrophotometer (Jasco,
Japan). The total protein content was used to normalize the results for oxidative stress and
inflammatory biomarkers.

2.5. Oxidative Stress Biomarkers
2.5.1. Reactive Oxygen Species

The cellular redox processes are commonly monitored using DCFH-DA. This assay
was selected to measure the ability of WSE to protect against oxidative stress in the rat
tissues employing a method described earlier [22]. Briefly, 10 uL of homogenate, 180 pL of
PBS, and 10 pL of 1 mM DCFH-DA were mixed in a microplate well (sample processed in
triplicate). The blank control was achieved by adding 190 uL PBS to 10 uL homogenate.
The conversion of DCFH-DA to the fluorescent compound 2’,7" dichlorofluorescein (DCF)
was analyzed using a Synergy 2 Multi-Mode Microplate Reader at Aexc = 484 nm and Aem
=530 nm, and the results were conveyed as arbitrary units (AU)/mg protein.

2.5.2. Nitric Oxide Level

The quantification of total NO (nitrites and nitrates) was performed using a slightly
modified previously described assay [23]. The homogenates were deproteinized by adding
an equal volume of acetonitrile, vortexed for 1 min and centrifuged at 5000 rpm and
4 °C for 10 min. To reduce nitrates to nitrites, a volume of 50 pL VCl3 (0.5% prepared
in 0.5 M HCI) was added to the supernatant, followed by 50 uL Griess reagent obtained
extempore from Griess I (0.33% sulphanilic acid in 15% acetic acid) and Griess II (0.066%
alpha-naphthylamine in 15% acetic acid) (1:1, v/v). The absorbance of the solution was
measured at 540 nm after incubation at 37 °C for 30 min. A scale of sodium nitrite standards
(concentrations from 0 to 152 nmol/mL) was employed and the results were expressed as
nmol/mg protein.

2.5.3. Total Antioxidant Capacity by Trolox Equivalent Antioxidant Capacity (TEAC) Assay

The total antioxidant capacity (TAC) was assessed by a spectrophotometric method
previously described [24]. The assay is based on the capacity of antioxidants in the solution
to decolorize the blue-green ABTS radical cation according to their concentrations and
antioxidant capacities. Antioxidants present in the sample accelerate the bleaching rate to
a degree proportional to their concentrations. This reaction can be monitored spectrophoto-
metrically at 660 nm and the bleaching rate is inversely related with the TAC of the sample.
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For the calibration curve, Trolox was used, a water-soluble analog of vitamin E, which is
widely used as a traditional standard for TEAC measurement assays, and the results are
expressed as mmol Trolox equivalent/L.

2.6. Inflammatory Biomarkers

The anti-inflammatory potential of the extract was evaluated by measuring the levels
of three inflammatory markers, IL-6, CXC-R1 and CXC-R2 in lung homogenates using
commercially available ELISA Kits according to the manufacturer’s instructions and further
normalized to the protein content measured using the Bradford method.

2.7. Histopathological Analysis

The lung tissues from each group were fixed in formaldehyde for 24 h and embedded
in paraffin blocks. Sections of 5 pm-thickness were obtained using a microtome (Microtec,
Rotary Microtome CUT 4060, Germany), displayed on albumin treated glass slides and
stained with hematoxylin-eosin (HE) for histopathological evaluation [25]. The tissue sam-
ples were processed in an autostainer (Leica TP 1020, Leica Biosystems, Wetzlar, Germany).
The stained lung sections were assayed for possible toxic effects. The slides were examined
using a microscope (Leica DM750, Leica Biosystems, Wetzlar, Germany) connected to a
digital camera (Leica ICC50 ND, Leica Biosystems, Wetzlar, Germany), and analyzed by
Leica Application Suite (LAS) V4.12 software Leica Biosystems, Wetzlar, Germany). For
the objective evaluation of the histological changes, a morphometric procedure of image
analysis, using the open-source platform for biological-image analysis Image] software
(http:/ /imagej.nih.gov/ij/), was performed on the scanned histopathological slides (Slide
Converter, SDHISTECH Ltd., Budapest, Hungary).

2.8. Statistical Analysis

The data are presented as mean values =+ standard error mean (SEM) and, unless stated
otherwise, the normally distributed result sets were evaluated using one-way analysis
of variance (ANOVA). Data analyses and graphical representation were performed in
SigmaPlot 11.0 computer software (Systat Software GmbH, Erkrath, Germany). Outcomes
with p values < 0.05 were considered statistically significant.

3. Results
3.1. Antitussive Effect

The citric acid aerosol-induced cough model in rats was carried out by exposing
individual animals to citric acid aerosols (17.5%) for 4 min. In the control group, citric
acid treatment induced a mean of 31.8 coughs in 8 min, with a latency of 34 sec (Figure 1),
accompanied by nasal irritation and minor bleeding around the nostrils. In the positive
control group, codeine phosphate at 3 mg/kg b.w./day significantly reduced the number of
coughs to a mean of 15.4 and increased the latency to 144 sec, compared to control (p < 0.01).
Minimal nasal irritation and bleeding was also observed in the codeine-treated group.

As shown in Figure 1 and Table 1, the tested extract demonstrated dose-dependent,
potent antitussive activity, comparable with codeine. In the WSE group, for a dose of
10 mL/kg b.w./day, corresponding to 134 mg GAE/kg b.w./day, WSE significantly re-
duced cough frequency (p < 0.01) with a mean of 10.3 coughs in 8 min and prolonged the
latency to 81 sec (p < 0.05). In the WSE 1:2 group, at 67 mg GAE/kg b.w./day, the cough
frequency decreased by 20% and the latency increased to 56 sec. In addition, the animals in
both groups treated with WSE showed no signs of nasal irritation and nose bleeding.
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Figure 1. The antitussive activities of codeine, WSE, and WSE 1:2. Relative frequency of cough in 8 min (A) and Latent
period of cough (B). Data are presented as the mean + SEM (2 = 6). * p < 0.05 and ** p < 0.01 compared to NC; ## p < 0.01
compared to Codeine); § p < 0.05 between the two concentration of WSE. Statistical significance differences in datasets were

determined with one-way ANOVA with the Holm-Sidak post hoc test. NC—negative control; WSE—walnut septum extract;
WSE 1:2—walnut septum extract diluted 1:2.

Table 1. Effects of different treatments on the citric acid-induced cough in rats.

Group Dose (mg/kg b.w./day)  Cough Latency ! (sec) No. of Coughs ! Inhibition (%)
NC 0 34 (15-70) 31.8 (18-44) -
Codeine 3 144 (75-200) 15.4 (11-20) 51.57
WSE 134 % 81 (60-190) 10.3 (5-15) 67.50
WSE 1:2 67 * 56 (33-100) 25.6 (11-40) 19.28

1 Values expressed as mean (minimum and maximum values) (n = 6); NC—negative control; WSE—walnut septum extract; WSE
1:2—walnut septum extract diluted 1:2. * Gallic acid equivalents.

3.2. Oxidative Stress and Inflammatory Biomarkers

The oxidative stress and inflammatory status were assessed in lung tissue homogenates
to outline a pharmacological explanation for the previously observed antitussive effects.
Oxidative stress was measured using DCFH-DA, a dye that can measure ROS produc-
tion in the cytoplasm as well as in intracellular organelles [26]. As shown in Figure 2B,
prior treatment with WSE for 3 days, did not significantly influenced the level of total
NO. However, a decrease in the quantity of ROS in lung tissue was observed using the
DCFH-DA assay (Figure 2A). The decrease was dose-dependent and statistically significant
in both WSE-treated groups revealing that WSE could replenish the antioxidant defense
systems and reduce the risk of oxidative damage. In the case of codeine, no statistical dif-
ferences were observed (Figure 2A). Regarding the TAC in serum, a statistical significance
between the treatments was not observed (Figure 3). Although the latter results were not
statistically significant, longer periods of supplementation might change the outcomes for
this biomarker.
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Figure 2. The effects of the treatments on reactive oxygen species (A) and total nitric oxide (B) in
lung tissue homogenates. Values are expressed as mean + SEM (n = 6). ** p < 0.01 compared to
NG; ## p < 0.01 compared to positive control (Codeine); § p < 0.05 between the two concentration of
WSE. Statistical significance differences in datasets were determined with one-way ANOVA with the
Holm-Sidak post hoc test. NC—negative control; NO—nitric oxide; ROS—reactive oxygen species;
WSE—walnut septum extract; WSE 1:2—walnut septum extract diluted 1:2.
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Figure 3. The effects of the treatments on total antioxidant capacity (TAC) in serum. Values are
expressed as mean & SEM (n = 6). Statistical significance differences in datasets were determined
with one-way ANOVA with the Holm-Sidak post hoc test. NC—negative control; WSE—walnut
septum extract; WSE 1:2—walnut septum extract diluted 1:2.

Previous studies in humans indicated that patients with non-asthmatic chronic cough
present airway inflammation with an increased sputum neutrophilia and increased levels
of IL-6, IL-8, and tumor necrosis factor « (TNF-«). In this regard, the anti-inflammatory
potential of the walnut septum extracts was evaluated by measuring the level of IL-6 and
two receptors (CXC-R1 and CXC-R2) for IL-8 in the lung tissue homogenates. In the case
of IL-6, a clear decrease in the levels of this pleiotropic pro-inflammatory cytokine was
observed for codeine and WSE at both concentrations. Codeine decreased the IL-6 levels
by approximately 62.5%, while WSE and WSE 1:2 decreased the levels by approximately
54% and 43%, respectively (Figure 4A). Regarding the expression of the CXC receptors, the
lung tissue from the Wistar rats was more abundant in the CXC-R1 subtype (Figure 4B,C).
Similar to what was observed in the case of IL-6, pre-treatment for 3 days with codeine
and WSE decreased the concentration of CXC-R1 in the lung tissue homogenates (Figure
4B). The decrease was statistically significant in the case of codeine and the highest tested
dose of WSE. No statically significant differences were observed in the case of CXC-R2
(Figure 4C).
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Figure 4. The effects of the treatments on the secretion of pro-inflammatory cytokines and receptors, IL-6 (A), CXC-R1
(B) and CXC-R2 (C) in lung tissue. Values are expressed as mean + SEM (n = 6). * p < 0.05 and ** p < 0.01 compared to
NC; # p < 0.05 compared to positive control (Codeine). Statistical significance differences in datasets were determined
with one-way ANOVA with the Holm-Sidak post hoc test. CXC-R1—chemokine receptor type 1; CXC-R2—chemokine
receptor type 2; IL-6—Interleukin 6; NC—negative control; WSE—walnut septum extract; WSE 1:2—walnut septum extract
diluted 1:2.

3.3. Histopathological Analysis

After the rats were sacrificed, the isolated lung tissue, carefully manipulated, without
crushing, was fixed in 9% formaldehyde, subsequently included in paraffin, and stained
with HE solution. Although the time between exposure to citric acid and sacrification was
relatively short, histological changes in the bronchopulmonary parenchyma were observed
(Figure 5), some of them severe, such as intra-alveolar hemorrhage (control group).

In the control group, the tracheobronchial tract showed focal erosions of the surface
epithelium and a serohemorrhagic intraluminal exudate (Figure 5A). The lung parenchyma
showed areas of normal appearance (Figure 5B), as well as areas with atelectatic alveoli
along with emphysematous alveoli (Figure 5C), thus reducing the surface area available for
gas exchange. Areas with thickening of the alveolar septa (Figure 5D) were also observed
due to a hyperemia in the alveolar capillaries, a slight interstitial edema and a septal
hypercellularity (Figure 5E). This hypercellularity can be partially explained by the lack of
alveolar dilation, the alveolar spaces remaining focal small, round, therefore lined with
unflattened cubic pneumocytes (Figure 5F), but also by a real increase in the number of
cells in the alveolar septa (Figure 5G), with some macrophages and inflammatory cells,
one case showing significant lymphocytic infiltrate (Figure 5H). Severe lesions were also
observed in this group, such as extensive intra-alveolar hemorrhage (Figure 51,]). Except
the intra-alveolar hemorrhage, all the lesions previously described in the control group
were also observed in the other groups exposed to citric acid, but with different intensity
(Figure 5]-L).

Differences between the four groups were observed regarding the alveolar spaces, but
without reaching statistical significance. In the control group, the alveolar spaces had a
mean value of 11.39 £ 2.46% of the total area. The most extensive area of alveolar spaces
was noticed in the group treated with WSE, with a mean value of 14.94 + 2.64%, followed
by the group treated with codeine, with a mean value of 13.17 = 1.98% and WSE 1:2, with
a mean value of 12.80 + 3.30% of the total area.
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Figure 5. Lung tissue histopathological analysis: Negative control group (A-I): (A) serohemor-
rhagic bronchial intraluminal exudate; (B) collapsed alveolar septa and the emphysematous alve-
oli; (C) thickened alveolar septa; (D) hyperhemic alveolar capillaries with septal hypercellularity;
(E) unflattened cubic pneumocytes; (F) septal macrophages and inflammatory cells; (G) lymphocytic
infiltrate; (H) extensive intra-alveolar hemorrhage; (I) intra-alveolar red cells (hemorrhage); WSE
group: (J) normal appearance of the respiratory parenchyma; WSE 1:2 group: (L) the thickened
alveolar septa and emphysematous alveoli; Codeine group: (K) the thickened alveolar septa and
emphysematous alveoli.

4. Discussion

In folk medicine, the wooden diaphragm inside the walnut kernel has been known
as an antitussive agent but, to the best of our knowledge, there is no scientific evidence
to support this effect. The phytochemical analysis of walnut septum revealed a high
content of bioactive compounds, especially antioxidants from the polyphenol class, such as
flavonoids, ellagic acid derivatives and gallotannins, with comparable results between the
studies [15,27,28].

In the current study, the antitussive, antioxidant, and anti-inflammatory potentials
of an optimized WSE characterized by a high quantity of bioactive compounds were
investigated in a citric acid-induced cough rodent model. The phytochemical profile of
this extract was previously analyzed by liquid chromatography-mass spectrometry (LC-
MS) and liquid chromatography coupled with tandem mass spectrometry (LC-MS/MS)
methods (Table 2).
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Table 2. The phytochemical profile of tested WSE (determined in previously performed analytical studies on lyophilized

extract).
Method (Ref.) Chromat.o graphlc Detection Mode Bioactive mlz mg/100 g
Conditions Compound
Caftaric acid 311 <LOD
Gentisic acid 179 <LOQ
Caffeic acid 179 <LOD
Chlorogenic acid 353 <LOD
p-Coumaric acid 163 <LOQ
UV:330 nm for 0-17 min ~ Leruicacid 193 <LOQ
. ) . Sinapic acid 223 <LOD
Zorbax SB-C18; methanol: (to detect phenolic .
N . S Hyperoside 463 6.73
0.1% acetic acid (v/v) and  acids); 370 nm for 18-38 L
LC-MS . . o . . Isoquercitrin 463 10.36
binary gradient at 48 °C;  min (to detect flavonoids .
[15] . . Rutoside 609 <LOD
flow rate: 1 mL/min; and their aglycones) MS: .
L ) a . Myricetol 317 <LOD
injection volume: 5 pL ESI 2, negative mode, Fisoti 2 LOD
SIM P mode isetin 85 <LO
Quercitrin 447 107.31
Quercetin 301 <LOQ
Patuletin 331 <LOD
Luteolin 285 <LOD
Kaempferol 285 <LOD
Apigenin 279 <LOD
Epicatechin
Zorbax SB-C18; methanol: Catechin 289 1.25
0.1% acetic acid (v/0) and Gallic acid 289 59.76
LC-MS - foacene e o% MS: ES, negative mode, o cac 169 7.96
binary gradient at 48 °C; Syringic acid
[15] . SIM mode . 197 0.52
flow rate: 1 mL/min; Protocatechuic 153 0.99
injection volume: 5 pL acid ’
e 167 0.56
Vanillic acid
Zgzzfg‘nfgﬂcelgorggt};%‘)’l B-Sitosterol 397 #+ 3101.8
LC-MS/MS . . s MS: APCI €, positive Stigmasterol 395 <LOQ
and isocratic elution, at 40 d
[15] o . mode, MRM ¢ mode Campesterol 383 29.21
C; flow rate: 1 mL/min;
N Ergosterol 379 <LOD
injection volume: 5 pL
Zorbax SB-C18; water:
LC-MS/MS 'methagol (7:?3, v/v) a?d. MS: APCI, negative a-Tocopherol 401—386 3.35
[29] isocratic elution, at 40 °C; mode. MRM mode (3 /v-Tocopherols 415—400 1.73
flow rate: 1 mL/min; ! 5-Tocopherol 429—163 1.47

injection volume: 10 uL

LOD—Limit of detection (0.1 ug/mL); LOQ—Limit of quantification (0.5 pg/mL); ** [M-H,O+H*] > Main ions from spectrum (f3-Sitosterol:
397 >160.9,174.9, 188.9, 202.9, 214.9, 243, 257, 287.1, 315.2; Stigmasterol: 395 > 255, 297, 283, 311, 241, 201; Campesterol: 383 > 147, 149,
161, 175, 189, 203, 215, 229, 243, 257; Ergosterol: 379 > 158.9, 184.9, 199, 213, 225, 239, 253, 295, 309, 323); * ESI—electrospray ionization;
b SIM—selected ion monitoring; ¢ APCI—atmospheric pressure chemical ionization; ¢ MRM—multiple reactions monitoring.

In our experiment, the citric acid-induced cough rodent model was obtained by ex-
posing the animals to citric acid aerosols (17.5%) using an ultrasonic nebulizer in a closed
chamber. In previous research, this model was successfully used to assess the antitussive ef-
fects of various chemical compounds or complex plant extracts from Eriobotrya japonica [30],
Crocus sativus [31], and Stemona tuberosa [32]. Prior to exposure to the irritant, the animals
were pre-treated by gavage for three consecutive days with two different doses of WSE
(WSE and WSE 1:2) and a positive control (Codeine), to test a possible antitussive effect.
The positive control, Codeine, significantly decreased the cough frequency by approxi-
mately 50%. Interestingly, pre-exposure to the WSE at the highest dose (134 mg GAE/kg
b.w./day) resulted in a comparable effect or even superior to codeine. The antitussive
effect of WSE was dose-dependent: the number of coughs decreased by approximately
68% and 20% in case of WSE and WSE 1:2, respectively, versus negative control group.
In addition to lowering the cough frequency, codeine treatment prolonged the latency of
coughs four-fold. Treatment with the highest tested dose of WSE significantly increased



Antioxidants 2021, 10, 119

11 0of 17

the latency of coughs, a tendency to increase this latency time being also observed for the
lowest tested dose of WSE (Figure 1B). For WSE-pretreated animals, the protective effects
against irritative and hemorrhagic phenomena induced by citric acid aerosols at the nasal
level were obvious. This effect could be based on several mechanisms. Previous studies
showed that WS extracts increase erythrocyte membrane resistance to lysis, most likely by
stimulating glutathione-dependent enzyme systems [33].

Airway inflammation characterized by an increased number of immune cells in
sputum and increased secretion of pro-inflammatory cytokines in airway tissues is a
hallmark in patients with chronic cough. In this regard we evaluated the ability of WSE to
reduce pulmonary inflammation induced by exposure to citric acid. Due to the intricate
interplay between oxidative stress and inflammation, as these two processes can propagate
and potentiate each other, reactive oxygen species were also measured in lung tissue
homogenate. Moreover, oxidative stress was shown to contribute to airway obstruction
by impairing the activation of 2-adrenoreceptors, antioxidants possessing the capacity to
restore the sensitivity of these receptors to bronchodilators [34].

Pre-treatment with WSE exerted an antioxidant effect in lung tissue, decreasing ROS
in a dose-dependent manner. At the highest tested dose, the ROS concentration decreased
by approximately 60%, while at the lowest tested dose the decrease was approximately 30%.
The ability of the WSE to mitigate oxidative stress was previously reported in an in vitro
cellular model [29]. Exposure to non-cytotoxic concentrations of WSE mitigated ROS in
a dose-dependent manner in different cell types (A549, T47D-Kbluc, MCF-7 and human
gingival fibroblasts cells). Moreover, WSE displayed antioxidant capacity in non-stimulated
and stimulated (exposure to H,O,) conditions in these in vitro models [29]. Although
phytochemicals present in WSE were reported to directly neutralize ROS in in vitro studies,
a short dietary supplementation may not result in a sufficient accumulation within a specific
tissue to directly mitigate ROS and diminish DCFH oxidation. As in other studies [35],
a more plausible explanation would be that reduced ROS concentration is related to the
modulation of endogenous antioxidant defense systems. The in vivo antioxidant capacity
of WSE was also reported in a D-gal-induced aging model in rats where administration of
this extract for 8 weeks statistically decreased the ROS levels in brain and liver tissues [36].
The results obtained indicate that WSE possess in vitro and in vivo antioxidant potential,
thus being in accordance with previously published other studies on walnut-derived
extracts [37,38].

Similar to other polyphenol rich plant matrices, the observed antioxidant capacity of
WSE could be explained by the content in bioactive compounds. Phytochemicals present in
WSE were shown in several studies to possess antioxidant potential [39] by interacting and
activating the Nrf2/ARE cellular pathway [40] that initiates the expression and synthesis
of endogenous antioxidants such as glutathione [41]. Quercetin and the highest quantified
quercetin glycosides in WSE, quercitrin (quercetin-3-O-rhamnoside) and isoquercitrin
(quercetin 3-3-D-glucoside), were reported to possess antioxidant potential in in vitro and
in vivo studies [42]. Choi et al. reported that co-exposure to quercitrin and isoquercitrin
can mitigate ROS in human hepatocytes exposed to prooxidants such as 2,2’-Azobis(2-
amidinopropane) dihydrochloride (AAPH), Cu?* and H,0, [43]. In addition to their direct
action against ROS, quercetin and quercetin glycosides were shown to up-regulate the
Nrf2/ARE pathway by repression of the Keapl protein that inhibits the activation of this
pathway [44]. A similar antioxidative potential was reported for hyperoside (quercetin 3-
galactoside), exposure of human lens epithelial cells to hyperoside resulting in an increased
mRNA and protein expression of heme-oxygenase-1 [45]. Other biomolecules found in WS
that can be involved in the antioxidant and anti-inflammatory activities are the ellagitannins.
In the gastrointestinal tract, ellagic acid, released from ellagitannins, is metabolized by
the colonic microorganisms to urolithins, important modulators of oxidative stress and
inflammatory action [46].

Endogenous NO plays a delicate role in homeostasis maintaining of varied cellular
functions, including in the respiratory system. The local concentrations of NO are highly
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dynamic as the synthesis is regulated by independent enzymatic pathways. These are
either constitutively expressed or induced at the gene-transcriptional level by cytokines,
chemokines, and mediators. Depending on achieved local concentrations, NO can present
protective respiratory effects by promoting smooth muscle relaxation and mitigating
airway hyperresponsiveness to bronchoconstrictors or deleterious effects by promoting pro-
inflammatory events [47]. Interestingly, NO has been shown to have a modulatory effect on
inflammation, decreasing the secretion of pro-inflammatory cytokines in human alveolar
macrophages challenged with bacterial lipopolysaccharides (LPS), while not altering the
basal cytokine levels [48].

In the current study, pre-exposure of animals to WSE influenced NO in lung tissue
homogenates of animals exposed to citric acid but not to a statistically significant extent.
However, it should be noted that changes in NO were mostly reported in asthmatic patients
that present eosinophilic inflammation, while no correlation between exhaled NO and
other respiratory pathologies characterized by cough were demonstrated [49]. In a previous
study in which we evaluated the anti-aging potential of WSE, no changes in this parameter
were observed in liver and brain tissues of naturally aged animals [36]. Alternatively, these
results could be due to the fact that whole lung tissues were used for the assay, and local
changes of NO concentration in superficial tissue could have been masked by the bulk
of the tissue. Regarding other previously reported data, a polysaccharide extract from
Opilia celtidifolia was shown to possess bronchodilator effects in a citric acid-induced cough
model, an effect partially explained by the increase in the NO production [50]. Conversely,
in an ovalbumin-induced asthma model, a decrease in NO production accompanied by
a down-regulation in the expression of iNOS was observed after exposure to an Orai
1 antagonist with antitussive and bronchodilator effects [51].

The anti-inflammatory potential of the WSE was further evaluated by measuring
the level of IL-6 and two receptors (CXC-R1 and CXC-R2) for IL-8 in the lung tissue
homogenates. Pre-treatment with WSE resulted in a decreased concentration only in IL-6
and CXC-R1. Additional studies showed that not all pro-inflammatory cytokines could
be reduced by the treatment [52]. Regarding the effects observed for IL-6, we obtained
similar results in an in vitro study on human gingival fibroblasts, where exposure to non-
cytotoxic doses of WSE decreased the extracellular release of IL-6 in a dose-dependent
manner [15]. Besides having antioxidant potential, phytochemicals present in Juglans
regia were shown to possess an anti-inflammatory potential by inhibiting the activation
of the NF-«B pathway that regulates the expression of pro-inflammatory cytokines and
chemokines [53]. The complementary nature of the NF-kB and Nrf2 signaling pathways
was previously reported not only for phytochemicals, but also in the case of various
toxicants such as diesel exhaust particles, a concept known as the three-tiered oxidative
stress paradigm [54]. The activation of the Nrf2 pathway by the polyphenols and other
bioactive compounds in WSE can lead to an anti-inflammatory effect mediated by the
inhibition of the NF-kB nuclear translocation [55].

In a recent study, Muzaffer et al. reported that a methanolic extract of male flowers
of walnut reduced the release of pro-inflammatory cytokines IL-1 and IL-6 and TNF-«
after exposure of human keratinocytes to ultraviolet B rays [38]. Moreover, different
extracts from the same species, decreased the expression of pro-inflammatory adhesion
molecules in isolated human endothelial cells [56]. Previous studies also demonstrated the
importance of IL-8 in the development of airway diseases. Its receptors CXC-R1 and CXC-
R2 are present on airway smooth muscles, being involved in the process of cell contraction
with subsequent bronchial hyper-responsiveness [57]. Our data showed a decreased
concentration of CXC-R1 in the lung tissue homogenates from WSE-treated animals. Thus,
by reducing the risk of a chemically triggered bronchospasm, WSE could prove beneficial
effects not only for cough suppression, but in larger categories of patients with airway
diseases, further research being necessary to ascertain the therapeutical importance of
these findings.
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The anti-inflammatory effects observed in vitro are also supported by in vivo studies
conducted on animals. Exposure to walnut kernel extract reduced inflammation and lung
injuries in rats exposed to cigarette smoke extract [58], while exposure of mice to an extract
from leaves resulted in antinociceptive and anti-inflammatory effects [59]. Moreover,
Pang et al. reported that an extract isolated from the roots of Pseudostellaria heterophylla
manifested antitussive activity via attenuation of airway inflammation by adjustment
of multi-cytokine levels [52]. Similar studies on Zataria multiflora [60] indicated that the
phytochemical compounds present in this species present a protective antitussive effect by
decreasing the level of systemic cytokines such as IL-6 and IL-8 [61].

The histopathological analysis revealed small but remarkable differences between the
groups. Initially, the areas represented by the thick broncho-vascular tracts were excluded,
the remaining alveolar parenchyma areas being subsequently evaluated. At the level of the
alveolar parenchyma, the area represented by the air spaces was quantified, as an indirect
indicator of the damage/thickening of the alveolar septa or of the accumulation of fluid or
blood in the alveolar spaces.

The area occupied by the alveolar spaces was the largest in the WSE group, followed
by codeine and WSE 1:2 groups, while the control group presented the smallest alveolar
space area relative to the total area. Therefore, even after a short treatment period, the
WSE showed a positive dose-dependent effect on the alveolar space area compared to both
control and codeine-treated groups. This effect could be explained by the composition of
the WSE, rich in polyphenols and tocopherols. These bioactive phytochemicals revealed,
as shown before, antioxidant and anti-inflammatory activities.

In our experimental model, cough was induced by an aerosolized irritative agent,
citric acid, which stimulated cough-evoking chemoreceptors from the airways of exposed
animals. According to previously published research, an additional inflammatory process
can alter the activation profile of these receptors with a subsequent heightened sensitivity
and increased transmission of stimulus to the central formations involved in cough con-
trol [62]. Thus, a reduction of inflammatory processes in the airways could represent a
peripheral mechanism involved in the cough suppressant effect of WSE. However, due
to the complexity of chemical composition of the extract and of physiological processes
involved in cough regulation, other mechanisms could be involved in the antitussive effect
of WSE.

5. Conclusions

This study evaluated the antitussive, antioxidant, and anti-inflammatory effects of
a WSE rich in bioactive compounds, using a citric acid-induced cough model in rats.
Walnut septum showed antitussive and anti-inflammatory activities and displayed potent
antitussive effects.

The antitussive action of WS could be due to a cellular protective effect, by increasing
the resistance of cell membranes and erythrocytes during exposure to citric acid aerosols,
and an anti-inflammatory effect. These effects could be a consequence of the stimulation of
the antioxidant enzyme systems and the reduction of IL-6 and CXC-R1 concentration in
the lung tissue homogenates from WSE-treated animals.

Our findings provide initial scientific evidence that walnut septum could be a novel
source of non-opioid antitussive drug candidates. More in-depth studies are needed in
the future to clarify the molecular mechanisms responsible for the antitussive effect of
walnut septum.

Author Contributions: Conceptualization, M.E.R., D.-S.P.; methodology, I.F., M.E.R., D.-S.P.; vali-
dation, L.E,, O.V,, D.-S.P; formal analysis, LF, M.ER., C.G., AP, M.-GE., D.-MM.,, SM., O.V, BK,,
D.-S.P; investigation, L.F.,, M.E.R., C.G., A.P, O.V,, D.-S.P,; writing original draft preparation, L.F,,
MER, C.G, 0.V, D.-S.P; writing, reviewing, and editing, LF, M.ER., C.G., AP, M.-G.E., D.-M.M.,
SM.,, 0.V, BK,, D.-S.P; supervision, LF, O.V.,, D.-S.P. All authors have read and agreed to the
published version of the manuscript.



Antioxidants 2021, 10, 119 14 of 17

Funding: This research received no external funding.

Institutional Review Board Statement: The experimental protocol was reviewed and approved by
the Commission of Ethics of the University of Medicine and Pharmacy from Cluj-Napoca (decision
no. 97/09.03.2020) and the Veterinary and Food Safety Department from Cluj-Napoca (decision no.
218/26.05.2020).

Informed Consent Statement: Not applicable.

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

Abbreviations
ABTS 2,2/ -azinobis-(3-ethylbenzothiazoline-6-sulfonate)
AU arbitrary units
BSA bovine serum albumin
b.w. body weight
CBB Coomassie Briliant Blue G
CXC-R1 chemokine receptor type 1
CXC-R2 chemokine receptor type 2
DCFH-DA  2/,7'-dichlorodihydrofluorescein diacetate
FC Folin-Ciocélteu
GAE gallic acid equivalents
HE hematoxylin and eosin
IL-6 interleukin 6
IL-8 interleukin 8
LC-MS liquid chromatography-mass spectrometry
LC-MS/MS  liquid chromatography coupled with tandem mass spectrometry
LOD Limit of detection
LOQ Limit of quantification
NF-«B Nuclear Factor kappa B
NO nitric oxide
Nrf2/ARE Nuclear factor erythroid 2-related factor 2/antioxidant response element
PBS phosphate-buffered saline
ROS reactive oxygen species
SD standard deviation
SEM standard error mean
TAC total antioxidant capacity
TEAC Trolox equivalent antioxidant capacity
TNF- tumor necrosis factor «
TPC total phenolic content
Tris tris(thydroxymethyl)aminomethane
Trolox 6-hydroxy-2,5,7,8-tetramethyl chroman-2-carboxylic acid
WS walnut septum
WSE walnut septum extract
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