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Abstract: Sulforaphane is an isocyanate abundantly present in cruciferous vegetables. In the present
study, we aimed to investigate the effects of sulforaphane on secondhand smoking (SHS)-induced
pulmonary damage in mice. Additionally, a metabolomic study was performed to identify biomarkers
associated with pulmonary disease using proton nuclear magnetic resonance (!H-NMR) analysis.
Male C57BL6] mice were divided into a control group, an SHS exposure group (positive control
group, PC), and a sulforaphane treatment group exposed to secondhand smoke (SS) (n = 5 per
group). The PC and SS groups were exposed to secondhand smoke in a chamber twice daily for
four weeks. Mice in the SS group were orally administered sulforaphane (50 mg/kg) for four
weeks during secondhand smoke exposure. Histopathological examination of the lungs revealed
pulmonary damage in PC mice, including loss of bronchial epithelial cells, bronchial wall thickening,
and infiltration of macrophages. In contrast, mice in the SS group showed little or no epithelial
thickening, thereby exhibiting reduced lung damage. Mouse serum and lung tissues were collected
and analyzed to determine changes in endogenous metabolites using ' H-NMR. After target profiling,
we identified metabolites showing the same tendency in the serum and lung as biomarkers for
SHS-induced pulmonary damage, including taurine, glycerol, creatine, arginine, and leucine. As
a result of histopathological examination, sulforaphane might inhibit SHS-induced lung damage,
and metabolite analysis results suggest potential biomarkers for SHS-induced pulmonary damage
in mice.

Keywords: NMR; metabolite; pulmonary disease; sulforaphane; second-hand smoke

1. Introduction

Sulforaphane is an isocyanate compound abundantly present as its precursor, glu-
coraphanin, in cruciferous vegetables, such as cabbage, broccoli, and kale [1,2]. Raw
broccoli reportedly contains 0.005-1.13 umol/g glucoraphanin, which is converted into sul-
foraphane by myrosinase. Myrosinase is not produced in mammals; therefore, microorgan-
isms in the gastrointestinal tract metabolize glucoraphanin to sulforaphane. Sulforaphane
acts as a phase II enzyme inducer in the body to induce the activities of NAD(P)H: quinone
reductase (NQO1) and glutathione-S-transferases. In addition, sulforaphane can activate
nuclear factor-erythroid factor 2-related factor 2 (Nrf2), enhancing its biological functions,
such as anti-inflammatory and antioxidant activities [3,4]. Given that glucoraphanin con-
version markedly varies (metabolite excretion was 1%-45% of intake) [1], sulforaphane was
directly used in the present study. Sulforaphane increases the expression of the p53 gene,
which reportedly induces apoptosis in cancer cells, such as liver and cervical cancer cells,
maintaining cells in the sub-G1 phase [5]. In autoimmune encephalomyelitis or pulmonary
adenoma-induced mice, sulforaphane treatment was shown to exhibit antioxidant effects,
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decrease the inflammatory response, and suppress the malignant progression of pulmonary
adenoma [6,7].

The lungs are essential organs, as well as important sites of various diseases, including
idiopathic pulmonary fibrosis (IPF) and chronic obstructive pulmonary disease (COPD).
In particular, IPF and COPD are growing global health challenges, primarily attributed to
smoking habits. Currently, no available therapy can reduce the inevitable progression of
these diseases [2,8-11]. Notably, only one in four patients with COPD in the United States
was found to be a non-smoker, and eight out of ten COPD-related deaths occurred among
smokers (US-DHHS, 2014). In addition, non-smokers with COPD were more likely to have
experienced long-term exposure to lung irritants, such as secondhand smoke. Therefore,
cigarettes have been employed in models of pulmonary injury. Moreover, the intensity of
lung damage induced by indirect smoking has been previously examined [12,13].

Metabolomics has been used for elucidating biomarkers, mechanisms of diseases or
biological responses caused by various factors through analysis of endogenous metabolites
of low molecular weight (100-1000 Da) [14,15]. Metabolomics has been used to study
in vivo metabolic reactions to external stressors and develop diagnostic and prognostic
biomarkers of human diseases or chemical-induced toxicities [16-18]. It primarily uses
nuclear magnetic resonance (NMR) spectroscopy and mass spectrometry. In the present
study, samples were analyzed using proton NMR (!H-NMR), which can simultaneously
measure several metabolites, and samples can be recovered and reused in other analytical
instruments. Therefore, 'H-NMR has been utilized in several research fields to identify
biomarkers [19-22].

Accordingly, in the current study, we aimed to demonstrate the effects of sulforaphane
on secondhand smoking (SHS)-induced pulmonary damage in mice. In addition, a
metabolomic study was performed to identify mechanisms or biomarkers related to pul-
monary disease using 'H-NMR analysis.

2. Results
2.1. Changes in Body Weights

Compared with the CON group, mice in the PC and SS groups experienced initial
body weight loss following SHS exposure. Weight loss in both PC and SS was observed
after four days of exposure, followed by a gradual increase in body weight in both groups
(Figure 1).
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Figure 1. The body weight curves of each group. The body weight curves of positive control (PC)
and test (SS) were likely to be decreased compared to control group (CON). (n =5, *, p < 0.05).
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2.2. Histopathologic Examination

Type 1 and type 2 pulmonary epithelial cells were identified in the CON group, along
with normal alveolar macrophages (Figure 2). The PC group exhibited loss of bronchial
epithelial cells, accompanied by lesions with thickened cell walls. In addition, bronchioles
showed the presence of cell debris, while macrophages displayed yellow and black tar
particles. Tar particles were also detected in SS mice; however, only a small number
of macrophages contained tar. Mice in the SS group showed minimal or no epithelial
thickening. Some mice demonstrated proliferation of type 2 pulmonary epithelial cells;
however, the damage was not significant when compared with the PC group (Figure 2).

Figure 2. Histopathological analysis of the lungs in C57BL/6] mice. The lung sections were stained
with haemotoxylin and eoxin(H&E), x400. (A) The lung image of control (CON), (B) Positive control
(PC), (C) and test (SS) group.

2.3. SHS Regulated Metabolites in Serum and Lungs

Serum and lung sample 'H-NMR spectra of CON, PC, and SS groups were obtained.
The spectral region of 5 0.0-10.0 was segmented into regions of 0.04 ppm width, providing
250 integrated regions in each 'H-NMR spectrum for serum and lung samples. Visual
examination of 'H-NMR spectra revealed the distinct intensities of some metabolites be-
tween groups. Spectral binning data were obtained through 'H-NMR analysis of the mouse
serum and lung samples. Global profiling of serum did not show separated clustering
in PCA using SIMCA-P multivariate analysis, but these profiles were notably separated
in OPLS-DA (Figure S2). Global profiling of the lung tissue did not show separated clus-
tering in the PCA and OPLS-DA analyses (Figure S3). In PCA, target profiling failed to
reveal clear clustering of both serum and lung tissues; however, a clear clustering was
observed in serum OPLS-DA. No clear clustering was observed in OPLS-DA of lung tissue
(Figures 3A,B and 4A,B).

In total, 38 endogenous metabolites were identified in serum samples using the
Chenomx NMR Suite program. PCA and OPLS-DA showed clustering separated by
metabolic patterns in CON, PC, and SS groups on metabolite analysis of serum samples.
(Figure 3A,B). Metabolites with a VIP value of >0.5 were selected as meaningful metabolites
for CON and PC classification (Figure 3C). Overall, 18 serum metabolites were selected,
including glucose, 3-hydroxybutyrate, taurine, glutamine, glycerol, pyruvate, citrate, lac-
tate, serine, creatine, arginine, lysine, asparagine, leucine, ornithine, proline, 2-oxoglutarate,
and formate. Except for glucose, pyruvate and lactate, levels of metabolites were higher
in the PC group than in the CON group (Figure 5). Statistical significance (p < 0.05) was
confirmed for taurine, glutamine, glycerol, citrate, lysine, asparagine, leucine, ornithine,
and 2-oxoglutarate.
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Figure 3. A comparison of metabolite patterns of serum using ' H-NMR spectroscopy. (A) Principal
component analysis (PCA) (RZX =1, Q% = 0.999) and (B) orthogonal projections to latent structures-
discriminant analysis (OPLS-DA) (R%X = 0.707, Q% = 0.478) models results after NMR analysis of
control, positive control, and test group in serum samples. (C) Variable importance plot (VIP) shows
the major serum metabolites that contributed to separate the clusters (VIP > 0.5) and (D) Metabolites
set enrichment overview (n = 5); A, control (CON); A, positive control (PC); A, test (SS).

In total, 33 endogenous metabolites were identified in the lungs. Score plots of PCA
and OPLS-DA did not show clear clustering of metabolic patterns among the three groups
(Figure 4A,B). VIP sorted endogenous metabolites based on their contribution to clustering
separation (Figure 4C). Metabolites with a VIP value of >0.5 were selected as meaningful
metabolites for classifying each group (Figure 4C). Overall, 19 lung metabolites were
selected, including taurine, glycine, lactate, choline, glycerol, alanine, serine, ascorbate,
threonine, glutamate, creatine, arginine, acetate, myo-inositol, proline, glucose, leucine,
ethanolamine, and carnitine. Compared with the CON group, all metabolites exhibited the
tendency of increasing levels in the PC group although the differences between CON and
PC are not statistically significant (Figure 6).
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Figure 4. Pattern recognition of lung metabolomics profiles using 'H-NMR spectroscopy.
(A) Principal component analysis (PCA) (R2X = 0.997, Q2 = 0.903) and (B) orthogonal projections
to latent structures-discriminant analysis (OPLS-DA) (RZX = 0.963, Q% = 0.201) models results after
NMR analysis of control, positive control and test group in serum samples. (C) Variable importance
plot (VIP) shows the major serum metabolites that contributed to separate the clusters (VIP >0.5)
and (D) Metabolites set enrichment overview (n = 5); A, control (CON); A, positive control (PC);
A, test (SS).
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*,p<0.05.
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Figure 6. Concentrations of endogenous metabolites in lung samples of mice. Major lung metabolites
(variable importance plot (VIP) >0.5), t-test and Unpaired t-test were performed to assess statistical
significance compared with control (CON) and positive control (PC); o, CON; H, PC.

3. Discussion

SHS can be divided into two main categories: direct inhalation of the smoker’s exhala-
tion and sidestream smoke that spreads through the air with cigarette burning [23]. Herein,
the effects of sulforaphane were examined on SHS-induced pulmonary injury.



Metabolites 2022, 12,518

7 of 13

Nicotine acutely increases energy expenditure and can induce acute anorexic ef-
fects [24]. Accordingly, a reduction in body weight was observed within four days of
exposure in the PC and SS groups exposed to cigarette smoke. Moreover, weight loss at-
tributed to SHS is likely not recovered by sulforaphane treatment, consistent with previous
studies [25].

In the present study, the PC group displayed type 2 cell proliferation and thickened
cell walls when compared with the CON group (Figure 2). Type 1 pulmonary epithelial
cells cover >95% of the alveolar surface and play a role in gas exchange between the
alveoli and blood. Type 2 cells secrete pulmonary surfactants to reduce the surface tension
and facilitate gas exchange. In lungs exposed to toxic substances, type 1 cells fail to
undergo replication and are susceptible to toxicity, whereas type 2 cells are capable of
proliferation. Therefore, type 2 cell proliferation in the PC group indicates the occurrence
of lung damage [26]. Although these symptoms were observed in the SS group, they were
not significant compared with the CON group. Macrophages and tar were detected in the
lungs of SS mice, but the damage was minimal when compared with PC mice. In addition,
little or no epithelial thickening was observed in the SS group. SHS-induced pulmonary
damage was observed in PC mice, and preventive effects of sulforaphane on pulmonary
lung damage were observed in the SS group compared with the PC group. However, given
that sulforaphane was administered orally, short-term administration failed to exhibit
significant efficacy.

The present metabolomics study was compared with metabolites determined in pre-
vious studies to identify biomarkers for the pulmonary injury model (Figures 7 and 8).
Compared with CON mice, PC mice exhibited increased levels of glycerol and taurine in
the serum and lungs (Figures 5 and 6). During inflammatory diseases, enhanced metabolic
consumption of lipids leads to increased ketone bodies and glycerol levels [27]. Increased
glycerol levels in the PC group could be attributed to inflammation-induced fat metabolism.
Taurine, either dietary or injected, reportedly exerts anti-inflammatory effects [28-31]. In
addition, taurine is abundantly present in the cytoplasm of neutrophils and can protect
tissues at the inflammatory site [32,33]. Given these properties, elevated taurine levels
in the serum and lungs of PC mice were potentially due to SHS-induced inflammation.
Serum glucose levels tend to decrease during lung diseases such as cystic fibrosis [34].
Therefore, reduced serum glucose levels in the PC group appear to be related to pulmonary
injury. Reduced serum glucose levels can result in decreased pyruvate levels. However,
given elevated acetyl CoA levels following enhanced lipid metabolism, citrate, a product of
the tricarboxylic acid cycle, was reportedly increased. x-Ketoglutarate, produced by the
breakdown of citrate in the serum, can generate glutamine or arginine. It has been reported
that patients with acute COPD exhibit elevated serum levels of arginine, and pulmonary
damage caused by inhalation or oxidative stress increases arginase activity, elevating hy-
droxyproline levels and inducing collagen synthesis [35,36]. Herein, arginine, ornithine,
and proline levels were increased in PC mice. In addition, elevated glutamine levels were
observed in PC serum, inducing the synthesis of glutathione (GSH), an antioxidant [37].
Our findings confirmed that pulmonary damage was increased in the PC group when
compared with the CON group (Figures 7 and 8). Accordingly, an SHS-induced lung injury
model can be established by confirming changes in serum metabolites as described above.
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Subsequently, we compared lung and serum metabolites and noted that glucose,
taurine, glycerol, lactate, serine, creatine, arginine, leucine, and proline were metabolites
with VIP > 0.5 in both serum and lung samples (Figures 5 and 6). After four weeks of
exposure to SHS, metabolite changes in the lungs were similar, except for glucose and lactate
levels. Although serum glucose was decreased, lung glucose levels were increased, owing
to enhanced glycolysis during inflammation [37,38]. Serum lactate levels did not show
significant differences between groups, and lung serine and proline levels did not differ
between PC and SS. Given these metabolite differences between serum and lung samples
in the present study, taurine, glycerol, creatine, arginine, and leucine, all metabolites
with VIP > 0.5 in both serum and lung, were suggested as biomarkers exhibiting the
same tendency.
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(A)

Histopathological examination confirmed that oral sulforaphane (50 mg/kg) exerted
preventive effects in an SHS-induced mouse model. In addition, the use of biomarkers in
the mouse model confirmed the changes in SS metabolites. All biomarkers in the SS group,
showed a tendency for higher levels than those in CON mice and lower levels than those
in PC mice (Figure 9). In the SS group, taurine, glycerol, and arginine, all indicators of
inflammation, were higher than in the CON group and lower than those in the PC group.
Statistical significance was not confirmed in all metabolites of lung samples and creatine
and arginine in serum samples, but the same trend was confirmed in both samples and this
was suggested as a biomarker. Based on our findings, sulforaphane has an inhibitory effect
on pulmonary injury, and SHS induces notable biomarkers.
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Figure 9. Concentrations of endogenous metabolites of mice. (A) The metabolite change of serum
samples and (B) lung samples. One-way ANOVA test and Tukey’s test were performed to assess
statistical significance compared with control (CON), positive control (PC) and test (SS); o, CON;
M, PC; A, SS; Error bars are expressed as S.D. *, p < 0.05.
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4. Methods
4.1. Chemicals

Sulforaphane was purchased from LKT Laboratories, Inc. (St. Paul, MN, USA) and
3-(trimethylsilyl) propionic-2,2,3,3-d4 acid sodium salt (TSP-d4) were obtained from Sigma-
Aldrich (St. Louis, MO, USA).

4.2. Animals and Treatment

This study was approved by the Institutional Animal Care and Use Committee of
Dankook University (approval number, 20-027). C57BL /6] mice (6-weeks-old) were pur-
chased from Samtako Bio Korea (Osan, Gyeonggido, Korea). The animals underwent
acclimatization for one week under standard conditions, with a 12-h light/dark cycle at
22 °C and 55 =+ 5% relative humidity. Food (standard diet, Samtako Bio, Osan, Korea) and
tap water were provided ad libitum. Experimental animals were divided into a control
group (CON), an SHS exposure group (positive control, PC), and a sulforaphane treatment
group exposed to SHS (test, SS), and each group consisted of five animals. The body weight
of the mice was measured daily at the same time for four weeks.

PC and SS groups were simultaneously exposed to cigarette smoke (six cigarettes;
THIS ORIGINTM, KT&G Inc., Daejeon, Korea) twice daily and six times/week for four
weeks using a custom-designed acrylic chamber (39.5 x 37.5 x 42 cm, Figure S1). Each
exposure lasted for 75 min.

Following exposure to cigarette smoke, animals in the SS group were orally adminis-
tered 50 mg/kg of sulforaphane dissolved in 0.9% sodium chloride solution six times/week
for four weeks. At the end of the animal study, mice were euthanized with CO,, and blood
was collected from the abdominal aorta. After incubation for 1 h at room temperature, the
serum was separated by centrifugation at 13,000 g for 15 min. After blood collection,
the lungs were excised and divided into two parts: one part was fixed in 10% formalin
for histopathological examination; the other was immediately frozen in liquid nitrogen
for metabolomics. The lungs were not perfused. Serum and lung samples were stored at
—80 °C before 'H-NMR analysis.

4.3. Histopathologic Examination

After tying one side of the bronchus and cutting half of the lung to prevent formalin
entry, 10% (v/v) neutral-buffered formalin was injected through the airway for tissue
fixation. After 24 h, the tissue was dehydrated, embedded in paraffin, and cut into 4 pm
sections. The sections were then stained with hematoxylin and eosin and examined under
a light microscope (Eclipse Ci series, Nikon, Tokyo, Japan).

4.4. Metabolomics
4.4.1. H-NMR Spectroscopic Analysis

Both lung and serum samples were analyzed using 'H-NMR spectroscopy. Sample
types were different, therefore, we optimized pulse parameters before NMR measurements
for each lung and serum sample. Samples were thawed prior to analysis and stored at
4 °C. All 'H-NMR spectra were acquired using a 600 MHz high-resolution magic angle
spinning (HR-MAS) NMR spectrometer, equipped with a 4-mm gHX NanoProbe (Agilent
Technologies, Santa Clara, CA, USA). The spinning rate was set at 2050 Hz, and the Carr-
Purcell-Meiboom-Gill (CPMG) pulse sequence was applied for macromolecule and water
signal suppression. Water resonance was suppressed by offset frequency of 4.8 ppm with
79 Hz presaturation power. The measurements were performed at 298 K. Lung samples
(20 mg) were weighed and placed in 'H-NMR nanotubes (Agilent Sample Tube, 4 mm).
A total of 20 pL phosphate buffer (pH 7.4) in deuterated water (D,0O) containing 2 mM
3-trimethylsilyl-2,2,3,3-tetradeuteropropionic acid-d4 (TSP-d4, Sigma-Aldrich, St. Louis,
MO, USA) was added to the nanotubes. TSP-d4 was used as an internal chemical shift
standard. For the lung tissue analysis, acquisition time was set at 3 s, 9.06 pus 90-degree
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pulse (pw), 3 s relaxation delay, 500 ps spin-echo delay with 150 duty cycles; the total
acquisition time was 13 min 20 s.

For serum sample analysis, 36 pL of serum was mixed with 4 uL of phosphate-buffered
saline in D,O containing 20 mM TSP-d4 and placed in a 'H-NMR nanotube (Agilent Sample
Tube, 4 mm). Serum 'H-NMR spectra were measured using a 3 s acquisition time, 8.85 ps
pw, 1.5 s relaxation delay, 450 ps spin-echo delay with 166 duty cycle; the total acquisition
time was 11 min 12 s. In total, 128 scans were acquired for each sample at a spectral width
of 24,038.5 Hz.

'H-NMR spectra were processed using the Chenomx NMR Suite program (ver. 8.3,
Chenomx Inc., Edmonton, Alberta, Canada). The 6 0.0-10.0 spectral region was segmented
into regions of 0.04 ppm width, providing 250 integrated regions in each 'H-NMR spectrum.
This binning process endowed each segment with an integral value, providing an intensity
distribution of the entire spectrum with 250 variables prior to the pattern recognition
analysis. The spectrum region of water (5 4.5-5.0) was removed from the analysis to
prevent variations in water suppression efficiency. Spectra were identified and quantified
using the Chenomx NMR Suite Professional software package, ver. 8.3 (Chenomx, Inc.).
The information of peaks used for identification of endogenous metabolites is listed in Table
S1. TSP-d4 (2 mM for lung and 2 mM for serum) was used as standard to measure relative
metabolite concentrations and normalize samples. Before applying targeted profiling to
CPMG spectra in Chenomx, we adjusted the apparent linewidth of the chemical shape
indicator (CSI) following Chenomx tutorial user guide using glucose and TSP-d4 peaks.

4.4.2. Multivariate and Statistical Analysis

Data were converted from Microsoft Excel (*.x1s) to the NMR Suite Professional soft-
ware format. One-dimensional NMR spectral data were imported into SIMCA-P (version
12.0, Umetrics Inc., Kinnelon, NJ, USA) to examine intrinsic variations in the dataset for
multivariate statistical analysis. Pareto was used to scale the data before principal compo-
nent analysis (PCA) and orthogonal projections to latent structure discriminant analysis
(OPLS-DA). Variable importance plots (VIP) were also used to select putative biomarkers
for SHS-induced pulmonary damage.

Serum and lung metabolite concentrations were statistically analyzed using ANOVA
and Tukey’s test (GraphPad Prism 5, San Diego, CA, USA). Statistical significance was set
atp <0.05.

5. Conclusions

The current results demonstrated that exposure to SHS for four weeks could induce
minor pulmonary injury. Oral administration of sulforaphane could reduce SHS-induced
lung tissue damage and decrease epithelial cell dropout in bronchioles. We noted that five
metabolites in the PC serum and lungs showed similar tendencies. Accordingly, taurine,
glycerol, arginine, and proline, exhibiting the same changes in serum and lung tissue
metabolites, were identified as biomarkers for SHS-induced lung injury. In addition, the
use of plasma biomarkers can reduce animal sacrifice via the noninvasive identification of
animal models.

Supplementary Materials: The followings are available online at https://www.mdpi.com/article/
10.3390/metabo12060518/s1, Figure S1: Custom-designed acrylic chamber (39.5 x 37.5 x 42 cm),
Figure S2: A comparison of serum binning patterns using 'H-NMR spectroscopy, Figure S3: A
comparison of lung binning patterns using TH-NMR spectroscopy, Table S1: The information of peaks
used for identification of metabolites in serum (S) and lung (L).
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