H

oy metabolites

LU

Article

Metabolomic Signatures Associated with Radiation-Induced
Lung Injury by Correlating Lung Tissue to Plasma in a

Rat Model

Liming Gu t, Wenli Wang *, Yifeng Gu ¥, Jianping Cao * and Chang Wang *

check for
updates

Citation: Gu, L.; Wang, W,; Gu, Y,;
Cao, J.; Wang, C. Metabolomic
Signatures Associated with
Radiation-Induced Lung Injury by
Correlating Lung Tissue to Plasma in
a Rat Model. Metabolites 2023, 13,
1020. https://doi.org/10.3390/
metabo13091020

Academic Editor: Federico

Tesio Torta

Received: 15 August 2023
Revised: 7 September 2023
Accepted: 14 September 2023
Published: 17 September 2023

Copyright: © 2023 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

State Key Laboratory of Radiation Medicine and Protection, School of Radiation Medicine and Protection,
Medical College of Soochow University, School for Radiological and Interdisciplinary Sciences (RAD-X),
Jiangsu Provincial Key Laboratory of Radiation Medicine and Protection, Suzhou Industrial Park Ren’ai Road 199,
Suzhou 215123, China; 20214020013@stu.suda.edu.cn (L.G.); 20214220035@stu.suda.edu.cn (W.W.);
guyifeng19950830@126.com (Y.G.)

* Correspondence: jpcao@suda.edu.cn (J.C.); wangchang@suda.edu.cn (C.W.); Tel.: +86-512-65880067 (C.W.)
 These authors contributed equally to this work.

Abstract: The lung has raised significant concerns because of its radiosensitivity. Radiation-induced
lung injury (RILI) has a serious impact on the quality of patients’ lives and limits the effect of
radiotherapy on chest tumors. In clinical practice, effective drug intervention for RILI remains to be
fully elucidated. Therefore, an in-depth understanding of the biological characteristics is essential to
reveal the mechanisms underlying the complex biological processes and discover novel therapeutic
targets in RILL In this study, Wistar rats received 0, 10, 20 or 35 Gy whole-thorax irradiation (WTI).
Lung and plasma samples were collected within 5 days post-irradiation. Then, these samples were
processed using liquid chromatography-mass spectrometry (LC-MS). A panel of potential plasma
metabolic markers was selected by correlation analysis between the lung tissue and plasma metabolic
features, followed by the evaluation of radiation injury levels within 5 days following whole-thorax
irradiation (WTI). In addition, the multiple metabolic dysregulations primarily involved amino acids,
bile acids and lipid and fatty acid -oxidation-related metabolites, implying disturbances in the urea
cycle, intestinal flora metabolism and mitochondrial dysfunction. In particular, the accumulation of
long-chain acylcarnitines (ACs) was observed as early as 2 d post-WTI by dynamic plasma metabolic
data analysis. Our findings indicate that plasma metabolic markers have the potential for RILI
assessment. These results reveal metabolic characteristics following WTI and provide new insights
into therapeutic interventions for RILI.

Keywords: metabolomics; whole-thorax irradiation (WTI); radiation-induced lung injury (RILI);
metabolic marker; dynamic

1. Introduction

With the development of nuclear power and the widespread application of nuclear
technology, the potential risk for radiation damage to people has greatly increased. A rapid,
sensitive and accurate assay to assess the severity of the critical organ systems, as well as
radiation dose estimation of possible exposed individuals, is one of the key links to emer-
gency medical assistance after radiation damage. The lung has raised significant concerns
because of its radiosensitivity. Radiation-induced lung injury (RILI) has a serious impact on
the quality of patients’ lives and limits the effect of radiotherapy (RT) for chest tumors, with
5-20% of patients experiencing this adverse effect [1]. The Clinical symptoms of radiation
pneumonitis include a persistent dry cough, shortness of breath, mild fever or, occasionally,
a high fever that may be secondary to radiation-induced pulmonary fibrosis and may even
be the direct cause of death [2]. In the presence of extensive pulmonary fibrosis, antibiotic
and corticosteroid therapeutics are limited, and there is no effective clinical treatment,
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which severely affects the patient’s quality of life and even their survival [3]. Macrophages,
fibroblasts and T lymphocytes, as well as other inflammatory and immune cells, have key
roles in the development of RILI. In addition, TGF-f3, IL-4, IL-13 and IFN-y have also been
implicated in this process [4,5]. However, specific biological mechanisms and effective
drug interventions for RILI remain to be fully elucidated. Current diagnosis methods for
RILI, such as clinical biochemical indicators, lung function and medical imaging, have the
drawbacks of sensitivity, specificity and lag effects [6]. Thus, identifying biomarkers for
early diagnosis and revealing the molecular mechanisms of RILI is crucial for preventing
disease progression, reducing patient mortality and taking effective measures as early as
possible.

As an important component of systems biology, metabolomics is a comprehensive anal-
ysis of small-molecule metabolites and may reflect pathophysiologic states [7]. Metabolomics
technologies have been developed over the past two decades to enable reliable identifi-
cation, detection and quantification of novel metabolites in food, plant, environmental,
animal and human studies [8] and have been widely adopted as a new approach for
biomarker discovery and comprehensive understanding of the underlying pathogenesis [9].
To meet the demands of rapid radiation damage assessment in large-scale nuclear accidents,
metabolomics has been attempted to identify biomarkers of radiation injury in various
biological samples. Although the majority of studies have focused on a variety of biofluids
derived from animal models (like mice, rats and non-human primates), as well as humans,
the overlap in biomarkers of radiation injury across species has highlighted the metabolic
pathways that are most perturbed, including (3-oxidation of fatty acids (acylcarnitines),
energy metabolism (TCA cycle intermediates), purines and pyrimidines metabolism, pro-
inflammatory pathways (the omega-6 constituents, polyunsaturated fatty acids) and amino
acids metabolism [10-14]. In the case of RILI, metabolomics has been utilized to reveal
the metabolic characteristics of RILI in different genotypes of mice [15] and to explore the
metabolic changes in serum and lung tissues exposed to irradiation [16,17]. These studies,
however, primarily focus on the metabolic changes at a single time point post irradiation,
which reflect the metabolic characteristics at a certain stage of RILI development and ignore
the influence of time. In contrast, dynamic metabolomics could capture the variation
generated by time and truly reveal dynamic metabolic changes during the development of
RILI Therefore, the combination of static and dynamic analyses is necessary to obtain the
key metabolic characteristics related to RILI and discover the pathology of RILI.

Biofluid samples, such as plasma, serum, urine and saliva, are common sample types
due to their convenient and minimally invasive collection. On the other hand, most
biomarkers in biofluid samples only reflect the overall metabolic changes and cannot reflect
the pathophysiologic change in injured tissues. In metabolomic studies of biofluid samples,
unwanted confounding factors unrelated to diseases may lead to the discovery of false
positive biomarkers [18]. For example, the metabolic characteristics of blood and urine are
heavily influenced by gender, lifestyle, diet and other factors [19,20], which are difficult to
unify. Therefore, metabolites found in biofluid samples are sometimes unable to accurately
reflect the pathological status of disease. Nevertheless, tissue metabolomics can provide
more abundant physiological or pathological information, which is important for diagnosis
and treatment. Therefore, it is of importance to conjointly analyze differential metabolites
in plasma and lung tissues.

In this study, metabolomics signatures of lung tissues and serial plasma specimens
within 5 days of exposure to WTT in a rat model were performed. Furthermore, a panel of
potential minimally invasive plasma metabolic markers for RILI was selected, followed
by the assessment of radiation injury. Our findings will throw light on the molecular
mechanism and serve as a strategy to aid in discovering minimally invasive diagnosis
markers for RILL
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2. Materials and Methods
2.1. Chemicals and Reagents

Mass-grade methanol and acetonitrile were from Fisher Chemical (Thermo Fisher Sci-
entific, Boston, MA, USA). Ammonium bicarbonate and formic acid were purchased from
Fluka (Dresden, Germany). The ultrapure water was prepared with a Milli Q purification
system (Millipore, Burlington, MA, USA). The chemical standards for compound identi-
fication were obtained from Sigma-Aldrich (St. Louis, MO, USA), Adamas (Hong Kong,
China) or JK Chemical Ltd. (Shanghai, China). The deuterium-labeled internal standards
(ISs), including cholic acid-d4,chenodeoxycholic acid-d4, succinic acid-d4,L-leucine-d10,
L-phenylalanine-d5, L-tryptophan-d5, L-citrulline-d4, acylcarnitine C10:0-d3 and acylcarni-
tine C10:0-d3 were from Cambridge Isotope Laboratories, and the natural lipid analogs,
including palmitic acid-d3and 1stearic acid-d3,were supplied by Avanti Polar Lipids.

2.2. Animals, Irradiation and Sample Collection

Female Wistar rats (170-190 g) were obtained from the Shanghai SLAC Laboratory
Animal Ltd. (Shanghai, China), which were randomized into control (n = 13) and irradiated
cohorts (n = 33). Prior to treatment, these animals were allowed to acclimate to the facility
for one week. Then, these animals were anesthetized with 100 mg/kg ketamine and
10 mg/kg xylazine. To develop a radiation-induced lung injury rat model, we used a small
animal radiotherapy treatment plan (X-RAD SmART) system. Images acquired through
cone beam computed tomography (CT) were used to reconstruct and delineate targets.
Multi-beam and CT-guided Monte Carlo-based plans were performed to optimize doses
to targets. The terminal dose of WTI that the rats received was equivalent to either 10 Gy
(n =10), 20 Gy (n = 11) or 35 Gy (1 = 12) at a dose rate of 2.7 Gy/min.

Plasma was obtained through periorbital bleeding at time points of 1, 2, 3 and 5 days
post-irradiation, while lung tissue was collected on the fifth day post-irradiation. As some
lung tissue samples have been exhausted for other analysis, a total of 39 samples (11 for
controls, 10 for 10 Gy, 9 for 20 Gy, 9 for 35 Gy) were available from the cohort that was
dedicated to the metabolomics study. All of the plasma and lung tissues were stored at
—80 °C before LC-MS analysis.

The study was approved by the Ethics Committee of Soochow University.

2.3. Histology

Lung tissues from each group were immersed in 10% neutral buffered formalin and
allowed to fix for a minimum of 24 h. The fixed lung specimens were embedded in paraffin,
sliced into 4 um thick sections and stained with hematoxylin and eosin (H&E) for analysis
of tissue morphology changes following WTI.

2.4. LC-MS Pseudotargeted Metabolomics Analysis

To obtain more comprehensive metabolic characteristics, pseudotargeted metabolomics
analyses based on LC-MS were used to determine lung or plasma metabolites. Meanwhile,
considering that only known compounds can be biologically explained, the identified
metabolites in the samples were kept for the metabolic analysis.

The composition and concentration of internal standards (ISs) for plasma and lung
tissue are listed in Tables S1 and S2.

Plasma preparation: 200 pL ISs was added into 50 pL of sample for the protein
precipitation. After vortexing, the sample was centrifuged at 13,000 rpm/min for 10 min
(4 °C); the supernatant was taken and divided into two parts and dried by vacuum. Before
LC-MS analysis, two dried supernatants were redissolved with 50 uL. ACN: H,O (1:3, v/v).

Lung tissue preparation: About 20 mg of lung tissue samples were homogenized
with ceramic beads in 1.5 mL ISs solution two times using a Tissue Lyser homogenizer
(Gene Ready Ultracool, Life Real, Hangzhou, China). The homogenization took 5 min with
15 s intervals each time (45 HZ). Then, the homogenized tissue sample was centrifuged at
13,000 rpm/min for 15 min (4 °C), the supernatant was taken and divided into two parts,
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and dried by vacuum. Before LC-MS analysis, two dried supernatants were redissolved
with 50 uL ACN: H,O (1:3, v/v). Before LC-MS analysis, two reconstituted samples were
used for positive ion mode and negative ion mode, respectively.

Pseudotargeted analysis of plasma and lung tissue metabolites was performed on TSQ
Vantage HPLC-MS/MS (Thermo Fisher, USA) with ESI, which was developed according
to the proposed strategy described by Zheng et al. [21]. In the positive ion mode, a BEH
C8 100 x 2.1 mm column (1.7 um particle size, Waters) was employed for the separation.
Mobile phase A was 0.1% aqueous formic acid in water. Mobile phase B consisted of 0.1%
formic acid in acetonitrile. The linear gradient elution was set: 0-0.5 min, 5% B; 0.5-24 min,
5-100% B; 24-28 min, 100% B; 28-28.5 min, 100% B back to 5% B; 28.5-31.5 min, 5% B. An
HSS T3 100 x 2.1 mm column (1.8 um particle size, Waters) was utilized in the negative
ion mode for the separation. The mobile phases were composed of 6.5 mM ammonium
bicarbonate in water (C) and 6.5 mM ammonium bicarbonate in 95% methanol/water (D).
The linear gradient elution followed: 0-1 min, 2% B; 1-20 min, 2-100% B; 20—24 min, 100%
B; 24-24.5 min, 100% B back to 2% B; 24.5-27.5 min, 2% B. The flow rate was 0.25 mL/min
in both positive and negative ion modes. The column temperature was kept at 50 °C, and
the sample injection volume was 5 pL. The mass parameters with electrospray ionization
were set as follows: 350 °C capillary temperature, 300 °C vaporize temperature, 35 arbitrary
unit sheath gas flow rate, 10 arbitrary unit auxiliary gas flow rate, 3.0 kV capillary voltage
for ESI+ mode and —2.5 kV for ESI mode.

2.5. Urea Detection

Urea contents were detected by Urea (BUN) Colorimetric Assay Kit (Urease Method).
Samples and working reagent were added to the 96-well plate, and then absorbance at
580 nm was measured by microplate reader (BioTek, Winooski, VT, USA).

2.6. Quantitative Real-Time Polymerase Chain Reaction (q-RT-PCR)

Total RNA of the lung samples of SD rats were homogenized and isolated using RNA-
Quick Purification Kit (ES Science, Shanghai, China), and cDNA synthesis was performed
by the Reverse Transcription Reagent Kit (ABM, Vancouver, BC, Canada) according to the
specification. Vii7 PCR system and SYBR® Green PCR kit (QIAGEN, Hilden, Germany)
were used for quantitative Real-Time Chain Reaction (q-RT-PCR). Data were normalized
to the expression of x-tubulin in each sample. The forward and reverse primers used for
qPCR were as follows:

CPT1A (Forward: 5-CCTACCACGGCTGGATGTTT-3’, Reverse: 5'-TACAACATGGG
CTTCCGACC-3’); CPT1B (Forward: 5-ACAGGCATAAGGGGTGGCAT-3’, Reverse:
5-CACTCCAATCCCACCTCGACC-3).

2.7. Data Processing and Statistical Analysis

The integration of the peaks from pseudotargeted analysis was conducted by Xcalibur
(LC-MS/MS). The metabolites with less than 20% missing values and relative standard
deviation (RSD) below 30% in QC samples remained. Then, the peak area of the metabolite
was normalized to ISs (for plasma) or ISs and tissue weight (for lung tissue), which was
utilized for following data processing. A paired analysis with nonparametric test (two-
tailed Wilcoxon signed-rank test) was performed to discover the differential features
(p < 0.05) using the SPSS 16.0 software. False-discovery rate (FDR < 0.2) was used to reduce
false-discovery rate. Heat map employing MeV 4.9.0 was used to visualize the metabolic
regulations of the differential metabolites associated with ionizing radiation exposure.

The panel of potential biomarkers for radiation exposure was further refined by vari-
able importance in projection (VIP) of partial least squares—discriminant analysis (PLS-DA).
Multivariate statistical models, including principal component analysis (PCA), partial least-
squares discriminant analysis (PLS-DA) and nonlinear kernel partial least squares (KPLS)
combined with a preprocessing technique of orthogonal signal correction (OSC) [22], were
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carried out using SIMCA-P 11.5 demo version (Umetrics AB, Umed, Sweden). Response
permutation test with 200 times was conducted to assess whether the model was overfitting.

2.8. Metabolic Correlation Network Analysis

Metabolic correlation network was performed using Cytoscape software (version
2.8.3). In the correlation network map, the nodes represent the metabolites. The solid black
and red edge lines show positive and negative relationships, respectively. Metabolites with
Pearson correlation coefficients above a threshold (r > 0.7, p < 0.05) were connected by
lines.

3. Results
3.1. Histological Destruction of Rat Lung Tissues in Response to WTI

The hematoxylin—eosin (H&E) staining results showed that the structure of the lung
tissue had severe destruction after exposure to radiation. As shown in Figure 1, the control
group had a regular alveoli structure of lung tissue with slender alveoli and blood vessel
walls. Compared with the control group, there was more diffuse hyperemia in the lung
tissue at 5 d after 10 Gy irradiation. In the 20 Gy group, more inflammatory cells in the
alveolar wall, thickening of the blood vessel wall and increased exudate in the alveoli could
be observed. When it comes to 35 Gy, the lung tissue structure became more disorganized,
with significant aggregation of lymphocytes, which reflected dose-dependent damage in
lung tissues.

Contro 10Gy 20Gy 35Gy

Figure 1. Representative images of HE staining in the control group and irradiated groups (first row:
40x%, second row: 100x).

3.2. Ratlung Metabolic Signatures Exposed to WTI

To evaluate the stability of the analytical systems, quality control (QC) samples
were evenly inserted into the analytical queue during the run of samples in LC-MS
metabolomics analysis. QC samples were prepared similarly to the other samples. As
shown in Figure S1A, the RSDs of 82.76, 94.58 and 99.01% of metabolites detected in QC
samples were less than 10, 20 and 30%, respectively. In addition, QC samples were all
within two times the standard deviation (SD) (Figure S1B). All of these results confirmed
the reproducibility and stability of the metabolic profiling in LC-MS.

To highlight the separation of the study groups, a PLS-DA model was used to perform
a multivariate pattern recognition analysis, and two principal components (PCs) were
calculated based on this PLS-DA model. As shown in Figure 2A, except for a lesser overlap
between the 10 and 20 Gy irradiated groups, there was a clear clustering trend and dose-
dependent distance in different groups, which indicated that metabolic disorders in lung
tissues were positively related to radiation doses.
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Figure 2. Statistical analysis for the data set of lung tissues at 5 d after WTI. (A) PLS-DA score
plot comparing control and individual WTI doses. (B) Heatmap of the 37 differential metabolites
in lung tissues, with the degree of changes compared with control group marked with colors. AS-
COR: ascorbic acid; MG16:0: palmitoylglycerol; AC13:1: acylcarnitine C13:1; AC20:0: acylcarnitine
C20:0; AC22:0: acylcarnitine C22:0; AC15:0: acylcarnitine C15:0; AC20:1: acylcarnitine C20:1; AC5:0:
acylcarnitine C5:0; Hybs: 4—Hydroxybenzenesulfonic acid; Indols: indoxyl sulfate; TUDCA: tau-
roursodeoxycholic acid; TCA: taurocholic acid; T—x—MCA: tauro—«—Muricholic acid; AZOD:
3—Amino—2—oxazolidinone. The red and blue colors represent significant increases and decreases
in response to WTI. According to the clustering, the metabolic alternations induced by WTI could be
divided into three zones (a, b, ¢).

Based on the analysis of variance p-value (ANOVA, p < 0.05) and false-discovery rate
(FDR < 0.2), 37 differential metabolites associated with RILI were selected; the effects of
irradiation on the differential metabolites are listed in Table S3 and visualized in Figure 2B.
The metabolic alternations induced by WTI could be divided into three zones (a, b, c)
according to the clustering. Metabolites in zone A were significantly up-regulated following
WTI irradiation, mainly including lipid metabolites and fatty acid -oxidation-related
metabolites, such as cholesterol, lysophosphatidylcholine and long-chain AC. Meanwhile,
most metabolites in panel C (bile acid and lipid metabolites) showed a significant decrease
following irradiation. Additionally, metabolites in region B, containing acylcarnitine C5:0
(AC5:0), urea, 4-Hydroxybenzenesulfonic acid (Hybs) and indoxyl sulfate (Indols) were
only down-regulated in the 35 Gy group.
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3.3. Plasma Metabolic Signatures Exposed to WTI

Similarly, we assess the stability of the total metabolic profiling analytical systems in
plasma. The RSDs of 43.60%, 83.72% and 95.93% of metabolites were less than 10%, 20%
and 30%, respectively (Figure S2A), and QC samples were also all within two times the SD
(Figure S2B). These results confirmed the reliability of metabolic profiling in LC-MS.

The plasma metabolomic profiles from 1 d to 5 d after were subsequently depicted on
the basis of the PLS-DA model (Figure 3). There were two types of metabolic derangements,
including radiation-induced changes and time-associated changes. Individual doses shown
in Figure 3A could not be distinguished at 1 d after WTI, reflecting the lack of sensitivity of
differential metabolites to identify the WTI doses. Differently from 1 d, the 2 d PLS-DA plots
could distinguish the control and irradiated groups, although different WTI doses could not
be clearly divided (Figure 3B). At 3 d after WTI, individual doses could be distinguished
clearly, whereas the control group overlapped with the 10 Gy group (Figure 3C). Compared
with 3 d, PLS-DA plots at 5 d after WTI showed that the control group clustered closely
apart from the irradiated groups, and the high-WTI dose (35 Gy) group dispersed from
the moderate-WTI dose (10 and 20 Gy) groups (Figure 3D). It is clear that the distance
between the control area and the irradiated group became farther with the extension of
time and increase in radiation exposure doses. These results suggested that irradiation
could lead to metabolic disorders, and the degree of disorders in plasma was also positively
related to radiation doses. Finally, there were 40, 84, 109 and 128 differential metabolites
reaching significance in plasma selected at 1 d, 2 d, 3 d and 5 d after irradiation, respectively
(Tables S4-57).

10Gy - 35Gy

35Gy

12

120
11

Figure 3. Statistical analysis for the data set in plasma at different times after WTI. PLS—DA score
plot comparing control and individual WTT doses ((A), 1 d; (B), 2d; (C), 3 d; (D), 5 d).

3.4. Potential Plasma Metabolite Markers of Radiation-Induced Lung Injury

To select a panel of biomarkers for clinical RILI diagnosis and prognosis, metabolic data
in plasma and lung tissues were analyzed conjointly. We initially selected 37 and 123 dif-
ferential metabolites in lung tissue and plasma, respectively. Among these metabolites,
23 metabolites exhibited significant changes in both comparison groups simultaneously
(Figure S3A).

In order to reduce the risk of false positives, checking the metabolites before identi-
fying the biomarker candidates in this discovery phase is necessary. The first step was
to construct the PLS model based on the intersection of 23 metabolites and analyze the
variable importance (VIP) of each metabolite. We used two principal components (PCs)
in plasma and lung tissues to screen differential metabolites. As shown in Figure S3B,
10 metabolites were obtained to preserve the statistical importance of the classification in
two PCs based on VIP (VIP > 1). Secondly, a correlation analysis was performed on the
above 10 metabolites to select metabolites with high correlation in plasma and lung tissue,
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and all these metabolites were obtained based on the correlation (Table S8). Finally, the
VIP values of the 10 elected metabolites were analyzed again to assess the contribution
to classification. Then, the top seven metabolites (taurocholic acid (TCA), acylcarnitine
C5:0 (AC5:0), Leucine, tauroursodeoxycholic acid (THDCA), tauro-o-Muricholic acid (T-«-
MCA), acylcarnitine C9:1 (AC9:1) and urea) with the highest VIP scores were selected as
the most potential panel of plasma metabolic makers for RILI (Figure S4).

Subsequently, the potential panel of metabolic markers was assessed by the OSC-
KPLS model to discriminate different dose groups at different stages of radiation exposure.
Figure S5 shows the clustering graph of the control and irradiated groupsat1d,2d,3d
and 5 d after WTI. Each data point represents a real sample, with the vertical coordinate
representing the actual radiation dose received and the horizontal coordinate representing
the injury classification. The comparison between the predicted radiation doses and the
observed values based on the panel is displayed in Table S9. Table 1 shows the classification
results at different time points after irradiation. Compared with the early stage (1d, 2 d
after WTI), nearly all predicted values were close to the observed values at a later stage
(3 d, 5 d after WTTI), with the accuracies of classification all more than 80%. The result
indicated the potential of the panel for estimating the approximate radiation dose and
being a biomarker of RILL.

Table 1. Classification of radiation injury at different time points after WTI based on OSC-KPLS
model and the panel of potential biomarkers.

Triage Control Mild Moderate Severe
Accuracy of classification at 1 d 72.7% 90.0% 58.3% 91.7%
Accuracy of classification at 2 d 92.3% 50.0% 72.7% 66.7%
Accuracy of classification at 3 d 100.0% 90.0% 100.0% 100.0%
Accuracy of classification at 5 d 100.0% 80.0% 81.8% 100.0%

In order to directly trace the changes of the potential metabolic markers in the early
stages of RILI, we analyzed dynamic plasma metabolic data within 5 days post WTL. As
shown in Figure S6, the majority of screened metabolites began to show a significant
difference at 2 d after WTI, except urea. Urea showed a down-regulated trend from 1 d to
5d. AC5:0 and AC9:1 began to decrease at 2 d and 3 d, respectively. Aminoacids (leucine)
began to decrease at a later period (3 d after WTI). Cholic acid levels, including TCA,
THDCA and T-a-MCA, began to show significant decreases until 5 d.

To further explore the temporal trajectory of these metabolites, the levels for each
irradiated rat were divided by the average controls to rule out metabolic derangement
due to time-related changes (Figure S7). Interestingly, despite the complexity of radiation
regulations, most of them displayed a monotonic response in 20 Gy and 35 Gy-irradiated
cohorts from 2 d to 5 d post-irradiation. These features are considered the key metabolites
with consistent changing tendencies when comparing high doses versus low doses and low
doses versus Pre, reflecting the temporal variations with RILI progression and indicating
their potential for assessment of radiation injury for RILI.

3.5. Metabolic Correlation Network Analysis

Due to complex physicochemical reactions, not only did metabolite levels show signif-
icant changes, but linkages between metabolites could also be altered [23]. The correlation
network could provide an overview of a given status of the complex biological system and
reveal dysregulated biochemical mechanisms associated with the stimulus [24]. A positive
correlation between two metabolites indicates the adjacent relationship in a metabolic
pathway, whereas a negative correlation indicates that one of two metabolites is used to
generate the other one directly or indirectly [25].

Then, the correlation network analysis between differential metabolites was performed
to reveal the metabolic regulations following WTI using Cytoscape software. The linkage
line of metabolites was based on the Pearson correlation coefficient by calculating the
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Figure 4. Metabolic correlation network analysis based on differential metabolites associated with ra-
diation injury in the control and irradiated groups at 5 d after WTI ((A), Control; (B), 10 Gy; (C), 20 Gy;
(D), 35 Gy). Nodes represent the metabolites, and the lines between nodes represent their relationship
associated with biochemical reactions. ASCOR: ascorbic acid; MG16:0: palmitoylglycerol; AC13:1:
acylcarnitine C13:1; AC20:0: acylcarnitine C20:0; AC22:0: acylcarnitine C22:0; AC15:0: acylcarnitine
C15:0; AC20:1: acylcarnitine C20:1; AC5:0: acylcarnitine C5:0; Hybs: 4-Hydroxybenzenesulfonic
acid; Indols: indoxyl sulfate; TUDCA: tauroursodeoxycholic acid; TCA: taurocholic acid; T-a-MCA:
tauro-a-Muricholic acid; AZOD: 3-Amino-2-oxazolidinone. The metabolites (nodes) in red and green
colors represent significant increases and decreases in response to WTI. The black and red lines
between metabolites represent positive and negative relationships, respectively.

Lipids were found to correlate more positively with amino acids with increased
radiation exposure doses. In contrast, bile acids displayed a more negative correlation
with amino acids, such as arginine, proline, leucine and asparagine, in the 35 Gy-irradiated
group. In the 20 Gy irradiated group, fatty acid -oxidation-related metabolites began to
show strong correlations with lipids. 3-oxidation is a process of generating energy by the
formation of ketone bodies from fatty acids, which could explain the correlation between
lipids and (3-oxidation and indicate the significant contribution in the process of RILL These
results indicated the important roles of bile acids, lipids and fatty acid 3-oxidation-related
metabolites in the metabolic regulation of RILL
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3.6. CPT1 Gene Expression Level and Enzyme Activity in the Lung Samples of Rats Exposed
to WTI

We further found that the levels of Acylcarnitine C20:1 and Acylcarnitine C20:1 in-
creased at 1 d after exposure and maintained the change up to 5 d, indicating the ra-
diosensitivity of fatty acid 3-oxidation (Figure S8A). Thus, we evaluated the carnitine
acyltransferases (CPT1, presenting in the mitochondrial outer membrane; CPT2, situating
at the matrix side of the inner membrane) involved in acylcarnitine metabolism, which reg-
ulates this transport system [26]. The activities of two enzymes can be estimated by ratios,
such as the CPT1 ratio (carnitine/(C16:1 + C18:0)) and the CPT2 ratio (C16:0 + C18:1/C2).
An elevation of the CPT1 ratio indicates CPT1 deficiency or impaired functions [27], reflect-
ing the increased mitochondrial entrance of long-chain FA. Meanwhile, the increase in the
CPT2 ratio points to a significant reduction in long-chain fatty acid oxidation or impaired
CPT?2 functions, which means long-chain acylcarnitine cannot be converted to their cor-
responding acyl-CoA esters [26]. As can be seen in Table 2, the CPT1 ratio significantly
decreased in response to WTI, while the CPT2 ratio markedly increased, indicating the
accumulation of long-chain acylcarnitine in mitochondria.

Table 2. Related ratios in control, 10 Gy, 20 Gy and 35 Gy groups.

Enzymes Control 10 Gy 20 Gy 35 Gy
CPT1 155.4 129.4 * 112.4 ** 104.1 **
(139.5-197.4) (109.6-140.2) (100.2-128.7) (94.9-112.3)
CPT2 0.004 0.005 * 0.005 ** 0.006 ***#
(0.003-0.004) (0.004-0.005) (0.005-0.006) (0.005-0.006)

Note: Values are expressed as medians (25th, 75th percentiles). The p-values were calculated based on nonpara-
metric Kruskal-Wallis test. Compared with control, * p < 0.05, ** p < 0.01, *** p < 0.001; compared with 10 Gy,
#

p <0.05.

In addition, to preliminarily discover the extra accumulation of long-chain acylcar-
nitine after WTI, the mRNA levels of CPT1A and CPT1B in lung tissues from model rats
were analyzed at 5 d after WTI. As shown in Figure S8B, the mRNA levels of CPT1A and
CPT1B showed significant dose-dependent elevation compared with the control group.
This further substantiates that radiation plays a crucial role in the regulation of CPT1
activity, which may lead to the accumulation of long-chain acylcarnitine.

4. Discussion

In the current study, not only the metabolite levels but also the metabolic correla-
tion networks were significantly altered following WTIL. These metabolic abnormalities
are mainly involved in amino acids, bile acids, lipids and fatty acid 3-oxidation-related
metabolites, which are discussed in the following sections.

4.1. Amino Acids

Amino acids are a kind of vital metabolite in the organism, the basic components of
proteins and have biological functions such as synthesizing hormones, transmitting cell
signals and regulating gene expression [28]. After WTI, the levels of amino acids, including
arginine, phenylalanine, tryptophan, valine, leucine, isoleucine, threonine, proline and
alanine were significantly reduced in lung tissues (Table 53). These amino acids are involved
in multiple metabolic pathways, such as arginine and proline metabolism; valine, leucine
and isoleucine degradation;the urea cycle; and aspartate metabolism.

As essential amino acids, branched-chain amino acids (BCAAs, leucine, isoleucine
and valine) are widely studied due to their crucial role in the regulation of protein synthe-
sis, primarily through the activation of the mTOR signaling pathway and their growing
recognition as players in the regulation of a variety of physiological and metabolic pro-
cesses [29,30]. Elevated blood BCAA levels in both animal models and humans following
total body irradiation (TBI) have been implicated in radiation-induced activated protein
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breakdown [13,22,31,32]. In contrast to the above findings, BCAAs showed obvious re-
duced levels in both lung tissues and plasma in response to WTI (Figure S9). BCAAs are
ketogenic and glycogenic amino acids, which can be converted to branched-chain keto acids
(BCKAs) through BCAA transaminase (BCAT) in body metabolism [33]. Decreased blood
BCAA levels have been reported in patients with chronic obstructive pulmonary disease
(COPD), while dietary supplementation with BCAAs ameliorates COPD-related weight
loss and respiratory muscle weakness [34-38]. It has been found that the inhibition of
BCAT can inhibit airway inflammation and remodeling [39], suggesting that BCAT activity
is related to pneumonia response. Furthermore, mTOR signaling is closely associated with
the dysregulation of autophagy, inflammation, as well as cell growth and survival, resulting
in the development of pulmonary fibrosis [40]. Studies suggest that mTOR inhibitors are
promising modulators of radiation-induced pulmonary fibrosis (RIPF) [41]. Given that
BCAAs have been recognized as having anabolic effects in protein metabolism, which
involve the activation of the mTOR pathway, lower BCAAs levels may cause the dysregu-
lation of the mTOR pathway, leading to RILIL. Therefore, identifying the BCAA metabolic
pathway may be a potential attractive treatment for therapeutic targets in RILL

Decreases in urea and arginine in lung tissues indicate a urea cycle disorder following
WTIL. Arginine engages in the urea cycle in the body, promoting the formation of urea, thus
transforming ammonia in the human body into non-toxic urea and reducing blood ammo-
nia concentrations [42]. Ionizing radiation could cause the urea-to-ammonia ratio to drop
precipitously and thus give rise to hyperammonemia [43,44], suggesting the disturbance of
the urea cycle and agreeing with our findings with declined levels of pulmonary arginine
and urea. Arginine is also involved in the nitric oxide (NO) pathway and is a substrate
for the synthesis of endogenous NO catalyzed by the enzyme NO synthase (NOS) [45].
Elevated exhaled NO following thoracic radiation has been reported to be predictive of
RILI. Recent studies have shown that arginine has an important protective effect on pul-
monary inflammation and fibrosis [46-48]. Moreover, the supplementation of arginine can
significantly downregulate procollagen mRNA transcription and hydroxyproline content
in lung tissues [49]. Consequently, we conclude that the decline of pulmonary arginine
may be related to the injury repair of the body in response to WTI, which further results in
the depletion of proline.

Phenylalanine and tryptophan belong to aromatic amino acids, which can synthe-
size acute proteins in response to inflammation [50]. Such proteins can play an anti-
inflammatory effect through immune regulation [51]. Therefore, the disturbance of aro-
matic amino acid metabolism in WTI rats may be related to the immune response of RILI.
In addition, tryptophan is the only precursor of serotonin, which is a key monoamine
neurotransmitter that participates in the modulation of central neurotransmission and
physiological function in the enteric system [52]. In addition, tryptophan can be metabo-
lized to kynurenine, tryptamine and indole, modulating neuroendocrine and gut immune
responses [52]. In our study, phenylalanine, tryptophan and serotonin were significantly
decreased in lung tissue in response to WTI, while indoxyl sulfate (Indols) was increased at
low doses (10 Gy, 20 Gy) and decreased at the high dose (35 Gy) (Figure 510). The changed
levels of all these metabolites in lung tissues implied a role for gut microflora in the lung
tissue exposed to WTL Chen et al. reported that fecal microbiota transplantation (FMT)
attenuated radiation pneumonia, scavenged oxidative stress and ameliorated lung function
in mouse models following local chest irradiation [53]. This research further indicates
the relationship between radiation pneumonia and intestinal flora metabolism, which
is consistent with the results of this study. Furthermore, the decreased levels of plasma
metabolites associated with tryptophan, including kynurenic acid, serotonin and indole at
3-5 d post-irradiation, reinforced the importance of gut microflora in RILL

4.2. Bile Acids

Bile acids (BAs) are synthesized in the liver and secreted into the digestive tract, where
they facilitate the digestion and absorption of lipids. They are associated with chronic
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inflammation and remodeling of the lung microbiota. Furthermore, BAs can regulate the
composition of the microbiota in indirect or direct ways and protect the gut barrier [54]. In
recent years, increasing evidence has demonstrated that there is a close connection between
gut microbes and the lung by modulating the transmission route of the gut-lung axis [55].
Many lung diseases often present with dysbiosis of the gut flora, which may refer to the
development of disease [54]. Additionally, BAs participate in the interactions between the
intestinal microbiota and the host’s immunity [56]. It has been shown that BAs can act
as signaling molecules via the activation of dedicated receptors, such as nuclear receptor
Farnesoid X Receptor (FXR) and membrane-bound receptor Takeda-G protein receptor 5
(TGRS). In addition, the FXR for BAs has been shown to be expressed in human airway
epithelial cells [57], and the agonists have been proven to have beneficial effects in a wide
range of pulmonary diseases, such as chronic obstructive pulmonary disease (COPD) and
idiopathic pulmonary fibrosis [58]. Recent reports verified the therapeutic effects of the
natural agonists of FXR (DCA and LCA) on inflammatory bowel disease by restoring
intestinal barrier function and alleviating inflammatory reactions [59]. In our research,
taurocholic acid (TCA), taurohyodeoxycholic acid (THDCA), Taurohyodeoxycholic acid
(TUDCA) and tauro-a-Muricholic acid (T-a-MCA) were significantly decreased in the lung
tissues of rats in response to WTI, which revealed that RILI induced the disturbance of bile
acid metabolism and gut barrier dysfunction. These results are in agreement with a recent
study by Li et al., who reported that the bile acid pool had a marked reduction after whole
chest irradiation and was recovered bycryptotanshinone (CPT) treatment in large part [55].

4.3. Lipids and Fatty Acid B-Oxidation

It is well known that lipids are the major constituents of cell membrane bilayers, play-
ing a major role in cell signaling, membrane anchorage and substrate transport.Radiation
exposure causes dysfunction of the cell membrane and disrupted lipid metabolism, together
with changes in lipid concentration and increased lipid peroxidation [60,61]. Increasing
studies have indicated that irradiation resulted in lipid accumulation, evidenced by ele-
vated triacylglycerol and cholesterol levels in plasma, liver or lung tissues [12,62-64]. In
accordance with the lipid accumulation revealed in the above reports, pulmonary palmi-
toylglycerol, cholesterol, unsaturated free fatty acid 22:5 (FFA 22:5), LPC (LPC(O-18:0)
and LPC(O-18:1)) were significantly increased in response to WTI (Figure S11). Although
the exact mechanism of radiation alters lipid mechanism is unclear, increased glucose
catabolism by providing increased levels of glycerophosphate as a lipid precursor and
up-regulated the lipoprotein lipase and fatty acid binding protein expression have been
considered important contributors to this lipid accumulation [65,66]. Moreover, pulmonary
lipid metabolites could induce chronic inflammation in tissues primarily by promoting the
infiltration and activation of macrophages [4]. Among the affected lipids, the alterations
of two PEs, including PE 32:0 and PE 36:5, deserve attention (Figure S11). As the second
most abundant membrane phospholipid in mammals, PE plays an essential role in mam-
malian development and cellular processes, including metabolism and signaling [67]. It
has been demonstrated that PE strongly contributes to surfactant-induced inhibition of
collagen expression in human lung fibroblasts via a Ca* signal, and early administration
of PE-enriched Beractant decreases lung fibrosis in mice [68]. Thus, decreased levels of
pulmonary PEs in the irradiated groups may be indicative of injury repair in RILI at the
expense of consumption. Overall, these findings support the idea that an alteration in lipid
metabolism is important in RILI pathology.

The -oxidation of fatty acids is one of the main methods of energy metabolism in
organisms [69], including the activation, transfer and oxidation of fatty acids, culminating
in the production of acetyl-CoA and direct involvement in the tricarboxylic acid cycle (TCA)
or generation of metabolites, such as ketone bodies for energy metabolism. Acylcarnitines
(ACs) are formed when fatty acid enters the mitochondria for $-oxidation through the
carnitine shuttle. ACs can be divided into short (C3-C5), medium (C6-C12) and long-chain
(>C12) ACs depending on the length of the acyl groups. Due to the large number and
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special structure, ACs play an important role in the physiological activities of cells and
become a key substance for cellular metabolism [70]. Levels of ACs can vary depending on
the metabolic conditions but may accumulate when rates of 3-oxidation exceed those of
tricarboxylic acid cycle (TCA). ACs play a major role in the (3-oxidation of long-chain fatty
acids (LCFAs) and serve as a carrier to transport activated long-chain acyl-CoAs into the
mitochondria for subsequent (3-oxidation to provide energy for cellular activities [71].

Prior studies have implicated carnitine metabolites as potential biomarkers of radiation
injury in biofluids derived from animals and humans [10,11,72]. Meanwhile, enhancement
of AC levels has been reported in the small intestine of abdominal-irradiated rats [73]. In
the current study, the decreased CPT1 ratio and increased CPT2 ratio in response to WTI
(Table 2) reflected increased mitochondrial entrance of long-chain ACs and incomplete fatty
acid -oxidation, accounting for the accumulation of long-chain ACs in both lung tissues
and plasma (Tables S3-57).

5. Conclusions

In the present study, early time-point plasma and lung metabolic signatures following
WTI were revealed. To identify minimally invasive markers for RILI, the metabolic features
of the lung tissue in response to WTI were cross-correlated with plasma metabolic features.
In the combined multivariate PLS model, the panel of potential plasma metabolic markers
was selected and used to assess the radiation injury levels within 5 days following WTI.
Our data implied that plasma metabolites can potentially be used to estimate radiation
doses associated with RILL. Moreover, the significant difference in metabolite levels and
metabolic correlation network in the lung tissue revealed that multiple metabolic dysregu-
lation primarily involved amino acids, bile acids, lipids and fatty acid 3-oxidation-related
metabolites. In particular, the accumulation of long-chain ACs deserves attention by jointly
analyzing dynamic plasma metabolic characteristics. These findings provide insight into
the metabolic characteristics associated with RILI. Further extensive studies, including the
validation of the panel of potential metabolic markers for RILI by another cohort of animals
and thoracic radiotherapy patients and exploration of the effect of fatty acid (3-oxidation
metabolism in RILI, are required.
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