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Purpose: Community-acquired pneumonia (CAP) is one of the most frequently encountered infectious diseases worldwide. Few
studies have explored the microbial composition of the lower respiratory tract (LRT) and host metabolites of CAP. We analyzed the
microbial composition of the LRT and levels of host metabolites to explore new biomarkers for CAP.

Patients and Methods: Bronchoalveolar lavage fluid (BALF) was collected from 28 CAP patients and 20 healthy individuals.
Following centrifugation, BALF pellets were used for amplicon sequencing of a variable region of the bacterial 16S rDNA
gene to characterize the microbial composition. Non-targeted metabolomics was used to detect host’s metabolites in the
supernatant.

Results: Compared with healthy individuals, the bacterial alpha diversity in the LRT of CAP patients was significantly lower in CAP
patients (p<0.05). On the bacterial genus level, over 20 genera were detected with lower relative abundance (p<0.05), while the
relative abundance of Ruminiclostridium-6 was significantly higher in CAP patients. The levels of the host metabolites dimethyldi-
sulfide, choline, pyrimidine, oleic acid and N-acetyl-neuraminic acid were all increased in BALF of CAP patients (p<0.05), while
concentrations of lysophosphatidylcholines (LPC (12:0/0:0)) and phosphatidic acid (PA (20:4/2:0)) were decreased (p<0.05).
Furthermore, the relative abundance of Parvimonas, Treponema-2, Moraxella, Aggregatibacter, Filifactor, Fusobacterium,
Lautropia and Neisseria negatively correlated with concentrations of oleic acid (p<0.05). A negative correlation between the relative
abundance of Treponema-2, Moraxella, Filifactor, Fusobacterium and dimethyldisulfide concentrations was also observed (p<0.05). In
contrast, the relative abundance of Treponema-2, Moraxella, Filifactor, and Fusobacterium was found to be positively associated with
concentrations of LPC (12:0/0:0) and PA (20:4/2:0) (p<0.05).

Conclusion: The composition of the LRT microbiome differed between healthy individuals and CAP patients. We propose that some
respiratory microbial components and host metabolites are potentially novel diagnostic markers of CAP.
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Introduction

Community-acquired pneumonia (CAP), a frequent bacterial infection with a high mortality rate and a high
burden on health care systems, is receiving increased attention worldwide. In the past few decades, the mortality
of CAP has remained high in both developing and developed countries, and morbidity and mortality gradually
increase with age.' For instance, in Germany, CAP was the major infection-related cause of death, causing more
hospitalization than cardiovascular and cerebrovascular diseases, and the hospital mortality rate remained between
12% and 14% for 10 years.*

As more microbiome studies become available, it is becoming clear that a normal bacterial microbiome in the
respiratory tract contains important components that assist in mucosal defense against infections.””’ A dysbiotic
bacterial community may increase the opportunity of infection, while infection in turn may change the composi-
tion of the commensal bacteria as well.® For instance, the microbial composition of the lower respiratory tract
(LRT) was characterized for CAP patients suffering from Pseudomonas aeruginosa.” However, limited data are
still available that describe the changes of the microbiome in LRT of CAP cases.

The metabolomics approach, the youngest and possibly the most promising “omics” technology, characterizes

quantitative and qualitative changes in metabolites present in a biological sample,'*'?

and this provides an
alternative means to study the pathogenesis and unearthing specific diagnostic biomarkers of respiratory diseases
and therapeutic approaches.'*'* The metabolites studied by metabolomics are typically small molecules with
a molecular weight below 1000 Da.'> Recently, metabolomics research has made large contributions to studies on
host immunity, physiology, diagnose, and therapy of COVID-19 pneumonia patients.'®'®

Here, we analyzed the composition of the LRT microbiome and describe differences in the host’s metabolite
levels using a metabolomics approach between CAP patients and healthy controls, in order to explore new

biomarkers for CAP.

Methods

Participants

We enrolled 28 adult acute CAP patients who were admitted to the SMU Shunde Hospital (Shunde, China) and 20
healthy volunteers (H group) between August 2017 and August 2019. This study complied with the Declaration of
Helsinki and approval for the study was obtained from the Institutional Human Research and Ethics Committee of the
Southern Medical University (SMU), Shunde (China). Informed consent was obtained from all participants. CAP was
defined according to the American Thoracic Society standard.'® The pathogens in the LRT of the patients included in this
study was limited to bacteria, as the patients were clinically improved after receiving appropriate antibacterial drugs.
Meanwhile, three routine sputum smear tests for acid-fast bacilli, a sputum TB-DNA test and sputum fungus culture were
performed for all patients. The following exclusion criteria were applied: individuals who were infected with
Mycobacterium tuberculosis or with determined fungal or viral airway infections; individuals who had ever undergone
a lung transplantation or were using systemic immunosuppressants; and, since participation was voluntary, any person
who declined to provide a sample or refused cooperation following initial consent was excluded from further participa-

tion without consequences to those individuals.

Collection of Bronchoalveolar Lavage Fluid (BALF) Samples

CT scans and bronchoscopy was performed within 72h after hospital admission. Experienced clinicians deter-
mined the necessity and feasibility of bronchoscopy on a case-by-case basis. Sterile normal saline was instilled
into the diseased region of the lungs of the CAP patients as guided by the CT scan results, or into the right middle
lobe or lingua for healthy individuals. BALF was retrieved by gentle suctioning using the bronchoscope port. The
BALF samples were centrifuged at 10,000xg for 10 min at 4 °C and supernatants and pellets were separately
frozen (—80 °C) before further analysis.13
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BALF Microbiota Profile

The pellets of BALF were used to extract bacterial DNA using the HiPure Soil DNA Kit (Magen, Guangzhou, China).
Following yield quantification by UV adsorption at 260/280 nm, the V3—V4 domain of bacterial 16S rDNA was amplified
using universal primers 341F (CCTACGGGNGGCWGCAG) and 806R (GGACTACHVGGGTATCTAAT).?® The ampli-
cons were normalized, pooled, and sequenced on an Illumina Novaseq 6000 platform.

Raw data were quality-filtered, de-multiplexed, and analyzed by standard methods, whereby sequences with more
than one ambiguous nucleotide or with ambiguities within barcodes or primers were removed. The remaining sequences
were clustered into operational taxonomic units (OTUs) with a >97% similarity threshold using UPARSE (v.9.2.64).2!
The representative sequences were classified to families by a naive Bayesian model, which used RDP classifiers (v.2.2)*
based on SILVA (v.132)** with a confidence threshold value of 0.8. Alpha diversity index was calculated with QIIME
(v.1.9.1) and Beta-diversity was estimated by computing the unweighted Bray-Curtis distance. The KEGG pathway
analysis of the OTUs was inferred using PICRUSt (v.2.1.4).

BALF Metabolomics by UHPLC-QE

The BALF supernatants were thawed at 4 °C on ice and 100 pL was mixed with 300 uL of methanol, vortexed for 30s,
and sonicated for 10 minutes in an ice-water bath, followed by incubation for 1 h at —20 °C to precipitate proteins. After
centrifugation (12,000 rpm, 15 min, 4 °C) the resulting supernatants were stored at —80 °C until analysis by ultra-high-
performance liquid chromatography coupled with Q-exactive hybrid Orbitrap mass spectrometry (UHPLC—QE Orbitrap/
MS)**. A quality control (QC) sample was injected once for every eight samples, which was prepared by combining
equal volume aliquots of all supernatants from all samples. LC-MS/MS analyses was performed using a UHPLC system
(1290, Agilent Technologies) with a UPLC HSS T3 column (2.1 mmx100 mm, 1.8 um) coupled to Q Exactive (Orbitrap
MS, Thermo) as described elsewhere’. Obtained MS raw data files were converted to the mzML format using
ProteoWizard and processed by R package XCMS (v.3.2) as described®. For this, a data matrix was generated consisting
of the retention time (RT), mass-to-charge ratio (m/z) values, and peak intensity. After XCMS data processing, peak
annotation was performed with OSI-SMMS (v.1.0, Dalian Chem Data Solution Information Technology Co. Ltd.) with
the use of an in-house MS/MS database.

Statistical Analysis

Summary statistics for group H and group CAP were expressed as means with SD if normally distributed, and
otherwise (nonparametric data) as the median (interquartile ranges). Statistical comparisons were performed by
Welch’s t-test and Wilcoxon rank test using R project Vegan package (v.2.5.3).2® Comparisons between the two
groups for nonparametric data were performed by the Adonis test or Wilcoxon rank sum test. Results were
reported with a statistical significance of P<0.05.

The stacked bar plot of the community composition, the OTU rarefaction curve and rank abundance curves were
visualized in R with the ggplot2 package (v.2.2.1).?” Alpha diversity indexes were compared by Welch’s r-test and
Wilcoxon rank test. Beta-diversity was visualized using principal coordinate analysis (PCoA), and an Anosim test was
computed in R with the Vegan package.”® Comparison of bacterial phyla and families between the groups was calculated
by Welch’s ¢-test and Wilcoxon rank test. Biomarker features in each group were screened in R by randomforest package
(0.4.6.12), or in pROC package (v.1.10.0). Functional comparison based on KEGG analysis of the OTUs was performed
by Welch’s t-test.

Principal component analysis (PCA) was applied to all samples using R package models. The groups were
discriminated by orthogonal partial least squares discriminant analysis (OPLS-DA). For this, R2 (as a measure for
model fitness) and Q2 (as a measure for predictability) cum values were used to assess the validity of the model.
Variable importance in the projection (VIP) in the model was used to rank the metabolites for importance in
discriminating between the groups. Any differences were tested by a Mann—Whitney test at P<0.05 followed by
the Benjamini—-Hochberg procedure to control for false discovery rate (FDR). Metabolites with VIP >1 in the
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OPLS-DA model and with P <0.05 were selected as biomarkers for BALF samples of the H and CAP groups at
baseline.

Correlations between different metabolites and bacterial communities were assessed by Spearman correlation analysis
using the heatmap package in R.

Results

Baseline Characteristics

There were no significant differences in the baseline data between the CAP group and the healthy control group, except
for blood values of % neutrophils, C-reactive protein (CRP) and erythrocyte sedimentation rate (ESR), indicative of acute
infection in CAP patients (Table 1).

Analysis of the Lower Respiratory Tract Microbiomes

Differences in the Microbial Community Structure

Following amplicon sequencing of the partial 16S rRNA gene, a satisfactory read coverage (>99.0%) was obtained for
both groups, indicating that the sequencing depth was sufficient (Figure 1A). The Chaol index, a measure of alpha
diversity (richness), was significantly higher in CAP (p<0.05) (Figure 1B) but the Shannon index, another measure of
alpha diversity (richness and evenness), was significantly lower in CAP (p<0.01), with a wider spread, than in the control
group (Figure 1C). Although the total number of observed OTUs was higher in CAP, their related abundances were
different and lower. Figure 1D shows a principal co-ordinates analysis (PCoA) where samples of the same group are
clustered together, which means the microbial composition was similar. The composition of the two groups were
different, and by Adonis test this difference was significant (p<0.05). Moreover, the spread of the data is much larger
in CAP than in H, which indicates a state of dysbiosis in the patients.

Classification Based Comparison of Bacterial Class and Genus Levels

All obtained reads were classified to OTUs and the relative abundances (r.a.) were first analyzed at class level
(Figure 2A). The top five dominant classes were the same in both groups, namely Gammaproteobacteria, Bacilli,
Bacteroidia, Clostridia, and Actinobacteria, which in combination contributed to over 80% of the reads from both
groups. However, the r.a. of these dominant classes differed, notably for Gammaproteobacteria (47.3% in CAP but only
23.4% in H), Bacilli (12.5% and 26.0%, respectively), and Bacteroidia (14.7% and 21.4%, respectively). A difference in

Table | Baseline Data in the Two Groups

Total (n=48) CAP Group (n=28) | H Group (n=20) P

Age (n) 5317 47+18 6213 0.067
Gender (n) 0.354
Male 20 12 8

Female 28 16 12

Smoking (n) 10 3 7 0.092
Underlying diseases (n)

Hypertension I 6 5 0.348
Diabetes 7 5 2 0.683
Coronary artery disease 9 4 5 0.133
WBC (x1079/L) 6.3 (5.3-8.1) 6.5 (5.6-9.6) 6.2 (4.8-7.7) 0.391
NEUT% 65.3 (55.7-73.2) 71.2 (63.9-77.5) 61.3 (54.6-64.8) P<0.01
CRP (mg/L) 6.1 (5.0-34.5) 37.5 (8.7-97.6) 5.0 (5.0-6.4) P<0.01
PCT (ng/mL) 0.05 (0.05-0.77) 0.05 (0.05-0.09) 0.05 (0.05-0.05) 0.034
ESR (mm/h) 20.0 (9.0-34.0) 30 (18.5-52.0) 11.0(8.0-18.0) P<0.01

Note: Data were presented as mean+SD or median (interquartile range).
Abbreviations: WBC, white blood cell; NEUT%, neutrophils percentages; CRP, C-reactive protein; PCT, procalcitonin;
ESR, erythrocyte sedimentation rate.
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Figure | Comparison of the diversity of the LRT microbiome in CAP patients and control group H.
Notes: (A) Read coverage was sufficient for both groups; (B) PCoA based on unweighted unifrac distances; (C) Chaol index and (D) Shannon indexes were significantly
different by Welch’s t-test, (*p<0.05, **p <0.01). The significant differences between the groups were calculated by analysis of similarity (Adonis) tests.

r.a. of Actinobacteria was also noted (3.0% in CAP but 8.2% in H). The significance of these differences is depicted in
Figure 2B-F.

The r.a. of the top 30 bacterial genera that were identified is shown in Figure 3. The top 10 genera of the CAP group
were Lactobacillus, Bacteroides, Streptococcus, Escherichia-Shigella, Pseudomonas, Akkermansia, Turicibacter,
Parasutterella, Dubosiella and Veillonella, with abundances between 6.8% and 1.0%. In contrast, the most abundant
genus in the H group was Staphylococcus (12.4%), followed by Lactobacillus (7.9%), and abundances between 6.6% and
2.1% for Bacteroides, Rothia, Neisseria, Porphyromonas, Streptococcus, Escherichia-Shigella, Acinetobacter, and
Moraxella. The differences in the genera with r.a. >0.01% between the two groups were analyzed by Welch’s #-test,
with data summarized in Supplementary Table S1. The r.a. of Ruminiclostridium-6 was highly significantly increased in
the CAP group (p<0.001), while the r.a. of 24 genera in the CAP group was highly significantly decreased compared to
control (p<0.001).

Indicator Bacterial Genera of the Microbiomes

Based on the result of Welch’s #-test analysis at the genus level, over 20 bacterial genera could be considered to represent
indicator genera. In order to determine the predictive value of these, we trained a random forest (RF) model with
bacterial abundance data from all CAP and H subjects. The discriminatory power for the bacterial genera was measured
by a receiver operating characteristic (ROC) curve. According to Figure 4A, nine bacterial genera had predictive power
to differentiate CAP from H: Parvimonas, Treponema-2, Moraxella, Aggregatibacter, Filifactor, Fusobacterium,
Lautropia, Neisseria and Staphylococcus had the strongest predictive power and except for Staphylococcus
(AUC=0.84, Figure 4B), and these genera produced a high accuracy in classifying the CAP group versus the H group
(AUC>0.9, Figure 4B).
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Functional Characterization of the Respiratory Microbiomes

To explore the functional characteristics of the respiratory microbiomes from CAP patients, we performed PICRUSt
prediction analyses based on 16S rDNA gene abundance profiles. About 120 functional pathways were identified with
significance in relation to CAP patients (Supplementary Table S2). The findings were categorized and reported as bar
plots of fold changes related to CAP patients (Figure 5). As shown, a total of 11 metabolic pathways were significantly

enriched and in most cases a positive log2 fold change in relative abundance was observed in CAP compared to control
individuals.

Analysis of Bronchoalveolar Lavage Fluid Metabolites

We used LC-MS combined with positive ion mode (POS) and negative ion mode (NEG) for bronchoalveolar lavage fluid
metabolite analysis.”> A total of 152 metabolites were identified, of which 132 metabolites were obtained in the positive
mode, and 20 in the negative mode.

PCA was employed to reveal any difference in the distribution of the BALF metabolites from the two groups.
For the metabolites scored in positive mode (Figure 6A) separation in the second component only was observed,
which did not represent significant group clustering (PC1: 21.4% and PC2: 15.8%). Metabolites identified in the
negative ion mode (Figure 6B) segregated in the first component, with a PC1 of 43.8% and a PC2 of 20.2%.

From the results, summarized as PCA score plots of positive and negative ion mode (Figure 6C and D), a clear
clustering trend is visible. The OPLS-DA score plots of positive ion mode (Figure 6C) produced an R2X of 0.659, an
R2Y of 0.692, and a Q2 of 0.572, and for the negative ion mode (Figure 6D) these parameters were 0.931, 0.762 and
0.675, respectively.

Identification and Evaluation of Potential Biomarkers

The differences of metabolites content were considered significant when (1) differences between CAP and
H reached >1.5 times or < 0.5; (2) p values were <0.05; (3) VIP>1. Of the analyzed 152 metabolites, 7 were
identified to fulfill these criteria, summarized in Table 2. Four of these were identified in the positive iron model:
choline, pyrimidine, oleic acid, and N-acetyl-neuraminic acid, which were all upregulated in the CAP group. Of
those metabolites identified in the negative iron model, one was upregulated (dimethyldisulfide) and two were
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Figure 5 Functional characterization of the microbiomes of CAP patients and healthy controls based on PICRUSt analyses of partial 16S amplicons.

Notes: Shown are pathways for (A) carbohydrate metabolism, (B) xenobiotics biodegradation and metabolism, (C) metabolism of terpenoids and polyketides, (D) amino
acid metabolism, (G) metabolism of cofactors and vitamins, (F) lipid metabolism, and (E) other pathways. The plots report log2 fold changes of a pathway at P < 0.05.
A negative log2 fold change is shown in blue and a positive log2 fold change in red.

downregulated (lysophosphatidylcholine (LPC) and phosphatidic acid (PA)). Their detected fold-change levels are
shown in the heatmaps of Figure 7A and B.

The diagnostic potential of these 7 metabolites was further evaluated by ROC, with details shown in
supplementary Table S3. As shown in the Figure 7C, the AUC values of ROC curve of pyrimidine, oleic acid,
N-acetyl-neuraminic acid, dimethyldisulfide, LPC (12:0/0:0) and PA (20:4/2:0) were all higher than 0.8, which
indicates good predictive ability. We conclude that these metabolites could be potential biomarkers for diagnosis

of CAP. As summarized in supplementary Table S3, a diagnostic sensitivity of 96.4% and a specificity of 100%

was found for oleic acid, for dimethyldisulfide the sensitivity and specificity were 85.7% and 100%, respectively,
for LPC (12:0/0:0) these were 96.4% and 90%, and for PA (20:4/2:0) they were 89.3% and 95%, respectively.

The Conjoint Analysis of Metabolomics and Microbiome

Taking the observed differences in the microbial composition and the different expression of the metabolites into
consideration, we combined all available data to investigate potential correlations between metabolites and microbes.
The abundances of the nine indicator genera that were significantly lower in the CAP group were compared to the levels of
metabolites with significantly differential expression levels between the CAP group and the H group, with data summarized
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in supplementary Table S4. This analysis revealed that oleic acid was negatively correlated with all genera except

Staphylococcus (r>0.6, p<0.001). Further, Treponema-2, Moraxella, Filifactor, and Fusobacterium were negatively

correlated with dimethyldisulfide, while these four genera were positively correlated with LPC (12:0/0:0) and PA

Table 2 Selection of Seven Potential Biomarkers

Metabolite log2 FC | Pvalue vip Status in CAP
Dimethyldisulfide 2.088 P<0.01 | 3.094 Up regulated
LPC(12:0/0:0) -1.592 P<0.01 | 2.829 | Down regulated
PA(20:4/2:0) —-1.616 P<0.0! | 1.235 | Down regulated
Choline 0.479 P<0.01 1.02 Up regulated
Pyrimidine 2451 P<0.01 1.636 Up regulated
Oleic acid 5.364 P<0.01 | 8.665 Up regulated
N-Acetyl-neuraminic acid 3.625 P<0.01 | 2.605 Up regulated
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Figure 7 Identification and evaluation of the potential biomarkers.

Notes: (A) Heatmap of the differential metabolites detected in the negative ion mode; (B) Heatmap of the differential metabolites in the positive ion mode; and (C) ROC
curves of the 7 potential biomarkers; (D) Association between differences in the host metabolites and components of the LRT microbiome, for CAP cases compared to
controls (*p<0.05, *p<0.01, ***p<0.001). Red refers to a positive correlation and blue to a negative correlation.

(20:4/2:0) (r>0.6, p<0.001). These results indicated that the change of the relative abundance of these bacterial genera
was possibly associated with the change in concentrations of these metabolites.

Discussion

There are trillions of microorganisms living on or inside the human host, not only inside the oral and gastrointestinal tract
and on the skin but also inside the lungs, and on all these locations the microbes are closely associated with human
health.’** Commensal microorganisms colonize the LRT of healthy individuals, and their microbial composition is
affected by diet, antibiotic intakes and presence of infections, amongst other factors.’ There are a variety of symbiotic
bacteria residing in the respiratory mucosa of healthy individuals, and they are in equilibrium with each other and
participate in the normal mucosal barrier of the respiratory tract. When pathogenic bacteria invade the respiratory tract
and proliferate, they disrupt the community composition of symbiotic bacteria, which leads to various pathophysiological
processes of pneumonia. For lower respiratory tract infections (LRTIs), metabolic profiling provides an alternative
approach for identification of biomarkers for diagnosis, stratification of severity, and prognosis.32*34 For example,
lipidomic profiling of BALF has revealed that aberrant airway lipid composition is related to different intensities of
host inflammatory responses.'® Although LRTIs appear to be limited to respiratory tract lesions, the host responses
involve multiple organs such as liver, bone marrow, spleen, gut, and adipose tissue,* all of which create large quantities
of metabolites in the blood circulation. Here, we utilized 16S rDNA sequencing to identify the differences in the
microbial composition in the LRT between acute CAP cases and healthy controls, together with UPLC-MS analysis to
quantify the expression of host metabolites.
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The diversity and composition of the LRT microbiome are associated with the onset and development of many
respiratory diseases.’*>® A clinical trial by Mayhew and colleagues has proved that infection can frequently be
responsible for a lower microbial diversity and a higher disease severity.” In this study, we observed that the microbial
diversity in the LRT of CAP patients was significantly lower than in healthy volunteers. We focused only on the alpha
diversity during acute CAP infection which, according to some research, can initially recover after infection, but with
higher frequency and severity of infections, the alpha diversity can fail to recover.** When sequence data were analyzed
on the level of bacterial classes, the top 5 dominant classes were indiscriminately Gammaproteobacteria, Bacilli,
Bacteroidia, Clostridia, and Actinobacteria, but their fractions were different in the two groups that were analyzed
here. The relative abundance of Gamma-proteobacteria was significant higher in CAP patients than in healthy controls,
while the Bacilli, Bacteroidia, and Actinobacteria classes were less abundant. These three latter classes represent the most
common commensal microorganisms of the respiratory tract, and comprise the core microbiome of the airways. The
Gammaproteobacteria contain a number of potentially pathogenic bacterial genera of CAP, and their outgrowth was
associated with a decrease of the microbial diversity.*' In addition, we observed that over 20 genera were significantly
lower in the CAP group, while the Ruminiclostridium-6 were significantly higher compared to controls. Based on our
results, we propose the possibility that the identified genera can be explored to be diagnosis biomarkers of CAP. As in
ROC curve analysis the AUC of eight genera were all higher than 0.9, this can be narrowed down to these bacterial
genera having a high value in diagnosis of CAP patients. However, Parvimonas, Treponema-2, Aggregatibacter and
Filifactor had a low abundance (<1%) in both groups, so these four genera were less likely candidates to be explored as
biomarkers for diagnosis of CAP. The most promising candidates were Moraxella, Fusobacterium, Lautropia, and
Neisseria. Since there were significant differences in microbial composition between the two analyzed groups, we
further explored the data for potential functional characterization of the microbiome composition. This resulted in
significant overall differences in metabolic potential between both groups. We suppose there is a close relationship
between the metabolism of the LRT microbiome and that of the host.

During respiratory infection, pathogenic invasion may induce rapid metabolic changes in the host, regulated by the
inflammatory immune response.**> A study using untargeted ultra-high-performance liquid chromatography with tandem
mass spectrometry (LC-MS/MS)-based metabolomics on serum samples CAP patients demonstrated that serum meta-
bolite signature can be used for disease severity assessment.*> Another study performed metabolomics with ultra-high-
performance liquid chromatography quadrupole time-of-flight mass spectrometry (UHPLC-Q-TOF-MS) on plasma
samples from CAP patients, which revealed several lipid metabolites with potential as diagnostic and prognostic
biomarkers.** We observed that the concentrations of dimethyldisulfide, choline, pyrimidine, oleic acid, N-acetyl-
neuraminic acid, LPC (12:0/0:0), and PA (20:4/2:0) were all significantly different in CAP patients. Among these,
oleic acid, LPC (12:0/0:0) and PA (20:4/2:0) are lipid metabolites, and choline is a basic constituent of lecithin,
a precursor of acetylcholine, that also plays an important role in lipid metabolism. Lipids are not only basic components
of cell membrane providing a biological barrier, but also play other biological roles, from cellular signaling molecules to
acting as energy storage. Different lipid composition of the LRT is related to different degrees of inflammation, and the
alternation of the host lipidome results in dysregulation of eicosanoid immune mediators that are probably related to
severe pneumonia.'>'® Phosphatidylcholine (PC) and phosphatidic acid (PA) are glycerophospholipids, the main con-
stituents of cellular membranes, and are involved in cellular signal transduction, whose alternation is related to many
diseases.*> Lysophosphatidylcholines (LPCs) are bioactive lipids derived by hydrolysis of PCs, and play an important
role in immuno-inflammatory responses.*® The lower concentration of LPCs during the acute stage of CAP may be
related to LPCs consumption that would recover after antibiotic therapy. LPCs may protect CAP from developing, as it
was reported that injection of LPC before pneumonia could reduce lethality and bacterial burdens.*” Moreover, in
a clinical trial, it was shown that the concentration of LPCs was dynamic during the various clinical stages of CAP, and it
was suggested that LPCs might be used as biomarkers for evaluating disease as the LPC concentration dynamic was less
variable than that of IL-6 and CRP.** We support this view and our data suggest that lipid metabolism plays important
role in the pathophysiological mechanisms of CAP. Furthermore, we report that oleic acid, dimethyldisulfide, LPC (12:0/
0:0), and PA (20:4/2:0) are possibly reliable markers for diagnosis of CAP, based on our recorded AUC higher than 0.9,
and a high diagnostic sensitivity and specificity.
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Based on the results of 16S rDNA sequencing, we supposed that the differential microbial composition of LRT was
related to changes in the host metabolism, so we sought for associations between these two.*’ Negative associations were
identified for eight genera and concentrations of oleic acid (p<0.05) and a negative correlation also existed between the
relative abundance of Treponema-2, Moraxella, Filifactor, Fusobacterium and dimethyldisulfide concentrations (p<0.05).
In contrast, these four genera were positively associated with concentrations of LPC (12:0/0:0) and PA (20:4/2:0)
(p<0.05). That the human microbiome composition can influence host metabolism has been investigated before, but
most of those studies dealt with the gut microbiome.’® A recent study conducted by Cribbs and colleagues revealed
alternations in the composition of the respiratory microbiome that were responsible for the change in host metabolites.”'
Unfortunately, in our study, we could not assess mechanistic explanations how the LRT microbiome composition affects
the host metabolism, for which further studies need to be conducted.

Strengths and Limitations

The strength of this study is that correlations between different metabolites and bacterial communities were investigated,
which could expound the local pathological changes of respiratory tract and systemic pathophysiology in host pneumonia
from different perspectives. This helps us understand the pathogenesis of pneumonia from a new perspective and
provides a theoretical basis for the development of new potential therapeutic targets. Meanwhile, BALF is sampled
from the lower respiratory tract, which can better reflect the local pathophysiological process of bronchopulmonary
tissue, and the sample of is less likely to be contaminated by oral colonization bacteria.

This study had several limitations. (1) The number of subjects enrolled was small (n = 41). Our study was a single-
center study. Retrospective or prospective multi-center study are needed. (2) Due to the difficulty of successful etiological
culture, the enrolled pneumonia patients lacked etiological diagnosis except for clinical manifestations and chest x-rays/
CT scans. (3) All samples were collected before the use of antibiotics at the early stage of the disease. Collection of
samples from different periods of LTRI would be needed to investigate how the disease develops, and patients with
severe pneumonia should be included in further studies. (4) The microbiome was sequenced only by 16S rDNA
amplicons, and the bacteria could only be identified at the genus level rather than species level. Metagenomics would
be needed to further study the species level and microbial function.

Conclusion

In summary, our study demonstrated that the LRT microbial composition in acute CAP patients was different from
healthy controls, with an overall decrease in microbial diversity. We propose that Moraxella, Fusobacterium, Lautropia
and Neisseria can potentially serve as the novel diagnostic biomarkers of CAP, whereas oleic acid, dimethyldisulfide,
LPC (12:0/0:0), PA (20:4/2:0), and N-acetyl-neuraminic acid can serve as novel potential diagnostic metabolic markers.
We conjecture a mutual regulatory relation between abundance of eight bacterial genera and levels of oleic acid, of which
Treponema-2, Moraxella, Filifactor, and Fusobacterium correlated positively with levels of dimethyldisulfide and
negatively with LPC(12:0/0:0), and PA (20:4/2:0) in BALF.
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