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Abstract: Infection-induced chronic inflammation is common in patients with endometriosis. Al-
though microbial communities in the reproductive tracts of patients have been reported, little was
known about their dynamic profiles during disease progression and complication development.
Microbial communities in cervical mucus were collected by cervical swabs from 10 healthy women
and 23 patients, and analyzed by 165 rRNA amplicon sequencing. The abundance, ecological relation-
ships and functional networks of microbiota were characterized according to their prevalence, clinical
stages, and clinical features including deeply infiltrating endometriosis (DIE), CA125, pain score and
infertility. Cervical microbiome can be altered during endometriosis development and progression
with a tendency of increased Firmicutes and decreased Actinobacteria and Bacteroidetes. Distinct from
vaginal microbiome, upregulation of Lactobacillus, in combination with increased Streptococcus and de-
creased Dialister, was frequently associated with advanced endometriosis stages, DIE, higher CA125
levels, severe pain, and infertility. Significantly, reduced richness and diversity of cervical microbiome
were detected in patients with more severe clinical symptoms. Clinical treatments against infertility
can partially reverse the ecological balance of microbes through remodeling nutrition metabolism
and transport and cell-cell/cell-matrix interaction. This study provides a new understanding on
endometriosis development and a more diverse cervical microbiome may be beneficial for patients to
have better clinical outcomes.

Keywords: endometriosis; cervical microbiome; stage; deeply infiltrating endometriosis (DIE); pain;
CA125; infertility
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1. Introduction

Endometriosis is a common female disease and defined as endometrium and endome-
trial stroma outside the uterine cavity. The prevalence of endometriosis in women of
reproductive age is approximately 5-10% [1]. The common symptoms of endometriosis
include dysmenorrhea, pelvic pain, abnormal uterine bleeding or infertility, leading to a
major physical and mental burden for women with the disease. Clinically, endometriosis
was presumed to be related to estrogen stimulation; the symptoms appear after menarche
and vanish after menopause [2,3]. Retrograde menstruation, genetic factors and molecular
or immunologic defects were suggested as risk factors to promote the development of
endometriosis [4-6]. Systemic or local inflammatory changes not only related to the growth
of endometrial tissue but also possibly connected with reproductive tract infections [7,8].
In recent years, epidemiologic studies showed the association of endometriosis with pelvic
infection and chronic inflammation [9,10]. In addition, patients with endometriosis were
also found at higher risk to develop certain types of ovarian cancer [11].

The microbiota, which includes bacteria, virus, fungus and other microorganisms, is
important to maintain regulating functions of gut, respiratory tract, and other mucosal
microenvironments. Emerging evidence have showed the critical roles of microbiome
in training major components of the host’s innate and adaptive immune systems [12,13].
The major impacts of such interactions would be the disruption of regulatory networks
on immune responses, leading to pathogenesis of immune-mediated disorders. Since
the reproductive tract is a mucosal site opening to exterior environments, impairment of
host-microbiome interfaces were frequently linked with inflammatory diseases, infertility
and several types of gynecological cancer [14-17]. Imbalance of reproductive tract micro-
biota could disturb the immune function and promote the inflammation of reproductive
tract which could contribute to the pathogenesis of endometriosis [6,18]. Furthermore,
microbiota-derived metabolites can influence the microbiome of different organs. For
examples, gut bacteria has been known to show great impacts on central neuron system,
hormone system and other extraintestinal organs of the host, such as the reproductive
system [19,20]. Dysbiosis in gut tract has been found to significantly increase estrogen
levels in the circulation, which can subsequently stimulate growth of ectopic endometriotic
cells and promote inflammatory activity [21-23].

Several attempts have been made to investigate the microbiota continuum along the
female reproductive tract and their impacts on the development of endometriosis [23-25].
Some species were frequently linked with endometriosis development, including increased
Streptococcus, Pseudomonas and Enterobacteriaceae with diminished Atopobium [26-28]. In-
terestingly, microbial communities differ at different sites of reproductive tract [24,25].
More distinct microbial colonization in patients can be detected in cervical mucus and such
differences gradually increased when moving upward along the genital tract to uterus and
even fallopian tubes. For examples, Lactobacillus dominance in vagina is very common
not only in healthy women but also in patients with endometriosis, resulting in less sig-
nificant differences in community diversity. Recent studies in infertility also considered
the utero-microbiome (or placental microbiome) as one of possible causes to determine
pregnancy outcome [24,29,30]. However, potential contaminations during sample collec-
tion and processing limit the replicability of those low biomass microbiota studies [31,32].
The above findings suggest that cervical microbiome may provide a more reliable and
useful bio-signature for detecting common diseases in the upper reproductive tract, e.g.,
endometriosis.

Although the relationship between the microbiome and endometriosis has been es-
tablished, most of the studies were focused on the composition and abundance of mi-
croorganisms with limited attention on the connections with disease progression and
pathophysiological features. In this study, profiles of cervical microbiome from 10 healthy
women and 23 endometriosis patients were examined by 165 rRNA amplicon sequencing.
The florae associated with clinical stage, deeply infiltrating endometriosis (DIE), pain score,
CA125 level, and infertility were identified by different methods for beta-diversity anal-
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yses. The KEGG functions altered by long-term drifts of microbial community were also
investigated, which may provide another perspective to understand how endometriosis
and the associated complications develop and progress.

2. Materials and Methods
2.1. Study Subjects

We collected consecutive patients who would like to join the study. The cervical swab
samples were collected from patients who were diagnosed by laparotomy or laparoscopy
examines and pathologically proven as endometriosis at the China Medical University
Hospital (CMUH) in Taiwan. For the controls, swab samples were collected from women
who received regular physiological checks at the same hospital and were proven to be
healthy based on examines conducted. Women in the control group showed an age profile
matching with that for the patient group. The endometriosis stage of each patient was
classified according to the revised guidelines from the American Society of Reproductive
Medicine [33]: stage I, minimal; stage 1I, mild; stage III, moderate; stage IV, severe. The
classification for deep infiltrating endometriosis was based on Enzian score [34]. Disease-
related clinical features of diagnosed patients, including pain score, plasma CA125 level,
and reproductive ability, were collected from the clinical report.

2.2. Microbial DNA Sample Preparation and Quality Check

Microbial DNA was extracted from the cervical swab samples by using Genomic
DNA Isolation Kit (FairBiotech Corp., Taoyuan, Taiwan). Four hypervariable regions (V3,
V4, V5 and V9) of the 165 ribosomal RNA (rRNA) sequence were amplified by PCR. The
detail procedure and sequences of the universal primers can be found in the previous
study [35,36]. A total of 10 samples from healthy controls and 23 samples from patients
(Table S1) showed clear amplified DNA fragments and were subjected to library preparation
using DNA Library Prep Kit (NEB Inc., Ipswich, MA, USA). Amplicon sequencing was
conducted with Illumina paired-end platform.

2.3. OTU (Operational Taxonomic Units) Clustering and Species Annotation

The raw data were merged by FLASH [37] and filtered by QIIME [38] to get clean
data. The chimeric tags in the clean data were detected and removed using UCHIME
to obtain the final effective tags [39]. In order to analyze the diversity of species in each
sample, all effective tags were grouped by 97% DNA sequence similarity into Operational
Taxonomic Units (OTUs) using the Geengenes databank [40]. OTU taxonomic assignments
and annotation were made using RDP classifier based on SILVA Database [41]. The relative
species, evenness and abundance distribution in each sample were analyzed by alpha-
diversity methods, including Shannon and Chaol. Tree graphs of species annotation for
each group were constructed by GraPhlAn [42], and phylogenetic diversity heat trees were
generated by Metacoder [43].

2.4. Comparison of Community Composition between Groups

To compare microbial communities among groups, beta-diversity was calculated to
reflect the dissimilarity between groups, including unweighted unifrac [44] and weighted
unifrac distance [45]. The data in this distance matrix were further visualized by t-SNE
(t-distributed stochastic neighborhood embedding), a nonlinear dimension reduction
method [46], To define potential biomarkers with statistical differences among groups,
metagenomic features were detected by linear discriminant analysis (LDA) effect size
(LEfSe) [47]. In order to emphasize the difference of the dominant species among three
samples in each taxonomic rank, the top 10 species were selected and the ternary plot was
drawn based on relative abundance [48].
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2.5. KEGG Functional Annotation of Cervical Microbiome

To investigate the functional profiles associated with the altered cervical microbiome,
OTUs with the same function are collectively referred to Ortholog groups (KO entries) in
the KEGG ORTHOLOGY database. Each KO contains multiple gene information and plays
a role in one or more pathways. The functions governed by altered cervical microbiome
were categorized into three levels of metabolic pathways in the KEGG database (https:
/ /www.kegg jp/kegg/pathway.html; assessed on 13 July 2020).

2.6. Statistical Analysis

Statistical methods such as t-test, Wilcox test, and one-way ANOVA (Bartlett’s test
or post-test for linear trends) were performed to analyze the significance of difference
between/among groups. T-test and Wilcox test were utilized for two group comparison,
while Wilcox and one-way ANOVA tests were utilized for more than two groups. To com-
pare populations with two individual parameters, two-way ANOVA (Dunnett’s multiple
comparison test) and F-distribution analysis were utilized to determine whether they could
be equal or not. The data were presented as mean & S.D., and a p value of less than 0.05 was
considered as significant difference. The ecological relationships in each paired group was
estimated by Spearman rank correlation analysis. In this study, the absolute magnitude of
a correlation coefficient was interpreted as 0.1-0.4: negligible correlation; 0.4-0.7: moderate
correlation; 0.7-0.9: strong correlation; 0.9-1.0: very strong correlation.

3. Results
3.1. OTU (Operational Taxonomic Units) Clustering and Species Annotation of Cervical
Microbiome in Healthy Women and Endometriosis Patients at Different Stages

Raw reads of paired-end 16S amplicon sequencing were generated from cervical
swabs of 10 healthy women and 23 endometriosis patients (11 at stage I-II and 12 at
stage III-IV) (Table S1). After quality control processing, the final effective tags were
collected to perform operational taxonomic unit (OTU) clustering and species annotation.
Species composition and abundance among different samples were analyzed and tree
graph of species annotation for each group were shown in Figure 1 In our study, the
major phyla of bacteria in cervical microbiome of Taiwanese women were Firmicutes
(68.01 %), Actinobacteria (15.77 %), and Bacteroidetes (7.06 %) (Figure 1a). Although their
abundance was relatively low, the presence of Proteobacteria members were detected as one
unique population in the cervix of patients (Figure 1b), which are frequently linked with
inflammatory conditions in human organs and the associated diseases [49]. We categorized
the patients into two groups, namely stage I-II (minimal to mild) and stage III-IV (moderate
to severe), in this study. Interestingly, the distributions in phyla suggest the tendency of
increased Firmicutes with decreased Actinobacteria and Bacteroidetes during endometriosis
progression (Figure 1c). Beta-diversity analyses further confirmed differences in cervical
microbiomes between healthy women and endometriosis patients (Figure 1d). In addition,
mild difference can also be detected between patients at stage I-II and patients at stage
HI-1V (Figure 1d), suggesting that the cervical microbiota profiles could be dynamic during
disease progression.
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Figure 1. Abundance and composition of cervical microbiomes among normal women and en-
dometriosis patients at different stages. (a) The top-5 major phyla of bacteria in cervical microbiome
of Taiwanese women. (b) Tree graphs of species annotation for cervical microbiomes of normal
women and endometriosis patients were constructed and compared by GraPhlAn method. (c) Rela-
tive abundance of the top-10 major phyla of cervical microbiomes in different groups are shown in
distribution histogram. (d) Heatmap based on unweighted unifrac distance was plotted to measure
the dissimilarity coefficient between pairwise group samples. The three groups include cervical
microbiomes from normal women, patients at stage I-II and patients at stage III-IV.

3.2. Distinct Cervical Microbiomes in Healthy Women and Endometriosis Patients at Different
Stages

To further understand the characteristic cervical microbiota that associate with clinical
stage, LEfSewas performed to study the phylogenetic trees of dominant microorganisms
among different groups. The LDA scores and the associated cladogram reveal that mem-
bers within the Coriobacteriia lineage, e.g., A. vaginae, could be considered as the most
common microbiota in healthy women (Figure 2a). L. jensenii or members in Corynebac-
teriales, Porphyromonadaceae and Ruminococcaceae were associated with patients at stage
I-1I. Furthermore, B. breve and Streptococcaceae members, e.g., S. agalactiae, were possible
biomarkers for patients at stage III-IV. Ternary plots at genus and species levels were also
generated to depict relative occurrence of individual OTUs in three different groups. Our
data reveal that Atopobium member, e.g., A. vaginae, and Prevotella members, e.g., P. bivia
and P. amnii, were dominant in healthy women (Figure 2b), which can be further validated
by one-way ANOVA (Figure 2c).
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Figure 2. Microbial communities associated with endometriosis patients at different stages. (a) LEfSe
(linear discriminant analysis (LDA) Effect Size) was performed to define microbial biomarkers for
individual groups (normal women, patients at stage I-II, and stage III-IV) with statistical differences.
The representative microbiotas for each group are shown with the LDA scores (left panel). The
phylogenetic trees of dominant microorganisms are revealed in cladogram (right). (b) Ternary plots
in Genus (left) and Species (right) taxonomic ranks were drawn based on relative abundance of
top-10 OTUs among different groups. Circles represent dominant species and the size of those circles
represent the relative abundance. (¢) One-way ANOVA was performed to define the major mi-
crobes down-regulated (upper) or up-regulated (lower) during endometriosis progression. Statistical

significance: ***, p < 0.001.

Members from Streptococcus, Bifidobacterium, Rhodococcus, and Bacteroides were more
related to endometriosis development. Especially, S. agalactiae was highly associated with
patients at stage III-IV (Figure 2b,c). Distinct from P. intermedia and P. amnii, P. bivia was
up-regulated and associated with patients at stage III-IV. Although the abundance of
Lactobacillus members did not show differences among these three groups, L. jensenii was
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found unique in endometriosis development (Figure 2b,c). R. erythropolis P. gingivalis and
B. breve were found to be associated with patients at stage I-II by ternary plot (Figure 2b).
However, the data are not supported by one-way ANOVA. The consistent tendency of P.
gingivalis along with disease development is not observed, either.

3.3. Microbial Flora in Cervial Mucus That Associates with Deeply Infiltrating Endometriosis
(DIE)

Deeply infiltrating endometriosis (DIE) is an aggressive type of endometriosis that
invades into peritoneal tissues of the pelvic organs, leading to distortion of those organs
in incorrect positions. DIE therefore makes surgery complicated and recurrence of DIE
remains a major issue in clinical management [50,51]. To know whether microbial flora
could be one of risk factors for DIE development, we compared the cervical microbiomes
between patients with DIE and patients without (Table S1). Our data revealed that patients
with DIE show increased Tenericutes and Spirochaetes of the top-10 phyla (Figure 3a) as well
as increased Streptococcus and Prevotella of the top-10 genera (Figure 3b). At the species level,
a total of 14 annotated microbes show significant differences in abundance (Figure 3c). The
most significant ones include C. sp., D. micraerophilus, F. intestinalis, T. berlinense, P. intermedia
and H. macacae.
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T o010 g ool
o o
o = -
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Figure 3. Microbial flora in cervical mucus that associates with deeply infiltrating endometriosis
(DIE). Major (a) phyla, (b) genera and (c) species in the cervix that show significant differences in
abundance between patients with DIE and patients without were presented. Statistical significance
was estimated by t-test and shown as *, p < 0.05; **, p < 0.01.

3.4. Alterations of Cervical Microbiome Correlate with CA125 Level and Pain Score

To confirm the clinical relevance, we further studied the cervical microbiome profiles
in patients with different CA125 levels (Figure 4a, left), a plasma biomarker which has
been proven to correlate with stage and lesion size of endometriosis. On the other hand,
pelvic pain is another common clinical feature for women with endometriosis. However, it
does not necessarily correlate with disease stage or CA125 level [52,53], thus the alteration
associated with pain score was also performed (Figure 4a, right). It is noteworthy that pa-
tients with lower CA125 levels (<35 U/mL) (Figure 4b, left) or pain scores (<5) (Figure 4b,
right) showed higher OTU enrichments as compared to their counterparts, indicating more
diverse cervical microbiotas in patients with mild symptoms. Higher abundances in phyla
of Actinobacteria, Tenericutes and Chlamydiae, as well as lower abundance of Epsilonbacter-
aeota were found in patients with higher CA125 levels or pain scores (Figure Sla). The
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abundances of Bacteroidetes, Fusobacteria, Spirochaetes and Synergistetes were also altered
along with CA125 levels or pain scores but in opposite tendencies (Figure Sla).
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Figure 4. Abundance and composition of cervical microbiomes in endometriosis patients with dif-
ferent CA125 levels and pain scores. (a) Relative abundance of the top-10 major phyla of cervical
microbiomes in patients with different CA125 levels (left) and pain scores (right). (b) The rarefaction
curves indicate the differences in biodiversity (accumulated OTU numbers) of group samples accord-
ing to CA125 levels (left) or pain scores (right). Statistics were performed with two-way ANOVA
method. One-way ANOVA was performed to define the major down-regulated or up-regulated
microbes in cervical mucus of patients that associated with (c) higher CA125 levels or (d) higher pain
scores. Statistical significance: *, p < 0.05; **, p < 0.01; ***, p < 0.001.

Through two-group comparison by t-test, the most significant alterations were up-
regulation of Spirochaetes and down-regulation of Epsilonbacteraeota, which were associated
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with higher pain scores (Figure S1b). At the species level, a community with increased L.
jensenii, B. uniformis, B. dorei and B. thetaiotaomicron and decreased C. hominis was associated
with higher CA125 levels in patients (Figure 4c). To correlate with higher pain scores,
increased abundances of S. anginosus and L. salivarius, as well as decreased C. ureolyticus
were found as the unique profile (Figure 4d).

3.5. Community Diversity of Cervical Microbiome Is Related to Severity of Endometriosis

Although distinct profiles were observed, both CA125 level and pain score showed
the correlation with OTU enrichment. We further classified the patients into four groups
by combining these two clinical features (CA125/Pain: —/—, —/+, +/—, +/+). Heat
tree analysis was performed to depict community diversity in different patient groups.
Apparently, more taxonomic classifications can be found in patients with double-negative
features. The diversity of genus was going down along with high pain scores or CA125
levels, and the lowest one was defined in patients with double-positive features (Figure 5a).
The Shannon plot also indicates the trend of reduced species richness correlated with
endometriosis severity (Figure 5b). To know whether those four patient groups show
differences in microbial composition, a t-SNE-based classification model was generated
as shown in Figure 5c. Consistent with the data presented by the Shannon plot, the
compositional distance between patients with single-positive features is very limited,
whereas patients between double-positive and double-negative features represent totally
distinct microbial composition.

A total of 24 genera (eight down-regulated and 16 up-regulated) show consistently
altered trends in terms of OTU abundances among normal control, double-negative and
double-positive patients (Figure 5d). Among them, down-regulation in genera of Dialister,
Campylobacter, Peptoniphilus, and Anaerococcus, as well as up-regulation of Coprococcus_3,
Chlamydia and Ruminococcus_1 were shown as statistically significant by one-way ANOVA
(Figure S2). In addition to 776 shared annotated OTUs, 207 and 284 unique OTUs were
exclusively presented in double-negative and double-positive patients (Figure 5e), leading
to functional impacts on 11 potent KEGG pathways (Figure 5f). The commonly up-regulated
pathways in double-positive patients include signal transduction, two-component system,
selenocompound metabolism, secondary bile acid biosynthesis, and ribosome biogenesis
in eukaryotes. In contrast, neurodegenerative diseases, shigellosis, pathogenic Escherichia
coli infection, lysine biosynthesis, Huntington’s disease, and cysteine and methionine
metabolism are commonly down-regulated in the most severe patients.

3.6. Community Diversity of Cervical Microbiome Is Related to Endometriosis Associated
Infertility

Since endometriosis is considered as one major pelvic factor causing female infer-
tility, we further analyzed the differences in cervical microbiomes among patients with
fertility, infertility and cured ones after treatments either by surgery or medication. At
phylum level, increased Firmicutes population was a notable sign for patients with in-
fertility (Figures 6a and S3a). At the same time, reduction in populations of Bacteroidetes,
Proteobacteria, Tenericutes, and Epsilonbacteraeota were also observed. Interestingly, the
Firmicutes / Bacteroidetes (F/B) ratio in cervical microbiome showed a prognostic value
to differentiate patients with fertility or infertility (Figure 6b) [54]. In addition, Firmi-
cutes/ Actinobacteria (F/A) and Firmicutes/Proteobacteria (F/P) ratios were also found as
powerful biomarkers for detecting infertility (Figure S3b,d). Notably, cured patients also
showed reduced ratios of F/B, F/A or F/P, same as the fertile patients. Those data indi-
cate that alteration of cervical microbiota composition is one of potent factors involved in
endometriosis-associated infertility.
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Figure 5. Community diversity of cervical microbiome in endometriosis patients correlate with
the severity of clinical outcomes. (a) The community diversity in each patient group is revealed
by a heat tree map, showing the taxonomic context from higher ranks in the center to lower ranks
in peripheries (Kingdom to Species). The abundance of microbiotas in each community can be
quantified and visualized by color and size of the nodes and edges. (b) The box-plot was generated to
illustrate alpha diversity indices (Shannon diversity) in cervical microbiomes of patient groups with
different levels of severities. The statistic for the linear trend is estimated by one-way ANOVA. (c) The
t-SNE analysis diagram was plotted to calculate the actual and embedded distance among the patient
groups with different levels of severities. (d) The heatmap indicates the average counts of genera
that show consistently up-regulated or down-regulated among normal women, double-negative and
double-positive patients. Genera with bold font show statistically significant differences in OTU
abundance among the groups by one-way ANOVA (Figure S2). (e) The Venn diagram indicates
annotated OTUs in each group. Values in the overlapping part represent common OTUs. The
others are specific OTUs in each group. (f) The KEGG/L2 pathways that show significant fold
changes between double-positive and double-negative patients are presented. Statistical significance:
*,p <0.05; **, p <0.01, **, p < 0.001.
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Figure 6. Abundance and composition of cervical microbiomes in endometriosis patients with
different reproductive ability. (a) Relative abundance of the top-10 major phyla of cervical micro-
biomes in patients with different reproductive ability are shown in distribution histogram. (b) Fir-
micutes/Bacteroidetes (F/B) ratios in cervical microbiomes of patients between two groups are
compared by t-test. (c) The rarefaction curves indicate the differences in biodiversity (accumulated
OTU numbers) of patients with different reproductive ability. Statistics were performed with two-way
ANOVA method. (d) One-way ANOVA indicates the trend of alterations in alpha-diversity according
to the reproductive ability of patients by using Shannon (left) and Chaol (right) methods. (e) The
t-SNE analysis diagram was plotted to calculate the actual and embedded distance among different
patient groups. (f) Phylogenetic heat trees were constructed to reveal the abundance and diversity of
microbiotas in different patient groups. Statistical significance: *, p < 0.05; **, p < 0.01; ***, p < 0.001.

OTU enrichment analysis reveals that fertile patients have higher microbiota diversity
as compared to infertile patients, and treatments for infertility can improve the microbiota
diversity (Figure 6¢). Such findings can be further confirmed by Shannon and Chaol tests
that show consistent correlation with reproductive ability (Figure 6d). The t-SNE model
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can successfully classify patients into three different groups according to their reproductive
ability with the cured population between the fertile and infertile patients (Figure 6e).
Phylogenetic heat tree indicates increased Firmicutes community in infertile patients as
compared to fertile patients, especially for Lactobacillus (e.g., L. jensenii) (Figures 6f and S4).
On the other hand, abundant Bacteroidetes community is common for fertile patients,
including Prevotella (e.g., P. bivia) and Bifidobacterium (e.g., B. breve), which could also be
detected in cured patients (Figures 6f and S4). Other minor microbes that associate with
reproductive ability include B. fragilis, B. coprocola_DSM_17136, and B. vesicularis (Figure S4).
Overall, our data conclude that except for bacterial lineages in the Firmicutes phylum, the
richness, abundance distributions, and diversity of other taxonomic lineages are less in
patients with infertility. Such microbial imbalance may serve as a potent driving force to
assist the pathogenesis of infertility.

3.7. Ecological Dynamics of Cervical Microbiome Associate with Altered Biological Processes in
Fertile Patients

To understand the relationship between microbial dynamics and reproductive ability,
a heatmap of cervical microbiota composition at genus level was prepared (Figure 7a).
With an attention on the recovery of reproductive ability (cured vs. infertile patients), the
abundances of genera including Sneathia, Atopobium, Dialister, Ureaplasma and Prevotella_9
were increased after the treatment. On the other hand, the communities of Gardnerella,
Lactobacillus, and Ruminococcus_2 were reduced when the infertile patients regained their
reproductive ability. The long-term drift of microbial community manipulated by infertility
treatment was significant, leading to alterations in ecological relationships among cervical
microbes (Figure S5). Looking at the correlation matrices for significant changes presented
by the three different patient groups, a table showing correlation coefficients between
three taxa (Dialister, Bifidobacterium, and Prevotella) and 3 taxa (Blautia, Bacteroides, and
Faecalibacterium) was noted that can differentiate infertile patients from fertile or cured
patients (Figure 7b).

To further understand how the community drift influences biological processes, the av-
erage functional comparisons among these three patient groups were performed according
to KEGG categories. A total of 112 KEGG/L3 (from 280) pathways were found which differ
significantly between fertile and infertile patients (Figure 8a). Among them, 82 pathways
were consistently up- or down-regulated in fertile and cured patients (Figure 8b), and they
can be categorized into 8 major KEGG/L2 pathways. The top-3 altered KEGG/L2 functions
are amino acid metabolism (66.1 %), cofactors/vitamins metabolism (30.0 %), and transport
and catabolism (1.7 %) (Figure 8c). Considering individual variations, one-way ANOVA
further indicate nine KEGG/L3 pathways correlated with the community drifts of cervical
microbiome (Figure 8d). Those include ascorbate /aldarate metabolism, energy metabolism,
isoflavonoid biosynthesis, N-glycan biosynthesis, lipoic acid metabolism, D-arginine/D-
ornithine metabolism, arachidonic acid metabolism, pores ion channels, and glycan biosyn-
thesis and metabolism, suggesting the involvement of nutrition metabolism/transportation
and cell-cell/cell-matrix interactions in the pathogenesis of endometriosis-associated
infertility.
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Figure 7. Ecological relationship of bacterial community in cervical mucus in endometriosis patients
with different reproductive ability. (a) The heatmap reveals relative abundance of genera that show
statistical differences between fertile and infertile patients by t-test (p < 0.05). Yellow boxes indicate
the genera that show consistent correlation between microbial abundance and reproductive ability.
(b) Spearman correlation matrices reveal inter-genus long-term drifts of cervical microbiomes from
patients with different reproductive ability.
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Figure 8. Functional impacts on KEGG pathways governed by altered cervical microbiomes in
endometriosis patients with different reproductive ability. (a) As compared to fertile patients, the
significant altered KEGG/L3 functions (in blue) in infertile patients were plotted by t-test. (b) Among
the significantly altered KEGG/L3 functions in (a), the dot plot indicates the key functions (in green)
that can be re-gained or re-suppressed in cured patients by anti-infertility treatments. (c) The pie
chart indicates the proportions of 8 major KEGG/L2 functions which the key altered functions in
(b) can be categorized into. The data in (a) to (c) were generated by using average scores of functional
annotations among patient groups. (d) Among the key altered functions in (b), the box plots indicate
nine KEGG/L3 functions which show significant linear trend among patient groups with different
reproductive ability by one-way ANOVA. Statistical significance: *, p < 0.05; **, p < 0.01; ***, p < 0.001.

4. Discussion

In this pilot study, we investigated the cervical microbiome profiles of endometriosis
patients with different clinical features. As compared to normal women, members in the
phylum of Proteobacteria were predominantly associated with these patients (Figure 1b).
Interestingly, increased Proteobacteria appears to be associated with endometriosis across
various microbiome sites [55-57], suggesting the natural property of ineffective immunity
and long-term inflammation during endometriosis development. In addition, members
in the Phylum of Firmicutes were increased in patients as compared to normal women
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and correlated with advanced stages and infertility (Figures 1c, 5a and S3a). With such
microbiome profiles, the increased abundance of Streptococcus (e.g., S. agalactiae) in cervical
mucus is common in patients which was also confirmed by a previous study [28], especially
for those with DIE (Figure 3b). Consistent with the previous finding [27,58], Atopobium
members (e.g., A. vaginae), a cause to trigger bacterial vaginosis, were suppressed in the
cervix of patients (Figure 2c). Although Lactobacillus is abundant in cervical mucus, L.
jensenii colonization was quite unique in patients (Figure 2¢) and its abundance correlated
with increased CA125 levels (Figure 4d) and infertility (Figures 6f and S4). L. jensenii
colonization was also reported to be associated with chronic pelvic pain in a study of viginal
microbiome [59]. Overall, patients with more severe clinical symptoms including higher
CA125 levels, more severe pain and infertility, tend to have cervical microbiomes with lower
alpha-diversities, less richness and more imbalanced distribution (Figures 4b, 5b and 6¢,d),
which can be differentiated by phylogenetic heat tree analyses (Figures 5a and 6f) and
t-SNE plots (Figures 5¢c and 6e). Those data not only indicate the involvement of cervical
microbiome in endometriosis development, but also suggest their potent roles in regulating
the pathogenesis of the associated complications.

In this study, we noticed the impacts of microbial relationships on clinical features,
which could be more meaningful than the abundance of one particular population, es-
pecially for those with high inter-individual variations. For examples, the abundance of
Firmicutes did not show differences in patients with different CA125 levels or pain scores
(Figure S3a), whereas the community ratios between Firmicutes and Actinobacteria, (F/A)
or Firmicutes and Proteobacteria (F/p) did tell the differences (Figure S3b,d). The other
example would be the correlation matrices between three taxa (Dialister, Bifidobacterium,
and Prevotella) and three taxa (Blautia, Bacteroides, and Faecalibacterium) which can dif-
ferentiate infertile patients from fertile or cured patients (Figure 7b), even though those
genera, except for Dialister, did not show correlation with reproductive ability (Figure 7a).
Certain types of symbiotic relationships, including mutualism, amensalism commensal-
ism or parasitism [60], may exist in cervical mucus that determine the pathogenesis of
endometriosis-associated complications. Since symbiotic relationships have been linked to
metabolic phenotypes [61] and regulation of mucosal immunity [62], more efforts should
be made to investigate their roles in the development and progression of endometriosis.

KEGG annotation revealed possible functional pathways governed by the altered
cervical microbiome. When comparing the most severe patients (severe pain and high
CA125 levels; +/+) with mildest patients (—/—), several upregulated pathways were re-
lated to abnormal signal transduction and uncontrolled cell proliferation (Figure 5f). For
instance, secondary bile acid synthesis can generate higher reactive oxygen or nitrogen
species, leading to genome instability and carcinogenesis [63,64]. Selenocompounds have
been considered as potent cancer preventive or anti-cancer agents due to the fact that they
influence energy metabolism and cell cycle checkpoints [65]. Enhancement in selenocom-
pound metabolism may subsequently enhance cancer onset and tumor growth. Ribosome
biogenesis was recently found upregulated during endometriosis progression and associ-
ated with malignant transition [66]. In addition, Chlamydia infection, one of the upregulated
genera in the (+/+) patients (Figure 5d), has been associated with increased risks to develop
cervical or ovarian cancer [67,68]. Ruminococcus_1, another upregulated genus (Figure 5d),
was also defined as a tumor-associated microbiota [69,70]. Those findings suggest possible
links of altered cervical microbiome with more aggressive phenotypes in endometriosis
patients. To our knowledge, this is the first evidence to support the existence of cervical
microbiome-cancer axis during endometriosis development. However, whether the most
severe (+/+) patients with the altered cervical microbiome (Figure 5d) are at a higher risk
to develop endometriosis-associated malignancies still requires further investigation.

For patients with infertility, an overall reduction of community richness and diversity
was found in cervical mucus (Figures 6c—f and 7a) with increased abundance of members
in Firmicutes (Figures 6a and 8a). Therefore, not only the well-known increased F/B ratio
was detected in infertile patients (Figures 6b and S3c), increased F/A and F/P ratios could
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also contribute to reproductive ability (Figure S3b,d). Interestingly, previous study on the
dynamic of gut microbiome during pregnancy found an overall increase of Proteobacteria
and Actinobacteria which can impact host metabolism, providing more energy and benefits
for pregnant women [71]. Therefore, F/A and F/P ratios may not only be utilized as
potential biomarkers for predicting infertility, but also reflect the requirement of a metabolic
network for a successful pregnancy by providing more energy for the host and fetus. KEGG
functional prediction also supports this point of view that after the anti-infertility treatment,
the major upregulated pathways in treated patients were the ones involved in amino
acid metabolism, cofactors/vitamins metabolism, and nutrient transport and catabolism
(Figure 8c). How such host-microbial interaction in the reproductive tract, especially in
the cervical mucus, can contribute to a better pregnancy outcome needs more detailed
investigation.

One of the advantages in our study is that the samples were collected from the cervical
canal. Microbiota studies on female reproductive tract have revealed high correlations and
consistency between the cervix and peritoneal fluid samples [24,25], indicating the potential
of investigating the peritoneal fluid microbiota via the minimally invasive approach of
collecting samples from the cervical canal. For example, increased Proteobacteria was not
only detected in cervical mucus of endometriosis patients in this study, but also found in
the peritoneal fluid of patients [57]. The cervix is the portal of vagina connecting to the
uterine cavity with the mucus plug functioning as a gatekeeper to prevent infections from
ascending from the vagina. Therefore, the microbial community of cervix and endometrium
could be different from the vaginal one [24,25]. For examples, Lactobacillus produce lactic
acid to keep the vagina at low pH values which could benefit women in preventing the
growth of pathogenic bacteria. However, such an acidic microenvironment can influence
the function of the cervical mucus. This may explain why the colonization of Lactobacillus,
especially L. jensenii, is associated with poor clinical outcomes in patients. Similarly, for
certain “bad” microbes in vagina, such as Atopobium and Dialister, their presence in cervical
mucus can be conversely linked with healthy women or milder conditions in patients.

Clearly, our study and previous reports confirm that changes in the flora of the
reproductive tract play an important role in the development of endometriosis and the
associated complications [6,18,55,56,72-74]. Modulation of the microbial flora by using
antibiotics or probiotics/prebiotics therefore can be a feasible way to modify the microbial
composition and regain the functions of uterine [72,75]. For examples, treating chronic
endometritis with antibiotics or uterine lavage has been demonstrated effective to increase
conception rates in women of reproductive age [76,77]. On the other hand, because microbes
in the gut have huge impacts on female reproductive tract [19-23], diet-induced microbiota
remodeling is considered as another possible therapeutic strategy for treating endometriosis.
Studies have indicated that women with high intakes of omega-3 unsaturated fatty acids
(PUFAs) have a lower risk of developing endometriosis [78,79]; similar dietary benefits have
been also shown in mouse studies, resulting in better anti-inflammatory effects and reduced
endometriosis formation [80,81]. In a recent clinical study, simultaneous use of antibiotics
and probiotics successfully reshaped the flora in the reproductive tract of patients with
better pregnancy outcomes [82]. Those findings provide encouraging data that enables us
to develop safer and more effective protocols for clinical investigations. However, we need
to keep in mind that those treatments may also introduce physiological consequences in
other organs in addition to reproductive tract or gut, more research are needed to advance
our understanding of the causal relationships and regulatory mechanisms.

Although our study provides interesting results for possible clinical practice, the
relatively small sample size is the major limitation of this study. In addition, the hormone
status controlled by proliferation phase, ovulation or secretary phase of menstruation could
bias our study results. Validation of those findings by further studies can provide more
solid conclusion on how cervical microbiome influences the development and progression
of endometriosis and the related complications.
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5. Conclusions

In this study, we have shown the profound alterations of the cervical microbiome
that are associated with development of endometriosis and its related complications. The
presented results suggest that more diverse cervical microbiomes could benefit patients
with better clinical outcomes. Accordingly, the abundance ratios of F/B, F/A and F/P could
be useful for identifying patients at more severe conditions. The alterations of cervical
microbiome in patients can manipulate certain functional pathways highly relevant to
aggressive phenotypes (e.g., cell proliferation and malignant transformation) as well as
regulations in nutrition metabolism, transportation and cell-cell/ cell-matrix interaction.
Treatments on patients have impacts on the ecological relationships in cervical mucus. How
to maintain a proper balance of those relationships in a more diverse community should be
an important issue for developing new methods/drugs against endometriosis.

Supplementary Materials: Supplementary materials associated with this article can be found, in the
online version at https://www.mdpi.com/article/10.3390/biomedicines10010174/s1, Figures S1:
Relative abundance of the top-10 major phyla of cervical microbiomes in endometriosis patients
with different CA125 levels and pain scores. Figures 52: One-way ANOVA analysis defines key
altered genera of cervical microbiome that show consistent up- or down-regulation among normal
control, double-negative and double-positive patients with endometriosis. Figures S3: Species
abundance and their ratios in endometriosis patients with different clinical features. Figures S4:
One-way ANOVA analysis defines key altered species of cervical microbiome that show consistent
up- or down-regulation among fertile, cured and infertile patients with endometriosis. Figures S5:
Ecological relationships among cervical microbes in patients with different reproductive ability.
Table S1: Summary of clinicopathological features of 23 patients with endometriosis.

Author Contributions: C.Y.-Y.C., A-J.C, E-].T. and ].].-C.S. designed the experiments and validated
the data. C.Y.-Y.C,,L.-C.L,, M.-T.L,, C.-J.L. and K.-H.T. performed bioinformatics and clinical associa-
tion study. C.Y.-Y.C., A.-].C,,L.W,, M.-].Y. and C.-C.T. collected the clinical samples and performed 165
amplicon sequencing. C.-M.C. and T.H. collected patients” information from clinical notes. C.Y.-Y.C.,
A.-J.C,M.-TL, F-].T. and J.J.-C.S. confirmed the data and wrote the manuscript. All authors have
read and agreed to the published version of the manuscript.

Funding: This study was supported by grants from Ministry of Science and Technology/Taiwan
(MOST-110-2320-B-039-033; 107-2911-1-110-505), Ministry of Health and Welfare (10916), and China
Medical University Hospital / Taiwan (DMR110-113).

Institutional Review Board Statement: This study was approved by the Institutional Review Board
at CMUH (CMUH106-REC1-138 approved on 15 December 2017) with informed consents from
study subjects.

Informed Consent Statement: Written informed consent has been obtained from the patients to
publish this paper.

Data Availability Statement: Data from the experiments presented in this study are included in this
published article and its supplementary materials. The raw data is available online at the European
Nucleotide Archive at the European Bioinformatics Institute, with the accession number PRJEB48793.

Acknowledgments: The authors would like to thank Yun-Yi Su and Chan-Yu Chang at National Sun
Yat-sen University for their research assistance, as well as BIOTOOLS Co., Ltd. (New Taipei City,
Taiwan), Taiwan for its technical support. The authors would also like to thank Yow-Ling Shiue at
National Sun Yat-sen University, Taiwan for her valuable advice.

Conflicts of Interest: The authors declare no competing interests in this study.

1.  Giudice, L.C.; Kao, L.C. Endometriosis. Lancet 2004, 364, 1789-1799. [CrossRef]
2. Missmer, S.A.; Hankinson, S.E.; Spiegelman, D.; Barbieri, R.L.; Malspeis, S.; Willett, W.C.; Hunter, D.]. Reproductive history and
endometriosis among premenopausal women. Obstet. Gynecol. 2004, 104, 965-974. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/biomedicines10010174/s1
http://doi.org/10.1016/S0140-6736(04)17403-5
http://doi.org/10.1097/01.AOG.0000142714.54857.f8
http://www.ncbi.nlm.nih.gov/pubmed/15516386

Biomedicines 2022, 10, 174 18 of 21

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Vallve-Juanico, J.; Santamaria, X.; Vo, K.C.; Houshdaran, S.; Giudice, L.C. Macrophages display proinflammatory phenotypes in
the eutopic endometrium of women with endometriosis with relevance to an infectious etiology of the disease. Fertil. Steril. 2019,
112,1118-1128. [CrossRef]

Simpson, J.L.; Elias, S.; Malinak, L.R.; Buttram, V.C. Heritable Aspects of Endometriosis. 1. Genetic-Studies. Am. J. Obstet. Gynecol.
1980, 137, 327-331. [CrossRef]

Montgomery, G.W.; Nyholt, D.R.; Zhao, Z.Z.; Treloar, S.A.; Painter, ] N.; Missmer, S.A.; Kennedy, S.H.; Zondervan, K.T. The search
for genes contributing to endometriosis risk. Hum. Reprod. Update 2008, 14, 447-457. [CrossRef] [PubMed]

Lebovic, D.I; Mueller, M.D.; Taylor, R.N. Inmunobiology of endometriosis. Fertil. Steril. 2001, 75, 1-10. [CrossRef]
Sharpe-Timms, K.L.; Cox, K.E. Paracrine regulation of matrix metalloproteinase expression in endometriosis. Ann. N. Y. Acad. Sci.
2002, 955, 147-158. [CrossRef]

Cramer, D.W.; Missmer, S.A. The epidemiology of endometriosis. Ann. N. Y. Acad. Sci. 2002, 955, 11-22. [CrossRef]

Elizur, S.E.; Lebovitz, O.; Weintraub, A.Y.; Eisenberg, V.H.; Seidman, D.S.; Goldenberg, M.; Soriano, D. Pelvic inflammatory
disease in women with endometriosis is more severe than in those without. Aust. N. Z. J. Obstet. Gyn. 2014, 54, 162-165.
[CrossRef]

Tai, EW,; Chang, C.Y.Y.; Chiang, ].H.; Lin, W.C.; Wan, L. Association of Pelvic Inflammatory Disease with Risk of Endometriosis:
A Nationwide Cohort Study Involving 141,460 Individuals. J. Clin. Med. 2018, 7, 379. [CrossRef]

Herreros-Villanueva, M.; Chen, C.C.; Tsai, E.M.; Er, T.K. Endometriosis-associated ovarian cancer: What have we learned so far?
Clin. Chim. Acta 2019, 493, 63-72. [CrossRef] [PubMed]

Zheng, D.P; Liwinski, T.; Elinav, E. Interaction between microbiota and immunity in health and disease. Cell Res. 2020, 30,
492-506. [CrossRef] [PubMed]

Felix, K.M.; Tahsin, S.; Wu, H.J. Host-microbiota interplay in mediating immune disorders. Ann. N. Y. Acad. Sci. 2018, 1417, 57-70.
[CrossRef]

Amabebe, E.; Anumba, D.O.C. The Vaginal Microenvironment: The Physiologic Role of Lactobacilli. Front. Med. 2018, 5, 181.
[CrossRef] [PubMed]

Laniewski, P.; Cui, H.; Roe, D.J.; Barnes, D.; Goulder, A.; Monk, B.J.; Greenspan, D.L.; Chase, D.M.; Herbst-Kralovetz, M.M.
Features of the cervicovaginal microenvironment drive cancer biomarker signatures in patients across cervical carcinogenesis. Sci.
Rep. 2019, 9, 7333. [CrossRef]

Nené, N.R;; Reisel, D.; Leimbach, A.; Franchi, D.; Jones, A.; Evans, I.; Knapp, S.; Ryan, A.; Ghazali, S.; Timms, ].E,; et al. Association
between the cervicovaginal microbiome, BRCA1 mutation status, and risk of ovarian cancer: A case-control study. Lancet Oncol.
2019, 20, 1171-1182. [CrossRef]

Saraf, V.S.; Sheikh, S.A.; Ahmad, A.; Gillevet, PM.; Bokhari, H.; Javed, S. Vaginal microbiome: Normalcy vs dysbiosis. Arch.
Microbiol. 2021, 203, 3793-3802. [CrossRef]

Khan, K.N.; Fujishita, A.; Masumoto, H.; Muto, H.; Kitajima, M.; Masuzaki, H.; Kitawaki, J]. Molecular detection of intrauterine
microbial colonization in women with endometriosis. Eur. J. Obstet. Gyn. Reprod. Biol. 2016, 199, 69-75. [CrossRef]

Schroeder, B.O.; Backhed, F. Signals from the gut microbiota to distant organs in physiology and disease. Nat. Med. 2016, 22,
1079-1089. [CrossRef] [PubMed]

Qi, X,; Yun, C.; Pang, Y.; Qiao, J. The impact of the gut microbiota on the reproductive and metabolic endocrine system. Gut
Microbes 2021, 13, 1-21. [CrossRef]

Flores, R.; Shi, J.; Fuhrman, B.; Xu, X.; Veenstra, T.D.; Gail, M.H.; Gajer, P; Ravel, J.; Goedert, ].J. Fecal microbial determinants of
fecal and systemic estrogens and estrogen metabolites: A cross-sectional study. . Transl. Med. 2012, 10, 253. [CrossRef]

Baker, ].M.; Al-Nakkash, L.; Herbst-Kralovetz, M.M. Estrogen gut microbiome axis: Physiological and clinical implications.
Maturitas 2017, 103, 45-53. [CrossRef]

Jiang, I; Yong, PJ.; Allaire, C.; Bedaiwy, M.A. Intricate Connections between the Microbiota and Endometriosis. Int. J. Mol. Sci.
2021, 22, 5644. [CrossRef]

Chen, C.; Song, X.; Wei, W.; Zhong, H.; Dai, J.; Lan, Z.; Li, E; Yu, X,; Feng, Q.; Wang, Z.; et al. The microbiota continuum along the
female reproductive tract and its relation to uterine-related diseases. Nat. Comm. 2017, 8, 875. [CrossRef]

Wei, WX.; Zhang, X.W.; Tang, H.R.; Zeng, L.P.; Wu, R.F. Microbiota composition and distribution along the female reproductive
tract of women with endometriosis. Ann. Clin. Microb. Antimicrob. 2020, 19, 15. [CrossRef]

Hernandes, C.; Silveira, P,; Sereia, A.ER.; Christoff, A.P.; Mendes, H.; Oliveira, L.F.V.; Podgaec, S. Microbiome Profile of Deep
Endometriosis Patients: Comparison of Vaginal Fluid, Endometrium and Lesion. Diagnostics 2020, 10, 163. [CrossRef] [PubMed]
Ata, B.; Yildiz, S.; Turkgeldi, E.; Brocal, V.P,; Dinleyici, E.C.; Moya, A.; Urman, B. The Endobiota Study: Comparison of Vaginal,
Cervical and Gut Microbiota Between Women with Stage 3/4 Endometriosis and Healthy Controls. Sci. Rep. 2019, 9, 2204.
[CrossRef] [PubMed]

Akiyama, K.; Nishioka, K.; Khan, K.N.; Tanaka, Y.; Mori, T.; Nakaya, T.; Kitawaki, ]. Molecular detection of microbial colonization
in cervical mucus of women with and without endometriosis. Am. J. Reprod. Immunol. 2019, 82, €13147. [CrossRef]

Moreno, I.; Codorier, EM.; Vilella, EE; Valbuena, D.; Martinez-Blanch, ].E; Jimenez-Almazan, J.; Alonso, R.; Alama, P.; Remohi, J.;
Pellicer, A.; et al. Evidence that the endometrial microbiota has an effect on implantation success or failure. Am. J. Obstet. Gynecol.
2016, 215, 684-703. [CrossRef] [PubMed]


http://doi.org/10.1016/j.fertnstert.2019.08.060
http://doi.org/10.1016/0002-9378(80)90917-5
http://doi.org/10.1093/humupd/dmn016
http://www.ncbi.nlm.nih.gov/pubmed/18535005
http://doi.org/10.1016/S0015-0282(00)01630-7
http://doi.org/10.1111/j.1749-6632.2002.tb02775.x
http://doi.org/10.1111/j.1749-6632.2002.tb02761.x
http://doi.org/10.1111/ajo.12189
http://doi.org/10.3390/jcm7110379
http://doi.org/10.1016/j.cca.2019.02.016
http://www.ncbi.nlm.nih.gov/pubmed/30776361
http://doi.org/10.1038/s41422-020-0332-7
http://www.ncbi.nlm.nih.gov/pubmed/32433595
http://doi.org/10.1111/nyas.13508
http://doi.org/10.3389/fmed.2018.00181
http://www.ncbi.nlm.nih.gov/pubmed/29951482
http://doi.org/10.1038/s41598-019-43849-5
http://doi.org/10.1016/S1470-2045(19)30340-7
http://doi.org/10.1007/s00203-021-02414-3
http://doi.org/10.1016/j.ejogrb.2016.01.040
http://doi.org/10.1038/nm.4185
http://www.ncbi.nlm.nih.gov/pubmed/27711063
http://doi.org/10.1080/19490976.2021.1894070
http://doi.org/10.1186/1479-5876-10-253
http://doi.org/10.1016/j.maturitas.2017.06.025
http://doi.org/10.3390/ijms22115644
http://doi.org/10.1038/s41467-017-00901-0
http://doi.org/10.1186/s12941-020-00356-0
http://doi.org/10.3390/diagnostics10030163
http://www.ncbi.nlm.nih.gov/pubmed/32192080
http://doi.org/10.1038/s41598-019-39700-6
http://www.ncbi.nlm.nih.gov/pubmed/30778155
http://doi.org/10.1111/aji.13147
http://doi.org/10.1016/j.ajog.2016.09.075
http://www.ncbi.nlm.nih.gov/pubmed/27717732

Biomedicines 2022, 10, 174 19 of 21

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

Aagaard, K.; Ma, J.; Antony, KM.; Ganu, R.; Petrosino, J.; Versalovic, J. The Placenta Harbors a Unique Microbiome. Sci. Transl.
Med. 2014, 6, 237ra65. [CrossRef]

De Goffau, M.C.; Lager, S.; Sovio, U.; Gaccioli, F.; Cook, E.; Peacock, S.J.; Parkhill, ].; Charnock-Jones, D.S.; Smith, G.C.S. Human
placenta has no microbiome but can contain potential pathogens. Nature 2019, 572, 329-334. [CrossRef] [PubMed]

Lauder, A.P; Roche, A.M.; Sherrill-Mix, S.; Bailey, A.; Laughlin, A.L.; Bittinger, K.; Leite, R.; Elovitz, M.A,; Parry, S.; Bushman,
F.D. Comparison of placenta samples with contamination controls does not provide evidence for a distinct placenta microbiota.
Microbiome 2016, 4, 29. [CrossRef] [PubMed]

Guzick, D.S; Silliman, N.P.,; Adamson, G.D.; Buttram, V.C,, Jr.; Canis, M.; Malinak, L.R.; Schenken, R.S. Prediction of pregnancy in
infertile women based on the American Society for Reproductive Medicine’s revised classification of endometriosis. Fertil. Steril.
1997, 67, 822-829. [CrossRef]

Tuttlies, F.; Keckstein, J.; Ulrich, U.; Possover, M.; Schweppe, K.W.; Wustlich, M.; Buchweitz, O.; Greb, R.; Kandolf, O.; Mangold,
R.; et al. ENZIAN-score, a classification of deep infiltrating endometriosis. Zentralbl. Gynakol. 2005, 127, 275-281. [CrossRef]
Chakravorty, S.; Helb, D.; Burday, M.; Connell, N.; Alland, D. A detailed analysis of 16S ribosomal RNA gene segments for the
diagnosis of pathogenic bacteria. ]. Microbiol. Meth. 2007, 69, 330-339. [CrossRef]

Caporaso, J.E; Lauber, C.L.; Walters, W.A.; Berg-Lyons, D.; Lozupone, C.A.; Turnbaugh, PJ.; Fierer, N.; Knight, R. Global patterns
of 165 rRNA diversity at a depth of millions of sequences per sample. Proc. Natl. Acad. Sci. USA 2011, 108, 4516-4522. [CrossRef]
Magoc, T.; Salzberg, S.L. FLASH: Fast length adjustment of short reads to improve genome assemblies. Bioinformatics 2011, 27,
2957-2963. [CrossRef]

Caporaso, ].G.; Kuczynski, J.; Stombaugh, J.; Bittinger, K.; Bushman, F.D.; Costello, E.K.; Fierer, N.; Pefia, A.G.; Goodrich, ] K,;
Gordon, J.I; et al. QIIME allows analysis of high-throughput community sequencing data. Nat. Methods 2010, 7, 335-336.
[CrossRef]

Edgar, R.C.; Haas, B.J.; Clemente, J.C.; Quince, C.; Knight, R. UCHIME improves sensitivity and speed of chimera detection.
Bioinformatics 2011, 27, 2194-2200. [CrossRef]

McDonald, D.; Price, M.N.; Goodrich, J.; Nawrocki, E.P,; DeSantis, T.Z.; Probst, A.; Andersen, G.L.; Knight, R.; Hugenholtz, P. An
improved Greengenes taxonomy with explicit ranks for ecological and evolutionary analyses of bacteria and archaea. ISME ].
2012, 6, 610-618. [CrossRef]

Wang, Q.; Garrity, G.M.; Tiedje, ].M.; Cole, J.R. Naive Bayesian classifier for rapid assignment of rRNA sequences into the new
bacterial taxonomy. Appl. Environ. Microb. 2007, 73, 5261-5267. [CrossRef]

Asnicar, F.; Weingart, G.; Tickle, T.L.; Huttenhower, C.; Segata, N. Compact graphical representation of phylogenetic data and
metadata with GraPhlAn. Peer] 2015, 3, €1029. [CrossRef] [PubMed]

Foster, Z.; Sharpton, T.; Grunwald, N. Metacoder: An R package for visualization and manipulation of community taxonomic
diversity data. PLoS Comput. Biol. 2017, 13, €1005404. [CrossRef] [PubMed]

Lozupone, C.; Knight, R. UniFrac: A new phylogenetic method for comparing microbial communities. Appl. Environ. Microb.
2005, 71, 8228-8235. [CrossRef] [PubMed]

Lozupone, C.A.; Hamady, M.; Kelley, S.T.; Knight, R. Quantitative and qualitative beta diversity measures lead to different
insights into factors that structure microbial communities. Appl. Environ. Microb. 2007, 73, 1576-1585. [CrossRef]

Xu, X.L.; Xie, ZM.; Yang, Z.Y.; Li, D.F; Xu, X.M. A t-SNE Based Classification Approach to Compositional Microbiome Data.
Front. Genet. 2020, 11, 620143. [CrossRef]

Segata, N.; Izard, ].; Waldron, L.; Gevers, D.; Miropolsky, L.; Garrett, W.S.; Huttenhower, C. Metagenomic biomarker discovery
and explanation. Genome Biol. 2011, 12, R60. [CrossRef]

Bulgarelli, D.; Garrido-Oter, R.; Miinch, P.C.; Weiman, A.; Droge, J.; Pan, Y.; McHardy, A.C.; Schulze-Lefert, P. Structure and
Function of the Bacterial Root Microbiota in Wild and Domesticated Barley. Cell Host Microbe 2015, 17, 392-403. [CrossRef]
Rizzatti, G.; Lopetuso, L.R.; Gibiino, G.; Binda, C.; Gasbarrini, A. Proteobacteria: A Common Factor in Human Diseases. BioMed
Res. Int. 2017, 9351507. [CrossRef]

Raimondo, D.; Mabrouk, M.; Zannoni, L.; Arena, A.; Zanello, M.; Benfenati, A.; Moro, E.; Paradisi, R.; Seracchioli, R. Severe
ureteral endometriosis: Frequency and risk factors. J. Obstet. Gynaecol. 2018, 38, 257-260. [CrossRef]

Mabrouk, M.; Raimondo, D.; Altieri, M.; Arena, A.; Del Forno, S.; Moro, E.; Mattioli, G.; Iodice, R.; Seracchioli, R. Surgical,
Clinical, and Functional Outcomes in Patients with Rectosigmoid Endometriosis in the Gray Zone: 13-Year Long-Term Follow-up.
J. Minim. Invasive Gynecol. 2019, 26, 1110-1116. [CrossRef] [PubMed]

Vercellini, P.; Trespidi, L.; De Giorgi, O.; Cortesi, I.; Parazzini, F.; Crosignani, P.G. Endometriosis and pelvic pain: Relation to
disease stage and localization. Fertil. Steril. 1996, 65, 299-304. [CrossRef]

Maiorana, A.; Cicerone, C.; Niceta, A.; Allio, L. Evaluation of serum CA 125 levels in patients with pelvic pain related to
endometriosis. Int. J. Biol. Markers 2007, 22, 200-202. [CrossRef]

Gloux, K.; Berteau, O.; El Oumami, H.; Beguet, F; Leclerc, M.; Dore, J. A metagenomic beta-glucuronidase uncovers a core
adaptive function of the human intestinal microbiome. Proc. Natl. Acad. Sci. USA 2011, 108, 4539-4546. [CrossRef] [PubMed]
D’Alterio, M.N.; Giuliani, C.; Scicchitano, F.; Lagana, A.S.; Oltolina, N.M.; Sorrentino, F.; Nappi, L.; Orrti, G.; Angioni, S. Possible
role of microbiome in the pathogenesis of endometriosis. Minerva Obstet. Gynecol. 2021, 73, 193-214. [CrossRef]

Leonardi, M.; Hicks, C.; El-Assaad, F,; El-Omar, E.; Condous, G. Endometriosis and the microbiome: A systematic review. BJOG
2020, 127, 239-249. [CrossRef]


http://doi.org/10.1126/scitranslmed.3008599
http://doi.org/10.1038/s41586-019-1451-5
http://www.ncbi.nlm.nih.gov/pubmed/31367035
http://doi.org/10.1186/s40168-016-0172-3
http://www.ncbi.nlm.nih.gov/pubmed/27338728
http://doi.org/10.1016/S0015-0282(97)81392-1
http://doi.org/10.1055/s-2005-836904
http://doi.org/10.1016/j.mimet.2007.02.005
http://doi.org/10.1073/pnas.1000080107
http://doi.org/10.1093/bioinformatics/btr507
http://doi.org/10.1038/nmeth.f.303
http://doi.org/10.1093/bioinformatics/btr381
http://doi.org/10.1038/ismej.2011.139
http://doi.org/10.1128/AEM.00062-07
http://doi.org/10.7717/peerj.1029
http://www.ncbi.nlm.nih.gov/pubmed/26157614
http://doi.org/10.1371/journal.pcbi.1005404
http://www.ncbi.nlm.nih.gov/pubmed/28222096
http://doi.org/10.1128/AEM.71.12.8228-8235.2005
http://www.ncbi.nlm.nih.gov/pubmed/16332807
http://doi.org/10.1128/AEM.01996-06
http://doi.org/10.3389/fgene.2020.620143
http://doi.org/10.1186/gb-2011-12-6-r60
http://doi.org/10.1016/j.chom.2015.01.011
http://doi.org/10.1155/2017/9351507
http://doi.org/10.1080/01443615.2017.1349083
http://doi.org/10.1016/j.jmig.2018.08.031
http://www.ncbi.nlm.nih.gov/pubmed/30414996
http://doi.org/10.1016/S0015-0282(16)58089-3
http://doi.org/10.1177/172460080702200306
http://doi.org/10.1073/pnas.1000066107
http://www.ncbi.nlm.nih.gov/pubmed/20615998
http://doi.org/10.23736/S2724-606X.21.04788-2
http://doi.org/10.1111/1471-0528.15916

Biomedicines 2022, 10, 174 20 of 21

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

Wang, X.M.; Ma, Z.Y.; Song, N. Inflammatory cytokines IL-6, IL-10, IL-13, TNF-o and peritoneal fluid flora were associated with
infertility in patients with endometriosis. Eur. Rev. Med. Pharmacol. Sci. 2018, 22, 2513-2518. [PubMed]

Koninckx, PR.; Ussia, A.; Tahlak, M.; Adamyan, L.; Wattiez, A.; Martin, D.C.; Gomel, V. Infection as a potential cofactor in the
genetic-epigenetic pathophysiology of endometriosis: A systematic review. Facts Views Vis. Obgyn. 2019, 11, 209-216.

Chao, X; Liu, Y; Fan, Q.; Shi, H.; Wang, S.; Lang, J. The role of the vaginal microbiome in distinguishing female chronic pelvic
pain caused by endometriosis/adenomyosis. Ann. Transl. Med. 2021, 9, 771. [CrossRef]

Requena, T.; Velasco, M. The human microbiome in sickness and in health. Rev. Clin. Esp. 2021, 221, 233-240. [CrossRef]
[PubMed]

Li, M.; Wang, B.; Zhang, M.; Rantalainen, M.; Wang, S.; Zhou, H.; Zhang, Y.; Shen, J.; Pang, X.; Zhang, M.; et al. Symbiotic gut
microbes modulate human metabolic phenotypes. Proc. Natl. Acad. Sci. USA 2008, 105, 2117-2122. [CrossRef]

Wang, J.; Chen, W.D.; Wang, Y.D. The Relationship Between Gut Microbiota and Inflammatory Diseases: The Role of Macrophages.
Front. Microbiol. 2020, 11, 1065. [CrossRef]

Ajouz, H.; Mukherji, D.; Shamseddine, A. Secondary bile acids: An underrecognized cause of colon cancer. World |. Surg. Oncol.
2014, 12, 164. [CrossRef]

Jia, B.L.; Jeon, C.O. Promotion and induction of liver cancer by gut microbiome-mediated modulation of bile acids. PLoS Pathog.
2019, 15, e1007954. [CrossRef]

Bartolini, D.; Sancineto, L.; de Bem, A.F.; Tew, K.D,; Santi, C.; Radi, R.; Toquato, P.; Galli, F. Selenocompounds in Cancer Therapy:
An Overview. Adv. Cancer Res. 2017, 136, 259-302.

Cherry, Y.Y.C; Lai, M.T.; Chen, Y.; Yang, CW.; Chang, HW.; Lu, C.C,; Chen, C.M.; Chan, C.; Chung, C.; Tseng, C.C.; et al.
Up-regulation of ribosome biogenesis by MIR196A2 genetic variation promotes endometriosis development and progression.
Oncotarget 2016, 7, 76713.

Zhu, H.Y,; Shen, Z.].; Luo, H.; Zhang, W.W.; Zhu, X.Q. Chlamydia Trachomatis Infection-Associated Risk of Cervical Cancer: A
Meta-Analysis. Medicine 2016, 95, e3077. [CrossRef]

Idahl, A.; Cornet, C.L.; Maldonado, S.G.; Waterboer, T.; Bender, N.; Tjenneland, A.; Hansen, L.; Boutron-Ruault, M.C.; Fournier,
A.; Kvaskoff, M.M,; et al. Serologic markers of Chlamydia trachomatis and other sexually transmitted infections and subsequent
ovarian cancer risk: Results from the EPIC cohort. Int. J. Cancer 2020, 147, 2042-2052. [CrossRef]

Komiyama, S.; Yamada, T.; Takemura, N.; Kokudo, N.; Hase, K.; Kawamura, Y.I. Profiling of tumour-associated microbiota in
human hepatocellular carcinoma. Sci. Rep. 2021, 11, 10589. [CrossRef]

Flemer, B.; Lynch, D.B.; Brown, ] M.R; Jeffery, I.B.; Ryan, EJ.; Claesson, M.].; O’Riordain, M.; Shanahan, F.; O’Toole, P.W.
Tumour-associated and non-tumour-associated microbiota in colorectal cancer. Gut 2017, 66, 633-643. [CrossRef]

Koren, O.; Goodrich, ].K.; Cullender, T.C.; Spor, A.; Laitinen, K.; Backhed, HK.; Gonzalez, A.; Werner, ].].; Angenent, L.T.; Knight,
R.; et al. Host Remodeling of the Gut Microbiome and Metabolic Changes during Pregnancy. Cell 2012, 150, 470-480. [CrossRef]
Molina, N.M.; Sola-Leyva, A.; Saez-Lara, M.].; Plaza-Diaz, J.; Tubi¢-Pavlovi¢, A.; Romero, B.; Clavero, A.; Mozas-Moreno, J.;
Fontes, J.; Altmde, S. New Opportunities for Endometrial Health by Modifying Uterine Microbial Composition: Present or Future?
Biomolecules 2020, 10, 593. [CrossRef]

Benner, M.; Ferwerda, G.; Joosten, L.; van der Molen, R.G. How uterine microbiota might be responsible for a receptive, fertile
endometrium. Hum. Reprod. Update 2018, 24, 393—415. [CrossRef]

Moreno, I.; Simon, C. Relevance of assessing the uterine microbiota in infertility. Fertil. Steril. 2018, 110, 337-343. [CrossRef]
Khan, K.N.; Fyjishita, A.; Muto, H.; Masumoto, H.; Ogawa, K.; Koshiba, A.; Mori, T.; Itoh, K.; Teramukai, S.; Matsuda, K; et al.
Levofloxacin or gonadotropin releasing hormone agonist treatment decreases intrauterine microbial colonization in human
endometriosis. Eur. J. Obstet. Gynecol. Reprod. Biol. 2021, 264, 103-116. [CrossRef]

Cicinelli, E.; Matteo, M.; Tinelli, R.; Pinto, V.; Marinaccio, M.; Indraccolo, U.; De Ziegler, D.; Resta, L. Chronic Endometritis due
to Common Bacteria Is Prevalent in Women with Recurrent Miscarriage as Confirmed by Improved Pregnancy Outcome after
Antibiotic Treatment. Reprod. Sci. 2014, 21, 640-647. [CrossRef]

Cicinelli, E.; Matteo, M.; Trojano, G.; Mitola, P.C.; Tinelli, R.; Vitagliano, A.; Crupano, EM.; Lepera, A.; Miragliotta, G.; Resta, L.
Chronic Endometritis in Patients with Unexplained Infertility: Prevalence and Effects of Antibiotic Treatment on Spontaneous
Conception. Am. J. Reprod. Immunol. 2018, 79, €12782. [CrossRef]

Missmer, S.A.; Chavarro, ].E.; Malspeis, S.; Bertone-Johnson, E.R.; Hornstein, M.D.; Spiegelman, D.; Barbieri, R.L.; Willett, W.C.;
Hankinson, S.E. A Prospective Study of Dietary Fat Consumption and Endometriosis Risk. Hum. Reprod. 2010, 25, 1528-1535.
[CrossRef]

Hopeman, M.M,; Riley, ].K.; Frolova, A.L; Jiang, H.; Jungheim, E.S. Serum Polyunsaturated Fatty Acids and Endometriosis.
Reprod. Sci. 2015, 22, 1083-1087. [CrossRef]

Tomio, K.; Kawana, K.; Taguchi, A.; Isobe, Y.; Iwamoto, R.; Yamashita, A.; Kojima, S.; Mori, M.; Nagamatsu, T.; Arimoto, T.; et al.
Omega-3 Polyunsaturated Fatty Acids Suppress the Cystic Lesion Formation of Peritoneal Endometriosis in Transgenic Mouse
Models. PLoS ONE 2013, 8, €73085. [CrossRef]


http://www.ncbi.nlm.nih.gov/pubmed/29771400
http://doi.org/10.21037/atm-20-4586
http://doi.org/10.1016/j.rce.2019.07.004
http://www.ncbi.nlm.nih.gov/pubmed/33998505
http://doi.org/10.1073/pnas.0712038105
http://doi.org/10.3389/fmicb.2020.01065
http://doi.org/10.1186/1477-7819-12-164
http://doi.org/10.1371/journal.ppat.1007954
http://doi.org/10.1097/MD.0000000000003077
http://doi.org/10.1002/ijc.32999
http://doi.org/10.1038/s41598-021-89963-1
http://doi.org/10.1136/gutjnl-2015-309595
http://doi.org/10.1016/j.cell.2012.07.008
http://doi.org/10.3390/biom10040593
http://doi.org/10.1093/humupd/dmy012
http://doi.org/10.1016/j.fertnstert.2018.04.041
http://doi.org/10.1016/j.ejogrb.2021.07.014
http://doi.org/10.1177/1933719113508817
http://doi.org/10.1111/aji.12782
http://doi.org/10.1093/humrep/deq044
http://doi.org/10.1177/1933719114565030
http://doi.org/10.1371/journal.pone.0073085

Biomedicines 2022, 10, 174 21 of 21

81.

82.

Attaman, ].A ; Stanic, A K,; Kim, M.; Lynch, M.P; Rueda, B.R,; Styer, A.K. The Anti-Inflammatory Impact of Omega-3 Polyunsatu-
rated Fatty Acids During the Establishment of Endometriosis-Like Lesions. Am. J. Reprod. Immunol. 2014, 72, 392-402. [CrossRef]
[PubMed]

Kyono, K.; Hashimoto, T.; Kikuchi, S.; Nagai, Y.; Sakuraba, Y. A Pilot Study and Case Reports on Endometrial Microbiota and
Pregnancy Outcome: An Analysis Using 16S RRNA Gene Sequencing among IVF Patients, and Trial Therapeutic Intervention for
Dysbiotic Endometrium. Reprod. Med. Biol. 2019, 18, 72-82. [CrossRef] [PubMed]


http://doi.org/10.1111/aji.12276
http://www.ncbi.nlm.nih.gov/pubmed/24898804
http://doi.org/10.1002/rmb2.12250
http://www.ncbi.nlm.nih.gov/pubmed/30655724

	Introduction 
	Materials and Methods 
	Study Subjects 
	Microbial DNA Sample Preparation and Quality Check 
	OTU (Operational Taxonomic Units) Clustering and Species Annotation 
	Comparison of Community Composition between Groups 
	KEGG Functional Annotation of Cervical Microbiome 
	Statistical Analysis 

	Results 
	OTU (Operational Taxonomic Units) Clustering and Species Annotation of Cervical Microbiome in Healthy Women and Endometriosis Patients at Different Stages 
	Distinct Cervical Microbiomes in Healthy Women and Endometriosis Patients at Different Stages 
	Microbial Flora in Cervial Mucus That Associates with Deeply Infiltrating Endometriosis (DIE) 
	Alterations of Cervical Microbiome Correlate with CA125 Level and Pain Score 
	Community Diversity of Cervical Microbiome Is Related to Severity of Endometriosis 
	Community Diversity of Cervical Microbiome Is Related to Endometriosis Associated Infertility 
	Ecological Dynamics of Cervical Microbiome Associate with Altered Biological Processes in Fertile Patients 

	Discussion 
	Conclusions 
	References

