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Urinary stones and urinary tract infection (UTIl) are the most common diseases in urology
and they are characterized by high incidence and high recurrence rate in China. Previous
studies have shown that urinary stones are closely associated with gut or urine microbiota.
Calcium oxalate stones are the most commmon type of urinary stones. However, the profile
of urinary tract microorganisms of calcium oxalate stones with UTl is not clear. In this
research, we firstly found two novel clusters in patients with calcium oxalate stones (OA)
that were associated with the WBC/HP (white blood cells per high-power field) level in
urine. Two clusters in the OA group (OA1 and OA2) were distinguished by the key
microbiota Firmicutes and Enterobacteriaceae. We found that Enterobacteriaceae
enriched in OA1 cluster was positively correlated with several infection-related
pathways and negatively correlated with a few antibiotics-related pathways. Meantime,
some probiotics with higher abundance in OA2 cluster such as Bifidobacterium were
positively correlated with antibiotics-related pathways, and some common pathogens
with higher abundance in OA2 cluster such as Enterococcus were positively correlated
with infection-related pathways. Therefore, we speculated that as a sub-type of OA
disease, OA1 was caused by Enterobacteriaceae and the lack of probiotics compared
with OA2 cluster. Moreover, we also sequenced urine samples of healthy individuals (CK),
patients with UTI (I), patients with uric acid stones (UA), and patients with infection stones
(IS). We identified the differentially abundant taxa among all groups. We hope the findings
will be helpful for clinical treatment and diagnosis of urinary stones.

Keywords: urinary tract infection, 16S rDNA sequencing, differentially abundant taxa, calcium oxalate stones,
urinary stone, microbiota
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INTRODUCTION

Urinary stones are common urology diseases. Most urinary
stones are composed of calcium oxalate (Evan, 2010). Uric acid
stones and infection stones each account for approximately 10%
of all urinary stones, and rare stones such as cystine stones
account for approximately 1% (Wu et al., 2014). Epidemiological
survey results in China showed that the prevalence of urinary
stones reached 6.4% and that, in some areas, it could exceed 10%
(Zeng et al., 2017). The recurrence rate of urinary stones ranges
6%-17% within 1 year, 21%-53% in 3 to 5 years, and 60%-80%
in a lifetime (Liu et al., 2018).

The exact pathogenesis of urinary stones is unclear. There are
many hypotheses but none are definitive. The incidence of urinary
stones is related to age, gender, race, dietary habits, genetics, and
metabolism (Sayer, 2017; Taguchi et al,, 2017; Jung et al, 2018;
Kachroo et al.,, 2021). Urinary stones are also closely associated with
microbial taxa (Dornbier et al., 2020). For example, Oxalobacter
Allison is known to maintain oxalate homeostasis in the gut. Ticinesi
et al. found that this species was negatively associated with calcium
oxalate stone formation (Ticinesi et al., 2018). Liu et al. found that
several short-chain fatty acids (SCFAs) producing bacteria and
related metabolic pathways were significantly reduced in the gut
microbiota of patients with urinary stones (Liu et al., 2020). However,
urinary microbiome has a great impact on urinary stones than the gut
microbiome (Zampini et al,, 2019). Dornbier et al. analyzed the
potential relationships between OA and urinary microbiome using
metagenomics next-generation sequencing (mNGS) technology
(Dornbier et al., 2020). Xie et al. confirmed that male patients with
urinary stones had different urinary microbiome compositions and
significantly lower microbial diversity than healthy subjects (Xie etal.,
2020). Stones and infections always occur simultaneously. The
relationships between urine microbiota and urinary stones existed
not only in IS but also in other urinary stone diseases (de Cogain et al.,
2014). Mouse model studies showed that Escherichia coli was
associated with crystal aggregation during calcium oxalate-induced
renal lesions (Barr-Beare et al., 2015). Proteins isolated from specific
E. coli strains may induce calcium oxalate crystal aggregation
(Amimanan et al, 2017). Microbiota may also adhere to stone
crystals by upregulating inflammatory proteins in the urine (Suen
et al., 2010).

Urinary microbiome may be naively related to urinary stones
and UTI, which are the two most common diseases in urology.
16S rDNA sequencing is a regular strategy for clinical
microbiome research. We sequenced and analyzed urine
samples from patients in the OA group and a small number of
samples in other groups (CK, I, UA, and IS). The purposes of the
present study were to construct the urinary microbiome profiling
of OA and other groups and to identify the relationships between
the differentially abundant taxa and metabolic pathways.

MATERIALS AND METHODS
Study Design and Population

Patients with calcium oxalate stones (OA), as well as patients in
other groups including healthy individuals (CK), patients with

UTI (I), patients with uric acid stones (UA), and patients with
infection stones (IS) were selected for this project from June 2019
to June 2020. The average age of all the patients was 53.61 *
12.46. All the patients suffer from UTI except for CK group. The
stone composition was analyzed by infrared spectroscopy. All
individuals did not use antibiotics during the first month before
admission. Clean mid-stream urine was collected by catheter.
The main medical histories included diabetes, hypertension, and
other metabolic diseases. Patients were enrolled based on the
diagnostic criteria of clinical UTI (white blood cells > 5 per high-
power field) and were classified into OA, IS, and UA according to
the main components of stones (one component > 50%).

Urine Sampling

Clean mid-stream urine samples were collected by the clean catch
method into a sterile container using proper clinical collection
procedures. Some of the urine samples were subjected to expanded
quantitative urine culture (EQUC). The remaining samples were
kept at —80°C and transported to the laboratory for DNA isolation.
This study was conducted in accordance with the guidelines of the
Helsinki Declaration and Rules of Good Clinical Practice. This
study was approved by Ethics Committee of the Second Affiliated
Hospital of Dalian Medical University in accordance with the
ethical review of biomedical research involving human beings
(dayilunkuaishen2020045), and the samples were taken from
informed and consenting individuals.

DNA Isolation

Genomic DNA was extracted from urine using validated
protocols. Briefly, 1 ml of urine was centrifuged at 13,500 rpm
for 10 min, and the resulting pellet was resuspended in 200 ul of
filter-sterilized buffer consisting of 20 mM Tris-Cl (pH 8), 2 mM
EDTA, 1.2% Triton X-100, and 20 g/ml lysozyme and
supplemented with 30 1 of filter-sterilized mutanolysin (5,000
U/ml; Sigma-Aldrich, St. Louis, MO, USA). The mixture was
incubated for 1 h at 37°C, and the lysates were processed through
the DNeasy blood & tissue kit (Qiagen, Valencia, CA, USA)
according to the manufacturer’s protocol. The DNA was eluted
into 50 pl of AE buffer (pH 8.0) and stored at 20°C.

16S rDNA Gene Library Generation

and Sequencing

Sequencing was performed using a NovaSeq desktop sequencer
(INMumina, San Diego, CA, USA). Variable region 4 (V4) of 16S
rDNA gene in each DNA sample was amplified. Briefly, the 16S
rDNA V4 region was amplified in a two-step nested PCR protocol
using the universal 515F and 806R primers, which were modified to
contain the Illumina adapter sequences. Amplicons were analyzed
by gel electrophoresis and purified using the QIAquick gel
extraction kit (Qiagen). Extraction- and PCR-negative controls
were included in all steps to assess potential DNA contamination.
DNA samples were diluted to 10 nM, pooled, and sequenced using
the paired-end 2 x 250 bp mode. Given that the urinary tractis alow
biomass system and that 16S rDNA gene sequencing is highly
sensitive, any contamination of the working space or sample may
lead to skewed results. In an effort to limit false positives, therefore,
controls were routinely utilized during processing.
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Bioinformatics Analysis

Barcodes and primers were removed from the 16S rDNA sequencing
data using in-house scripts. The total effective reads were processed
with QIIME2 (Hall and Beiko, 2018). Quality control and de-
multiplexing of sequence data were performed with DADA2
plugins. Alpha and beta diversity analyses were computed by q2-
diversity plugin on QIIME2. The Principal Coordinates Analysis
(PCoA) was performed by vegan package in R software. Taxonomic
assignment was performed using the classify-sklearn Bayesian
methodology by q2-feature-classifier plug-in with the Greengenes
database (DeSantis et al., 2006). Due to the low biomass nature of
urine, the threshold for sequence positivity was set at a conservative
cutoff of 10,242 sequence reads, and all samples were used in further
analysis. The LEfSe was applied to determine the microbial taxa with
significantly differential abundance between groups (LDA > 3.0)
(Segataetal,, 2011). Metabolic pathways were predicted by PICRUSt2
using the KEGG database (Douglas et al., 2020). The co-abundance
networks of microbial taxa were visualized by Cytoscape version 3.72
(Shannon et al., 2003).

Statistical Analyses

Statistical analyses were performed using R scripts. The Wilcoxon
rank-sum test and Fisher’s exact test were used to compare clinical
indexes among groups. The Wilcoxon rank-sum test was also used
to compare the abundance of metabolic pathways. Spearman’s rank
correlation test was used to calculate the correlation coefficients
between the abundance of microbial taxa and metabolic pathways.
The interactions of co-abundance microbial taxa were calculated by
Spearman’s rank correlation test.

RESULTS

Clinical Characteristics of All Cohorts

In total, 107 samples of five groups (OA =69,1=8,1S=16, UA=9,
and CK = 5) were collected (Table S1). The average age of total
samples was 53.61 + 12.46, including 65 men and 42 women. There
were no significant differences in age, maximum body temperature
in the perioperative period, WBC (white blood cell) in blood, and
pH of urine among the five groups (p > 0.05). The routine urine
examination showed that the bacterial concentration and WBC/HP
(white blood cells per high-power field) in the CK group were
significantly lower than those in other groups (p < 0.05).

16S rDNA Sequencing and Bioinformatics
Analysis

We obtained 57,768 + 17,567 high-quality reads from each
sample after quality control. Upon further analysis, according
to criteria stipulated in the methods, we obtained 43,080 OTUs
in all samples, from 283 species, 714 genera, 385 families, 198
classes, 320 orders, 75 phyla, and 2 kingdoms (Bacteria and
Archaea). The rarefaction curves reached a plateau, indicating
that the bacterial diversity present in every sample had been
satisfactorily detected (Figure S1). According to Figure S2, the
top three phyla with the highest abundance were Proteobacteria,
Firmicutes, and Cyanobacteria, which account for 55.7%, 16.3%,
and 6.6%, respectively (Figure S2). The beta diversity implied

that the OA group was divided into two clusters, while the other
groups were not clearly differentiated (Figure S3). In further
analysis, beta diversity based on Bray-Curtis and Jaccard
distance similarity matrix of the OA group verified this result
(Figures 1A, B). Based on the relative abundance of microbial
taxa in the OA group, we clustered the samples using a
hierarchical clustering algorithm based on Euclidean distance
and complete clustering method, and the result was consistent
with the beta diversity plot (Figure 1C). Based on these results,
we divided the OA group into two clusters (11 samples of OA1
and 58 samples of OA2) for further analysis.

OA1 and OA2 Clusters Have Significant
Correlations With WBC/HP

We initially focused on the clinical indexes of OAl and OA2
clusters, and found that there were no significant differences
between OA1 and OA2 clusters in age, gender, uric acid, and
urine pH (Table 1). The urinary WBC/HP of OA1 cluster was
significantly higher than that of the OA2 cluster (Figure 1D) (p <
0.05). The result suggested that the infection of OA1 samples was
more serious than that of OA2 samples.

The OA1 Cluster Has Higher Abundance of
Enterobacteriaceae Than the OA2 Cluster
In further analysis, we analyzed the microbiota compositions of
OA1 and OA2 clusters. Alpha diversity results (Figures 1E, F)
showed that the observed OTUs and Shannon diversity indexes of
the OA2 cluster were significantly higher than those of the OA1
cluster (p < 0.05). Taxonomic classification results showed that, at
the family level, the relative abundance of Enterobacteriaceae was
the highest, accounting for 80.1% of each sample on average in the
OAL cluster, while the dominant microbial taxa of the OA2 cluster
were not obvious. The microbiota diversity in the OA2 cluster was
stronger than that in the OA1 cluster (Figure 2).

There were 112 differentially abundant taxa between OA1 and
OA2 clusters. Of these, nine microbial taxa had higher abundance
in the OALI cluster and 103 microbial taxa had higher abundance
in the OA2 cluster (Figure 3). Compared to the OA2 cluster, the
relative abundance of Proteobacteria and Enterobacteriaceae was
significantly higher in the OALl cluster. At the phylum level, the
urinary tract microbiota of the OA2 cluster was mainly composed
of Proteobacteria and Firmicutes. Unlike OA1, the OA2 cluster
showed a higher diversity of Proteobacteria. The opportunistic
pathogens in the OA2 cluster included Staphylococcus,
Acinetobacter, Pseudomonadaceae, Enterococcus, and Bacteroides
(Conti et al., 2009; Patrick et al., 2009; Howard et al., 2012; Jiang
et al, 2012; Gao et al, 2018). The relative abundance of the
probiotics Bifidobacterium and Lactobacillus was significantly
increased in the OA2 cluster. Prevotella, which can break down
plant dietary fibers in the human gut, was also significantly more
abundant in the OA2 cluster.

Enterobacteriaceae Enriched in the OA1
Cluster Was Positively Correlated With
Multiple Infection-Related Pathways

We performed PICRUSt analysis to predict the genetic potentials
of the urine microbiota based on 16S rRNA sequences (Figure 4).
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FIGURE 1 | The differences of OA1 and OA2 clusters in urinary microbiota composition and the urine WBC/HP index. (A) Beta diversity analysis of OA1 and OA2
clusters in Bray-Curtis distance method. Green dots represent OA1 samples, purple dots represent OA2 samples. (B) Beta diversity analysis of OA1 and OA2
clusters in Jaccard distance method. Green dots represent OA1 samples, purple dots represent OA2 samples. (C) Hierarchical clustering based on OTU relative
abundance of OA1 and OA2 samples. (D) The distribution of urine WBC/HP index between OA1 and OA2 clusters. (E) The distribution of observed OTUs between
OA1 and OA2 clusters. (F) The distribution of Shannon index between OA1 and OA2 clusters.

Among all the differentially abundant taxa between OA1 and OA2
clusters, the highly abundant bacteria in the OAl cluster,
Enterobacteriaceae, had significantly positive correlations with
infection-related pathways such as Xylene degradation (rho = 0.55,

TABLE 1 | The clinical indexes of OA1 and OA2 clusters.

p < 0.05), Nitrogen metabolism (rho = 0.48, p < 0.05), Vibrio
cholerae pathogenic cycle (rho = 0.53, p < 0.05), Biosynthesis of
siderophore group nonribosomal peptides (rho = 0.67, p < 0.05),
and Bacterial invasion of epithelial cells (rho = 0.71, p < 0.05).

Clinical indexes OA1 OA2 Fisher p-value Kruskal-Wallis p-value
Gender (Male/Female) 7/4 38/20 1.00 -
Age 54.27 + 11.31 53.34 + 11.49 - 0.69
Frist calculus (Yes/No/NA) 8/3/0 40/18/0 1.00 -
Repeated urinary tract infection (Yes/No/NA) 2/9/0 9/49/0 1.00 -
Preoperative antibiotics used (Yes/No/NA) 0/11/0 5/50/3 0.58 -
Upgrade antibiotics in peri operation period (Yes/No/NA) 2/9/0 1/55/2 0.07 -
The highest body temperature in peri-operation period 37.37 + 0.86 37.29 + 0.57 - 0.88
Blood tests (NA)

WBC 7.57 £2.17 7.58 £4.43 - 0.39
PCT 0.05 + 0.02 1.15 + 7.44(10) - 0.44
UA 383.69 + 131.36 368.13 £ 110.13 - 0.65
K 3.95 + 0.41 415 +0.47 - 0.20
Na 141.46 + 1.44 140.92 + 2.41 - 0.61
Ca 2.29 + 0.10(1) 2.33 £ 0.13(5) - 0.35
Mg 0.85 + 0.08(1) 0.84 + 0.08(5) - 0.29
P 1.12 £ 0.15(1) 117 £ 0.18(5) - 0.32
Routine urine (NA)

Bacteria 1729.14 + 4392.97 209.63 + 265.80 - 0.27
WBC/HP 153.57 + 298.90 81.72 + 313.16 - 0.04
PH 6.23 + 0.34 6.14 + 0.57 - 0.73
Urine culture

Drug resistant (Yes/No/NA) 2/9/0 3/52/3 0.19 -
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FIGURE 2 | Stacked bar chart of the family level classification (top 50 of relative abundance) of urinary microbiota between OA1 and OA2 clusters.

At the same time, Enterobacteriaceae was significantly negatively
correlated with Lysine biosynthesis (rho = -0.64, p < 0.05),
Protein export (rho = -0.67, p < 0.05), Streptomycin
biosynthesis (rho = —-0.58, p < 0.05), RNA polymerase (rho =
0.54, p < 0.05), and Biosynthesis of vancomycin group antibiotics
(rho =0.41, p < 0.05). Compared with the OAL1 cluster, the highly
abundant differential bacteria in the OA2 cluster, including
Enterococcus, Staphylococcus, Acinetobacter, Streptococcus,
Pseudomonas, and Stenotrophomonas, were significantly
positively correlated with Staphylococcus aureus infection,
Vibrio cholerae infection, and Linoleic acid metabolism (rho >
0.40, p < 0.05). Compared with OA1, other highly abundant
different bacteria in the OA2 cluster, including Bifidobacterium,
Allobaculum, Thermomonas, and Kaistobacter, were significantly
positively correlated with Biosynthesis of vancomycin group
antibiotics, Sesquiterpenoid biosynthesis, Isoflavonoid
biosynthesis, and Steroid biosynthesis pathways (rho > 0.55, p <
0.05). In summary, we found that Enterobacteriaceae enriched in
the OALI cluster was positively correlated with multiple infection-
related pathways, and there were no probiotics enriched in the
OA1 cluster. The high-abundance bacteria in the OA2 cluster

were divided into two parts. Among them, common conditional
pathogens such as Enterococcus and Staphylococcus were
significantly positively correlated with infection-related
pathways. In addition, several probiotics such as Bifidobacterium
were significantly positively correlated with antibiotic-related
pathways (Padilha et al., 2019). In conclusion, the above reasons
may have contributed to the higher infection of OA1l than
OA2 cluster.

The Differential Microbial Taxa in Co-
Abundance Networks Display Different
Patterns in OA1 and OA2 Clusters

Based on relative abundance of microbial taxa at the family level,
we constructed the co-abundance networks of OA1 and OA2
clusters (Figure 5). The co-abundance network of OA1 cluster
consisted of a larger sub-network centered on differentially
abundant taxa and a smaller sub-network dominated by
Pseudomonadaceae. Enterobacteriaceae was significantly more
abundant (LDA > 3.0) in OA1 than in the OA2 cluster. In the
larger sub-network of OAL1 cluster, the bacterium showed highly
significant negative correlation (rho < 0.8, p < 0.05) with several
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FIGURE 3 | Differentially abundant taxa between OA1 and OA2 clusters in
LEfSe analysis (LDA > 3.0).

bacteria that were significantly more abundant (LDA > 3.0) in
the OA2 cluster (Figure 3). These included Bifidobacteriaceae,
Ruminococcaceae, and Micrococcaceae. The bacteria that
were more enriched in the OA2 cluster were significantly
positively correlated with each other, implying strong
interactions between them (rho > 0.8, p < 0.05). There were
possible inhibitory relationships between Enterobacteriaceae
and Xanthomonadaceae and Sphingomonadaceae, while
Xanthomonadaceae and Sphingomonadaceae had a mutually
enhancing effect. Moraxellaceae, Pseudomonadaceae, and
Staphylococcaceae were significantly positively correlated in
the OA2 cluster network (rho > 0.8, p < 0.05), and these
bacteria had significantly higher abundance in the OA2 cluster.
The co-abundance network of the OA2 cluster was composed of
several smaller sub-networks and a larger sub-network dominated
by differentially abundant taxa such as Hyphomicrobiaceae,
Syntrophobacteraceae, and Rhodospirillaceae. The relative
abundance of all differential bacteria in the OA2 cluster was
significantly higher than those in the OAl cluster (Figure 3).
Among them, in the larger sub-network, Hyphomicrobiaceae was
positively correlated with Rhodospirillaceae, Syntrophobacteraceae,
Micrococcaceae, and Rhodocyclaceae (rho > 0.7, p < 0.05). In the
smaller sub-network, Bifidobacteriaceae, Coriobacteriaceae, and
Erysipelotrichaceae were significantly positively correlated with
each other (rho > 0.7, p < 0.05). Moraxellaceae was positively
correlated with Pseudomonadaceae and Staphylococcaceae
(tho > 0.7, p < 0.05). Ruminococcaceae, Lachnospiraceae,
and Bacteroidaceae showed significantly positive correlations
(rho > 0.7, p < 0.05). In general, the hub nodes of OA1l and
OA2 networks were similar, which implied that OA1 and OA2
were just two clusters of the OA group rather than two different
diseases. However, in the OAl network, Enterobacteriaceae
was negatively correlated with most differential microbial
taxa (rtho < —0.7, p < 0.05). We therefore speculated that the
different pathogenic bacteria lead to the difference of urine WBC/
HP between OAl and OA2 clusters. Specifically, the UTI
of samples in the OAl cluster was mainly caused by
Enterobacteriaceae and the UTT of samples in the OA2 cluster
was mainly caused by several pathogenic bacteria such
as Pseudomonadaceae.

DISCUSSION

In this study, we focused on analyzing the urinary microbiota in
the OA group and found that the high abundance bacteria in
OALl and OA2 clusters were different. Only Enterobacteriaceae
predominated in the OA1l cluster, while the composition of
highly abundant bacteria in the OA2 cluster was more diverse.
Notably, there was a significant difference in urinary WBC/HP
between OAl and OA2 clusters, which may be due to the
difference in the composition of the highly abundant microbial
taxa. Previous studies have focused on the composition and
abundance of urinary microbiota in different body parts (kidney
stones, urinary stones, and bladder stones) and did not
systematically distinguish the composition of urinary
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microbiota from different stone components (Dornbier et al,
2020). The present study is the first report to show that the OA
group contains two clusters with differential urine WBC/
HP index.

We analyzed the differentially abundant taxa between OA1 and
OA2 clusters. The urine microbiota of OA2 samples had greater
diversity, which included many common pathogens such as

Acinetobacter, Pseudomonas, and Enterococcus belonging to
different phyla and families. In contrast, the dominant microbial
taxa of OA1 cluster was Enterobacteriaceae (over 80% on average),
which contained several pathogens such as E. coli, Klebsiella
pneumoniae, and Salmonella enterica. These bacteria are often
reported to be related to UTI, intestinal inflammation, and multi-
drug resistance and are the most common nosocomial pathogens
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(Naboka et al., 2021). In terms of clinical indexes, the urine WBC/
HP level of the OAL1 cluster was much higher than the OA2 cluster,
which may be due to the differential relative abundance of
Enterobacteriaceae in OA1l and OA2 clusters. From the
perspective of metabolic pathways, Enterobacteriaceae was closely
related to Bacterial invasion of epithelial cells (rho = 0.73) and
Biosynthesis of siderophore group nonribosomal peptides (rho =
0.64), while these two pathways are considered related to UTI
(Amalaradjou etal.,, 2011; Swayambhu etal., 2021). These pathways
were negatively correlated with bacteria that had higher abundance
in the OA2 cluster compared with the OA1 cluster (such as
Enterococcus, Staphylococcus, and Acinetobacter). The results
indicated that the dominant microbial taxa were closely related to
UT]I, and these pathways may be the mechanism leading to the high
urinary WBC/HP in the OAL cluster. Oxalobacteraceae, probiotics
Bifidobacterium, and Lactobacillus were significantly different in
OALl and OA2 clusters (LDA > 3.0). In summary, we inferred that
the OAL1 cluster appears to be a sub-type of OA disease caused by the
higher abundance of Enterobacteriaceae and the lack of probiotics.

We compared the differentially abundant taxa between OA1 and
OA2 clusters and other groups (CK, L, IS, and UA) (Figures S4, S5).
There were a total of 27 taxa shared between OA1 vs. CK and OA2
vs. CK. Among them, Bacteroides, Staphylococcaceae,
Burkholderiaceae, and Enterobacteriaceae were considered to be
taxa related to UTL It was worth mentioning that, except for
Enterobacteriaceae with higher abundance in OAl and OA2
clusters, all other taxa had higher abundance in the CK group.
Enterobacteriaceae are common pathogens of calcium oxalate
stones and UTI (Tumturk et al,, 2019). There were five shared
taxa between OAI vs. I and OA2 vs. I, mainly from Fibrobacter.
There were 14 taxa in common between OA1 vs. ISand OA2 vs. IS.
Consistent with the Venn diagram results of OA1, OA2, and CK
groups, Burkholderiales was differentially abundant in OA1 vs. IS
and OA2 vs. IS, and it can cause bacteremia, UTI, respiratory tract
infection, and other infectious diseases. In addition,
Enterobacteriaceae and Proteus were also differentially abundant
in OALl vs. IS and OA2 vs. IS, and these bacteria were highly
abundant in the IS group. Proteus can produce urease, which can
decompose urea into ammonia and carbon dioxide and produce
highly alkaline urine, which is conducive to the crystallization of
magnesium ammonium phosphate (Flannigan et al., 2018). There
were 11 differential bacteria between OA1 vs. UA and OA2 vs. UA.
Ralstonia, Brevundimonas, and Proteus were more typical clinical
pathogens, and these bacteria were all highly abundant in the
UA group.

This study demonstrated the capacity of 16S rDNA
sequencing for clinical applications. Compared to traditional
methods of isolation and culture, 16S rDNA sequencing is an
in situ processing technology that can accurately reflect the
microbiota composition of the sample with higher sensitivity.
Compared to mNGS technology, less DNA volume is required
for 16S rDNA sequencing, and it is not susceptible to host DNA
contamination. However, because of the targeted sequencing
technology, it is difficult for 16S rDNA sequencing to detect
microbial taxa at species or strain level, and this is a challenge for
the identification of pathogenic bacteria. In addition, 16S rDNA

sequencing cannot accurately predict the gene functions of
pathogenic bacteria, which hinders the study of disease etiology.

We found that the sample sizes of clusters OA1 and OA2 were
not equal, which may be due to sampling bias or the lower
prevalence of the OA1 cluster compared to the OA2 cluster. The
results showed that OA1 was the more infectious cluster of the
OA group, which may be caused by the higher abundance of
Enterobacteriaceae. The urinary tract microbiome of the OA2
samples had a higher diversity of probiotics and pathogenic
bacteria, and the degree of infection of OA2 samples was less
than that of the OA1 samples. Our results may be helpful for
early diagnosis and treatment of OA patients, and could aid the
selection of drugs for clinical treatment.
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Supplementary Figure 1 | Rarefaction curves of observed OTUs in the 16S
rDNA libraries.

Supplementary Figure 2 | Histogram of top 50 relative abundance phyla found in
each sample of 5 groups.

Supplementary Figure 3 | Beta diversity plot based on abundance of OTUs in all
samples of 5 groups. Green, purple, orange, blue and red represents OA, UA, IS, |
and CK, respectively.

REFERENCES

Amalaradjou, M. A, Narayanan, A, and Venkitanarayanan, K. (2011). Trans-
Cinnamaldehyde Decreases Attachment and Invasion of Uropathogenic
Escherichia Coli in Urinary Tract Epithelial Cells by Modulating Virulence
Gene Expression. J. Urol. 185 (4), 1526-1531. doi: 10.1016/j.juro.
2010.11.078

Amimanan, P., Tavichakorntrakool, R., Fong-Ngern, K., Sribenjalux, P.,
Lulitanond, A., Prasongwatana, V., et al. (2017). Elongation Factor Tu on
Escherichia Coli Isolated From Urine of Kidney Stone Patients Promotes
Calcium Oxalate Crystal Growth and Aggregation. Sci. Rep. 7 (1), 2953.
doi: 10.1038/s41598-017-03213-x

Barr-Beare, E., Saxena, V., Hilt, E. E., Thomas-White, K., Schober, M., Li, B,, et al.
(2015). The Interaction Between Enterobacteriaceae and Calcium Oxalate
Deposits. PloS One 10 (10), e0139575. doi: 10.1371/journal.pone.0139575

Conti, S., dos Santos, S. S. F., Koga-Ito, C. Y., and Jorge, A. O. C. (2009).
Enterobacteriaceae and Pseudomonadaceae on The Dorsum of The Human
Tongue. J. Appl. Oral. Sci. 17 (5), 375-380. doi: 10.1590/S1678-77572009000500005

de Cogain, M. R, Lieske, J. C.,, Vrtiska, T. ], Tosh, P. K., and Krambeck, A. E. (2014).
Secondarily Infected Nonstruvite Urolithiasis: A Prospective Evaluation. Urology
84 (6), 1295-1300. doi: 10.1016/j.urology.2014.08.007

DeSantis, T. Z., Hugenholtz, P., Larsen, N., Rojas, M., Brodie, E. L., Keller, K., et al.
(2006). Greengenes, a Chimera-Checked 16S rRNA Gene Database and
Workbench Compatible With ARB. Appl. Environ. Microbiol. 72 (7), 5069
5072. doi: 10.1128/AEM.03006-05

Dornbier, R. A., Bajic, P., Van Kuiken, M., Jardaneh, A, Lin, H., Gao, X,, et al.
(2020). The Microbiome of Calcium-Based Urinary Stones. Urolithiasis 48 (3),
191-199. doi: 10.1007/s00240-019-01146-w

Douglas, G. M. M., Zaneveld, V. J.,, Yurgel, J., Brown, S. N, Taylor, J. R,
Huttenhower, C. M., et al. (2020). PICRUSt2: An Improved and Extensible
Approach for Metagenome Inference. bioRxiv. doi: 10.1101/672295

Evan, A. P. (2010). Physiopathology and Etiology of Stone Formation in the
Kidney and the Urinary Tract. Pediatr. Nephrol. 25 (5), 831-841. doi: 10.1007/
500467-009-1116-y

Flannigan, R. K., Battison, A., De, S., Humphreys, M. R, Bader, M., Lellig, E., et al.
(2018). Evaluating Factors That Dictate Struvite Stone Composition: A Multi-
Institutional Clinical Experience From the EDGE Research Consortium. Can.
Urol. Assoc. J. 12 (4), 131-136. doi: 10.5489/cuaj.4804

Gao, W., Howden, B. P., and Stinear, T. P. (2018). Evolution of Virulence in
Enterococcus Faecium, a Hospital-Adapted Opportunistic Pathogen. Curr.
Opin. Microbiol. 41, 76-82. doi: 10.1016/j.mib.2017.11.030

Hall, M., and Beiko, R. G. (2018). “16s rRNA Gene Analysis With QIIME2,” in
Microbiome Analysis. (Dalhousie University, Halifax, Nova Scotia, Canada:
Methods Mol Biol), 113-129.

Howard, A., O'Donoghue, M., Feeney, A., and Sleator, R. D. (2012). Acinetobacter
Baumannii: An Emerging Opportunistic Pathogen. Virulence 3 (3), 243-250.
doi: 10.4161/viru.19700

Jiang, S., Zheng, B., Ding, W., Lv, L., Ji, ]., Zhang, H., et al. (2012). Whole-Genome
Sequence of Staphylococcus Hominis, an Opportunistic Pathogen. J. Bacteriol.
194 (17), 4761-4762. doi: 10.1128/JB.00991-12

Jung, H., Pless, M. S., and Osther, P. J. S. (2018). Anatomic Variations and Stone
Formation. Curr. Opin. Urol. 28 (5), 420-427. doi: 10.1097/MOU.0000000
000000519

Kachroo, N., Lange, D., Penniston, K. L., Stern, J., Tasian, G., Bajic, P., et al. (2021).
Meta-Analysis of Clinical Microbiome Studies in Urolithiasis Reveal Age,
Stone Composition, and Study Location as the Predominant Factors in

Supplementary Figure 4 | Venn diagrams of differentially abundant taxa among
OA1, OA2 and one of CK, |, IS, and UA group. (A) CK vs. OA1 and CK vs. OA2;
(B) I vs. OA1 and | vs. OA2; (C) IS vs. OA1 and IS vs. OA2; (D) UA vs. OA1 and UA
vs. OA2.

Supplementary Figure 5 | Differentially abundant taxa for comparison of 4
groups (CA, |, IS, OA and UA) and OA1/OA2 in pairs. (A) CK and OA1; (B) IS and
OA1; (C) I and OA1; (D) UA and OAT; (E) CK and OA2; (F) IS and OA2; (G) | and
OA2; (H) UA and OA2.

Urolithiasis-Associated Microbiome Composition. mBio 12 (4), e0200721.
doi: 10.1128/mBi0.02007-21

Liu, Y., C, Y., Liao, B,, Luo, D., Wang, K., Li, H., et al. (2018). Epidemiology of
Urolithiasis in Asia. Asian J. Urol. 5, 205e214. doi: 10.1016/j.ajur.
2018.08.007

Liu, Y, Jin, X,, Hong, H. G,, Xiang, L., Jiang, Q., Ma, Y., et al. (2020). The
Relationship Between Gut Microbiota and Short Chain Fatty Acids in the
Renal Calcium Oxalate Stones Disease. FASEB J. 34 (8), 11200-11214. doi:
10.1096/1j.202000786R

Naboka, Y. L., Mavzyutov, A. R., Kogan, M. I., Gudima, I. A., Dzhalagoniya,
K. T., Ivanov, S. N,, et al. (2021). The Gene Profile of Enterobacteriaceae
Virulence Factors in Relation to Bacteriuria Levels Between the Acute
Episodes of Recurrent Uncomplicated Lower Urinary Tract Infection.
Expert Rev. Anti Infect. Ther. 19, 1061-1066. doi: 10.1080/14787210.
2021.1866986

Padilha, M., Iaucci, J. M., Cabral, V. P., Diniz, E. M. A., Taddei, C. R., and
Saad, S. M. I. (2019). Maternal Antibiotic Prophylaxis Affects
Bifidobacterium Spp. Counts in the Human Milk, During the First
Week After Delivery. Benef Microbes 10 (2), 155-163. doi: 10.3920/
BM2018.0046

Patrick, S., Houston, S., Thacker, Z., and Blakely, G. W. (2009). Mutational
Analysis of Genes Implicated in LPS and Capsular Polysaccharide Biosynthesis
in the Opportunistic Pathogen Bacteroides Fragilis. Microbiology (Reading) 155
(Pt 4), 1039-1049. doi: 10.1099/mic.0.025361-0

Sayer, J. A. (2017). Progress in Understanding the Genetics of Calcium-
Containing Nephrolithiasis. J. Am. Soc. Nephrol. 28 (3), 748-759. doi:
10.1681/ASN.2016050576

Segata, N, Izard, J., Waldron, L., Gevers, D., Miropolsky, L., Garrett, W. S, et al.
(2011). Metagenomic Biomarker Discovery and Explanation. Genome Biol. 12
(6), R60. doi: 10.1186/gb-2011-12-6-r60

Shannon, P., M, A, Ozier, O., Baliga, N. S., Wang, J. T., Ramage, D., et al. (2003).
Cytoscape: A Software Environment for Integrated Models of Biomolecular
Interaction Networks. Genome Res. 13 (11), 2498-2504. doi: 10.1101/
gr.1239303

Suen, J. L., Liu, C. C,, Lin, Y. S, Tsai, Y. F,, Juo, S. H., and Chou, Y. H. (2010).
Urinary Chemokines/Cytokines are Elevated in Patients With Urolithiasis.
Urol. Res. 38 (2), 81-87. doi: 10.1007/s00240-010-0260-y

Swayambhu, G., Bruno, M., Gulick, A. M., and Pfeifer, B. A. (2021). Siderophore
Natural Products as Pharmaceutical Agents. Curr. Opin. Biotechnol. 69, 242
251. doi: 10.1016/j.copbio.2021.01.021

Taguchi, K., Hamamoto, S., Okada, A., Unno, R., Kamisawa, H., Naiki, T., et al.
(2017). Genome-Wide Gene Expression Profiling of Randall’s Plaques in
Calcium Oxalate Stone Formers. J. Am. Soc. Nephrol. 28 (1), 333-347. doi:
10.1681/ASN.2015111271

Ticinesi, A., M., C., Guerra, A., Allegri, F., Lauretani, F., Nouvenne, A., et al.
(2018). Understanding the Gut-Kidney Axis in Nephrolithiasis: An
Analysis of the Gut Microbiota Composition and Functionality of Stone
Formers. Gut Microbiota 67 (12), 2097-2106. doi: 10.1136/gutjnl-2017-
315734

Tumturk, A., Tonyali, S., Tezer Tekce, A. Y., Isikay, L., and Cime, H. (2019).
Fosfomycin in the Treatment of Extended Spectrum Beta-Lactamase-
Producing Enterobacteriaceae- Related Urinary Tract Infections. J. Infect.
Dev. Ctries. 13 (01), 73-76. doi: 10.3855/jidc.10658

Wu, W, Yang, B, Ou, L,, Liang, Y., Wan, S,, Li, S., et al. (2014). Urinary Stone
Analysis on 12,846 Patients: A Report From a Single Center in China.
Urolithiasis 42 (1), 39-43. doi: 10.1007/s00240-013-0633-0

Frontiers in Cellular and Infection Microbiology | www.frontiersin.org

November 2021 | Volume 11 | Article 723781


https://doi.org/10.1016/j.juro.2010.11.078
https://doi.org/10.1016/j.juro.2010.11.078
https://doi.org/10.1038/s41598-017-03213-x
https://doi.org/10.1371/journal.pone.0139575
https://doi.org/10.1590/S1678-77572009000500005
https://doi.org/10.1016/j.urology.2014.08.007
https://doi.org/10.1128/AEM.03006-05
https://doi.org/10.1007/s00240-019-01146-w
https://doi.org/10.1101/672295
https://doi.org/10.1007/s00467-009-1116-y
https://doi.org/10.1007/s00467-009-1116-y
https://doi.org/10.5489/cuaj.4804
https://doi.org/10.1016/j.mib.2017.11.030
https://doi.org/10.4161/viru.19700
https://doi.org/10.1128/JB.00991-12
https://doi.org/10.1097/MOU.0000000000000519
https://doi.org/10.1097/MOU.0000000000000519
https://doi.org/10.1128/mBio.02007-21
https://doi.org/10.1016/j.ajur.2018.08.007
https://doi.org/10.1016/j.ajur.2018.08.007
https://doi.org/10.1096/fj.202000786R
https://doi.org/10.1080/14787210.2021.1866986
https://doi.org/10.1080/14787210.2021.1866986
https://doi.org/10.3920/BM2018.0046
https://doi.org/10.3920/BM2018.0046
https://doi.org/10.1099/mic.0.025361-0
https://doi.org/10.1681/ASN.2016050576
https://doi.org/10.1186/gb-2011-12-6-r60
https://doi.org/10.1101/gr.1239303
https://doi.org/10.1101/gr.1239303
https://doi.org/10.1007/s00240-010-0260-y
https://doi.org/10.1016/j.copbio.2021.01.021
https://doi.org/10.1681/ASN.2015111271
https://doi.org/10.1136/gutjnl-2017-315734
https://doi.org/10.1136/gutjnl-2017-315734
https://doi.org/10.3855/jidc.10658
https://doi.org/10.1007/s00240-013-0633-0
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

Shen et al.

Two Clusters in OA Microbiome

Xie, J., Huang, J. S., Huang, X. J.,, Peng, ]. M., Yu, Z, Yuan, Y. Q,, et al. (2020).
Profiling the Urinary Microbiome in Men With Calcium-Based Kidney Stones.
BMC Microbiol. 20 (1), 41. doi: 10.1186/s12866-020-01734-6

Zampini, A., Nguyen, A. H., Rose, E., Monga, M., and Miller, A. W. (2019).
Defining Dysbiosis in Patients With Urolithiasis. Sci. Rep. 9 (1), 5425.
doi: 10.1038/s41598-019-41977-6

Zeng, G., Mai, Z., Xia, S., Wang, Z., Zhang, K., Wang, L., et al. (2017). Prevalence
of Kidney Stones in China: An Ultrasonography Based Cross-Sectional Study.
BJU Int. 120 (1), 109-116. doi: 10.1111/bju.13828

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Shen, Zhu, Dong, Wang, Fan, Li, Chen, Hu, He and Li. This is an
open-access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.

Frontiers in Cellular and Infection Microbiology | www.frontiersin.org

November 2021 | Volume 11 | Article 723781


https://doi.org/10.1186/s12866-020-01734-6
https://doi.org/10.1038/s41598-019-41977-6
https://doi.org/10.1111/bju.13828
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

	Identifying Two Novel Clusters in Calcium Oxalate Stones With Urinary Tract Infection Using 16S rDNA Sequencing
	Introduction
	Materials and Methods
	Study Design and Population
	Urine Sampling
	DNA Isolation
	16S rDNA Gene Library Generation and Sequencing
	Bioinformatics Analysis
	Statistical Analyses

	Results
	Clinical Characteristics of All Cohorts
	16S rDNA Sequencing and Bioinformatics Analysis
	OA1 and OA2 Clusters Have Significant Correlations With WBC/HP
	The OA1 Cluster Has Higher Abundance of Enterobacteriaceae Than the OA2 Cluster
	Enterobacteriaceae Enriched in the OA1 Cluster Was Positively Correlated With Multiple Infection-Related Pathways
	The Differential Microbial Taxa in Co-Abundance Networks Display Different Patterns in OA1 and OA2 Clusters

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


