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Abstract: Soil bacterial communities and root-associated microbiomes play important roles in the
nutrient absorption and healthy growth of host plants. Cinnamomum camphora is an important timber
and special economic forest tree species in Fujian Province. In this study, the high-throughput
sequencing technique was used to analyze the composition, diversity, and function of the bacterial
communities present in the soil from different samples and slope positions of C. camphora. The
results of this analysis demonstrated that the related bacterial communities in C. camphora soil were
mainly clustered based on sample type. Bacterial alpha diversity in the rhizosphere and bulk soil of
C. camphora growing downhill was higher than that of C. camphora growing uphill. At the phylum
level, Bacteroidetes, Proteobacteria, Chloroflexi, and Gemmatimonadetes were positively correlated
with pH, available phosphorus, total phosphorus, available potassium, and total potassium, while
Acidobacteria and Verrucomicrobia were negatively correlated with alkaline-hydrolyzable nitrogen.
These results show that there were remarkable differences in the composition, diversity, and function
of related bacterial communities between different sample types of C. camphora soil. The slope
position had a marked effect on the bacterial communities in the rhizosphere and bulk soil, while the
root endosphere remained unaffected.

Keywords: bacterial communities; Cinnamomum camphora; root-associated microbiomes; soil diversity

1. Introduction

The microbial community present in soil influences the ecological function of the soil
as well as the health of the host plant [1]. There are numerous microorganisms living in
the rhizosphere and root endosphere of plants. These root-associated microorganisms
play critical roles in plant growth and development, nutrient absorption, and ecological
functions [2-5]. Therefore, it is important to understand the composition and diversity of
root-associated microbial communities.

Previous studies reported that the rhizosphere microbiota was evidently different
from that of the bulk soil because the root exudates changed the nutrient environment
of the rhizosphere [6,7]. Plants can select specific microbial groups from the soil. The
number of microorganisms per gram of rhizosphere soil is 10-1000 times that of the
bulk soil [8]. In the rhizosphere microbiome of Avena fatua, 1917 bacterial groups were
discovered, of which 147 had a remarkably greater relative abundance than those in the
bulk soil [9]. On comparing the findings of various studies, different species of plants
were found to enrich different bacterial communities in the rhizosphere. For example, the
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rhizosphere bacteria of plants belonging to Quercus species mainly include Acidobacteria,
Actinobacteria, and Proteobacteria [10]. In the rhizosphere of Beta vulgaris, the relative
abundance of Acidobacteria is lower than that of Firmicutes [11]. When investigating
the root endosphere, many studies have reported that the alpha diversity of bacterial
communities in this area is further reduced. Bulgarelli and Lundberg’s research on the root
microbes of Arabidopsis thaliana revealed that the bacterial richness in the root endosphere
was almost half lower than that in the soil [12,13].

The plant rhizosphere is a dynamic environment, and its microbial community can be
influenced by various conditions. Soil type is one of the most critical factors in determining
the structure of the rhizosphere microbial community [14,15]. Normander and Prosser
found that the microbial community in the rhizosphere of Cucumis sativus is primarily
derived from the soil environment rather than its seeds [16]. Bulgarelli et al. performed
pyrosequencing and comparison of 165 rRNA genes of the rhizosphere and root endo-
sphere microorganisms from more than 600 A. thaliana plants from different soils and
genetic backgrounds. They found that the diversity of rhizosphere bacterial communi-
ties was largely influenced by soil type and scarcely by plant genotype [12]. In addition,
unique ecological niches may shape the structure of the plant microbiome through the
interactions of plant species, plant chemical properties (such as C/N ratio, cellulose, and
lignin contents), soil properties, and many other factors. Therefore, different plant locations
may have different microbial populations [17,18]. It is reported that the slope position
is an important topographic factor that controls the microenvironment heterogeneity by
affecting plant temperature, light, physical and chemical properties of the soil, and water
level [19,20]. Although slope position is not a direct ecological factor determining the
survival of microorganisms, it can affect the distribution of microorganisms by controlling
the spatial-temporal distribution of a series of ecological factors and their combinations [21].
Therefore, the soil type and slope position of plants are closely related to the microbial
community. Further in-depth research is needed to systematically study the relationship
between the two.

Cinnamomum camphora belongs to the family Lauraceae. It is mainly distributed in
tropical and subtropical Asia [22], and it is an important timber and special economic
forest tree species in Fujian Province [23]. C. camphora can not only be used in wood
processing and interior decoration, but it also has great medicinal and economic value [24].
At present, existing research on C. camphora mainly focuses on the composition of its
essential oil, seedling technology, and secondary metabolites. A few other scholars have
described and compared endophytic bacterial communities in C. camphora leaves during
different seasons [25] as well as analyzed the diversity and metabolism of endophytic
bacterial communities in its leaves [26]. The diversity of soil bacterial communities in the
rhizosphere of C. camphora has only been studied in recent literature [27]. However, the
related bacterial communities in different soil samples and from different slope positions of
C. camphora have not yet been studied; these topics need to be discussed in further detail.

In this study, high-throughput sequencing technology was used to analyze the bacterial
diversity and community composition in the rhizosphere, bulk soil, and root endosphere
of C. camphora. In addition, the influence of soil chemical properties and slope position on
the bacterial community, as well as the changes in the predictive function of the bacterial
community, were analyzed. This study aimed to provide some insight into the research
on the bulk soil and root-associated bacterial communities of C. camphora. Furthermore, it
offers a scientific basis for the sustainable growth of C. camphora.

2. Materials and Methods
2.1. Experimental Procedure

Six test plots were selected from a 5-year-old unharvested C. camphora forest located
in the Banlin State-owned Forest Farm in Anxi, Fujian Province, with three plots on the
upslope and three on the downslope. The plots are located at an altitude of between
718 and 823 m and at 24°56/39"-24°57'3" N, 117°58'46"-118°0'20" E. The region has a
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subtropical monsoon climate, with hot and rainy climate in summer and mild and humid
climate in winter, an average annual temperature of 18-19 °C, a maximum temperature
of 39 °C, minimum temperature of 0 °C, and an annual average rainfall of 1600-1800 mm.
The elevation difference between the up- and downslope areas is approximately 100 m.
Each test plot measured 10 x 10 m and contained 60 C. camphora plants. The average tree
height, ground diameter, crown width, and total biomass of the three sample plots on
the uphill slope were 291.5-372.8 cm, 5.5-6.2 mm, 148.2-190.8 cm, and 2635.9-4544.8 kg,
respectively. The average tree height, ground diameter, crown width, and total biomass of
the three plots on the downbhill slope were 371.1-423.3 cm, 5.9-7.5 mm, 145.4-222.3 cm, and
6331.4-7947.7 kg, respectively.

Sampling was conducted in early June 2020, during the summer shoot growth period
of C. camphora. In each test site, a 0-20 cm soil layer was selected from five points between
the rows of C. camphora, according to the five-point method, and combined into a soil sample.
Approximately 500 g of soil was selected using the quartering method, stored in a sealed
bag, and returned to the laboratory for air-drying; the physical and chemical properties
of this sample were then determined. The chemical properties of the soil sample such as
pH, alkaline-hydrolyzable nitrogen (AN), total phosphorus (TP), available phosphorus
(AP), available potassium (AK), and total potassium (TK) were tested. In addition, the root
endosphere, rhizosphere, and bulk soil samples of the 0-20 cm soil layer of C. camphora
were collected, and the root samples were immediately pretreated to minimize changes
in the root endophytic microbial community. The rhizosphere soil was then placed in a
sterilized 5 mL centrifuge tube using a sterilized spoon and forceps. Three trees were
selected from each plot; a total of 54 samples were collected, and they were brought back to
the laboratory and placed in a refrigerator at —80 °C for the extraction of microbiological
DNA and high-throughput bacterial sequencing.

2.2. Sample Preparation and DNA Extraction

The rhizosphere and root endosphere samples were collected using the methods
described by Xiao et al. [28]. Root samples were placed in a 50 mL sterile centrifuge tube
with 25 mL of phosphate buffer and were shaken on a vortex shaker for 15 s at the maximum
speed of 3200 rpm. The shaken suspension was filtered through a 100 um sterile nylon
mesh into a new centrifuge tube and centrifuged at 3200x g for 15 min. The supernatant
was discarded, and the remaining precipitate was the rhizosphere soil, which was stored in
the refrigerator at —80 °C.

The total DNA of the sample was extracted using the TGuide 596 Magnetic Soil
DNA Kit (Tiangen Biotech (Beijing) Co., Ltd., Beijing, China) according to manufacturer
instructions. The DNA concentration of the samples was measured with the Qubit dsDNA
HS Assay Kit and Qubit 4.0 Fluorometer (Invitrogen, Thermo Fisher Scientific, Waltham,
MA, USA).

2.3. 165 rRNA Gene Amplification and Sequencing

Primers 338F (5'-ACTCCTACGGGAGGCAGCA-3') and 806R (5'-GGACTACHVGGGT
WTCTAAT-3') were used to amplify the V3 + V4 variable region of the 16S rRNA gene of all
DNA samples [29]. The target area for polymerase chain reaction (PCR) (10 puL) included
5-50 ng genomic DNA, two primers Vn F and Vn R of 0.3 pL each, 5 pL of the KOD FX
Neo buffer, 2 uL. of deoxynucleoside triphosphate (2 mM each), 0.2 pL of the KOD FX
Neo buffer, and double-distilled water supplemented to 10 puL. The PCR conditions were
as follows: denaturation at 95 °C for 5 min and amplification 25 times (at 95 °C for 30 s,
50 °C for 30 s, and 72 °C for 40 s), followed by a final extension at 72 °C for 7 min. The
total of PCR amplicons was purified with Agencourt AMPure XP Beads (Beckman Coulter,
Indianapolis, IN) and quantified using the Qubit dsDNA HS Assay Kit and Qubit 4.0 Fluo-
rometer (Invitrogen, Thermo Fisher Scientific, Waltham, MA, USA). After the individual
quantification step, amplicons were pooled in equal amounts. For the constructed library,
use Illumina novaseq 6000 for sequencing.
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2.4. Sequence Analysis

The obtained original sequences were spliced and sequenced using the FLASH v1.2.11
software [30], and the Trimmomatic v0.33 software [31] was then used to filter the spliced se-
quences to obtain high-quality sequences. The chimeras were removed using the UCHIME
v8.1 software [32] to obtain high-quality tag sequences. The sequences were clustered
using the USEARCH v10.0 software [33], with a similarity level of 97%. Operational tax-
onomic units (OTU) were filtered with a threshold of 0.005% for all sequences that were
sequenced [34]. Representative sequences from OTUs were species-annotated using the
RDP classifier v2.2 [35] (80% confidence interval) based on the Silva database (Release 128,
http:/ /www.arb-silva.de, accessed on 10 August 2021) [36]. Removal of the annotation
resulted in chloroplast and mitochondrial OTUs or OTUs with only one sequence. Con-
sidering the difference in the sequencing depth of different samples, we screened 1996
sequences and flattened them for subsequent analysis. The original sequences obtained
by sequencing have been uploaded to the NCBI SRA database, and the BioProject number
is PRINA779380.

2.5. Statistical Analyses

All statistical analyses were performed using the R v4.1.1 software. The permutational
multivariate analysis of variance (PERMANOVA) analysis was performed with the vegan
package, and all samples were tested for a significant difference in beta diversity. The
Bray—Curtis difference was used to study the beta diversity of the bacterial community
structure. The unconstrained principal coordinate analysis (PCoA) was used to further
visualize the bacterial community structure. ANOVA was used to study the differences in
the relative abundance of species between sample types (p < 0.05). The Edger software
package was used for statistical analysis of the richly differentiated OTUs [37], and they
were visualized using the ggplot2 package.

PICRUSt2 was applied to perform species annotation on feature sequences based on
a reference phylogenetic tree. Potential functions and functional genes in samples were
predicted based on the Kyoto Encyclopedia of Genes and Genomes (KEGG) database [38].
The significance of the difference in function abundance between samples was evaluated
by G-TEST (number of annotated functional genes > 20) and Fisher (number of annotated
functional genes < 20) in STAMP (p < 0.05).

3. Results
3.1. Distinct Bacterial Communities in Root Endosphere and Rhizosphere

Unconstrained PCoA showed that soil type is the main clustering factor for bacterial
communities, followed by location. The rhizosphere and bulk soil samples were closely
clustered together and were away from the root endosphere samples. There were significant
differences (p < 0.05) in the rhizosphere and bulk soil bacterial community composition be-
tween the up- and downslope areas. In contrast, there was no significant difference between
the root endosphere samples from the up- and downslope areas (Figure 1). The measure-
ment of diversity within the sample (alpha diversity) revealed the diversity gradient from
the endosphere to the bulk soil. The alpha diversity of the bulk soil samples was the highest,
while that of the root endosphere samples was the lowest, according to estimates such as
abundance-based coverage estimator (ACE), Faith’s phylogenetic diversity (PD), richness,
and Shannon index. In addition, the alpha diversity of the downslope of the rhizosphere
soil and bulk soil samples was higher than that of the upslope samples. Similarly, there
was no significant difference in alpha diversity between the up- and downslope samples
of the root endosphere (Figure 2). The difference in the alpha diversity index among all
sample types was statistically significant.
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Figure 1. PCoA plot showing the variations in bacterial communities based on the Bray—Curtis
distance (PERMANOVA was used to test for significant differences). Ellipses indicate 95% confidence
intervals for each sample type.
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Figure 2. Alpha diversity indices of bacterial communities in root endosphere, rhizosphere, and
bulk soil samples, including estimates such as abundance-based coverage estimator (ACE), Faith’s
phylogenetic diversity (PD), richness, and Shannon index. Different letters represent significance

atp <0.05.

3.2. OTUs in Root Endosphere and Rhizosphere

There were significant differences in the relative abundance of samples at different
classification levels. At the phylum level, the relative abundance of Proteobacteria in
the rhizosphere of C. camphora soil accounted for the highest proportion, reaching 37.4%.
The bulk soil and rhizosphere of C. camphora had a significantly greater proportion of
Acidobacteria than the root endosphere. In addition, the proportion of Chloroflexi and
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Verrucomicrobia in the root endosphere was relatively low. In contrast, the proportion of
Firmicutes in the root endosphere was the highest, and Firmicutes were mostly depleted
in the bulk soil and rhizosphere. Furthermore, the root endosphere had a significantly
greater proportion of Bacteroidetes, Actinobacteria, and Cyanobacteria compared to the
bulk soil and rhizosphere (Figure 3a, Table 1). Taxonomic analysis at the class level shows
that the enrichment of the Acidobacteria community in the bulk soil and rhizosphere was
mainly influenced by a subset of classes, which were predominantly Acidobacteriia and
Alphaproteobacteria (Figure 3b). In addition, ANOVA was performed to compare each
phylum among the root endosphere, rhizosphere, and bulk soil. The relative abundance of
Proteobacteria and Acidobacteria in the rhizosphere and bulk soil was higher than that in

the root endosphere. The most abundant bacteria in the root endosphere were Firmicutes,
which is consistent with the above results (Figure 4).
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Figure 3. Relative abundance of bacteria at phylum (a) and class levels (b) based on all samples in
each sample type.

Table 1. Mean relative abundances of top 10 differential phyla (%) in different sample types.

Phylum Bulk Soil Rhizosphere Endosphere
Proteobacteria 29.88% 37.42% 25.59%
Acidobacteria 36.44% 35.42% 3.33%

Firmicutes 0.21% 0.28% 31.58%

Bacteroidetes 3.43% 3.87% 14.18%
Actinobacteria 5.45% 3.96% 7.45%
Chloroflexi 9.02% 4.17% 0.94%
Verrucomicrobia 5.37% 5.83% 2.03%
Cyanobacteria 0.08% 0.10% 9.28%
Planctomycetes 2.99% 3.26% 0.24%
WPS-2 3.25% 2.65% 0.17%
Others 3.87% 3.02% 5.21%

Considering the OTU count of the bulk soil as the control, the rhizosphere and root

endosphere were significantly enriched in 280 and 805 OTUs, respectively (Figure 5a).
There were some overlaps in the differentially enriched and depleted OTUs in the root
endosphere and rhizosphere. We divided these enriched OTUs into three subcommunities.
The first subcommunity was classified as fully enriched rhizosphere OTUs (157 OTUs) and



Microorganisms 2022, 10, 72

7 of 14

Relative Abundance

0.5

0.4

0.3

0.2

0.1

0.0 -

was defined as bacteria significantly enriched in the rhizosphere sample, distinguishing
this sample type from the bulk soil. The second subcommunity was designated as fully
enriched root endosphere OTUs (682 OTUs) if bacteria were significantly enriched in the
root endosphere sample, distinguishing this sample type from the bulk soil. The third
subcommunity designated OTUs co-enriched in the root endosphere and rhizosphere
(123 OTUs), as defined by OTUs enriched in root endosphere and rhizosphere samples,
distinguishing these samples from the bulk soil (Figure 5b).
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Figure 4. The X-axis represents species (the top 10 species with the lowest p values are shown); Y-axis
represents the relative richness of species; columns with different colors represent samples; and
* on the columns indicates that the difference is significant (p < 0.05), ** means the difference is very
significant (p < 0.01).

The rhizosphere and root endosphere had a greater effect on excluding microbes than
the bulk soil; 310 OTUs were significantly depleted compared to those in the bulk soil.
Several OTUs were reduced in the root endosphere (987 OTUs). Most OTUs that decreased
in the rhizosphere also decreased in the root endosphere communities (Figure 5c).

We analyzed the differential abundance of the upslope and downslope rhizosphere
and bulk soil samples, respectively. Taking the OTU count of uphill bulk soil as the control,
the downbhill bulk soil was significantly enriched in 253 OTUs and depleted in 203 OTUs.
Taking the OTU count of the uphill rhizosphere as the control, the downhill rhizosphere
was significantly enriched in 373 OTUs and depleted in 343 OTUs (Figure 5d). Downbhill
bulk soil and rhizosphere co-enriched 148 OTUs and co-depleted 90 OTUs (Figure 5e,f). It
was apparent that the enrichment of OTUs was significantly higher in the downhill samples
compared to depleted OTUs in the rhizosphere and bulk soil.
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3.3. Soil Property and Its Influence on Bacterial Community

In order to study the changes in soil chemistry, we measured soil pH, AN, TP, AP, TK,
and AK. The soil pH values of all six test plots of measurements were similar. The AP, TP,
AK, and TK contents of the three downslope plots (b1, b2, and b3) were significantly higher
than those of the three upslope plots (al, a2, and a3) (Table S1).

At the phylum level, redundancy analysis (RDA) based on the Bray—Curtis distance re-
vealed that PH, AN, AP, TP, AK, and TK have a significant impact on bacterial communities.
Variations in bacterial species generated a strong response to the chemical properties of soil.
At the phylum level, dominant bacteria such as Bacteroidetes, Proteobacteria, Chloroflexi,
and Gemmatimonadetes exhibited a positive relationship with PH, AP, TP, AK, and TK but
a negative relationship with AN. In contrast, Acidobacteria and Verrucomicrobia showed a
positive relationship with AN (Figure 6).

a d
Rhizosphere Endosphere Bulk soil downhill Rhizosphere downhill
80 ' 200 60 . ] :
g 60 310 .2‘8'0 5o 987 805:. - " 203 253 1 oo 347 373 e
S 400 . 100 . ol @ Down
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Figure 5. Enriched and depleted OTUs in the root endosphere, rhizosphere, downbhill bulk soil, and
downhill rhizosphere. (a) Bulk soil was used as the control for differential abundance analysis. (b)
Numbers of differentially enriched OTUs between root endosphere and rhizosphere. (¢) Numbers
of differentially depleted OTUs between endosphere and rhizosphere. (d) Uphill bulk soil and
rhizosphere were used as controls for differential abundance analysis. (e) Numbers of differentially
enriched OTUs between downbhill bulk soil and rhizosphere. (f) Numbers of differentially depleted
OTUs between downhill bulk soil and rhizosphere. Each point represents an individual OTU, and
the position along the X-axis represents the abundance fold change compared to bulk soil. The Y-axis
is -Log 10 (FDR) obtained by correcting the p-value of the significant difference. The closer the point
is to the top of the graph, the more significant the difference is.

Similarly, at the class level, PH, AN, AP, TP, AK, and TK also have a significant
impact on bacterial communities. The dominant bacteria such as Gammaproteobacte-
ria, Bacteroidia, and Deltaproteobacteria exhibited a positive relationship with PH, AP,
AK, and TK. Among them, Deltaproteobacteria has the greatest correlation. Moreover,
Gemmatimonadetes, Ktedonobacteria, Actinobacteria, and Alphaproteobacteria are pos-
itively correlated with TP, and Ktedonobacteria has the greatest correlation. In contrast,
Verrucomicrobiae and Acidobacteriia showed a positive relationship with AN (Figure 6).
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3.4. Changes in Predictive Functions of Bacterial Communities

The PICRUSt2 analysis based on genome data from the Kyoto Encyclopedia of Genes
and Genomes (KEGG) database reveals the functional pathways of the differential ex-
pression of bacterial communities in the root endosphere, rhizosphere, and bulk soil of all
samples (Figure 7). The functional abundance of xenobiotic biodegradation and metabolism,
signal transduction, cellular community-prokaryotes, membrane transport, cell motility,
and amino acid metabolism pathways in the rhizosphere soil was higher than those in the
bulk soil, and the difference was greater (Figure 7a). Amino acid metabolism and xenobiotic
biodegradation and metabolism belong to the metabolism pathway, membrane transport
and signal transduction belong to the environmental information processing pathway, and
cellular community-prokaryotes and cell motility belong to the cellular process pathway
(Table S2). However, the root endosphere was enriched during carbohydrate metabolism,
metabolism of cofactors and vitamins, nucleotide metabolism, translation, membrane trans-
port, and replication and repair pathways, and translation; replication and repair belong to
the genetic information processing pathway (Figure 7b, Table S2).
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Figure 6. Ordination plots using redundancy analysis (RDA) were used to demonstrate the rela-
tionship between bacterial communities and soil properties. The arrows indicate the lengths and
angles between explanatory and response variables and reflect their correlations. Different samples
are marked with different colors. al, a2, and a3 represent the bulk soil of the three upslope sam-
ple plots, respectively, and b1, b2, and b3 represent the bulk soil of the three downslope sample
plots, respectively.
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Figure 7. In the second level of the Kyoto Encyclopedia of Genes and Genomes metabolic pathways,
with the bulk soil as the control, the differential bacterial functions in the rhizosphere (a) and the root
endosphere (b) were enriched (p < 0.05).

4. Discussion
4.1. Community Composition of C. camphora Root-Associated Bacterial Microbiome

As a general rule of plant root microbial colonization, the alpha diversity index of
bacterial communities decreases from the bulk soil to the root endosphere [39]. The alpha
diversity gradually decreases from the bulk soil to the root endosphere, indicating that
only a part of the bacterial population can maintain a symbiotic association in the root
tissue, which becomes the dominant flora after filtration (Figure 2). This means that the root
filtration effect is gradually enhanced [40] and the root endosphere has a stronger filtering
effect than the rhizosphere.

The slope position is an important topographic factor, and there is a significant dif-
ference in species diversity with the change in slope position [21]. Our results found that
the alpha diversity of the downslope rhizosphere and bulk soil samples is higher than
that of the upslope samples (Figure 2). We suggest that the alpha diversity decreases as
the altitude increases. However, the alpha diversity within the root endosphere remains
unaffected, which indicates the unique selection effect of the root endosphere.

The enrichment and depletion of certain bacteria in the roots of C. camphora show that
the bacterial colonization of the C. camphora roots is not a passive process. Some bacteria can
better occupy the colonization niche of the roots, and plants can select a suitable bacterial
community [6]. In our study, Proteobacteria and Firmicutes were significantly enriched,
while Acidobacteria and Planctomycetes were significantly depleted in the C. camphora root
endosphere (Figure 3a, Table 1). Our results are similar to those obtained with rice [41]
and Arabidopsis [42], showing that at the phylum level, the plant endosphere may select
the same or similar dominant bacteria. In addition, the enrichment of Acidobacteria in the
rhizosphere samples of C. camphora is mainly driven by the enrichment of Acidobacteriia
and Alphaproteobacteria at the class level, which is consistent with their rapid growth
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characteristics. These bacteria can adapt to and use the carbon source in the rhizosphere
environment and seize the ecological niche so that their population rapidly increases [43].

By analyzing the difference between the OTU counts in the rhizosphere and root
endosphere using the bulk soil as the control, we observed that the rhizosphere was
significantly enriched in a part of the bacterial OTUs (Figure 5). In addition, among the
OTUs enriched in the rhizosphere, most OTUs were enriched in the root endosphere
(Figure 5b). The taxa that settle in the root endosphere may be attracted by elements
produced by the root system itself. We found that the rhizosphere can not only be enriched
in OTUs but also uniquely enriches a subset of OTUs. This indicates that the rhizosphere is
a special niche for certain taxa. In contrast, most of the OTUs depleted in the rhizosphere
were also depleted in the root endosphere (Figure 5c). This indicates that environmental
colonization is likely to be dominated by the rhizosphere, which may restrict certain bacteria
from entering the root endosphere; thus, they play an important gating role [6].

4.2. Relationship between Bacterial Community and Soil Chemical Properties

In addition to sunlight, plants absorb the mineral nutrients necessary for their metabolism
and growth from the soil [44]. The structure of the microbial community in the soil in-
fluences the changes in nutrients and absorption of these nutrients by the plants. The
microorganisms present in soil play a key role in the circulation of soil nutrients and are a
representation of the quality of the soil and the stability of the ecosystem; as a result, they
can affect the circulation and physicochemical characteristics of soil nutrients [45]. The
RDA of the bacterial community (at the phylum level) demonstrated that Bacteroidetes,
Proteobacteria, Chloroflexi, and Gemmatimonadetes were beneficial in increasing the AP,
PH, AK, TK, and TP content in the soil, with Bacteroidetes and Gemmatimonadetes pro-
ducing remarkable effects. In contrast, Acidobacteria and Verrucomicrobia were found
to be beneficial in increasing the AN content. At the class level, Gammaproteobacteria,
Bacteroidia, and Deltaproteobacteria were beneficial in increasing the PH, AP, AK, and TK
content in the soil, with Deltaproteobacteria producing remarkable effects. Moreover, Gem-
matimonadetes, Ktedonobacteria, Actinobacteria, and Alphaproteobacteria were beneficial
in increasing the TP content in the soil. In contrast, Verrucomicrobiae and Acidobacteriia
were found to be beneficial in increasing the AN content.

Bacteroidetes are responsible for the degradation of complex organic matter in the
biosphere, especially in the form of polysaccharides and proteins, and play a beneficial
role in the degradation of organic matter [46]. Similarly, most Proteobacteria play an
important role in the decomposition and recycling of organic matter [47]. Chloroflexi
can generate energy through photosynthesis [48], and Gemmatimonadetes can convert
various sugar molecules into vitamins [49]. At the class level, Deltaproteobacteria are
globally distributed, metabolically and phylogenetically diverse bacteria with numerous
cultured representatives and play essential roles in the global carbon, sulfur, and nutrient
cycling [50]. Species in the class Ktedonobacteria are very diverse in habitats. Moreover,
the class Ktedonobacteria developed a spore-forming morphology to survive nutrient
depletion or harsh environments [51,52].

4.3. Analysis of Functional Genes of the Bacterial Community

The KEGG database contains a rich variety of functional genes that are responsible for
almost all life activities of human beings and other animals, plants, and microorganisms
on Earth. These functions amount to more than 40 kinds in the second level of the Kyoto
Encyclopedia of Genes and Genomes (KEGG) metabolic pathways (Table S2). Similar to
the functional genes responsible for the organic systems in the body, complex functional
genes were found during different soil treatments [44]. However, the form in which these
genes exist in the soil and their mechanism of action remains unclear.

In our study, we found that the functional genes detected in different sample types
were consistent, and the types of functional genes present were the same. Through the
analysis of these functional genes, we found genes responsible for basic metabolism, such
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as energy metabolism, amino acid metabolism, nucleotide metabolism, and carbohydrate
metabolism. These functional genes are universal across all organisms and are called
“housekeeping genes.” Housekeeping genes are ubiquitous in various living organisms,
and they are highly conservative and are constitutive genes that are required to maintain
the basic functions of cells [53].

5. Conclusions

In this study, we systematically studied the influence of different sample types, slope
positions, and chemical properties of C. camphora-associated bacterial communities in
different soils. Furthermore, we analyzed the changes in the predictive function of the
bacterial community. Our study found that soil type is the main clustering factor of the C.
camphora bacterial community and that root endosphere particularly enriched Firmicutes,
relative to the other two sample types, while rhizosphere mainly enriched Acidobacteria.
The bacterial alpha diversity of the C. camphora rhizosphere and bulk soil was higher in
the downhill position, while the root endosphere was not affected by slope position. With
regard to soil chemical properties, AN, TP, AP, AK, and TK had remarkable effects on the
bacterial community. The predicted functional gene types in the different soil sample types
of C. camphora were consistent.

The interactions of sample type, slope position, and microbial community of C. cam-
phora are complicated, and their mechanism of action remains unclear. Therefore, further
studies are necessary to explore how sample types and slope positions interactively drive
the assembly of the C. camphora microbiome.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/microorganisms10010072/s1, Table S1: Soil chemical properties of different plots, Table S2:
The corresponding pathways of the bacterial functions.

Author Contributions: Conceptualization, S.Z. and D.C.; methodology, D.C., W.S. and S.X.; software,
W.S. and S.X.; validation, S.Z. and D.C.; formal analysis, D.C. and S.X.; investigation, D.C., S.X. and
W.S.; data curation, D.C.; writing—original draft preparation, D.C.; writing—review and editing, S.Z.
and D.C.; visualization, S.Z.; supervision, S.Z.; project administration, S.Z.; funding acquisition, S.Z.
All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by the Fujian Science and Technology Innovation Leading Talent
Support Project, grant no. 118-KRC16006A, and the genome sequencing of Cinnamomum camphora and
Screening and Application of High-Quality Resources, grant no. 2021FKZ19, and the New Species of
Camphora camphora—Demonstration of Cultivation in C. camphora ‘Nanan 1’, grant no. 2021TG.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: The original sequences obtained by sequencing have been uploaded to
the NCBI SRA database. The BioProject number is PRINA779380.

Acknowledgments: We wish to thank Xin Qian (Fujian Agriculture and Forestry University) for
critical reading and expertise in the analysis.

Conflicts of Interest: The authors declare no conflict of interest.

1.  Rogers, G.B.; Hoffman, L.R.; Carroll, M.P,; Bruce, K.D. Interpreting infective microbiota: The importance of an ecological
perspective. Trends Microbiol. 2013, 21, 271-276. [CrossRef] [PubMed]

2. Avis, TJ,; Gravel, V.; Antoun, H.; Tweddell, R.J. Multifaceted beneficial effects of rhizosphere microorganisms on plant health and
productivity. Soil Biol. Biochem. 2008, 40, 1733-1740. [CrossRef]

3. Weyens, N,; van der Lelie, D.; Taghavi, S.; Newman, L.; Vangronsveld, J. Exploiting plant-microbe partnerships to improve
biomass production and remediation. Trends Biotechnol. 2009, 27, 591-598. [CrossRef] [PubMed]

4. Philippot, L.; Raaijmakers, ].M.; Lemanceau, P.; Van Der Putten, W.H. Going back to the roots: The microbial ecology of the
rhizosphere. Nat. Rev. Microbiol. 2013, 11, 789-799. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/microorganisms10010072/s1
https://www.mdpi.com/article/10.3390/microorganisms10010072/s1
http://doi.org/10.1016/j.tim.2013.03.004
http://www.ncbi.nlm.nih.gov/pubmed/23598051
http://doi.org/10.1016/j.soilbio.2008.02.013
http://doi.org/10.1016/j.tibtech.2009.07.006
http://www.ncbi.nlm.nih.gov/pubmed/19683353
http://doi.org/10.1038/nrmicro3109
http://www.ncbi.nlm.nih.gov/pubmed/24056930

Microorganisms 2022, 10, 72 13 of 14

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.
25.

26.

27.

28.

29.

30.

31.

32.

33.

Bulgarelli, D.; Schlaeppi, K.; Spaepen, S.; Ver Loren van Themaat, E.; Schulze-Lefert, P. Structure and functions of the bacterial
microbiota of plants. Annu. Rev. Plant Biol. 2013, 64, 807-838. [CrossRef]

Edwards, J.; Johnson, C.; Santos-Medellin, C.; Lurie, E.; Podishetty, N.K.; Bhatnagar, S.; Sundaresan, V. Structure, variation, and
assembly of the root-associated microbiomes of rice. Proc. Natl. Acad. Sci. USA 2015, 112, E911-E920. [CrossRef]

Haichar, EE.Z.; Marol, C.; Berge, O.; Rangelcastro, J.I.; Prosser, ].I.; Balesdent, J.; Heulin, T.; Achouak, W. Plant host habitat and
root exudates shape soil bacterial community structure. ISME J. 2008, 2, 1221-1230. [CrossRef]

Lugtenberg, B.; Kamilova, F. Plant-growth-promoting rhizobacteria. Annu. Rev. Microbiol. 2009, 63, 541-556. [CrossRef]
DeAngelis, K.M.; Brodie, E.L.; DeSantis, T.Z.; Andersen, G.L.; Lindow, S.E.; Firestone, M.K. Selective progressive response of soil
microbial community to wild oat roots. ISME J. 2009, 3, 168-178. [CrossRef]

Uroz, S.; Buee, M.; Murat, C.; Frey-Klett, P.; Martin, F. Pyrosequencing reveals a contrasted bacterial diversity between oak
rhizosphere and surrounding soil. Environ. Microbiol. Rep. 2010, 2, 281-288. [CrossRef]

Mendes, R.; Kruijt, M.; De Bruijn, I.; Dekkers, E.; van der Voort, M.; Schneider, ].H.; Raaijmakers, ].M. Deciphering the rhizosphere
microbiome for disease-suppressive bacteria. Science 2011, 332, 1097-1100. [CrossRef]

Bulgarelli, D.; Rott, M.; Schlaeppi, K.; van Themaat, E.V.L.; Ahmadinejad, N.; Assenza, F.; Schulze-Lefert, P. Revealing structure
and assembly cues for Arabidopsis root-inhabiting bacterial microbiota. Nature 2012, 488, 91-95. [CrossRef]

Lundberg, D.S.; Lebeis, S.L.; Paredes, S.H.; Yourstone, S.; Gehring, ].; Malfatti, S.; Dangl, ].L. Defining the core Arabidopsis thaliana
root microbiome. Nature 2012, 488, 86-90. [CrossRef] [PubMed]

Garbeva, P.; Van Elsas, ].D.; Van Veen, ]J.A. Rhizosphere microbial community and its response to plant species and soil history.
Plant Soil 2008, 302, 19-32. [CrossRef]

Berg, G.; Smalla, K. Plant species and soil type cooperatively shape the structure and function of microbial communities in the
rhizosphere. FEMS Microbiol. Ecol. 2009, 68, 1-13. [CrossRef] [PubMed]

Normander, B.; Prosser, J.I. Bacterial origin and community composition in the barley phytosphere as a function of habitat and
presowing conditions. Appl. Environ. Microbiol. 2000, 66, 4372-4377. [CrossRef] [PubMed]

Qian, X.; Li, H.; Wang, Y.; Wu, B.; Wu, M.,; Chen, L.; Li, X.; Zhang, Y.; Wang, X; Shi, M.; et al. Leaf and root endospheres
harbor lower fungal diversity and less complex fungal co-occurrence patterns than rhizosphere. Front. Microbiol. 2019, 10, 1015.
[CrossRef]

Zheng, Y.; Gong, X. Niche differentiation rather than biogeography shapes the diversity and composition of microbiome of Cycas
panzhihuaensis. Microbiome 2019, 7, 152. [CrossRef]

Birhane, E.; Aregawi, K.; Giday, K. Changes in arbuscular mycorrhiza fungi spore density and root colonization of woody plants
in response to exclosure age and slope position in the highlands of Tigray, Northern Ethiopia. J. Arid. Env. 2017, 142, 1-10.
[CrossRef]

Xu, X.; Wang, X,; Cleary, M.; Wang, P; Lu, N.; Sun, Y.; Rénnberg, J. Slope position rather than thinning intensity affects arbuscular
mycorrhizal fungi (AMF) community in Chinese fir plantations. Forests 2020, 11, 273. [CrossRef]

Luo, Y;; Wang, Z.; He, Y; Li, G; Lv, X.; Zhuang, L. High-throughput sequencing analysis of the rhizosphere arbuscular mycorrhizal
fungi (AMF) community composition associated with Ferula sinkiangensis. BMCC Microbiol. 2020, 20, 335. [CrossRef]

Meng, J.; Li, M.; Guo, J.; Zhao, D.; Tao, J. Predicting Suitable Environments and Potential Occurrences for Cinnamomum camphora
(Linn.) Presl. Forests 2021, 12, 1126. [CrossRef]

Qiu, M.Y;; Yang, Y.; Wang, N.; Wu, X.; Hu, Y.L.; Zou, X.X. The re-sequencing of complete chloroplast genome of Cinnamomum
camphora (Lauraceae) from Quanzhou, China. Mitochondrial DNA Part B 2020, 5, 520-521. [CrossRef]

Singh, R.; Jawaid, T. Cinnamomum camphora (Kapur). Pharmacogn. J. 2012, 4, 1-5. [CrossRef]

Elmagzob, A.A.H.; Ibrahim, M.M.; Zhang, G.F. Seasonal diversity of endophytic bacteria associated with Cinnamomum camphora
(L.) Presl. Diversity 2019, 11, 112. [CrossRef]

Zhang, G.F,; Huang, Q.L,; Bi, X.Q.; Liu, Y.L.; Yuan, Z.S. Analysis of endophytic bacterial community diversity and metabolic
correlation in Cinnamomum camphora. Arch. Microbiol. 2020, 202, 181-189. [CrossRef] [PubMed]

Xiao, Z.; Zhang, B.; Wang, Y.; Jin, Z.; Li, E; Peng, J.; Rui, J. Difference in Rhizosphere Soil Bacterial Community was among Six
Cinnamomum camphora Chemotypes. Preprints 2021, 2021110158. Available online: https://doi/org/10.20944 / preprints202111.
0158.v1 (accessed on 16 November 2021).

Xiao, X.; Chen, W.; Zong, L.; Yang, |.; Jiao, S.; Lin, Y.; Wei, G. Two cultivated legume plants reveal the enrichment process of the
microbiome in the rhizocompartments. Mol. Ecol. 2017, 26, 1641-1651. [CrossRef]

Xu, N.; Tan, G.; Wang, H.; Gai, X. Effect of biochar additions to soil on nitrogen leaching, microbial biomass and bacterial
community structure. Eur. J. Soil Biol. 2016, 74, 1-8. [CrossRef]

Magoc, T.; Salzberg, S.L. FLASH: Fast length adjustment of short reads to improve genome assemblies. Bioinformatics 2011,
27,2957-2963. [CrossRef]

Bolger, A.M.; Lohse, M.; Usadel, B. Trimmomatic: A flexible trimmer for Illumina sequence data. Bioinformatics 2014, 30, 2114-2120.
[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]

Edgar, R.C. UPARSE: Highly accurate OTU sequences from microbial amplicon reads. Nat. Methods 2013, 10, 996-998. [CrossRef]


http://doi.org/10.1146/annurev-arplant-050312-120106
http://doi.org/10.1073/pnas.1414592112
http://doi.org/10.1038/ismej.2008.80
http://doi.org/10.1146/annurev.micro.62.081307.162918
http://doi.org/10.1038/ismej.2008.103
http://doi.org/10.1111/j.1758-2229.2009.00117.x
http://doi.org/10.1126/science.1203980
http://doi.org/10.1038/nature11336
http://doi.org/10.1038/nature11237
http://www.ncbi.nlm.nih.gov/pubmed/22859206
http://doi.org/10.1007/s11104-007-9432-0
http://doi.org/10.1111/j.1574-6941.2009.00654.x
http://www.ncbi.nlm.nih.gov/pubmed/19243436
http://doi.org/10.1128/AEM.66.10.4372-4377.2000
http://www.ncbi.nlm.nih.gov/pubmed/11010885
http://doi.org/10.3389/fmicb.2019.01015
http://doi.org/10.1186/s40168-019-0770-y
http://doi.org/10.1016/j.jaridenv.2017.03.002
http://doi.org/10.3390/f11030273
http://doi.org/10.1186/s12866-020-02024-x
http://doi.org/10.3390/f12081126
http://doi.org/10.1080/23802359.2019.1710592
http://doi.org/10.5530/pj.2012.28.1
http://doi.org/10.3390/d11070112
http://doi.org/10.1007/s00203-019-01733-w
http://www.ncbi.nlm.nih.gov/pubmed/31562551
https://doi/org/10.20944/preprints202111.0158.v1
https://doi/org/10.20944/preprints202111.0158.v1
http://doi.org/10.1111/mec.14027
http://doi.org/10.1016/j.ejsobi.2016.02.004
http://doi.org/10.1093/bioinformatics/btr507
http://doi.org/10.1093/bioinformatics/btu170
http://doi.org/10.1093/bioinformatics/btr381
http://doi.org/10.1038/nmeth.2604

Microorganisms 2022, 10, 72 14 of 14

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.
52.

53.

Bokulich, N.A.; Subramanian, S.; Faith, J.J.; Gevers, D.; Gordon, ].I.; Knight, R.; Mills, D.A.; Caporaso, ].G. Quality-filtering vastly
improves diversity estimates from Illumina amplicon sequencing. Nat. Methods 2013, 10, 57-59. [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. Microbiol. 2007, 73, 5261-5267. [CrossRef]

Quast, C.; Pruesse, E.; Yilmaz, P; Gerken, J.; Schweer, T.; Yarza, P.; Glockner, FO. The SILVA ribosomal RNA gene database
project: Improved data processing and web-based tools. Nucleic Acids Res. 2012, 41, D590-D596. [CrossRef] [PubMed]
Robinson, M.D.; McCarthy, D.J.; Smyth, G.K. edgeR: A Bioconductor package for differential expression analysis of digital gene
expression data. Bioinformatics 2009, 26, 139-140. [CrossRef] [PubMed]

Parks, D.H.; Tyson, G.W.; Hugenholtz, P.; Beiko, R.G. STAMP: Statistical analysis of taxonomic and functional profiles. Bioinfor-
matics 2014, 30, 3123-3124. [CrossRef] [PubMed]

Coleman-Derr, D.; Desgarennes, D.; Fonseca-Garcia, C.; Gross, S.; Clingenpeel, S.; Woyke, T.; Tringe, S.G. Plant compartment and
biogeography affect microbiome composition in cultivated and native Agave species. New Phytol. 2016, 209, 798-811. [CrossRef]
[PubMed]

Reinhold-Hurek, B.; Bunger, W.; Burbano, C.S.; Sabale, M.; Hurek, T. Roots shaping their microbiome: Global hotspots for
microbial activity. Annu. Rev. Phytopathol. 2015, 53, 403—424. [CrossRef] [PubMed]

Sessitsch, A.; Hardoim, P.; Doring, J.; Weilharter, A.; Krause, A.; Woyke, T.; Mitter, B.; Hauberg-Lotte, L.; Friedrich, F.; Rahalkar,
M. Functional Characteristics of an Endophyte Community Colonizing Rice Roots as Revealed by Metagenomic Analysis. Mol.
Plant-Microbe Interact. 2012, 25, 28. [CrossRef]

Schlaeppi, K.; Dombrowski, N.; Oter, R.G.; van Themaat, E.V.L.; Schulze-Lefert, P. Quantitative divergence of the bacterial root
microbiota in Arabidopsis thaliana relatives. Proc. Natl. Acad. Sci. USA 2014, 111, 585-592. [CrossRef] [PubMed]

Fan, K.; Weisenhorn, P; Gilbert, J.A.; Chu, H. Wheat rhizosphere harbors a less complex and more stable microbial co-occurrence
pattern than bulk soil. Soil Biol. Biochem. 2018, 125, 251-260. [CrossRef]

Shi, Y.; Pan, Y.; Xiang, L.; Zhu, Z.; Fu, W.,; Hao, G.; Han, D. Assembly of rhizosphere microbial communities in Artemisia annua:
Recruitment of plant growth-promoting microorganisms and inter-kingdom interactions between bacteria and fungi. Plant Soil
2021, 1-13. [CrossRef]

Sun, J.; Zhang, Q.; Zhou, J.; Wei, Q. Pyrosequencing technology reveals the impact of different manure doses on the bacterial
community in apple rhizosphere soil. Appl. Soil Ecol. 2014, 78, 28-36. [CrossRef]

Church, M.]. Resource control of bacterial dynamics in the sea. Microb. Ecol. Ocean. 2008, 335-382. Available online: https:
/ /doi.org/10.1002/9780470281840.ch10. [CrossRef]

Dang, H.; Lovell, C.R. Microbial surface colonization and biofilm development in marine environments. Microbiol. Mol. Biol. Rev.
2016, 80, 91-138. [CrossRef]

Bjornsson, L.; Hugenholtz, P.; Tyson, G.W.; Blackall, L.L. Filamentous Chloroflexi (green non-sulfur bacteria) are abundant in
wastewater treatment processes with biological nutrient removal. Microbiology 2002, 148, 2309-2318. [CrossRef] [PubMed]
Chen, B.; Fu, SW,; Lu, L.; Zhao, H. A preliminary study of biliary microbiota in patients with bile duct stones or distal
cholangiocarcinoma. BioMed Res. Int. 2019, 2019, 1092563. [CrossRef]

Langwig, M.V,; De Anda, V.; Dombrowski, N.; Seitz, K.W.; Rambo, I.M.; Greening, C.; Baker, B.]. Large-scale protein level
comparison of Deltaproteobacteria reveals cohesive metabolic groups. ISME J. 2021, 16, 307-320. [CrossRef]

Errington, J. Regulation of endospore formation in Bacillus subtilis. Nat. Rev. Microbiol. 2003, 1, 117-126. [CrossRef] [PubMed]
Flardh, K.; Buttner, M.J. Streptomyces morphogenetics: Dissecting differentiation in a filamentous bacterium. Nat. Rev. Microbiol.
2009, 7, 36-49. [CrossRef] [PubMed]

Bolstad, B.M,; Irizarry, R.A.; Astrand, M.; Speed, T.P. A comparison of normalization methods for high density oligonucleotide
array data based on variance and bias. Bioinformatics 2003, 19, 185-193. [CrossRef] [PubMed]


http://doi.org/10.1038/nmeth.2276
http://doi.org/10.1128/AEM.00062-07
http://doi.org/10.1093/nar/gks1219
http://www.ncbi.nlm.nih.gov/pubmed/23193283
http://doi.org/10.1093/bioinformatics/btp616
http://www.ncbi.nlm.nih.gov/pubmed/19910308
http://doi.org/10.1093/bioinformatics/btu494
http://www.ncbi.nlm.nih.gov/pubmed/25061070
http://doi.org/10.1111/nph.13697
http://www.ncbi.nlm.nih.gov/pubmed/26467257
http://doi.org/10.1146/annurev-phyto-082712-102342
http://www.ncbi.nlm.nih.gov/pubmed/26243728
http://doi.org/10.1094/MPMI-08-11-0204
http://doi.org/10.1073/pnas.1321597111
http://www.ncbi.nlm.nih.gov/pubmed/24379374
http://doi.org/10.1016/j.soilbio.2018.07.022
http://doi.org/10.1007/s11104-021-04829-9
http://doi.org/10.1016/j.apsoil.2014.02.004
https://doi.org/10.1002/9780470281840.ch10
https://doi.org/10.1002/9780470281840.ch10
http://doi.org/10.1002/9780470281840.ch10
http://doi.org/10.1128/MMBR.00037-15
http://doi.org/10.1099/00221287-148-8-2309
http://www.ncbi.nlm.nih.gov/pubmed/12177325
http://doi.org/10.1155/2019/1092563
http://doi.org/10.1038/s41396-021-01057-y
http://doi.org/10.1038/nrmicro750
http://www.ncbi.nlm.nih.gov/pubmed/15035041
http://doi.org/10.1038/nrmicro1968
http://www.ncbi.nlm.nih.gov/pubmed/19079351
http://doi.org/10.1093/bioinformatics/19.2.185
http://www.ncbi.nlm.nih.gov/pubmed/12538238

	Introduction 
	Materials and Methods 
	Experimental Procedure 
	Sample Preparation and DNA Extraction 
	16S rRNA Gene Amplification and Sequencing 
	Sequence Analysis 
	Statistical Analyses 

	Results 
	Distinct Bacterial Communities in Root Endosphere and Rhizosphere 
	OTUs in Root Endosphere and Rhizosphere 
	Soil Property and Its Influence on Bacterial Community 
	Changes in Predictive Functions of Bacterial Communities 

	Discussion 
	Community Composition of C. camphora Root-Associated Bacterial Microbiome 
	Relationship between Bacterial Community and Soil Chemical Properties 
	Analysis of Functional Genes of the Bacterial Community 

	Conclusions 
	References

