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Conservation tillage is an advanced agricultural technology that seeks to minimize
soil disturbance by reducing, or even eliminating tillage. Straw or stubble mulching
in conservation tillage systems help to increase crop yield, maintain biodiversity and
increase levels of exogenous nutrients, all of which may influence the structure of fungal
communities in the soil. Currently, however, the assembly processes and co-occurrence
patterns of fungal sub-communities remain unknown. In this paper, we investigated the
effects of no-tillage and straw mulching on the composition, assembly process, and
co-occurrence patterns of soil fungal sub-communities in a long-term experimental plot
(15 years). The results revealed that combine straw mulching with no-tillage significantly
increased the richness of fungi but not their diversity. Differential abundance analysis and
principal component analysis (PCA) indicated that tillage management had a greater
effect on the fungal communities of abundant and intermediate taxa than on the rare
taxa. Available phosphorus (AP) and total nitrogen (TN) were the major determinants of
fungal sub-communities in NT treatment. The abundant fungal sub-communities were
assembled by deterministic processes under medium strength selection, while strong
conservation tillage strength shifts the abundant sub-community assembly process
from deterministic to stochastic. Overall, the investigation of the ecological network
indicated that no-tillage and straw mulching practices decreased the complexity of
the abundant and intermediate fungal networks, while not significantly influencing rare
fungal networks. These findings refine our knowledge of the response of fungal sub-
communities to conservation tillage management techniques and provide new insights
into understanding fungal sub-community assembly.

Keywords: conservation tillage, fungal sub-communities, assembly process, community structure, co-
occurrence pattern
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INTRODUCTION

Conservation tillage management, such as no-tillage (NT) or
reduced tillage (RT) and straw retention, has been a widely-used
practice in agriculture systems. Indeed, it is estimated that an
area of 155 million hectares is subject to no-tillage management,
accounting for 11% of all arable farmland worldwide (Kassam
et al., 2014). Conservation tillage can conserve plant-available
water and reduce soil erosion caused by rain, wind, and feed
soil biota by increasing soil nutrient (Balesdent et al., 2000;
Hobbs et al., 2008). On the other hand, soil microbes are crucial
for nitrogen cycling and soil fertility enhancement, and are
influenced by NT and straw mulching practices (Levy-Booth
et al., 2014; Joergensen and Wichern, 2018).

Conservation tillage (e.g., straw mulching and NT)
accumulates more C and N sources in the soil, and has
the potential to minimize soil disturbance and enhance soil
aggregation, thus creating a favorable soil nutrition condition
for soil microbial communities (Guo et al., 2015; Wang et al.,
2019). Long-term straw mulching and NT have been shown to
significantly increase soil pH, total carbon and the C:N ratio
(Wang et al., 2020a; Zhou et al., 2021); these environmental
factors, in turn, can significantly influence microbial diversity.
For example, soil pH is a strong predictor of microbial
community diversity and structure (Hartmann et al., 2015).
Whereas conservation tillage effects on soil properties have
been well studied, however, there are still lack of effects of
environmental factors on fungal community. In this study, we
investigated the key regulatory factors of fungal sub-communities
under different conservation tillage strategies.

In addition, the assembly process of the soil microbial
community is crucial for understanding the response of
ecosystems to environmental changes. In that regard, both
stochastic processes and deterministic processes influence
community assembly (Vellend, 2010; Tripathi et al., 2018).
On the one hand, changes in the environmental conditions
influence biotic and abiotic filtering and the structure of the
microbial community deterministically (Chesson, 2000; Vellend,
2010). On the other hand, community assembly patterns arising
from processes dispersal and ecological drift occur stochastically
(Chave, 2004). The fungal communities in agricultural soils
were strongly affected by stochastic processes (Jiao et al.,
2021). In different tillage managements, assembly processes
have been investigated in rhizosphere microorganism, including
diazotrophic community (Li et al., 2021), arbuscular mycorrhizal
fungi (Wang et al., 2020b), bacterial community (Wang et al.,
2020c). However, stochastic and deterministic processes of
fungal sub-communities under long-term conservation tillage
management have not yet been clarified. Therefore, we sought to
identify the assembly processes of fungal sub-communities across
four different treatments.

Co-occurrence network analysis has been recently used to
elucidate the potential complex interaction among different
taxonomic group associated with patterns of assembly process
(Li et al., 2021). Recent study has found that agricultural
intensification decreased the complexity of fungal network,
and the abundance of mycorrhizal fungi was highest under

organic farming rather than no-tillage and conventional practices
(Banerjee et al., 2019). Straw mulching has also been shown
to reduce the complexity of fungal network, and increased the
risk of root rot by increasing the abundance of the soil-borne
pathogens F. graminearum and F. moniliforme (Wang et al.,
2020a). Previous study reported that NT practices had higher
densities of fungal mycelia than CT treatment (Beare et al., 1997).
NT practices, meanwhile, may result in soil compaction, and plow
tillage strengthens the fungal-fungal interactions and reduced
tillage (RT) induces a more stable network structure than NT
(Hu et al., 2021). The soil fungal sub-community co-occurrence
patterns in long-term conservation tillage field remain unknown.
In this paper, we compared the changes in the co-occurrence
patterns of rare, intermediate and abundant sub-communities
under different tillage and straw mulching practices.

Overall, while the effects of conservation tillage on fungal
community diversity and functional group have been well
documented (Degrune et al., 2016; Schmidt et al., 2019),
there is still limited knowledge about fungal sub-communities.
Furthermore, the research needs to pay more attention to the
fact that microbial communities tend to consist of a few highly
abundant taxa and numerous intermediate and rare taxa. It is
therefore incomplete to analyze the microbial community in
broad groups (e.g., at a domain or kingdom level); both abundant
and rare groups should be considered if the community dynamics
are to be fully understood (Jiang et al., 2019).

In this research, therefore, a field experiment applying
fungal ITS region sequencing was conducted in a long-term
conservation trial field at the Fengqiu National agro-ecological
experiment station. We hypotheses that (i) conservation tillage
managements create different environments for fungi, which
increase the correlation between environment factors and fungal
sub-communities, and deeply change fungi community structure
and composition, (ii) the different ecological environments
significantly alter the assembly processes of fungal sub-
communities along with conservation tillage strength, (iii)
different tillage and straw managements change the network
structure for fungi sub-communities. The findings may provide
a theoretical and practical foundation for sustainable agriculture
development from a microbial ecology perspective.

MATERIALS AND METHODS

Site Description and Soil Sampling
The study site is situated in Fengqiu National Agro-Ecological
Experimental Station (35◦00′N, 114◦24′E), Chinese Academy of
Sciences, Henan province, Central China. This area has a typical
temperate continental monsoon climate, with an average annual
temperature of 13.9◦C and an average annual rainfall of 615 mm.
The test soil is classified as Aquic Inceptisol, which is developed
from the alluvial sediments of the Yellow River.

The long-term conservation field was commenced in 2006
and based on a completely randomized block design with three
replications. The current experiment was set up in a maize-wheat
crop rotation with four treatments: (1) tillage for wheat and no-
tillage for corn (conventional tillage, CT), (2) tillage for wheat and
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no-tillage for corn plus straw mulching (CTS), (3) no-tillage for
wheat and corn (NT), (4) no-tillage for wheat and corn coupling
straw mulching (NTS). Regarding tillage practice, soils were
plowed to 20–22 cm depth with a moldboard plow. Regarding
straw mulching, residues were crushed into 2–3 cm pieces for
maize and 6–7 cm pieces for wheat, and then were spread evenly
on the soil surface as mulch. The amount of straw was related
to the yield of the plot. As for no-straw mulching treatments, all
residues were removed from the plots. Each experimental plot
was 14 m × 6.5 m in size. Three soil samples were randomly
collected from each plot from the surface layer of soil (0–20 cm)
using a sterile soil driller. The three samples were immediately
mixed to form a composite soil sample. The composite samples
were sieved through a 2 mm sieve so as to homogenize them and
remove plant roots and stones, before being transferred to the
laboratory for storage at 4◦C for measuring soil physicochemical
properties, and at−80◦C for DNA extraction.

Analysis of Soil Physical and Chemical
Properties
The physicochemical properties of all twelve soil samples were
determined. Soil pH was determined using a pH meter (FE20-
Five Easy PlusTM, Switzerland) with a 1:2.5 soil/water mixture.
In addition, we measured the total organic carbon (TOC), total
phosphorus (TP), alkaline nitrogen (AN), total nitrogen (TN),
total potassium (TK), available phosphorus (AP), and available
potassium (AK), following the method in Bao (2000).

DNA Extraction and ITS Sequencing
Genomic DNA was extracted from approximately 0.5 g of
fresh soil using a Fast DNATM Spin Kit (MP Biomedicals,
United States), following the manufacturer’s instructions. The
quality of the extracted DNA was determined using a NanoDrop
2000 Spectrophotometer (Thermo Scientific, Wilmington, DE,
United States). The fungal-specific ITS1 region was amplified
with the ITS1F (CTTGGTCATTTAGGAAGTAA) and ITS2
(GCTGCGTTCTTCATCGATGC) primer sets (Mueller et al.,
2014). The following PCR conditions were used: initial
denaturation at 94◦C for 30 s, 35 cycles consisting of 15 s
of denaturation at 98◦C, 30 s of annealing at 55◦C, followed
by 45 s at 72◦C, and a final extension for 10 min at 72◦C
(Schmidt et al., 2019). Pooled PCR products were purified
using the GeneJETTM Gel Extraction Kit (Thermo Scientific,
United States). Finally, Personalbio Biotechnology Institute
(Shanghai, China) sequenced the purified products using an
Illumina Miseq platform (Illumina, United States).

Processing of Sequence Analysis
The microbiome sequences was processed using QIIME pipeline
(Version 1.9.0) (Caporaso et al., 2012), and low-quality
sequencing reads with a length shorter than 150 bp, and
with an average base quality score < 20 were discarded from
further analysis. Operational taxonomic units (OTUs) were
clustered at a ≥ 97% similarity level using the UCLUST feature
in QIIME 1 (Edgar et al., 2011). Taxonomic identification
of representative sequences was performed using the BLAST

database. Genomic sequencing data has been deposited in the
NCBI Sequence Read Archive (BioProject ID PRJNA764374,
submission ID SUB10399701).

Statistical and Bioinformatics Analysis
We defined rare, intermediate and abundant fungal sub-
communities to support the understanding of fungal community
variation. OTUs with relative abundance above 0.5% were defined
as “abundant,” while those below 0.01% were defined as “rare.”
Those taxa with relative abundance between 0.5 and 0.01%
OTUs were defined as “intermediate.” We calculated the relative
abundance of these sub-communities across all samples. This
definition was based on previous research (Liu et al., 2015;
Jiang et al., 2019).

Alpha-diversity indices (Shannon and Chao1) were calculated
using MOTHUR. Significant differences in α- diversity and in soil
properties were analyzed by ANOVA using SPSS (Version 21.0,
SPSS, Chicago, IL, United States). Fungal sub-community alpha-
diversity indices were calculated using the R package “vegan,” and
analyzed by one-way ANOVA in SPSS.

Volcano plots were used to show the differential abundance
of OTUs. We selected the false discovery rate (FDR) to adjust
p-values (Love et al., 2014). The log2 Fold Change (log2FC) and
adjusted p-values were calculated using the R package “DESeq2.”
The OTUs’ differential abundance plots were constructed using
the R package “ggplot2.” PCA was performed using the
“Principal Component analysis” application in the OriginPro
2021 (Version 9.80).

Linear discriminant analysis (LDA), combined with effect
size (LEfSe) measurements, were performed in order to find
statistical biomarkers between treatments (Segata et al., 2011).
This analysis was conducted on the Hutlab Galaxy website
application1. Spearman correlations in R (Version 4.1.1) were
used to evaluate the relationship between various environmental
factors. The correlation between fungal sub-communities and
environmental factors were normalized by using the Mantel test
(Diniz-Filho et al., 2013).

The assembly processes of fungal sub-communities were
constructed using the “ses.comdistnt” function in the “MicEco”
package (Stegen et al., 2012), with the beta mean nearest
taxon distance (βMNTD) metric used to determine turnover
in the phylogenetic structure of community. Meanwhile, the
stochastic and deterministic ecological processes of fungal sub-
communities were evaluated through null model analysis (Stegen
et al., 2012). This method uses randomizations to estimate
the standard deviation of the observed βMNTD compared
to a null distribution (999 randomizations) for each βMNTD
estimate. The β-nearest taxon index (βNTI) was used to evaluate
the deviation between the mean of the null βMNTD and
observed βMNTD, expressed in units of standard deviations
(Stegen et al., 2013).

In order to analyze the fungal assembly processes
quantitatively, we determined the proportion of dispersal
limitation and undominated for stochastic processes, and
variable selection and homogeneous selection for deterministic

1http://huttenhower.sph.harvard.edu/galaxy/
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processes. This was done in the “iCAMP” R package (Ning et al.,
2020). Variations were investigated by comparing β-diversity
metrics (βNTI values and RCbray). Meanwhile, the influences
of the variable selection and homogeneous selection fractions
were determined according to thresholds of βNTI values > 2
and < −2, respectively. The relative influence of dispersal
limitation was quantified as a pairwise comparison between
|βNTI| < 2 and RCbray > 0.95, whereas |βNTI| < 2 and
RCbray < 0.95 was used to estimate the influence of undominated
process (Stegen et al., 2013, 2015).

Microbial networks were created to construct the interaction
networks for tillage (CT and CTS) treatments and no-tillage
(NT and NTS) treatments, straw mulching (CTS and NTS)
and no-straw mulching (CT and NT). In our study, abundant,
intermediate and rare OTUs were used for network construction.
The Spearman’s rank correlation coefficients were calculated
using the R package “psych.” The correlation coefficients
(P< 0.05 and r > 0.6) were corrected for analysis of network. The
network graphs were visualized and the topological properties
of the network were calculated using Gephi software (Version
0.9.22). OTUs in the networks were identified as potential plant
pathogens using FUNGuild tool (Nguyen et al., 2016).

RESULTS

Richness and Diversity Indices of Fungal
Communities
The Shannon estimator for fungal diversity was found to be
significantly greater in conventional tillage (CT) than in no-tillage
and straw mulching treatments (CTS, NT, and NTS). While the
Chao1 richness index was markedly lower in the conventional

2https://gephi.org/

treatment (CT) than in the conservation tillage groups (CTS, NT,
and NTS) (Figure 1). We discovered that the richness indices had
significantly higher values in the plots subject to straw retention
practices (CTS and NTS) than in those subject to other tillage
practices (CT and NT).

Depleted and Enriched Operational
Taxonomic Units Response to Different
Tillage Systems, and Variations of Fungal
Community Structure
We conducted groups comparison analysis to identify OTUs
where abundance was strongly influenced by straw mulching
(CTS vs. CT and NTS vs. NT) and tillage (CT vs. NT and
CTS vs. NTS). OTUs where relative abundance significantly
increased or decreased were referred to as “Enriched OTUs”
and “Depleted OTUs,” respectively. These enriched and depleted
OTUs were found to occur only in abundant and intermediate
taxa (Figure 2). There were, respectively, 12 and 46 enriched
OTUs in the “CTS vs. CT” group, and 8 and 27 enriched OTUs
were in the “NTS vs. NT” group (Figures 2A,B). Thus, there
were more enriched than depleted OTUs under straw mulching
practice. Furthermore, both abundant and intermediate fungal
taxa exhibited more enriched than depleted OTUs in the tillage
comparison groups (Figures 2C,D).

Principle component analysis (PCA) of the fungal sub-
communities among the four treatments showed that the
structure of abundant and intermediate taxa communities
were obviously distinct (Supplementary Figure 1). Our results
indicated that conservation tillage significantly affected the
abundant and intermediate taxa communities. In respect to the
abundant taxa, the two principal components account for 54.4%
of the total variance. In contrast, in rare taxa, the two principle
components account just 33.2% of the total variance.

FIGURE 1 | Fungal alpha diversity associated with different soil treatments. The indices of diversity and richness are shown as Shannon (A) and Chao1 (B),
respectively. Statistically significant differences between different treatments were determined by T-test ANOVA (p < 0.05). The symbols *, ** are used to show
statistical significance at the 0.05, 0.01 level, respectively.
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FIGURE 2 | Volcano plots illustrating OTUs significantly enriched (red) and depleted (blue) by straw mulching (A,B) and tillage (C,D) managements for fungal
sub-communities. Each point indicates an individual OTU.
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Fungal Communities With Statistically
Significant Differences
The Cladogram in Figure 3 shows the phylogenetic distribution
of fungal lineages that were markedly associated (LDA
value > 3) with samples from different tillage management
fields (Figures 3A,B). LEfSe was applied to find statistically
different biomarkers among four treatments. In the CTS
treatment, three groups were significantly enriched, namely
Eurotiales (from order to genus), Cordycipitaceae (from family
to genus) and Stachybotrys (genus). In the NTS treatment, the
enriched fungi was Agaricomycetes (from class to genus). In the
CT treatment, the fungal taxa were mostly enriched at the family
level, including Myxotrichaceae, Erysiphaceae, Chaetomiaceae,
Incertaesedis, and Lasiosphaeriaceae. In the NT treatment,

six groups were found to be significantly enriched, namely
Onygenales (from order to genus), Oidiodendron and Podospora
(genus), Microascales (from order to genus), Gloeophyllales
(from order to genus), Chaetomiaceae (its genus Humicola and
Mycothermus) (Figure 3A).

Correlation of Fungal Sub-Communities
With Environmental Factors
As illustrated in Supplementary Table 1, TOC, TN, AN, AP, and
AK were increased in straw mulching treatments (CTS and NTS)
compared to no-straw treatments (NT and CT), indicating that
straw mulching probably helps to accumulate nutrition in the soil
layer. No-tillage (NT and NTS), meanwhile, increased the content
of TP compared to tillage (CT and CTS) treatments.

FIGURE 3 | Cladogram showing the phylogenetic distribution of the fungal lineages associated with soil from the four treatments (A). Indicator fungi with LDA
scores > 3 (B). Different colors represent different treatments (red, CTS; green, NTS; blue, CT; purple, NT). The circle from inside to outside represents phylogenetic
levels from domain to genus, with its diameter reflecting the relative abundance of fungi.
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FIGURE 4 | Pairwise comparisons of soil properties and their effects on fungal sub-communities composition in four treatments, with a color gradient denoting
Spearman’s correlation coefficients. Edges represent Mantel’s r for correlations, and the color corresponding to the significance. (A) CT. (B) CTS. (C) NT. (D) NTS.

In the CT treatment, most of the soil properties were
negatively correlated with fungal sub-communities (Figure 4A).
The results showed that AP has a positive correlation with
abundant, intermediate and rare taxa, TN and pH significantly
influence the composition of intermediate and rare taxa in the
CTS treatment (Figure 4B). In the NT treatment, three fungal
sub-communities were simultaneously influenced by multiple
factors including TN, AN, AP and TK (Figure 4C). As for NTS
treatment, environmental factors (TOC, TN, AN, TP, AP and TK)
mainly had a positive influence on intermediate and rare taxa
(Figure 4D). Overall, AP and TN were the strongest correlates of
fungal sub-communities in the conservation tillage treatments.

Assembly Processes in Abundant,
Intermediate and Rare Fungal
Sub-Communities
Briefly, |βNTI| > 2 and |βNTI| < 2 represent the deterministic
and stochastic processes, respectively. With respect to abundant
fungal taxa, deterministic processes comprised more than
62.5% of the assembly processes in CTS and NT treatments,
while stochastic processes comprised more than 55.5% of the
processes shaping abundant sub-communities in CT and NTS
treatments (Figure 5A). The distribution of βNTI values across
all treatments showed that stochastic processes comprised more

than 84.8% of the assembly processes shaping intermediate and
rare taxa (Figures 5B,C).

We also used quantitative analyses to explain the assembly
processes of fungal sub-communities more fully. Dispersal
limitation contributed the largest fraction to the assembly
of both rare (>84.8%) (Figure 5C) and intermediate sub-
communities (>93.9%) (Figure 5B). Homogeneous selection
(> 62%) contributed a large fraction to the assembly of abundant
sub-communities in CTS and NT treatments, followed by
dispersal limitation. By contrast, in NTS and CT treatments,
dispersal limitation (> 55%) contributed a lager fraction to
the assembly of abundant sub-communities than homogeneous
selection (Figure 5A). The undominated process (6.06%),
variable selection (< 9%) contributed smaller fractions to the
fungal assembly processes (Figures 5B,C).

Tillage and Straw Mulching Practices
Changed the Fungal Co-occurrence
Patterns
We used co-occurrence network analysis to reveal the complexity
of fungal sub-community networks (Figure 6). The fungal
empirical co-occurrence patterns differed significantly with the
application of the different tillage practices. As revealed by the
network parameters (Supplementary Table 2), both abundant
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FIGURE 5 | Scatter plot of βNTI values and quantitative analysis of the assembly processes that govern the turnover of abundant (A), intermediate (B) and rare (C)
taxa communities in four treatments. The blue line represents the median values of each treatment.

and intermediate fungal taxa had less complexity in no-tillage
treatments than in tillage treatments. The tillage treatments
increased the number of nodes and edges compared to no-
tillage treatments for abundant and intermediate taxa. The
number of edges increased by 2.5-fold (the sum of abundant
and intermediate taxa) in tillage treatments, indicating the
strong interaction in the abundant and intermediate fungal
sub-communities. In respect to rare taxa, however, there were
no significant changes in the number of nodes and edges
in tillage treatments compared to no-tillage treatments. Straw
mulching, meanwhile, reduced the complexity of the abundant
and intermediate taxa network, as reflected by the lower number
of nodes and edges (Supplementary Table 2).

Tillage management was also shown to have different effects
on the topological properties of fungal sub-communities. The
average clustering coefficient and average degree decreased, but
the average path length increased in the no-tillage treatment
for abundant and intermediate taxa, while the changes in these
topological properties were not significant for the rare taxa.
These results showed that the tillage practice notably increased
the proportions of positive links in the abundant taxa (61.1%

in tillage and 45.3% in no-tillage). The proportions of positive
links in abundant taxa were also increased in no-straw mulching
(57.7%) compared to straw mulching (43.8%). Our result showed
that no-tillage practices had more abundances of potential plant
pathogens than tillage practices. Straw mulching had the highest
abundance of potential plant pathogens among four practices,
and these pathogens mainly have positive correlation with other
fungi in the networks (Supplementary Table 3).

DISCUSSION

Effects of Conservation Tillage on Fungal
Alpha Diversity
Our finding indicated that conservation tillage practices
significantly increased fungal richness, but no significant effect
on fungal diversity, which is consistent with previous research
(Wang et al., 2020a). In this study, we found that conservation
tillage (CTS, NTS, and NT) has higher organic carbon content
than CT (Supplementary Table 1), previous study indicated that
fungal richness was significantly correlated to soil organic carbon
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FIGURE 6 | Network co-occurrence analysis (Spearman’s ρ > 0.6 and significant p < 0.05) of fungal sub-communities in the tillage (CT and CTS) and no-tillage (NT
and NTS) treatments, no-straw mulching (CT and NT) and straw mulching (CTS and NTS). The size of each node is proportional to the relative abundance; red lines
and blue lines represent positive and negative correlations, respectively; nodes of the same color belongs to the same phylum. (A) Tillage (CT and CTS).
(B) No-tillage (NT and NTS). (C) No straw mulching (CT and NT). (D) Straw mulching (CTS and NTS).
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(SOC) content, thereby contributing to soil fungal richness (Yang
et al., 2012). Additionally, a previous study demonstrated that
conservation tillage practices have no favorable effect on fungal
community diversity (Degrune et al., 2016). A study noted that
conservation tillage management can lead to greater fungal
diversity by changing soil microenvironment (Wang et al., 2017).
This disparate understanding of the effect of conservation tillage
on the soil fungal community may be due to the complexity
of the environmental conditions. For example, soil with high
clay and sand fractions can lead to modification in fungal
community (Bach et al., 2010). Soil management histories (forest
to cultivated land vs. longstanding cultivation) are also key
factors (Degrune et al., 2016).

Straw Mulching and Conventional Tillage
Affected the Fungal Community
Structure
We picked out enriched and depleted OTUs to analyze the
differences in the fungal sub-communities using differential
abundance analysis. We observed that abundant and
intermediate taxa had enriched and depleted OTUs except
rare taxa. Compared to CT treatment, CTS increased the
proportion of enriched OTUs more than depleted OTUs in
abundant and intermediate taxa. NTS, meanwhile, increased
the proportion of enriched OTUs more than depleted OTUs.
These results indicate that straw mulching helps fungi to grow.
Organic farming practice has positive effect on fungi biomass,
probably because carbon content is the key factor that governing
microbial growth (Birkhofer et al., 2008; Wang et al., 2017).
Although NT can provide more favorable conditions (a cooler
and moist environment) than CT (Helgason et al., 2009), our
results showed that CT enriched more OTUs than NT. Soil
disturbance can improve the distribution of plant residues and
substrate availability, distributing soil aggregates and releasing
particulate organic matter, and thus supporting the growth of
micro-biota (Chaer et al., 2009).

Conservation tillage can affect residue decomposition and
alter gas and water movement, leading to changes in fungal
community patterns (Holland, 2004; Wang et al., 2016, 2017).
The PCA results showed that conservation practices significantly
influence on abundant and intermediate taxa, but do not have
a significant influence on rare taxa community structure. In our
study, the total variance explained by PCA was much higher
for the abundant sub-community (54.4%) than for the rare sub-
community (33.2%). Rare microbes have a large proportion of
unexplained variation because rare taxa are more subject to biotic
interaction (e.g., competition) and have discrepant ecological
niches (Liu et al., 2015; Lopes and Fernandes, 2020).

We used LEfSe analysis to understand the variation in fungal
communities in long-term conservation fields more fully. This
method can analyze the microbial community at any clade. We
retained the taxa with significant differences and filtered out those
without significant differences. Statistical analysis was performed
from phylum to genus.

According to the LEfSe results, Eurotiales were enriched in
CTS treatment. A recent study has demonstrated that organic

matter can promote the growth of fungal taxa, and Eurotiales
is important for the SOC decomposition process (Wang et al.,
2021). One of the other fungi found to be enriched in the plots
subject to NTS treatment was Agaricomycetes, which can degrade
various substrates, such as cellulose and lignin (Zhang et al.,
2021). Decomposition of crop residues on the soil surface could
therefore be enhanced by this fungal growth. In addition, a recent
study has shown that Scedosporium, which is considered to have
pathogenic potentials, is enriched in NT treatment (Kitisin et al.,
2021). On the other hand, Wang et al. (2020a) found that NT may
increase the risk of stubble-borne diseases.

Environmental Drivers of Fungal
Sub-Communities Under Conservation
Practice
No-tillage and straw mulching have been found to have a
significant effect on soil nutrient parameters (Wang et al., 2020a).
Our results showed that NT significantly increased the soil TP
content, probably on the basis that it increases the residual
P concentration in the soil surface layer (Jansa et al., 2003).
Furthermore, crop residual acts as a carbon source as well as
increasing the organic matter content of soil (Bu et al., 2020). We
also observed that TOC, TN, and AN contents increased under
straw mulching treatments, which is in line with a previous study
reporting that the use of cover crops accounted for most of the
N increase associated with crop rotation effects (McDaniel et al.,
2014). Overall, conservation tillage treatment improves nutrition
conditions for soil microbial communities.

Previous studies have revealed that pH and nutrient levels are
key predictors of fungal composition (Lauber et al., 2008; Rousk
et al., 2010). Our findings support this by showing that AP, TN
and AN simultaneously influenced the fungal sub-communities
in NT treatment. In the conservation tillage treatments (CTS,
NT and NTS), soil properties were closely related to fungal
sub-communities. In contrast, there was a mainly negative
relationship between fungal sub-communities and soil properties
in CT treatment.

Different Assembly Processes
Experienced by Abundant, Intermediate
and Rare Fungal Sub-Communities
Uncovering the underlying microbial assembly processes is a
key subject for microbial ecology (Nemergut et al., 2013).
It is generally recognized that spatial heterogeneity and
environmental filtering contribute to the microbial assembly and
community structure (Xue et al., 2021). Our results showed that,
in CTS and NT treatments, the assembly of abundant fungal
taxa was governed by deterministic processes, whereas in CT
treatment sub-community assembly was governed by stochastic
processes. A significant correlation between environment factors
and fungal sub-communities was found in NT and CTS.
Specifically, it was revealed that no-tillage and straw mulching
positively influenced the soil properties and this shaped the
abundant sub-community.

The assembly of abundant taxa in plots subject to NTS
treatment, however, was governed by stochastic processes, and
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the abundant taxa diversity indices (Shannon) were higher
in NTS plots than those subject to CTS or NT treatments
(Supplementary Table 4). NTS can therefore serve to increase
the diversity of the fungal community, probably by increasing
the total C and bioavailable C (Navarro-Noya et al., 2013). High-
diversity communities are dominated by stochastic processes,
while low diversity ones depended on deterministic processes
which constrained the community function (Xun et al., 2019),
which in line with our findings. Similarly, intermediate and
rare fungal taxa were dominated by stochastic processes, while
abundant taxa exhibited a remarkably wide response to the
ecological preferences in agriculture fields (Jiao and Lu, 2020a).

Previous studies have indicated that the assembly processes
of different sub-communities rely on different environmental
factors in the agro-ecosystem (Jiao et al., 2017; Jiao and
Lu, 2020b). Homogeneous selection significantly affected the
abundant sub-communities in NT and CTS treatments, whereas
rare and intermediate sub-communities were more subject to
dispersal limitations. This contrasts with previous research
appearing to show that rare sub-communities are governed
mainly by homogeneous selection (Jiao and Lu, 2020a). These
discrepancies may be caused by straw retention and no-tillage
practices and by geography (Shi et al., 2018). The dominant
status of homogeneous selection in CTS and NT plots suggests
that abundant taxa are more sensitive to conservation practice,
while the fact that dispersal limitation dominated the rare and
intermediate taxa implied a weak link with no-tillage and straw
retention practices.

To understand the assembly processes of fungal sub-
communities more fully, we established a conceptual model
(Figure 7). This presents that ecological processes can emerge
in the following forms: (i) under weak strength selection

(conventional tillage conditions), the establishment of fungal
sub-communities is dominated by stochastic processes, (ii)
under medium strength selection (straw mulching or no-tillage
practices), changes in environment conditions enhance the
selection leading to deterministic processes dominating in the
abundant sub-community, (iii) strong strength selection (straw
mulching combined with no-tillage) increase the diversity of the
abundant fungal sub-community and thus induced stochastic
processes. Notably, intermediate and rare sub-communities are
consistently dominated by stochasticity. These microbial taxa
are characterized by high levels of organismal dispersal, and
influenced by stochastic birth or death rather than environmental
filters (Dini-Andreote et al., 2015).

No-Tillage and Straw Mulching Practices
Changed the Co-occurrence Patterns of
Abundant and Intermediate Taxa
In the present study, we observed that no-tillage and straw
mulching reduced the complexity of the abundant and
intermediate fungal taxa network, while conservation tillage
practices had no significant influence on the rare taxa network.
Previous studies showed that agricultural intensification reduced
the complexity of the microbial network, and tillage practice
was considered to be harmful to the extension of fungal mycelia
(Caesar-TonThat et al., 2010; Banerjee et al., 2019). Our results,
however, showed that conventional tillage increased the fungal
interaction and the proportion of positive link in abundant taxa
compared to conservation tillage treatments.

Our results might be explained by recognizing that microbial
ecology is affected by nutrient availability, aeration, moisture
and pH (Fierer and Jackson, 2006). It may be that the

FIGURE 7 | Conceptual model showing how ecological selection dominates the structure of fungal sub-communities through conservation tillage strength. Weak
conservation tillage strength, CT; Medium conservation tillage strength, CTS and NT; Strong conservation tillage strength, NTS.
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full soil inversion created by tillage practice can promote
soil nutrients used by fungi and strengthen the links in
the microbial network (Six et al., 2000; Le Guillou et al.,
2012). Furthermore, another recent study has found that the
abundance of arbuscular mycorrhizal fungi (AMF) was higher
in conventional than in conservation tillage, which the authors
explained by the dilution of P in the surface soil layer in
tillage practice (Lopes and Fernandes, 2020). Wang et al. (2020a)
found that straw mulching decreased both fungal and bacterial
network complexity, possibly due to straw mulching created
favorable nutrient conditions for fungi, decreasing microbial
inhibition and competition, and thus weakening interaction and
negative relevance (Bronstein, 1994; Cao et al., 2018). These
results indicated that conventional tillage practice can deliver
a more stable fungal network in corn-wheat rotation systems.
In our study, compared to tillage practices, NT practices had
more abundances of potential plant pathogens. Straw mulching
practices had more abundances of plant pathogens than no-straw
mulching practices. Conservation tillage can enhance the growth
of plant pathogens by concentrating plant debris, and tillage
practices might alleviate the ecological risks of the pathogens
(Sturz et al., 1997; Hu et al., 2021). We observed that potential
plant pathogens mainly have positive correlation with other fungi
in the networks, might due to the cooperation of fungi in the
decomposition of straw residues (Hu et al., 2021).

DATA AVAILABILITY STATEMENT

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and
accession number(s) can be found below: Genomic sequencing

data has been deposited in the NCBI Sequence Read Archive
(BioProject ID PRJNA764374, submission ID SUB10399701).

AUTHOR CONTRIBUTIONS

HC and AZ revised the manuscript and developed the experiment
idea. CZ and HL conducted most of the experiments, prepared
the manuscript, and analyzed the data. SL analyzed the data
and revised the manuscript. SH contributed to supervision. LZ,
XY, KC, and XX participated in revision of the manuscript. All
authors read and agreed the final manuscript.

FUNDING

This work has been jointly supported by the National Natural
Science Foundation of China (Grants 41877023 and 42077026).

ACKNOWLEDGMENTS

We would like to thank the Fengqiu National Agro-ecological
Experiment Station for assistance in conduct of long-term
conservation field trials.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fmicb.
2022.829152/full#supplementary-material

REFERENCES
Bach, E. M., Baer, S. G., Meyer, C. K., and Six, J. (2010). Soil texture affects

soil microbial and structural recovery during grassland restoration. Soil Biol.
Biochem. 42, 2182–2191. doi: 10.1016/j.soilbio.2010.08.014

Balesdent, J., Chenu, C., and Balabane, M. (2000). Relationship of soil organic
matter dynamics to physical protection and tillage. Soil Tillage Res. 53, 215–230.
doi: 10.1016/S0167-1987(99)00107-5

Banerjee, S., Walder, F., Büchi, L., Meyer, M., Held, A. Y., Gattinger, A., et al.
(2019). Agricultural intensification reduces microbial network complexity and
the abundance of keystone taxa in roots. ISME J. 13, 1722–1736. doi: 10.1038/
s41396-019-0383-2

Bao, S. D. (2000). Soil and Agricultural Chemistry Analysis. Beijing: China
Agriculture Press.

Beare, M., Hu, S., Coleman, D., and Hendrix, P. (1997). Influences of mycelial
fungi on soil aggregation and organic matter storage in conventional and
no-tillage soils. Appl. Soil Ecol. 5, 211–219. doi: 10.1016/S0929-1393(96)
00142-4

Birkhofer, K., Bezemer, T. M., Bloem, J., Bonkowski, M., Christensen, S., Dubois,
D., et al. (2008). Long-term organic farming fosters below and aboveground
biota: implications for soil quality, biological control and productivity. Soil Biol.
Biochem. 40, 2297–2308. doi: 10.1016/j.soilbio.2008.05.007

Bronstein, J. L. (1994). Conditional outcomes in mutualistic interactions. Trends
Ecol. Evol. 9, 214–217. doi: 10.1016/0169-5347(94)90246-1

Bu, R., Ren, T., Lei, M., Liu, B., Li, X., Cong, R., et al. (2020). Tillage and
straw-returning practices effect on soil dissolved organic matter, aggregate
fraction and bacteria community under rice-rice-rapeseed rotation system.
Agric. Ecosyst. Environ. 287:106681. doi: 10.1016/j.agee.2019.106681

Caesar-TonThat, T., Lenssen, A. W., Caesar, A. J., Sainju, U. M., and Gaskin, J. F.
(2010). Effects of tillage on microbial populations associated to soil aggregation
in dryland spring wheat system. Eur. J. Soil Biol. 46, 119–127. doi: 10.1016/j.
ejsobi.2009.12.004

Cao, X., Zhao, D., Xu, H., Huang, R., Zeng, J., and Yu, Z. (2018). Heterogeneity of
interactions of microbial communities in regions of Taihu Lake with different
nutrient loadings: a network analysis. Sci. Rep. 8:8890. doi: 10.1038/s41598-018-
27172-z

Caporaso, J. G., Lauber, C. L., Walters, W. A., Berg-Lyons, D., Huntley, J., Fierer,
N., et al. (2012). Ultra-high-throughput microbial community analysis on the
Illumina HiSeq and MiSeq platforms. ISME J. 6, 1621–1624. doi: 10.1038/ismej.
2012.8

Chaer, G. M., Fernandes, M. F., Myroldi, D., and Bottomley, P. J. (2009).
Shifts in microbial community composition and physiological profiles across a
gradient of induced soil degradation. Embrapa Agrobiologia-Artigo em periódico
indexado (ALICE) 73, 1327–1334.

Chave, J. (2004). Neutral theory and community ecology. Ecol. Lett. 7, 241–253.
doi: 10.1111/j.1461-0248.2003.00566.x

Chesson, P. (2000). Mechanisms of maintenance of species diversity. Annu. Rev.
Ecol. Syst. 31, 343–366. doi: 10.1146/annurev.ecolsys.31.1.343

Degrune, F., Theodorakopoulos, N., Dufrêne, M., Colinet, G., Bodson, B., Hiel, M.-
P., et al. (2016). No favorable effect of reduced tillage on microbial community
diversity in a silty loam soil (Belgium). Agric. Ecosyst. Environ. 224, 12–21.
doi: 10.1016/j.agee.2016.03.017

Dini-Andreote, F., Stegen, J. C., Van Elsas, J. D., and Salles, J. F. (2015).
Disentangling mechanisms that mediate the balance between stochastic and
deterministic processes in microbial succession. Proc. Natl. Acad. Sci. U.S.A.
112, E1326–E1332. doi: 10.1073/pnas.1414261112

Frontiers in Microbiology | www.frontiersin.org 12 March 2022 | Volume 13 | Article 829152

https://www.frontiersin.org/articles/10.3389/fmicb.2022.829152/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fmicb.2022.829152/full#supplementary-material
https://doi.org/10.1016/j.soilbio.2010.08.014
https://doi.org/10.1016/S0167-1987(99)00107-5
https://doi.org/10.1038/s41396-019-0383-2
https://doi.org/10.1038/s41396-019-0383-2
https://doi.org/10.1016/S0929-1393(96)00142-4
https://doi.org/10.1016/S0929-1393(96)00142-4
https://doi.org/10.1016/j.soilbio.2008.05.007
https://doi.org/10.1016/0169-5347(94)90246-1
https://doi.org/10.1016/j.agee.2019.106681
https://doi.org/10.1016/j.ejsobi.2009.12.004
https://doi.org/10.1016/j.ejsobi.2009.12.004
https://doi.org/10.1038/s41598-018-27172-z
https://doi.org/10.1038/s41598-018-27172-z
https://doi.org/10.1038/ismej.2012.8
https://doi.org/10.1038/ismej.2012.8
https://doi.org/10.1111/j.1461-0248.2003.00566.x
https://doi.org/10.1146/annurev.ecolsys.31.1.343
https://doi.org/10.1016/j.agee.2016.03.017
https://doi.org/10.1073/pnas.1414261112
https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles


fmicb-13-829152 March 23, 2022 Time: 15:49 # 13

Zhang et al. Fungal Sub-Communities in Cropland

Diniz-Filho, J. A. F., Soares, T. N., Lima, J. S., Dobrovolski, R., Landeiro, V. L.,
Telles, M. P. D. C., et al. (2013). Mantel test in population genetics. Genet. Mol.
Biol. 36, 475–485. doi: 10.1590/S1415-47572013000400002

Edgar, R. C., Haas, B. J., Clemente, J. C., Quince, C., and Knight, R. (2011).
UCHIME improves sensitivity and speed of chimera detection. Bioinformatics
27, 2194–2200. doi: 10.1093/bioinformatics/btr381

Fierer, N., and Jackson, R. B. (2006). The diversity and biogeography of soil
bacterial communities. Proc. Natl. Acad. Sci. U.S.A. 103, 626–631. doi: 10.1073/
pnas.0507535103

Guo, L.-J., Zhang, Z.-S., Wang, D.-D., Li, C.-F., and Cao, C.-G. (2015). Effects of
short-term conservation management practices on soil organic carbon fractions
and microbial community composition under a rice-wheat rotation system.
Biol. Fertil. Soils 51, 65–75. doi: 10.1007/s00374-014-0951-6

Hartmann, M., Frey, B., Mayer, J., Mäder, P., and Widmer, F. (2015). Distinct soil
microbial diversity under long-term organic and conventional farming. ISME J.
9, 1177–1194. doi: 10.1038/ismej.2014.210

Helgason, B. L., Walley, F. L., and Germida, J. J. (2009). Fungal and bacterial
abundance in long-term no-till and intensive-till soils of the Northern Great
Plains. Soil. Sci. Soc. Am. J. 73, 120–127. doi: 10.2136/sssaj2007.0392

Hobbs, P. R., Sayre, K., and Gupta, R. (2008). The role of conservation agriculture
in sustainable agriculture. Philos. Trans. R. Soc. B: Biol. Sci. 363, 543–555.
doi: 10.1098/rstb.2007.2169

Holland, J. M. (2004). The environmental consequences of adopting conservation
tillage in Europe: reviewing the evidence. Agric. Ecosyst. Environ. 103, 1–25.
doi: 10.1016/j.agee.2003.12.018

Hu, X., Liu, J., Liang, A., Li, L., Yao, Q., Yu, Z., et al. (2021). Conventional and
conservation tillage practices affect soil microbial co-occurrence patterns and
are associated with crop yields. Agric. Ecosyst. Environ. 319:107534. doi: 10.
1016/j.agee.2021.107534

Jansa, J., Mozafar, A., Kuhn, G., Anken, T., Ruh, R., Sanders, I., et al. (2003). Soil
tillage affects the community structure of mycorrhizal fungi in maize roots. Ecol.
Appl. 13, 1164–1176. doi: 10.1890/1051-0761(2003)13[1164:statcs]2.0.co;2

Jiang, Y., Song, H., Lei, Y., Korpelainen, H., and Li, C. (2019). Distinct
co-occurrence patterns and driving forces of rare and abundant bacterial
subcommunities following a glacial retreat in the eastern Tibetan Plateau. Biol.
Fertil. Soils 55, 351–364. doi: 10.1007/s00374-019-01355-w

Jiao, S., Chen, W., and Wei, G. (2017). Biogeography and ecological diversity
patterns of rare and abundant bacteria in oil-contaminated soils. Mol. Ecol. 26,
5305–5317. doi: 10.1111/mec.14218

Jiao, S., and Lu, Y. (2020a). Abundant fungi adapt to broader environmental
gradients than rare fungi in agricultural fields. Glob. Change Biol. 26, 4506–
4520. doi: 10.1111/gcb.15130

Jiao, S., and Lu, Y. (2020b). Soil pH and temperature regulate assembly processes of
abundant and rare bacterial communities in agricultural ecosystems. Environ.
Microbiol. 22, 1052–1065. doi: 10.1111/1462-2920.14815

Jiao, S., Zhang, B., Zhang, G., Chen, W., and Wei, G. (2021). Stochastic community
assembly decreases soil fungal richness in arid ecosystems. Mol. Ecol. 30,
4338–4348. doi: 10.1111/mec.16047

Joergensen, R. G., and Wichern, F. (2018). Alive and kicking: why dormant soil
microorganisms matter. Soil Biol. Biochem. 116, 419–430. doi: 10.1016/j.soilbio.
2017.10.022

Kassam, A., Friedrich, T., Shaxson, F., Bartz, H., Mello, I., Kienzle, J., et al. (2014).
The spread of conservation agriculture: policy and institutional support for
adoption and uptake. Field Actions Sci. Rep. J. Field Actions 7. Available online
at: http://factsreports.revues.org/3720

Kitisin, T., Muangkaew, W., Ampawong, S., Chutoam, P., Thanomsridetchai, N.,
Tangwattanachuleeporn, M., et al. (2021). Isolation of fungal communities and
identification of Scedosporium species complex with pathogenic potentials
from a pigsty in Phra Nakhon Si Ayutthaya, Thailand. New Microbiol. 44,
33–41.

Lauber, C. L., Strickland, M. S., Bradford, M. A., and Fierer, N. (2008). The
influence of soil properties on the structure of bacterial and fungal communities
across land-use types. Soil Biol. Biochem. 40, 2407–2415.

Le Guillou, C., Angers, D., Leterme, P., and Menasseri-Aubry, S. (2012). Changes
during winter in water-stable aggregation due to crop residue quality. Soil
Manag. 28, 590–595.

Levy-Booth, D. J., Prescott, C. E., and Grayston, S. J. (2014). Microbial functional
genes involved in nitrogen fixation, nitrification and denitrification in forest
ecosystems. Soil Biol. Biochem. 75, 11–25. doi: 10.1016/j.soilbio.2014.03.021

Li, Y., Li, T., Zhao, D., Wang, Z., and Liao, Y. (2021). Different tillage
practices change assembly, composition, and co-occurrence patterns of wheat
rhizosphere diazotrophs. Sci. Total Environ. 767:144252. doi: 10.1016/j.
scitotenv.2020.144252

Liu, L., Yang, J., Yu, Z., and Wilkinson, D. M. (2015). The biogeography of
abundant and rare bacterioplankton in the lakes and reservoirs of China. ISME
J. 9, 2068–2077. doi: 10.1038/ismej.2015.29

Lopes, L. D., and Fernandes, M. F. (2020). Changes in microbial community
structure and physiological profile in a kaolinitic tropical soil under different
conservation agricultural practices. Appl. Soil Ecol. 152:103545. doi: 10.1016/j.
apsoil.2020.103545

Love, M. I., Huber, W., and Anders, S. (2014). Moderated estimation of fold
change and dispersion for RNA-seq data with DESeq2. Genome Biol. 15, 1–21.
doi: 10.1186/s13059-014-0550-8

McDaniel, M., Tiemann, L., and Grandy, A. (2014). Does agricultural crop diversity
enhance soil microbial biomass and organic matter dynamics? A meta-analysis.
Ecol. Appl. 24, 560–570. doi: 10.1890/13-0616.1

Mueller, R. C., Paula, F. S., Mirza, B. S., Rodrigues, J. L., Nüsslein, K., and
Bohannan, B. J. (2014). Links between plant and fungal communities across a
deforestation chronosequence in the Amazon rainforest. ISME J. 8, 1548–1550.
doi: 10.1038/ismej.2013.253

Navarro-Noya, Y. E., Gómez-Acata, S., Montoya-Ciriaco, N., Rojas-Valdez, A.,
Suárez-Arriaga, M. C., Valenzuela-Encinas, C., et al. (2013). Relative impacts of
tillage, residue management and crop-rotation on soil bacterial communities in
a semi-arid agroecosystem. Soil Biol. Biochem. 65, 86–95. doi: 10.1016/j.soilbio.
2013.05.009

Nemergut, D., Schmidt, S., Fukami, T., O’Neill, S., Legg, T., Stanish, L., et al. (2013).
Microbial community assembly: patterns and processes. Microbiol. Mol. Biol.
Rev 77:e356. doi: 10.1128/MMBR.00051-12

Nguyen, N. H., Song, Z., Bates, S. T., Branco, S., Tedersoo, L., Menke, J., et al.
(2016). FUNGuild: an open annotation tool for parsing fungal community
datasets by ecological guild. Fungal Ecol. 20, 241–248. doi: 10.1016/j.funeco.
2015.06.006

Ning, D., Yuan, M., Wu, L., Zhang, Y., Guo, X., Zhou, X., et al. (2020).
A quantitative framework reveals ecological drivers of grassland microbial
community assembly in response to warming. Nat. Commun. 11, 1–12. doi:
10.1038/s41467-020-18560-z

Rousk, J., Bååth, E., Brookes, P. C., Lauber, C. L., Lozupone, C., Caporaso, J. G.,
et al. (2010). Soil bacterial and fungal communities across a pH gradient in an
arable soil. ISME J. 4, 1340–1351. doi: 10.1038/ismej.2010.58

Schmidt, R., Mitchell, J., and Scow, K. (2019). Cover cropping and no-till increase
diversity and symbiotroph: saprotroph ratios of soil fungal communities. Soil
Biol. Biochem. 129, 99–109. doi: 10.1016/j.soilbio.2018.11.010

Segata, N., Izard, J., Waldron, L., Gevers, D., Miropolsky, L., Garrett, W. S., et al.
(2011). Metagenomic biomarker discovery and explanation. Genome Biol. 12,
1–18. doi: 10.1186/gb-2011-12-6-r60

Shi, Y., Li, Y., Xiang, X., Sun, R., Yang, T., He, D., et al. (2018). Spatial scale
affects the relative role of stochasticity versus determinism in soil bacterial
communities in wheat fields across the North China Plain. Microbiome 6, 1–12.
doi: 10.1186/s40168-018-0409-4

Six, J., Paustian, K., Elliott, E. T., and Combrink, C. (2000). Soil structure and
organic matter I. Distribution of aggregate-size classes and aggregate-associated
carbon. Soil Sci. Soc. Am. J. 64, 681–689.

Stegen, J. C., Lin, X., Fredrickson, J. K., Chen, X., Kennedy, D. W., Murray,
C. J., et al. (2013). Quantifying community assembly processes and identifying
features that impose them. ISME J. 7, 2069–2079. doi: 10.1038/ismej.
2013.93

Stegen, J. C., Lin, X., Fredrickson, J. K., and Konopka, A. E. (2015). Estimating
and mapping ecological processes influencing microbial community assembly.
Front. Microbiol. 6:370. doi: 10.3389/fmicb.2015.00370

Stegen, J. C., Lin, X., Konopka, A. E., and Fredrickson, J. K. (2012). Stochastic and
deterministic assembly processes in subsurface microbial communities. ISME J.
6, 1653–1664. doi: 10.1038/ismej.2012.22

Sturz, A., Carter, M., and Johnston, H. (1997). A review of plant disease, pathogen
interactions and microbial antagonism under conservation tillage in temperate
humid agriculture. Soil Tillage Res. 41, 169–189.

Tripathi, B. M., Stegen, J. C., Kim, M., Dong, K., Adams, J. M., and Lee, Y. K. (2018).
Soil pH mediates the balance between stochastic and deterministic assembly of
bacteria. ISME J. 12, 1072–1083. doi: 10.1038/s41396-018-0082-4

Frontiers in Microbiology | www.frontiersin.org 13 March 2022 | Volume 13 | Article 829152

https://doi.org/10.1590/S1415-47572013000400002
https://doi.org/10.1093/bioinformatics/btr381
https://doi.org/10.1073/pnas.0507535103
https://doi.org/10.1073/pnas.0507535103
https://doi.org/10.1007/s00374-014-0951-6
https://doi.org/10.1038/ismej.2014.210
https://doi.org/10.2136/sssaj2007.0392
https://doi.org/10.1098/rstb.2007.2169
https://doi.org/10.1016/j.agee.2003.12.018
https://doi.org/10.1016/j.agee.2021.107534
https://doi.org/10.1016/j.agee.2021.107534
https://doi.org/10.1890/1051-0761(2003)13[1164:statcs]2.0.co;2
https://doi.org/10.1007/s00374-019-01355-w
https://doi.org/10.1111/mec.14218
https://doi.org/10.1111/gcb.15130
https://doi.org/10.1111/1462-2920.14815
https://doi.org/10.1111/mec.16047
https://doi.org/10.1016/j.soilbio.2017.10.022
https://doi.org/10.1016/j.soilbio.2017.10.022
http://factsreports.revues.org/3720
https://doi.org/10.1016/j.soilbio.2014.03.021
https://doi.org/10.1016/j.scitotenv.2020.144252
https://doi.org/10.1016/j.scitotenv.2020.144252
https://doi.org/10.1038/ismej.2015.29
https://doi.org/10.1016/j.apsoil.2020.103545
https://doi.org/10.1016/j.apsoil.2020.103545
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1890/13-0616.1
https://doi.org/10.1038/ismej.2013.253
https://doi.org/10.1016/j.soilbio.2013.05.009
https://doi.org/10.1016/j.soilbio.2013.05.009
https://doi.org/10.1128/MMBR.00051-12
https://doi.org/10.1016/j.funeco.2015.06.006
https://doi.org/10.1016/j.funeco.2015.06.006
https://doi.org/10.1038/s41467-020-18560-z
https://doi.org/10.1038/s41467-020-18560-z
https://doi.org/10.1038/ismej.2010.58
https://doi.org/10.1016/j.soilbio.2018.11.010
https://doi.org/10.1186/gb-2011-12-6-r60
https://doi.org/10.1186/s40168-018-0409-4
https://doi.org/10.1038/ismej.2013.93
https://doi.org/10.1038/ismej.2013.93
https://doi.org/10.3389/fmicb.2015.00370
https://doi.org/10.1038/ismej.2012.22
https://doi.org/10.1038/s41396-018-0082-4
https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles


fmicb-13-829152 March 23, 2022 Time: 15:49 # 14

Zhang et al. Fungal Sub-Communities in Cropland

Vellend, M. (2010). Conceptual synthesis in community ecology. Q. Rev. Biol. 85,
183–206. doi: 10.1086/652373

Wang, H., Guo, Q., Li, X., Li, X., Yu, Z., Li, X., et al. (2020a). Effects of long-term no-
tillage with different straw mulching frequencies on soil microbial community
and the abundances of two soil-borne pathogens. Appl. Soil Ecol. 148:
103488.

Wang, Z., Li, Y., Li, T., Zhao, D., and Liao, Y. (2020b). Conservation tillage
decreases selection pressure on community assembly in the rhizosphere of
arbuscular mycorrhizal fungi. Sci. Total Environ. 710:136326. doi: 10.1016/j.
scitotenv.2019.136326

Wang, Z., Li, Y., Li, T., Zhao, D., and Liao, Y. (2020c). Tillage
practices with different soil disturbance shape the rhizosphere
bacterial community throughout crop growth. Soil Tillage Res. 197:
104501.

Wang, L., Yuan, X., Liu, C., Li, Z., Chen, F., Li, S., et al. (2019). Soil C and N
dynamics and hydrological processes in a maize-wheat rotation field subjected
to different tillage and straw management practices. Agric. Ecosyst. Environ.
285:106616. doi: 10.1016/j.agee.2019.106616

Wang, X., Bian, Q., Jiang, Y., Zhu, L., Chen, Y., Liang, Y., et al. (2021). Organic
amendments drive shifts in microbial community structure and keystone taxa
which increase C mineralization across aggregate size classes. Soil Biol. Biochem.
153:108062. doi: 10.1016/j.soilbio.2020.108062

Wang, Y., Li, C., Tu, C., Hoyt, G. D., DeForest, J. L., and Hu, S. (2017). Long-
term no-tillage and organic input management enhanced the diversity and
stability of soil microbial community. Sci. Total Environ. 609, 341–347. doi:
10.1016/j.scitotenv.2017.07.053

Wang, Z., Chen, Q., Liu, L., Wen, X., and Liao, Y. (2016). Responses of soil fungi to
5-year conservation tillage treatments in the drylands of northern China. Appl.
Soil Ecol. 101, 132–140.

Xue, R., Zhao, K., Yu, X., Stirling, E., Liu, S., Ye, S., et al. (2021). Deciphering sample
size effect on microbial biogeographic patterns and community assembly
processes at centimeter scale. Soil Biol. Biochem. 156:108218. doi: 10.1016/j.
soilbio.2021.108218

Xun, W., Li, W., Xiong, W., Ren, Y., Liu, Y., Miao, Y., et al. (2019). Diversity-
triggered deterministic bacterial assembly constrains community functions.
Nat. Commun. 10, 1–10. doi: 10.1038/s41467-019-11787-5

Yang, A., Hu, J., Lin, X., Zhu, A., Wang, J., Dai, J., et al. (2012). Arbuscular
mycorrhizal fungal community structure and diversity in response to 3-year
conservation tillage management in a sandy loam soil in North China. J. Soils
Sediments 12, 835–843. doi: 10.1007/s11368-012-0518-9

Zhang, M., Zhao, G., Li, Y., Wang, Q., Dang, P., Qin, X., et al. (2021).
Straw incorporation with ridge–furrow plastic film mulch alters soil fungal
community and increases maize yield in a semiarid region of China. Appl. Soil
Ecol. 167:104038. doi: 10.1016/j.apsoil.2021.104038

Zhou, Z., Li, Z., Chen, K., Chen, Z., Zeng, X., Yu, H., et al. (2021). Changes
in soil physicochemical properties and bacterial communities at different soil
depths after long-term straw mulching under a no-till system. Soil 7, 595–609.
doi: 10.5194/soil-7-595-2021

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 © 2022 Zhang, Liu, Liu, Hussain, Zhang, Yu, Cao, Xin, Cao and Zhu.
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 Microbiology | www.frontiersin.org 14 March 2022 | Volume 13 | Article 829152

https://doi.org/10.1086/652373
https://doi.org/10.1016/j.scitotenv.2019.136326
https://doi.org/10.1016/j.scitotenv.2019.136326
https://doi.org/10.1016/j.agee.2019.106616
https://doi.org/10.1016/j.soilbio.2020.108062
https://doi.org/10.1016/j.scitotenv.2017.07.053
https://doi.org/10.1016/j.scitotenv.2017.07.053
https://doi.org/10.1016/j.soilbio.2021.108218
https://doi.org/10.1016/j.soilbio.2021.108218
https://doi.org/10.1038/s41467-019-11787-5
https://doi.org/10.1007/s11368-012-0518-9
https://doi.org/10.1016/j.apsoil.2021.104038
https://doi.org/10.5194/soil-7-595-2021
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles

	Response of Fungal Sub-Communities in a Maize-Wheat Rotation Field Subjected to Long-Term Conservation Tillage Management
	Introduction
	Materials and Methods
	Site Description and Soil Sampling
	Analysis of Soil Physical and Chemical Properties
	DNA Extraction and ITS Sequencing
	Processing of Sequence Analysis
	Statistical and Bioinformatics Analysis

	Results
	Richness and Diversity Indices of Fungal Communities
	Depleted and Enriched Operational Taxonomic Units Response to Different Tillage Systems, and Variations of Fungal Community Structure
	Fungal Communities With Statistically Significant Differences
	Correlation of Fungal Sub-Communities With Environmental Factors
	Assembly Processes in Abundant, Intermediate and Rare Fungal Sub-Communities
	Tillage and Straw Mulching Practices Changed the Fungal Co-occurrence Patterns

	Discussion
	Effects of Conservation Tillage on Fungal Alpha Diversity
	Straw Mulching and Conventional Tillage Affected the Fungal Community Structure
	Environmental Drivers of Fungal Sub-Communities Under Conservation Practice
	Different Assembly Processes Experienced by Abundant, Intermediate and Rare Fungal Sub-Communities
	No-Tillage and Straw Mulching Practices Changed the Co-occurrence Patterns of Abundant and Intermediate Taxa

	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


