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ABSTRACT Plant roots are colonized by microorganisms from the surrounding soil
that belong to different kingdoms and form a multikingdom microbial community
called the root microbiota. Despite their importance for plant growth, the relation-
ship between soil management, the root microbiota, and plant performance remains
unknown. Here, we characterize the maize root-associated bacterial, fungal, and
oomycetal communities during the vegetative and reproductive growth stages of
four maize inbred lines and the pht1;6 phosphate transporter mutant. These plants
were grown in two long-term experimental fields under four contrasting soil man-
agements, including phosphate-deficient and -sufficient conditions. We showed that
the maize root-associated microbiota is influenced by soil management and changes
during host growth stages. We identified stable bacterial and fungal root-associated
taxa that persist throughout the host life cycle. These taxa were accompanied by
dynamic members that covary with changes in root metabolites. We observed an
inverse stable-to-dynamic ratio between root-associated bacterial and fungal com-
munities. We also found a host footprint on the soil biota, characterized by a conver-
gence between soil, rhizosphere, and root bacterial communities during reproductive
maize growth. Our study reveals the spatiotemporal dynamics of the maize root-
associated microbiota and suggests that the fungal assemblage is less responsive to
changes in root metabolites than the bacterial community.

IMPORTANCE Plant roots are inhabited by microbial communities called the root
microbiota, which supports plant growth and health. We show in a maize field study
that the root microbiota consists of stable and dynamic members. The dynamics of
the microbial community appear to be driven by changes in the metabolic state of
the roots over the life cycle of maize.

KEYWORDS root microbiota, maize, soil management, root metabolome, phosphate,
plant-microbe interaction, phosphate metabolism

In nature, plant roots are colonized by diverse soil-dwelling microbes, which are col-
lectively known as the root microbiota, and this microbial multikingdom community

promotes plant growth and health (1–4). Numerous microbiota members assist with
nutrient mobilization of macro- and micronutrients from the soil for host nutrition. For
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instance, in orthophosphate (P)-limiting soils, P-solubilizing rhizosphere bacteria can
increase the amount of bioavailable P, and the long-distance transport of soluble P is
mediated by hyphae of symbiotic arbuscular mycorrhizal fungi (AMF) or certain fungal
root endophytes to the host (5–7). In iron (Fe)-limiting calcareous soil, the bacterial
root microbiota serves a critical role in mobilizing insoluble ferric iron for plant Fe
nutrition (8). Finally, interactions between microbes from different kingdoms are im-
portant for plant survival, as shown previously by Durán et al. (9), who described the
protective function of the root-associated bacterial community against a taxonomically
broad range of soil-dwelling and harmful filamentous eukaryotes in Arabidopsis thali-
ana. Although bacteria and fungi are considered the main microbial kingdoms of the
root microbiota, roots are also colonized by the kingdom Stramenopiles (formerly
Oomycota), with common oomycete phytopathogenic members (10) and some strains
belonging to Pythium spp. that are known to promote plant growth by preventing bi-
otic stress (11).

Plant breeding allows the selection of the best traits that favor optimal plant fitness
under high-fertilization conditions, but the innate capacity of inbred lines to establish
beneficial plant-microbe associations has not received as much attention. The choice
of long-term soil management can indirectly affect plant growth by modifying the di-
versity and connectivity of root-associated microbial communities (12–14). Organic fer-
tilization appears to contribute to the maintenance of more abundant and diverse soil
microbial communities (15, 16). However, little is known about the relationship of soil-
dwelling microbial communities with soil nutrient status, such as how limiting soil
nutrients influence the capacity of plant roots to be colonized by microbes that boost
plant growth (8, 17).

Although several studies have linked temporal changes in the root-associated micro-
biota to plant development in both field and controlled-environment experiments, not
much is known about how maize-associated microbiota are altered between plant
growth stages (18–21). As one of the most widely cultivated crops in the world, maize has
been used as a model to characterize plant-microbe interactions in agricultural contexts,
specifically to assess the effects of plant genotype and age, biogeography, and soil man-
agement on microbial community assembly (13, 21–23). Additionally, the architecture of
the maize root system is modified over time (24). Fungal communities were shown to
vary for axial and lateral root types, and aerial roots of a particular maize landrace secrete
a carbohydrate-rich mucilage enriched in diazotrophic bacteria (25, 26). In the crop root
system, the different types of roots function in dissimilar manners regarding nutrient and
water foraging and uptake (24, 27), which can affect microbial root colonization, as shown
for AMF (28). However, the spatiotemporal variability of the root microbiota of maize has
not been extensively explored, and few studies have considered the diverse multiking-
dom microbial communities associated with maize or the roots of other species in their
entirety (9, 13, 23, 29).

Rhizodeposits, including soluble root exudates, represent a major source of organic
carbon for soil-dwelling bacteria surrounding roots (30). Root exudates were shown to
change consistently during the early vegetative and senescence developmental stages
of the annual grass Avena barbata (31). Specifically, chemical succession in A. barbata
exudates interacts with microbial metabolite substrate preferences in heterotrophic
bacteria isolated from soil, in which Avena dominates (31). The age-correlated A. bar-
bata exudation and microbial substrate uptake explain part of the bacterial community
assembly and dynamics in the rhizosphere of this annual plant. However, in the peren-
nial plant Arabis alpina, a comparison of vegetative and reproductive stages of the
nonflowering wild type and a naturally occurring and perpetually flowering mutant
did not show any impact of flowering time on root bacterial community profiles but
showed a clear effect of soil residence time (32). This shows that the genetically deter-
mined program of flowering time (transition to reproductive growth) can be
uncoupled from dynamic changes in the root microbiota. In the annual plant A. thali-
ana, root samples from young and fruiting plants clustered together, indicating that
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the vegetative and reproductive growth phases do not have a major effect on the
overall bacterial community composition (33). In contrast, the perennial plant Boechera
stricta was found to alter its root-associated bacterial community over the growing sea-
son (34). Moreover, similar results were observed in field-grown rice, presenting a shift
in the bacterial and archaeal root microbiota over plant growth from the juvenile to
the adult plant stages (20). Collectively, these findings suggest plant species-specific
variation in root microbiota dynamics that is not necessarily linked to the genetically
programmed developmental growth stages of the host.

The composition of root metabolites, which include various compound classes such as
soluble carbohydrates, amino acids, fatty acids, organic acids, and specialized metabolites
(35), changes during the life cycle of flowering plants (36). In maize, several studies have
shown that benzoxazinoids (BXs), specialized metabolites that display insecticidal, antimi-
crobial, and allelopathic activities and are predominantly secreted by roots at an early
growth stage, influence the root-associated microbiota by inhibiting colonization by spe-
cific microbial taxa and plant pathogens (37, 38). The BX breakdown product 6-methoxy-
benzoxazolin-2-one (MBOA), which accumulates in the soil, acts indirectly by altering the
root-associated microbiota and is necessary and sufficient to promote maize tolerance to
herbivore attack in the next plant generation (37). In addition, BXs regulate global maize
root metabolism and influence the root microbiota via BX-dependent metabolites, espe-
cially flavonoids (39).

Here, we examined how soil-dwelling and root-associated microbial communities
from four maize inbred lines (B73, PH207, DK105, and F2) respond to contrasting organic
(biodynamic mixed [BIODYN]) and mineral (NK [nitrogen and potassium], NPK [nitrogen,
phosphate, and potassium], and conventional solely mineral-fertilized [CONMIN]) soil
managements in long-term fertilization fields at two different locations (fertilization dem-
onstration experiment [DEMO] and dynamic, organic, and conventional management
[DOK] fields, respectively). In addition, considering the major role of soil orthophosphate
availability in crop growth and the positive interaction between maize and AMF, we
included the pht1;6 P transporter mutant in our study. We surveyed 1,104 samples (of
soil, rhizosphere, and root compartments, at three different time points) by amplicon
sequencing of bacterial, fungal, and oomycete marker genes to reveal the dynamics of
the soil and root microbiota. Comparison of maize samples collected at the vegetative
and reproductive growth stages shows that the root-associated microbiota is influenced
by soil management and is dynamic over the host’s life cycle. Moreover, we found a con-
vergence of bacterial soil, rhizosphere, and root communities at the phylum level over
the growing season. By performing parallel profiling of root lipids, amino acids, soluble
carbohydrates, and the root ionome, we show that root metabolites covary with root-
associated microbial communities. Comparison of wild-type and pht1;6 mutant plants
revealed a potential plant growth stage-specific link between AMF symbiosis, root lipid
status, and soil P availability. We discuss the potential interplay between the root micro-
biota, root metabolites, and soil management over the life cycle of field-grown maize and
highlight how the dynamics of plant-microbe associations could affect plant physiology
and fitness depending on soil nutrient availability.

RESULTS
Dynamics of the soil- and root-associated microbiota diversity.We assessed the

community compositions of the three main microbial kingdoms, bacteria (B), fungi (F),
and oomycetes (O), in the respective soil samples: NK and NPK in the DEMO field and
CONMIN and BIODYN in the DOK field. Except for the well-known field effect on all the
microbial kingdoms, an impact of soil properties on the unplanted bulk soil biota was
observed (see Fig. S2 in the supplemental material), where bacterial communities of
plots with the lowest pH values (5.97 6 0.13 in NK and 5.91 6 0.16 in CONMIN-2)
(Fig. S2b) were clustered together (Fig. S2d), and microbial communities from the plots
with the highest clay content (P , 0.05) (CONMIN-3 and BIODYN-3) (Fig. S2c) exhibited
lower dissimilarities in all three kingdoms (Fig. S2d to f). In planted soil, besides the
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field, management, and plot effects, microbial communities were also clustered by the
corresponding host growth stage when sampling (Fig. 1a). Although the plant growth
phase influenced the diversity of soil microbes from all three kingdoms with relatively
high explained variance ratios (B, 10.10%; F, 7.28%; O, 10.71% [P , 0.001 by permuta-
tional multivariate analysis of variance {PERMANOVA}]) (see Tables S2 to S7 in the

FIG 1 Soil physicochemical properties and management, root compartment, and plant growth phase shape the soil- and root-associated microbiota in
field-grown maize. (a) PCoA based on Bray-Curtis dissimilarity between unplanted and planted soil samples at the vegetative and reproductive stages
(n = 144). (b) PCoA of all harvested samples, including all three compartments (soil, rhizosphere, and root), four soil managements (NK; NPK; CONMIN plots
1, 2, and 3; and BIODYN plots 1, 2, and 3), and three sampling times (unplanted soil before sowing, vegetative stage, and reproductive stage) (for bacteria,
fungi, and oomycetes, n = 1,079, 1,103, and 1,103, respectively). (c) Alpha-diversity (Shannon index) of all samples. A Wilcoxon test (P , 0.05) was used for
statistical analysis with false discovery rate (FDR) correction. Capital letters indicate significant differences between compartments, asterisks indicate
significant differences between different plant growth phases within each compartment, and dashed lines indicate sample separation.
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appendix at https://github.com/Guan06/Bourceret_and_Guan_et_al_2022), this effect
was more clearly observed in bacterial communities (Fig. 1a). Moreover, soil bacterial
communities exhibited various alpha-diversities associated with soil chemistry and plant
growth stage (Fig. S3a). The Shannon index was significantly higher in the DOK field
(CONMIN and BIODYN) than in the DEMO field (NK and NPK) for bacteria (P, 0.001).

We extended the characterization of all three microbial kingdom communities to all
tested compartments, including soil, rhizosphere, and root, at the vegetative and
reproductive growth phases (Fig. 1b; Fig. S3b to d). Bacterial and fungal communities
were clustered by compartment (Fig. 1b) and distinguished by host growth stage and
management practices along the fourth and third axes, respectively (Fig. S3b and c).
The oomycetal communities showed a larger dispersion and partially clustered by soil
management (Fig. 1b). The main drivers observed to be responsible for variations in
the soil- and root-associated microbiota were confirmed by PERMANOVA (Fig. S3d).
For all microbial kingdoms, we observed a decrease in diversity (Shannon indices) from
soil to rhizosphere and root (Fig. 1c). However, the bacterial alpha-diversity increased
in both soil and rhizosphere from the vegetative to the reproductive growth phases
while remaining stable in the root compartment over both growth stages. In contrast,
for fungi and oomycetes, a decrease in diversity was observed for both rhizosphere
and root over the growing season.

Stable root-associated microbial taxa over host growth. Despite the above-men-
tioned dynamics of microbial communities over the growing season, we were also able
to investigate the stability of root-associated microbial members (Fig. 2; see also
Appendix 3 at https://github.com/Guan06/Bourceret_and_Guan_et_al_2022) by exam-
ining the widespread (found in .80% of samples under the corresponding condition)
taxa that are persistent, i.e., detected at both the vegetative and reproductive plant
growth stages. We identified 26 stable bacterial operational taxonomic units (OTUs) in
the root compartment (Fig. 2a), consisting of Proteobacteria and Actinobacteria (16 and
10 OTUs, respectively) and representing more than half of the entire root community
(50.94% aggregated relative abundance [aRA]). Furthermore, 15 of the 26 stable OTUs
were shared between the root and rhizosphere compartments. These 15 OTUs, mainly
Proteobacteria, accounted in the rhizosphere for 17.30% and 20.89% aRAs in the vege-
tative and reproductive growth phases (Fig. 2b), respectively, and their aRAs increased
in the root compartment (to 37.44% and 39.35%, respectively), independent of field
location or soil management (Fig. 2b). This finding indicates their progressive enrich-
ment when moving from rhizosphere to root compartments. A similar pattern was
found for the fungal community. We identified 24 stable fungal OTUs between the rhi-
zosphere and root compartments (Fig. 2c), irrespective of management practices and
field location, representing on average an 80.49% aRA in reproductive roots (Fig. 2d).
Most of these members were affiliated with four classes of Ascomycota (23/24 OTUs),
namely, Dothideomycetes, Eurotiomycetes, Leotiomycetes, and Sordariomycetes (see
Tables S2 to S7 at the URL mentioned above). Interestingly, we found an inverse sta-
ble-to-dynamic ratio of bacterial and fungal root-associated assemblages (0.65 and
4.13 in roots at the reproductive stage, respectively) (the calculation is described in the
Fig. 2 legend).

Microbial community assembly patterns at different phylogenetic levels. To iden-
tify the principles governing community differentiation patterns, we compared the
community profiles and diversities at different taxonomic levels (Fig. 3). Examination of
the aRA values of each bacterial phylum demonstrated an unexpected convergence over
time of microbial communities in the root microbiota, rhizosphere, and planted soil
(Fig. 3a). In soil samples, aRAs of Chloroflexi and Planctomycetes were decreased over
time, accounting for the main difference between the microbial biota of unplanted and
planted soil. A significant enrichment of four taxonomic groups, namely, Actinobacteria,
Alphaproteobacteria, Betaproteobacteria, and Gammaproteobacteria, was identified in root
samples compared to other compartments, independent of plant growth (P , 0.001).
Moreover, a progressive decrease in the aRAs of Acidobacteria, Bacteroidetes, Chloroflexi,
Deltaproteobacteria, Firmicutes, Gemmatimonadetes, Planctomycetes, and Verrucomicrobia
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was observed in a gradient from soil to rhizosphere to root samples, from the vegetative
to the reproductive stage. In soil and rhizosphere, we also observed that Acidobacteria
were significantly (P , 0.001) enriched in the plots with the lowest pH values (NK and
CONMIN-2) compared to the other plots under the same soil management, contributing
to the higher similarities between those bacterial communities observed previously
(Fig. 1a; see also Appendix 1 at the URL mentioned above).

In addition, a beta-diversity analysis was performed at the phylum level (Fig. 3b). As
previously shown for bacteria (Fig. 1b) that at the amplicon sequence variant (ASV)

FIG 2 Stable bacterial and fungal OTUs are enriched from rhizosphere to root compartment over plant growth, irrespective of soil management. (a and c)
Venn diagrams showing the numbers of bacterial (a) and fungal (c) OTUs found in more than 80% of samples in each compartment at both plant growth
stages (including NK, NPK, CONMIN, and BIODYN soil managements and B73, DK105, PH207, and F2 plant genotypes). (b and d) Relative abundances of
stable OTUs were aggregated and are demonstrated for bacteria (b) and fungi (d). The stable-to-dynamic ratio was calculated as the ratio of aRAs between
stable and dynamic community members. For example, the stable aRA of root-associated bacteria at the reproductive stage is 39.35% (b); hence, the
dynamic aRA is 60.65% (100% 2 39.35%), and thus, the stable-to-dynamic ratio for bacteria in the root at the reproductive stage is 0.65 (60.65%/39.35%).
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FIG 3 Plant growth phase shapes the bacterial community at the phylum level. (a) Relative abundances (RAs) of the 12 most abundant bacterial
taxonomic groups. The taxonomic group “Others” gathers bacterial phyla with ,0.1% RAs. (b) PCoA of Bray-Curtis dissimilarity based on the RA of each
phylum between communities (n = 1,104). (c) Distribution of Euclidean distances between Bray-Curtis dissimilarities of each sample to the initial (unplanted
soil before sowing) and final (reproductive root) communities. Comparison of bacterial communities was done at the ASV and phylum levels. The vertical
line indicates the average distance of the corresponding condition.
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level, the dissimilarities between samples were largely due to compartment. At the
phylum level, however, samples from different growth stages within each compart-
ment were separated. In particular, the later the soil and rhizosphere communities were
harvested, the more these communities were similar to the root microbiota. To quantify
the observed effect of the plant on the community structure across compartments at dif-
ferent growth stages, we defined initial and final bacterial communities (unplanted soil
before sowing and reproductive phase of the root, respectively). Next, we calculated the
Bray-Curtis dissimilarities (BCs) between each sample and both the initial and final com-
munities. Euclidean distances between samples along these two dimensions showed a
clear separation between stages only at the phylum level, consistent with what we
observed from the principal-coordinate analysis (PCoA) (Fig. 1b and Fig. 3b). For instance,
the distance distributions of soil samples from the vegetative and reproductive stages
were almost overlapping at the ASV level (0.0037 average distance difference [nonsignifi-
cant P value]) but were significantly separated (0.23 [P, 0.001]) at the phylum level.

The structure of fungal communities was shaped by the compartment and the plant
growth stage, which is highlighted by the significant (P , 0.001) enrichment of
Glomeromycota in the root (Fig. S4a). The RA of this phylum decreased over the course of
plant growth in the rhizosphere and root (P, 0.001). We also performed beta-diversity anal-
ysis at the phylum level for fungal communities (Fig. S4b), which revealed an influence of
compartment and host growth stage that is similar to that at the ASV level (Fig. 1b). This pat-
tern was further confirmed by the distance distributions (Fig. S4c). For rhizosphere samples,
the average distances between the vegetative and reproductive samples at the ASV and
phylum levels were similar (0.16 and 0.15, respectively). For root samples, a stronger separa-
tion at the ASV level than at the phylum level was observed (0.15 and 0.048, respectively
[P, 0.001]). Taken together, ASV- and phylum-level distance distributions differ significantly
for bacteria but not fungi.

Plant growth phase is a major driver of both root metabolism and root microbiota
dynamics. To assess the temporal dynamics of plant metabolism under different soil
management regimes, we characterized the root metabolome and ionome of wild-
type plants at the vegetative and reproductive growth stages, respectively (Fig. 4). Of
all examined metabolite classes, the profile of root lipids was the most strongly affected
by the plant growth phase, accounting for 34 to 38% of the variance between samples of
the four tested maize inbred lines (Fig. 4a). When analyzing the individual lipids, we
observed a general increase at the reproductive stage compared to the vegetative stage
for most classes, irrespective of soil management and genetic background (Fig. S5). This
response was more evident when comparing the soil managements CONMIN and
BYODYN at both developmental stages. In this case, the levels of most of the annotated
monogalactosyldiacylglycerols (MGDGs), digalactosyldiacylglycerols (DGDGs), and triacyl-
glycerols (TAGs) were substantially increased at the reproductive stage. An effect of soil
management was also evident, especially at the vegetative stage. For instance, the levels
of most of the MGDGs, DGDGs, and TAGs were reduced under CONMIN and BIODYN
compared to NK and NPK. Some exceptions were MGDGs 34.3, 36.5, and 36.6 and phos-
phatidylcholine (PC) 36.6, which showed an opposing response. At the reproductive
stage, phosphatidylserine (PS), sulfoquinovosyldiacylglycerol (SQDG), and diacylglycerol
(DAG) lipids also decreased under CONMIN and BIODYN compared to NK and NPK. We
found similar but lower overall profile changes for amino acids (24 to 32% of the var-
iance for different inbred lines) (Fig. 4b) and the ionome (15 to 19% of the variance for
different inbred lines) (Fig. 4c), with plant growth phase again being the main explana-
tory factor. We also determined the sugar composition of roots, but the corresponding
metabolite profiles were limited to the DEMO field (Fig. S6). These results confirmed that
host growth phase is the most important explanatory variable for the root metabolite
dynamics of all metabolite classes tested.

We then tested for covaried microbial taxa and root lipids and identified a group of
predictive taxa, including both stable (widespread and persistent from the vegetative
to the reproductive stages) and dynamic OTUs (Fig. S7). Approximately half of the most
significantly covaried taxa (OTUs with the top 25 maximum mean squared error values)
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were stable bacterial (12 OTUs, 10 from Proteobacteria and 2 from Actinobacteria, out of
26 stable root OTUs in Fig. 2a) and fungal (10 OTUs, 9 from Ascomycota and 1 from
Glomeromycota, out of 27 stable root OTUs in Fig. 2c) taxa in the root (Fig. S7a and b; see
also Tables S2 to S7 at https://github.com/Guan06/Bourceret_and_Guan_et_al_2022). We
identified the microbial taxa that were significantly (P, 0.05) and strongly (jrj . 0.5) cor-
related with lipids (Fig. S7c). Predictive Proteobacteria taxa were mainly found to be posi-
tively correlated with lipid profiling. Chloroflexi, a phylum that was decreased during plant
growth in the root (Fig. 3a), were negatively correlated with most of the lipids. For fungal
predictive OTUs, except for one Ascomycota OTU, most taxa were negatively correlated
with lipids (Fig. S7c). Taken together, our data indicate that both the root metabolome
and the root microbiota respond most strongly to plant growth phase and that there is a
correlation between stable and dynamic root microbial taxa and root lipids during plant
growth.

Genotype-dependent responses of root microbiota, metabolism, and plant
biomass to soil P availability. To assess the responses of the host plant, root metabo-
lism, and root microbiota to nutrient availability, we introduced a pht1;6 P transporter

FIG 4 Root metabolites and total element compositions are affected by plant growth phase. A constrained PCoA (CPCoA) based on Euclidean distances
between samples regarding the root lipid (a), amino acid (b), and ionomic (c) profiles of the four inbred lines was performed. The PCoA was constrained by
soil management and plant growth phase for four inbred lines (59 lipid compounds were analyzed [n = 361], 15 amino acid compounds were analyzed
[n = 376], and 20 total elements were analyzed [n = 384]). Each single point represents one analyzed root sample.
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mutant of B73, whose transport of bioavailable P from AMF to the plant host is impaired,
thereby compromising the establishment of maize-AMF symbiosis (40). We first compared
the degrees of mycorrhizal root colonization and the RAs of Glomeromycota in root sam-
ples of the wild type and mutant under different managements and at different growth
stages (Fig. S8). As expected, in the pht1;6 mutant, we found significant decreases in
mycorrhizal colonization (based on microscopy) and RAs (based on amplicon sequencing)
of Glomeromycota at the vegetative stage (Fig. S8a). Surprisingly, at the reproductive
stage of wild-type plants, the mycorrhizal colonization ratio, which was calculated only in
fine roots by microscopy, increased (Fig. S8a), while the average RA of Glomeromycota in
the entire root system decreased (Fig. S8b).

Afterward, to specify the P effect, we examined root lipid, root microbiota, and plant
phenotypic data of samples derived from wild-type B73 and mutant pht1;6 plants grown
in NK and NPK soil managements only (Fig. 5). Root lipid compositions were mainly influ-
enced by growth stage (1st axis) and plant genotype (2nd axis) (Fig. 5a; see also Tables S2
to S7 at the URL mentioned above). In addition, at the reproductive stage, NPK and NK
managements resulted in different lipid profiles in pht1;6 roots (Fig. 5a), indicating a
potential plant growth phase-specific link between AMF symbiosis, root lipid status, and
soil P availability. The soil P availability-dependent change in the root lipid profiles was
paralleled by alterations in root-associated bacterial and fungal communities (Fig. 5b).
The primary driver of the bacterial community shift was P management (1st axis, 13.39%)
(see Tables S2 to S7 at the URL mentioned above), whereas for fungi, samples clustered
mainly according to plant growth stage (25.54%) (see Tables S2 to S7 at the URL men-
tioned above). We also detected a trend of lower bacterial and fungal alpha-diversities in
pht1;6 roots than in wild-type roots and in NK-grown plants than in NPK-grown plants at
the vegetative stage (Fig. 5c), indicating that AMF and soil P deficiency have a broad
effect on bacterial and fungal root-associated assemblages. This effect was undetectable
at the reproductive growth stage, suggesting compensatory changes in the maize root
microbiota over time. Consistent with this interpretation, we found that the marked dif-
ferences in the tested plant performance parameters in pht1;6 compared to wild-type
plants, seen at the vegetative growth phase, were mostly compensated for at the repro-
ductive growth stage (Fig. 5d).

DISCUSSION
Soil physicochemical properties drive soil- and plant-associated microbial

community shifts across different microbial kingdoms. Our results showed that in a
long-term agricultural system, the soil biota composition was strongly impacted by
abiotic factors determined by geographical location, soil management, and plot loca-
tion. These factors were responsible for the variability in soil physicochemical proper-
ties and differentially shaped the communities of bacteria, fungi, and oomycetes in the
rhizosphere and root compartments.

We found a slightly higher alpha-diversity for the bacterial communities in DOK
(see Fig. S3a in the supplemental material), possibly linked to differences in the size
distributions of soil aggregation between the DEMO and DOK fields. The particle size
influences the oxygen concentration and moisture availability of the soil microenviron-
ment (41) and therefore will affect all microbes living there. Moreover, differences in
climatic conditions, such as rainfall and air temperature, likely contribute to the effect
of geographical location. Consistent with recently characterized natural populations of
A. thaliana and cultivated and native Agave species (42, 43), we observed that the com-
munity of filamentous eukaryotes (fungi and oomycetes) is more strongly influenced
by geographical location than the bacterial community (Fig. 1; Fig. S2 and S3b).
However, because the two fields were not managed identically, this confounds the
effects of geographical and management factors.

Through modification of the edaphic parameters within a given field, soil manage-
ment also modifies the soil biota (13, 19, 44). These effects are mainly apparent with
respect to community structure and are not as strong with regard to alpha-diversity
(45). Consistent with this, mineral NK and NPK fertilizations in the DEMO field were
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associated with a distinguishable soil biota (Fig. 1; Fig. S2 and S8), probably depending
on the soil P level (readily available and aqua regia-extractable P). However, the impact
of other soil factors cannot be excluded (e.g., POXC: labile organic carbon or pH). The
nonsignificant differences in bacterial and fungal Shannon indices between NK and
NPK (Fig. S3a) indicate that the alpha-diversity of the microbial soil biota is largely resil-
ient to long-term P nutrient supplementation, as previously suggested (46). In the DOK

FIG 5 Genotype-dependent effect of phosphate depletion on root lipids, microbiota, and plant biomass. (a) CPCoA based on the Euclidean distance of the
root lipid profiles of the wild type (WT) and the P transporter-defective line pht1;6 at both growth stages (71 lipid compounds were analyzed [n = 41] [data
can be found at GitHub]). (b) CPCoA based on Bray-Curtis dissimilarity of the root bacterial and fungal communities (n = 48 for bacterial and fungal
communities) and constrained by plant genotype, plant growth stage, and soil management (depletion/amendment of P on soil). (c) Effects of genotype,
plant growth stage, and P fertilization on microbial community alpha-diversity (n = 6 per plot) (V, vegetative stage; R, reproductive stage). (d) Effects of
genotype, plant growth stage, and P fertilization on four plant biomass parameters (n = 43). A Wilcoxon test followed by FDR correction was used for
statistical analysis (P , 0.05). Capital letters indicate significant differences between growth stages; lowercase letters indicate significant differences
between genotypes in specific soil management, within each growth stage. ns, not significant.
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field, comparison of CONMIN and BIODYN soil properties featured higher pH and ele-
vated contents of organic carbon (Corg), POXC, total N, C/N, and available P in the or-
ganic treatment (Table S1b). Previous studies in the same field showed a positive effect
of farmyard manure (FYM), used in BIODYN management, on microbial abundance and
activity (47, 48) and community composition (44). In line with the concept of r- and K-
selection theory applied to soil microbial communities, in which the selection of bacte-
rial communities is driven by nutrient availability and their ecological strategies (49),
we found that high-growth-rate microbes such as some Bacteroidetes (r-strategists)
were promoted by the abundant nutrients provided by FYM in BIODYN. This might be
due to their ability to degrade complex organic compounds (50).

At a local scale within each management, some soil properties were highly variable
between different plots, and bacteria were more impacted than filamentous eukaryotes
by this heterogeneity at the plot scale (Fig. 1a; Fig. S2 and Table S1b). The sensitivity of
bacteria to pH, which has also been reported previously (51, 52), and to clay highlights
the importance of edaphic parameters for the bacterial community structure. A shift of
around 1 pH unit led to an enrichment of Acidobacteria in the NK and CONMIN-2 plots,
regardless of their contrasting managements and field locations (Fig. 3a).

Horizontal gene transfers from fungi to oomycetes converge within the radiation of
oomycetes capable of colonizing plant tissues and are associated with the transition to
their predominant phytopathogenic lifestyle (53). We observed a strong effect of soil
management on the root-associated microbiota (Fig. 1), notably for oomycetes, sug-
gesting that adapted agricultural practices can be instrumental in reducing damage
caused by these ubiquitous phytopathogens. We found that the interaction between
host genotype and management also explained a large degree of the variance in com-
munities. This interaction suggests that plant microbiota composition is not only
impacted by soil management but also determined by the degree to which specific
plant genotypes are adapted to specific environments.

Temporal changes in maize root-associated bacterial communities covary with
root metabolite dynamics. We have shown that the effect of the soil management
and plant genotype interaction on shaping the root microbiota was relatively stable
between the vegetative and reproductive growth stages for the three microbial king-
doms (Fig. 1; see also Tables S2 to S7 at https://github.com/Guan06/Bourceret_and
_Guan_et_al_2022). Time course experiments in rice have shown the rapid acquisition
and stable taxonomic structure of the bacterial root microbiota within 14 days after
transplantation from sterile medium to soil (19). A subsequent study comparing the
root microbiota of field-grown rice over the course of three growing seasons, including
four cultivars, revealed changes in bacterial composition from the vegetative to the
reproductive stages and identified predictive microbiota reflecting plant age (20). Plant
age-dependent variation in rhizosphere bacterial communities of field-grown maize
over a 20-week period with weekly sampling, spanning the vegetative and reproduc-
tive growth phases, showed gradual rather than two-stage community shifts (21). In
light of these findings, the distinctive microbial profiles detected in our study at the
vegetative and reproductive growth stages for the rhizosphere and root compartments
are likely two snapshots of a gradual maize root-associated microbiota dynamic over
time. In field-grown maize with weekly samplings, a core of seven bacterial OTUs
shared in all rhizosphere samples was identified (21). In this study, we found 15 stable
bacterial OTUs, shared between the rhizosphere and root compartments as well as
between the vegetative and reproductive growth phases, representing approximately
one-third of the root microbiota (Fig. 2). A comparison of the seven common rhizo-
sphere bacterial OTUs found in U.S. fields with the 15 OTUs identified here in European
field-grown maize shows an overlap at the rank of family (5/7 U.S. and 7/15 European
OTUs with shared family assignment, respectively) (see Tables S2 to S7 at the URL mentioned
above), including Bradyrhizobiaceae, Comamonadaceae, Pseudomonadaceae, and
Sinobacteraceae. This overlap indicates the existence of stable community members that
define the maize bacterial root microbiota across two continents despite different host ge-
notypes, soil managements, climates, and soil types.
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The gradual shift in microbiota composition over maize growth (21) and the uncou-
pling of genetically determined flowering time in A. alpina from soil residence time-de-
pendent changes in its root microbiota (32) make it unlikely that genetically deter-
mined vegetative and reproductive growth stages control the temporal dynamics of
the bacterial root microbiota. Instead, the dynamics of root metabolites over the grow-
ing season (Fig. 4) could drive bacterial succession in a “shell” surrounding a stable
microbiota core, enabled by bacterial immigration from the soil biome. According to
our study, this dynamic shell comprises up to two-thirds of the bacterial root micro-
biota. This model is supported by a study in monocotyledonous A. barbata, in which it
was shown that chemical succession in root exudation over the growing season
explains part of the bacterial community assembly and dynamics in the rhizosphere
(31). However, we found that the majority of the fungal root community is stable over
the tested maize growth phases, indicating that the root-associated fungi are less re-
sponsive to changes in root metabolites.

At a high taxonomic level, we found a shift in the bacterial community toward a
structure resembling that of later-stage roots in all of the compartments, including
planted soil (Fig. 3). The large expansion of the maize root system over time in the field
might extend the spatial chemical gradient from the plant to the soil, inducing this
shift. This plant footprint was observed only at the phylum level, indicating that the
root shapes bacterial communities based on their conserved metabolic (functional)
potential, independently of intraspecies (ASV-level) diversity (54). We propose that this
plant footprint on the bacterial communities is partially driven by the dynamics of root
metabolites over time that spread via exudation beyond the rhizosphere into the soil.
BX and its stable degradation product MBOA are candidate maize root-secreted chemi-
cals that could contribute to this mechanism (37–39). In contrast, for fungal commun-
ities, we found similar assembly patterns at the ASV and phylum levels over the grow-
ing season across all tested compartments, corroborating that fungi are more resistant
to changes in root metabolism. It remains to be tested whether this difference reflects
fundamentally different preferences of bacteria and fungi for root-derived nutrients
and/or sensitivity to phytochemicals.

Soil P availability induces changes in root metabolism, plant performance, and
root microbiota. By comparing wild-type and P transporter pht1;6 mutant plants, we
showed a potential plant growth phase-specific link between AMF symbiosis, root lipid
status, and soil P availability (Fig. 5). In AMF-deficient pht1;6 plants during reproductive
maize growth, root lipid status varied the most in response to P availability. The estab-
lishment of AMF symbiosis in roots is promoted under P-limiting conditions (NK), and
during symbiosis, the fungi can provide the dominant route for plant P supply (40, 55).
In return, host-derived lipids are a major source of organic carbon delivered to fatty
acid auxotrophic AMF for fungal growth (56–59).

We found that the root lipid status between wild-type and AMF-deficient pht1;6
plants differed more strongly under NK than under NPK conditions, which is likely
linked to perturbed cross-kingdom lipid transfer from the host to AMF in the mutant
roots. We also observed that the performance of pht1;6 mutants was reduced com-
pared to that of the wild type, as previously shown (40, 60), and more severely at the
vegetative growth phase. These performance differences were partially compensated
for at the reproductive growth phase under P-sufficient conditions (NPK). The lack of
full growth compensation points to additional AMF-independent functions of the Pht1;6
transporter for maize growth and/or additional beneficial AMF symbiosis activities inde-
pendent of P supply to the host. Additionally, we found that contrasting P availability
induced changes in the bacterial root microbiota that exceeded host growth phase-de-
pendent microbiota variation in both wild-type and pht1;6 plants. This indicates that the
bacterial root microbiota actively responds to the host’s P status, as shown in A. thaliana
by the direct integration of P stress and plant immune responses (17, 61), thereby likely
contributing to overall host performance.

This work provides insights into the spatiotemporal dynamics of the maize root-
associated microbiota by revealing an inverse stable-to-dynamic ratio between root-associated
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bacterial and fungal communities over the growing season. The future development of a gno-
tobiotic maize growth system and defined (synthetic) microbial communities should allow
direct tests of whether changes in root metabolites drive succession in the dynamic shell of
the bacterial root community, whereas stable bacterial and fungal root microbiota members
have adapted to host metabolite alterations.

MATERIALS ANDMETHODS
Experimental design. The experiment was performed on two long-term fields located in Switzerland,

DEMO (fertilization demonstration experiment) (Agroscope research station, Zürich-Reckenholz [47°259310N,
8°309590E; mean annual temperature, 9.4°C; mean annual precipitation, 1,031 mm], established in 1987) and
DOK (dynamic, organic, and conventional managements) (Therwil [47°309090N, 7°329210E; mean annual tem-
perature, 10.5°C; mean annual precipitation, 842 mm], established in 1978) (44), where different soil manage-
ments (encompassing a combination of soil fertilization and agricultural practices) were applied (see Text S1,
Table S1a, and Fig. S1 in the supplemental material). The soil type at DEMO is Gleyic Cambisol, and that at
DOK is Haplic Luvisol, according to the FAO (62). In the DEMO field, NPK (nitrogen, phosphate, and potassium)
and NK (nitrogen and potassium) managements were compared. In DOK, biodynamic mixed (BIODYN) and
conventional solely mineral-fertilized (CONMIN) managements, with three replicate plots dispersed within the
field (locations 1, 2, and 3) (Fig. S1), were used.

Within each plot, five maize genotypes were planted: inbred lines B73 and PH207 from genetic pool
Dent and DK105 and F2 from Flint in addition to mutant line pht1;6 derived from B73 with a mutation in the
mycorrhiza-specific Pht1;6 P transporter gene (40). The examined genetic pools correspond to a classification
that considers the structure of the grain and differentiation in traits such as flowering time and cold tolerance
(63). For each genotype, six rows (with a 75-cm distance) of five plants each (15-cm distance) were distributed per
plot (n = 30). Plants were grown and harvested at two time points, 7 weeks (July 2017) and 15 weeks (September
2017) after sowing, corresponding approximately to the vegetative (V6) and reproductive (R2) stages of plant de-
velopment, respectively (64). The number of samples collected under each condition is indicated in Text S1.

Soil and plant sampling. For soil property measurements, six disturbed soil samples (2 kg) from
each unplanted plot were collected before sowing (n = 48). Topsoil samples were collected from 5 to
20 cm below the surface along a linear transect to assess the effect of spatial variability within each plot
(Text S1), and 38 soil parameters were measured (Table S1b). For soil microbiota analysis, a subsample
of 50 g from each soil sample was flash-frozen in liquid nitrogen and stored at 280°C until analysis.

For each genotype, six healthy plants were harvested at each time point. To prevent any border or
cross-genotype effect, plants in the middle of the plot (harvesting area) with at least one plant from the
border or a different genotype were harvested, preferentially. After removing most of the attached soil,
a representative sample of the root system (including different types of roots) was collected and flash-
frozen in liquid nitrogen. Additionally, for each planted plot at each time point, 10 g of bulk soil (n = 3)
was collected (25 to220 cm from the surface) between two rows of plants for microbiota analyses.

Plant biomass and root metabolism measurements. For each harvested plant, the stem length,
leaf number, and developmental status were determined. After measuring the fresh weight, the shoot was cut
into pieces, dried at 65°C at Reckenholz over several days, and ground, and the dry weight was then measured.
The cobs of each plant were weighed similarly. For metabolome (lipid, sugar, and free amino acids) and total ele-
mental compositions, frozen washed root tissues were homogenized to a fine powder, and 50 to 100 mg was
used (details are described in Text S1). Fine roots of maize plants were harvested at the vegetative and reproduc-
tive stages in 70% ethanol (EtOH), and mycorrhizal colonization was assessed using ink staining (Text S1).

Soil and root microbial community profiling. The collected root samples were fractionated into rhi-
zosphere and endosphere (referred to as root here) fractions in the laboratory using a protocol adapted
from the one described previously by Bulgarelli et al. (65). Total genomic DNA was extracted from bulk soil,
rhizosphere, and root samples from at least 250 mg of material using the FastDNA Spin kit for soil (MP
Biomedicals, Solon, OH, USA). The concentration of DNA samples was measured by fluorescence (Quant-IT
PicoGreen; Invitrogen, OR, USA). DNA samples diluted to 3.5 ng/mL were amplified in triplicate in a two-
step PCR using specific primer sets for the profiling of bacterial (V5-V7 region of 16S rRNA) (primer pair
799F/1192R), fungal (internal transcribed spacer 2 [ITS2]) (fITS7/ITS4), and oomycetal (ITS1) (ITS1-O/5.8s-O-
rev) communities, as described previously by Robbins et al. (46) (Text S1). Illumina sequencing was per-
formed at the Cologne Center for Genomics (CCG) using the MiSeq platform and custom sequencing pri-
mers (see Tables S2 to S7 at https://github.com/Guan06/Bourceret_and_Guan_et_al_2022).

Amplicon sequencing data processing and microbial community diversity analysis. We applied
a pipeline based on DADA2 (v1.12.1) (66) for data processing and the generation of an amplicon
sequence variant (ASV) table. The taxonomy of ASVs was assigned by the naive Bayesian classifier (67),
using SILVA (v132), UNITE (release 02.02.2019), and an in-house database described previously by Durán
et al. (9) for bacteria, fungi, and oomycetes, respectively. ASV tables were rarefied to depths of 1,000,
10,000, and 2,000 for bacteria, fungi, and oomycetes, respectively. The Shannon index of alpha-diversity
was then calculated as the average value from 999 independent rarefactions. The average was then
computed as the alpha-diversity of communities. The Bray-Curtis dissimilarity (BC) between samples was
calculated based on rarefied ASV tables for beta-diversity analysis at the ASV level. Permutational multi-
variate analysis of variance (PERMANOVA) was performed with the adonis() function in the R package
vegan (68). Bacterial OTUs were clustered with an identity of 97% from ASVs.

Data availability. The raw sequencing data described in the manuscript were uploaded to the
European Nucleotide Archive under accession number PRJEB44300. Both the modified DADA2 pipeline
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for data processing (https://github.com/Guan06/DADA2_pipeline) and scripts as well as clean data for
visualization (https://github.com/Guan06/Bourceret_and_Guan_et_al_2022) are available at GitHub.
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