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Abstract
Fungi are prominent drivers of ecological processes in soils, so that fungal communities

across different soil ecosystems have been well investigated. However, for arable soils tax-

onomically resolved fine-scale studies including vertical itemization of fungal communities

are still missing. Here, we combined a cloning/Sanger sequencing approach of the ITS/LSU

region as marker for general fungi and of the partial SSU region for arbuscular mycorrhizal

fungi (AMF) to characterize the microbiome in different maize soil habitats. Four compart-

ments were analyzed over two annual cycles 2009 and 2010: a) ploughed soil in 0–10 cm,

b) rooted soil in 40–50 cm, c) root-free soil in 60–70 cm soil depth and d) maize roots. Asco-

mycota was the most dominant phylum across all compartments. Fungal communities

including yeasts and AMF differed strongly between compartments. Inter alia, Tetracladium,

the overall largest MOTU (molecular operational taxonomic unit), occurred in all compart-

ments, whereas Trichosporon dominated all soil compartments. Sequences belonging to

unclassified Helotiales were forming the most abundant MOTUs exclusively present in

roots. This study gives new insights on spatial distribution of fungi and helps to link fungal

communities to specific ecological properties such as varying resources, which character-

ize particular niches of the heterogeneous soil environment.

Introduction
Maize (Zea mays L.) is one of the most cultivated crops worldwide (http://www.fao.org).
Although it strictly originated from Central America, this crop is actually cultivated in temper-
ate Europe including Germany. In such crop monocultures fungi play a central role in plant
diseases, but also for mobilization of nutrients from soil, primary production and decomposi-
tion processes [1–3]. Resources originating from plants with varying physical properties and
chemical composition are heterogeneously distributed in soils. Slow decomposable plant mate-
rial mainly exists in the topsoil, while rhizodeposits as readily available resources occur close to
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the roots [4]. These two spheres represent distinct hot spot niches for soil fungi, and the dis-
tance to them structures fungal communities [4,5].

Apart these different intrinsic soil niches, the parts of plants growing in soils also repre-
sent habitats for fungi. Endophytic and symbiotic mycorrhizal fungi directly interact with
their living host plants [6–9]. Maize is typically associated with arbuscular mycorrhizal fungi
(AMF) to which they deliver carbon in exchange to mineral nutrients, mainly phosphorus
[10]. The occurrence of this obligatory symbiotic fungal group is mainly expected in roots
and in the rooted soil. However, they also explore the bulk soil and even litter layers where
their diversity was underestimated for a long time [11]. In contrast, saprobic fungi are key
biota in the decomposition of dead plant material. Members of the Dikarya (Asco- and Basi-
diomycota) are able to degrade recalcitrant substrates such as litter or plant leaves including
lignocellulose compounds by secreting extracellular enzymes with strong oxidation potential
[2,12]. Others, e.g. some zygomycetes rather live from more readily accessible substrates,
such as root exudates [1]. Therefore, a resource depending distribution of saprobic fungi can
be anticipated. Another ubiquitous existing fungal group in soils are the unicellular ascomy-
cetous and basidiomycetous yeasts [13]. Despite their occurrence in diverse soil habitats
yeasts are not known as primary degraders of complex polymers [14]. They are often desig-
nated as utilizers of low molecular weight compounds and thus are often present on roots
and in the rhizosphere [14].

For arable soils, only a few studies have described that roots, rhizosphere and the bulk soil
contain distinct fungal communities (e.g. [15,16]). At least, the spatial distribution of AMF is
better investigated due to their importance as plant symbionts [17]. Moreover, although verti-
cal distribution of microbial communities has received increasing attention [18–21] it is note-
worthy that, to our knowledge, for total fungi in arable soils this assessment has solely been
verified by Moll et al. [22]. Hence, an investigation of fungal taxa in different soil compart-
ments including different soil depths and roots with taxonomic resolution of particular fungal
groups is still missing and would improve our knowledge on fungal diversity related to particu-
lar soil niches.

The present study is a part of a broad arable field experiment installed to trace carbon
fluxes originating from maize plants across trophic levels and link them to cross kingdom
soil biodiversity [3]. We have recently shown by DNA fingerprints that different soil hori-
zons contain specific fungal communities at the experimental field site [22]. The aim
of the present study, which ran over two annual cycles in summer, autumn and winter
2009 and 2010/11, was to show which fungal taxa are characteristic of the following four
compartments: a) the topsoil (0–10 cm) that is mostly influenced by recalcitrant plant mate-
rial, b) the undisturbed rooted zone below the plough horizon (40–50 cm), c) the root-free
soil (60–70 cm) that comprises the poorest C resources and d) the maize roots. We used a
clone library/ Sanger sequencing approach on the ITS/LSU region within the Dikarya includ-
ing their yeast forms, and on a greatly established part of the SSU region for targeting the
AMF. Although sequencing depth in the present study does by far not reach those of next-
generation sequencing investigations, the use of the complete highly variable ITS region in
combination with the more conserved LSU region enable great MOTU assignment to taxa
and longer reads provide important sequence information on fungal communities in arable
soils.

The primary objective of this study was to assess the general hypothesis 1 that the commu-
nity structure of general fungi, yeasts and AMF vary across the four compartments. Second we
address the specific hypothesis 2 that especially yeasts and AMF are spatially distributed across
the compartments according to their ecological roles.

Fungal Communities in an Arable Soil
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Materials and Methods

Experimental design and sampling campaign
The experimental site was established in an arable field located at Göttingen-Holtensen (51°33
´N, 9°53´E; 158 m NN, Lower Saxony, Germany). Field site and permission for performing the
experiment were provided by the University of Göttingen. The dominant soil type is Luvisol
and partly stagnic Luvisol [23]. Because of long-term agricultural use, two plough layers at 20
and 30 cm depth and a strong soil compaction below the second layer were discovered at the
field site. Since April 2009 the investigated experimental plots have been cropped with maize
(Zea mays L.). After harvest in autumn 2009 and 2010, aboveground maize material without
cops was hackled and remained on plots (24 x 24 m). Basic soil properties are given in S1 Table
and details about agricultural management (tillage and fertilizer practices) are described in
Kramer et al. [3], Pausch and Kuzyakov [24] and Scharroba et al. [25]. Fungal communities
were investigated over two annual cycles in 2009 and 2010. Summer sampling took place in
July during vegetation growing season, autumn sampling in September shortly before harvest
and winter sampling in December 2010 and January 2011 under fallow. Four replicated plots
were considered for this study. Within one plot four compartments were sampled: a) soil from
0–10 cm for the investigation of the topsoil within the plough horizon, which is regularly
enriched in litter, b) soil from 40–50 cm for rooted zone below plough horizon, c) soil from
60–70 cm for root-free soil in deeper horizons and d) maize roots (S1 Fig). For compartments
a, b and c ten soil cores reaching 70 cm depth were randomly taken per plot. These soil profile
samples were separated into 10 cm segments and soil from the same depth was thoroughly
homogenized by hand. This resulted in one composite sample per plot and soil compartment,
so that finally four samples originating from four plots represented each soil compartment. For
root compartment d the root system from two plants per plot of the upper 20 cm soil were
grubbed and approximately 20 fine roots of 2–3 cm length of each plant were randomly taken.
All samples were immediately frozen on dried ice and stored at -80°C for later analyses.

A preliminary, but detailed DGGE (denaturing gradient gel electrophoresis) fingerprint
analysis was performed to prove the heterogeneity of fungal communities between individual
maize plots. It revealed homogenous distribution of fungal communities between these biologi-
cal replicates. Procedure and exemplary results are shown in supplemental information (S1
File). Additionally, our recently published comprehensive study demonstrated, by analyzing
F-ARISA fingerprints, that fungal community differences between vertical soil horizons were
higher than within-group differences of biological replicates [22]. Based on these preliminary
results we followed a procedure previously published by Renker et al. [26] to tackle variations
in richness of fungal key species in studies geared towards high sample number. According to
this procedure, DNA extractions and subsequent PCRs were done separately for each biological
replicate. Afterwards, purified amplicons of the biological replicates were pooled for one clon-
ing reaction per compartment and sampling date. Using this approach, Renker et al. [26]
observed almost the same fungal diversity in comparison to the standard procedure of separate
PCR and cloning for each replicate. As the four soil compartments were sampled six times over
two annual cycles and Dikarya (ITS/LSU region) and AMF (SSU region) were assessed sepa-
rately, 48 cloning reactions of pooled amplicons from biological replicates were conducted. A
scheme of the experimental design is shown in S1 Fig.

DNA extraction
Total DNA was extracted from frozen soil samples separately for each replicated plot and soil
compartment (4 plots x 3 soil samples x 6 sampling dates) with the PowerSoil DNA Isolation

Fungal Communities in an Arable Soil

PLOS ONE | DOI:10.1371/journal.pone.0148130 February 3, 2016 3 / 19



Kit (MoBio Laboratories, Carlsbad, USA) as detailed in Scharroba et al. [25]. Roots were rinsed
under running tap water and powdered by crushing under liquid nitrogen using pestle and
mortar. The DNA of 120 mg powder of each root sample (2 plants for each replicated plot x 4
plots x 6 sampling dates) was then extracted with the DNeasy Plant Mini kit (Qiagen GmbH,
Hilden, Germany) according to manufacturer’s instructions.

PCR, cloning and sequencing
The primer pair ITS1F and LS2r was used to amplify the ITS and adjacent LSU (D1) region
(together called ITS data hereafter) of the fungal rDNA [27,28]. The PCR on each DNA extract
was performed in separate 20 μl reaction mixtures containing 4 μl FIREPol 5x Master Mix
(Solis BioDyne, Tartu, Estonia), 10 μM of each primer and approximately 20 ng template
DNA. Cycling conditions included an initial denaturation step at 95°C for 5 min followed by
35 cycles at 95°C for 40 s, 54°C for 30 s and 72°C for 2 min. Elongation was completed with a
final step of 72°C for 10 min. Amplicons were purified using the peqGOLD Cycle-Pure Kit
(PeqLab GmbH, Erlangen, Germany). Afterwards, replicated PCR products for each soil com-
partment were pooled before ligation as explained above. Cloning was done with pGEM-T
Vector System (Promega GmbH, Mannheim, Germany) and Escherichia coli JM109 according
to the manufacturer’s instructions. Approximately 90 clones per clone library were PCR
screened for the insert by re-amplification of the insert with primers M13F and M13R and the
following PCR-conditions: 95°C for 5 min, 32 cycles of 95°C for 40 s, 54°C for 30 s and 72°C
for 60 s and a final elongation step of 72°C for 10 min. Amplicons were checked on 1% agarose
gels under UV light. Clones with insert were purified with ExoSAP-IT (USB Corporation,
Cleveland, Ohio, USA) and then used in cycle sequencing in both directions using M13 PCR
primers and the Big Dye Terminator Cycle Sequencing Reaction Kit v.3.1 (Applied Biosystems,
Life Technologies, Darmstadt, Germany). After an ethanol precipitation sequencing was com-
pleted on an ABI 3730xl DNA Analyzer (Applied Biosystems).

A nested and touchdown PCR strategy was used to amplify the NS31-AM1 fragment of the
SSU rDNA for AMF. The first PCR was performed with the primer pair GlomerWT0/ Glo-
mer1536 [29] and an initial denaturation for 30s at 98°C followed by: (1) 5 cycles of 94°C for
30 s, 60–55°C for 30 s (−1°C per cycle) and 72°C for 1 min; and (2) 25 cycles of 94°C for 30 s,
55°C for 30 s and 72°C for 1 min with a final extension step of 5 min. The second PCR made
use of primer NS31 [30] and reverse primers AM1a and AM1b [31] to obtain all groups of Glo-
meromycota. Products of the first PCR were diluted 1:10 and then used for the second PCR,
which was performed with the following conditions: 30s at 98°C, 30 cycles of 94°C for 30 s,
55°C for 30 s and 72°C for 1 min and a final extension of 5 min at 72°C.

Cloning and sequencing of AMF amplicons was conducted using the Perfect PCR Cloning
Kit (5 Prime, Hamburg, Germany) and Escherichia coli TOP10 cells (Invitrogen, Life Technol-
ogies, Darmstadt, Germany) otherwise as described above. Because of the expected lower diver-
sity of AMF, only 32 clones per clone library were sequenced.

Sequence analyses
Forward and reverse strands were assembled using Sequencher 4.10 (Genecodes, Ann Arbor,
MI, USA), contigs were manually edited and consensus sequences of these contigs (after
removal of vector and primer remnants) were maintained in BioEdit (Ibis Biosciences, Carls-
bad, CA, USA) as database. Building of MOTUs (molecular operational taxonomic units) and
de-replication were performed using the BLASTclust module of the NCBI-BLAST package
ported at http://toolkit.tuebingen.mpg.de/blastclust specifying as coverage 80% and as identity
threshold 97% for general fungal ITS and 98% for AMF SSU rDNA. The identification of the
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MOTU reference sequence was done by BLASTn query against the DDBJ nucleotide sequence
database using standard settings but excluding environmental sequences and targeting the
plant division that contains all fungi in that database. The ten best hits were recorded. The
MOTUs were immediately given the exact name of the best hit without any conflict between
the top hits if the ‘Expect value’ was 0, and the score approximately two times the length of the
query sequence. In all other cases, BLASTn was repeated against the complete NCBI GenBank
version of the international nucleotide database due to its visual display of sequence coverage
and to exclude non-Fungi, and queries that hit database sequences from different orders or
higher in different parts across their length were excluded from further analyses for being
potential chimeras. Higher taxonomic groups followed NCBI taxonomy and Index Fungorum
(www.indexfungorum.org). For SSU AMF data set all non-AMF sequences were excluded
from further sequence analyses. To test whether the number of sequenced clones adequately
represented fungal populations, rarefaction curves were calculated for each compartment using
the software PAST [32].

Fungal community sizes separated by compartment were displayed using a 4-way Venn dia-
gram (modified after creation in Venny at http://bioinfogp.cnb.csic.es/tools/venny/index.html,
Oliveros 2007). Subsequently, a heatmap for the sum abundance of fungal sequences with
color ranges defined in MS Excel was overlaid onto the Venn sectors. Piecharts with ecological
information based on current taxonomic literature were done in OpenOffice Calc 3.3.0. IBM
ManyEyes (word cloud function) was used to show the largest MOTUs per compartment in
font sizes reflecting relative MOTU sizes. Subsequent combination of these graphical elements,
color definition and editing of colors between different graphics was done using Visual Color
Picker v. 2.6 (NOVOSIB Software Co.), MS Paint and the Corel Draw Graphics Suite X3 (Corel
Corporation, Ottawa, Canada).

Statistical analyses
Statistical analyses were performed with R version 3.0.1. [33]. All multivariate analyses on fun-
gal community structure were assessed using permutational multivariate analysis of variance
(perMANOVA) based on Bray-Curtis distance using the function ‘adonis’ in the package
‘vegan’ [34,35]. An initial multivariate statistical analysis (perMANOVA) on fungal commu-
nity structure related to compartments and sampling dates revealed highly significant differ-
ences between compartments (F = 0.29521, p = 0.001) and marginally significant differences
between sampling dates (F = 0.21081, p = 0.052). Due to complex data set, the study mainly
focuses on space specific results comparing fungal communities between the four different
compartments. In this case, the six different sampling dates served as replicates. We analyzed
space differentiation of (1) the overall fungal communities, (2) yeast and dimorphic fungi (with
yeast stages) and (3) AMF, whereas the latter is a separate dataset independent of the general
fungal data due to primer specificities.

Detailed perMANOVA results are given in S2 Table. PerMANOVA does not provide a
graphical output, therefore multivariate results were visualized using Bray-Curtis distance
based non-metric multidimensional scaling (NMDS) biplots. For better clarity p-value (� =
P< 0.05; �� = P< 0.01; ��� = P< 0.001) and R2 of each perMANOVA were directly included
in the NMDS plots. R² ranges between 0 and 1. Hence, the relative proportion of variation of
each factor is directly visible. Multivariate statistical results in this study are based on sequence
counts. To ensure that results are consistent analyses were also done i) excluding singletons
(SMOTUs), ii) relative abundance data and iii) presence/absence data. All analyses revealed
comparable results, which enable us drawing reliable conclusions.
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Results

Fungal community structure (ITS data set)
A total of 2,082 quality-controlled sequences were obtained from 24 ITS clone libraries in the
experiment (INS accession numbers HG935112-HG937193). Rarefaction curves did not reach
saturation, indicating that further sequencing would have revealed additional MOTUs (S2 Fig).
Nevertheless, curves pass the point of linearity, indicating that most prevalent fungi were likely
identified. 313 MOTUs were formed, 154 of these were singletons (S4 Fig). Ascomycota were
the most dominant group with 68.3% of the sequences (68.4% of the MOTUs), followed by
2.4% (25.6% of the MOTUs) Basidiomycota, 8.5% (4.2% of the MOTUs) Mucoromycotina and
less than 1% each Glomeromycota (1.6% of the MOTUs) or fungi of unknown taxonomic affil-
iation (0.3% of MOTUs) (S3A and S3B Fig).

As displayed in Fig 1 Pezizomycotina was the most abundant subphylum among the Asco-
mycota, where it accounted for 47–93% of the relative abundance in different compartments.
Only in compartment c in September 2009 (09SepS70) the most dominant subphylum was rep-
resented by the basidiomycetous Pucciniomycotina (42%). Among Basidiomycota, members of
the Agaricomycotina represented the highest dominance across samples. Within the ITS data
set Glomeromycotina were only detected during vegetation growing season in compartments
a, b, and d.

Multivariate statistical analysis (perMANOVA) over all sampling dates and its visualization
by NMDS biplot showed that fungal community structure significantly differed between com-
partments (p = 0.001), mainly recognizable by a differentiation between the three soil compart-
ments a, b, c and the roots d (Fig 2A).

Compartment differentiation and fungal key species. Most sequences found with ITS
primers were identified as saprobic fungi and belonged to MOTUs that were shared between
compartments. Approximately 50% of sequences were from MOTUs present in all four com-
partments (Fig 3, labeled as abcd). The overall largest MOTU (Tetracladium), Exophiala
(MOTU 8) as well as Chaetomium (MOTU 5) were commonly found in all compartments (Fig
4). Davidiella (MOTU 2), teleomorphic to Cladosporium, were also present in all compart-
ments but mainly in the deepest soil layer c, whereas Verticillium (MOTU 6) were mainly
observed in the upper soil horizons a and b (Fig 4). Approximately 11% of sequences were
shared between the three soil compartments (Fig 3, labeled as abc), from which more than two
thirds were identified as saprobes. The largest MOTUs of this compartment overlap were affili-
ated to the basidiomycetous yeast Trichosporon (MOTU 3) dominating the soil compartments
followed by Cryptococcus (MOTU 21).

Only a small fraction of MOTUs accounted exclusively for 3, 3, 6 and 6% of the relative
abundances for the four compartments a, b, c and d, respectively. For instance, MOTU 16
belonging toMicrodochium, MOTU 17 and 22 (uncultured Helotiales), MOTU 19 (Mycochae-
tophora) and MOTU 24 (Periconia) were typically detected from roots (Fig 4).

Arbuscular mycorrhizal fungi (AMF) were not only detected in roots (Fig 3, labeled as d),
but also in the overlap between roots and the topsoil compartment (labeled as ad) and between
roots and the rooted soil compartment (labeled as bd). As the AMF were generally rarely found
with the ITS primers, this fungal group was additionally investigated using specific primers.

Yeasts. Sixty-five different yeast-like or dimorphic fungal MOTUs were detected from
the ITS data set. Multivariate statistical analyses (perMANOVA) on this yeast community
structure revealed significant differences in their distribution between soil compartments
(p = 0.001). The NMDS shows that root compartment d significantly differed from the soil
compartments a-c (Fig 2B). In soil compartments a, b and c 13–69% of ITS sequences were
identified as yeast-like fungi, whereas in the root compartment d yeast proportions of 4-13%
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were detected (Fig 5). We found prominent yeasts (e.g. TrichosporonMOTU 2, Cryptococcus
MOTU 13) all over the year. In compartment c of September 2009 almost 70% of fungal
sequences (50% of MOTUs) were identified as yeasts (Fig 5). Mainly Rhodotorula (MOTU 25)
and Cryptococcus (MOTU 26) contributed to this high proportion (S4 Fig). This is consistent
with our preliminary DGGE results for this compartment showing three very dominant phylo-
types 5–7 including one dominant phylotype 5 on the same running position as the reference
band c Rhodotorula sp. (S1 File).

Fig 1. Fungal community structure of the ITS dataset by subphyla across the four compartments a-d for all sampling dates. Sample names contain
the year (09 = 2009, 10 = 2010, 11 = 2011), abbreviated month (Jul = July, Sep = September, Dec = December, Jan = January) and depth (S10 = Soil 0–10
cm, S50 = Soil 40–50 cm, S70 = Soil 60–70 cm).

doi:10.1371/journal.pone.0148130.g001
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Fig 2. Two-dimensional non-metric multidimensional scaling (NMDS) biplots based on Bray-Curtis
distances displaying differences of A) the total fungal community in the ITS dataset, B) yeasts and
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Arbuscular mycorrhizal fungal communities (SSU data)
A total of 322 quality-controlled sequences (accession numbers HG937194-HG937515)
belonging to Glomeromycota were obtained from AMF clone libraries. Using specific SSU
primers AMF could be detected across all compartments, although compartment c of Decem-
ber 2009 comprised no AMFMOTU of 32 quality-checked sequences (sample 09DecS70 in Fig
6). 17 unique MOTUs were detected, 7 of these were singletons (SMOTU). MOTUs were iden-
tified as belonging to four orders Archaeosporales (8,4% of sequences), Glomerales (72,4% of
sequences), Diversisporales (1,6% of sequences) and Paraglomales (17,7% of sequences). In
comparison, the ITS sequence dataset contained only 5 MOTUs, belonging to Glomerales,
Paraglomerales, Diversisporales. The occurrence of the MOTUs across the compartments a-d
for all sampling dates is shown in Fig 6 and the order composition in S3C and S3D Fig

AMF community structure significantly differed between compartments (Fig 2C). The first
NMDS axis mainly separated the AMF communities of compartments a and d from those of b

dimorphics in the ITS dataset and C) AMF from SSU rDNA dataset in relation to compartment. Bars
represent one standard deviation along both NMDS axes. Only C is labeled with individual MOTUs for
readability. Stress value was for A) 0.15, for B) 0.16 and for C) 0.12.

doi:10.1371/journal.pone.0148130.g002

Fig 3. Fungal community. Venn diagram showing ratios of sequences occurring in (a) soil 0-10 cm, (b) soil 40–50 cm, (c) soil 60–70 cm and (d)
roots and in their overlaps. Piecharts indicate the ecological composition of the compartmental communities. Relative contribution of compartments or their
overlaps to the total number of sequences is also given by a heat map. Within each compartment/overlap, the largest MOTUs are shown. The size of MOTU
labels within each compartment/overlap reflects relative sizes by sequence membership (from IBMManyEyes), green MOTU labels = Basidiomycota,
black = Ascomycota.

doi:10.1371/journal.pone.0148130.g003
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and c. For instance, MOTU 5 (Archaeospora sp.) was only found in the topsoil a and in roots d.
In contrast, MOTU 1 (Glomus sp.) was exclusively present in the two soil compartments b and
c below the plough layer (Figs 2C and 6). Paraglomus laccatum (MOTU 3) was a dominant
member of the AMF communities in compartments a, b and d, but was never detected in the
root-free soil c. Only two non-specialized MOTUs belonging to the genera Glomus (MOTU 2
and 4) were observed across all compartments.

Discussion

Fungal community structure (ITS data)
Different soil ecosystems under forests, grasslands or arable sites exhibit specific fungal com-
munities. For instance, in forest soils Basidiomycota often dominate the fungal community
[36–38]. One explanation could be that the decomposition of more recalcitrant materials
found in forest soils is mainly attributed to fungi from the Agaricomycotina (Basidiomycota).
As woody debris are missing in ecosystems with an annual plant cropping, dominance of Asco-
mycota (mainly Pezizomycotina) observed in this study is not surprising. Therefore, our results
are in line with previous studies on fungi in arable soils [39–42].

Compartment differentiation and fungal key species. Fungi are known to be influenced
by abiotic factors such as soil structure, pH or oxygen availability and biotic factors such as
resource type and availability [22,43–46] and therefore these factors structure fungal niche
space. In accordance with hypothesis 1 the present study shows a distinct differentiation of fun-
gal communities across compartments. Fungal generalists that were detected across all com-
partments seem to be able to inhabit niches with different ecological conditions, e.g. varying
resource availabilities or the existing microclimate. Exemplary generalists at the experimental
field site were MOTU 7 (unclassified Zygomycota), MOTU 8 (Exophiala), and MOTU 10

Fig 4. Excel in-cell chart of most abundant fungal MOTUs (� 25 sequences) and their distribution in (a) soil 0-10 cm, (b) soil 40–50 cm, (c) soil 60–
70 cm and (d) roots. Red bars represent relative abundance of respective MOTU in the sample, smallest bars are 1 sequence. Sample names contain the
year (09 = 2009, 10 = 2010, 11 = 2011), abbreviated month (Jul = July, Sep = September, Dec = December, Jan = January) and depth (S10 = Soil 0–10 cm,
S50 = Soil 40–50 cm, S70 = Soil 60–70 cm). n = number of quality checked sequences.

doi:10.1371/journal.pone.0148130.g004
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(Candida). The overall most frequent MOTU (Tetracladium) also falls into this category. This
genus is known as ubiquitously distributed in soils as well as for endophytic or aquatic lifestyle
[16,39,47–50]. MOTU 9 (Mortierella) belongs to zygomycetes; members of this group are so
called sugar fungi and are often associated with the utilization of easily accessible carbon such
as Glucose [1,2]. Therefore, their presence would be expected mainly in the rhizosphere or
rooted zone. Here,Mortierella did not show a clear compartmentalization, suggesting appro-
priate ecological conditions for this MOTU in the range of examined soil habitats. Trichos-
poron (MOTU 3) dominated the three soil compartments a, b and c. Although members of this
genus have been reported for their capability to degrade cellulose and to enhance plant growth
[14,51], in this study it was not detected in roots. Nevertheless, due to the ability to exploit all
investigated soil compartments (a, b and c) and its broad distribution in agricultural, forest and

Fig 5. Ratio of yeast/dimorphic sequences and MOTUs to complete ITS dataset across the four compartments a-d for all sampling dates. Sample
names contain the year (09 = 2009, 10 = 2010, 11 = 2011), abbreviated month (Jul = July, Sep = September, Dec = December, Jan = January) and depth
(S10 = Soil 0–10 cm, S50 = Soil 40–50 cm, S70 = Soil 60–70 cm).

doi:10.1371/journal.pone.0148130.g005
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grassland soils of different climatic zones, Trichosporon (MOTU 3) can also be defined as a
generalist [52–56].

Despite observed generalists, multivariate analysis displayed main separation of fungal com-
munities in the root compartment from those of the soil compartments. Hence, roots likely
provide a distinct niche for specialized fungi. For instance, MOTU 17 and 19 (unclassified
Helotiales) as well as MOTU 16 (Microdochium), 19 (Mycochaetophora) and 24 (Periconia)
were highly abundant in roots. Those fungal taxa likely depended on easily accessible substrates
from the root, thrive on recalcitrant dead plant roots or colonize roots as they were almost not
observed in the soil compartments.

Within the three soil compartments (a, b and c) distinct fungal communities could also be
determined. Fungal communities of compartments a and b, which were associated with plant
residues and root exudates, were mainly separated from those of compartment c, which were
furthest away from plant resources (Fig 2A). These changes in fungal community structure cor-
respond quite well to the changing amount of available resources with increasing depth, as a
predictable reduction in total and extractable organic carbon and total nitrogen was observed
at the experimental field site (S1 Table).

Interestingly, assessing the ITS region the same AMFMOTUs were detected in roots d and
in the overlap between roots and the topsoil (ad) or roots and the rooted zone (bd). These
results emphasize the importance of AMF in the exchange and link of carbon between plant

Fig 6. SSU rDNA AMFMOTUs and their distribution in (a) soil 0-10 cm, (b) soil 40–50 cm, (c) soil 60–70 cm and (d) roots. SMOTU = singleton MOTU.
Sample names contain the year (09 = 2009, 10 = 2010, 11 = 2011), abbreviated month (Jul = July, Sep = September, Dec = December, Jan = January) and
depth (S10 = Soil 0–10 cm, S50 = Soil 40–50 cm, S70 = Soil 60–70 cm). n = number of quality checked AMF sequences.

doi:10.1371/journal.pone.0148130.g006
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and soil [10,57]. Furthermore, the fact, that with general fungal primers AMF sequences were
not detected in any winter sample and in any 60–70 cm soil depth sample, suggests a clear tem-
poral and spatial compartmentalization for this functional group (hypothesis 2).

Yeasts. Filamentous fungi have received interest due to their ability to bridge distances
and to explore and exploit new soil habitats via hyphal growth [58,59]. Nevertheless, unicellu-
lar yeasts are common soil inhabiting fungi in arable and also maize planted soils [13,15,54]. In
the present study yeasts were among the most dominant fungal generalists obviously able to
inhabit different compartments (e.g. Trichosporon, Candida, Exophiala), although a main dif-
ferentiation between root and the three soil compartments could be determined (hypothesis 1).

Especially the basidiomycetous Cryptococcus was strongly represented across all samples,
which is in line with other studies assessing fungal diversity in arable soils [54,60]. Gomes et al.
[15] reported such yeasts mainly from senescent Zea mays rhizosphere, while we observed
prominent yeasts (e.g. TrichosporonMOTU 3, CryptococcusMOTU 13) all over the year, repre-
senting different plant developmental stages. Indeed, yeasts have been described to thrive on
various substrates including recalcitrant and aromatic compounds [14]. Nevertheless, they are
often observed near to plant roots presumably utilizing cellulosic and labile compounds perco-
lating into the soil or even to inhabit roots themselves [14,61–63]. Concerning our hypothesis
2, we would have expected to detect yeasts especially in the root compartment. In contrast,
yeast ratio was lowest in/on roots compared to the three soil compartments. Expanding the
present investigation by additionally analyzing rhizosphere soil may help to explain these out-
comes. Likewise, Xu et al. [16] reported that yeasts such as Trichosporon and Cryptococcus
were almost exclusively present in the rhizosphere and bulk soil but not in roots.

Arbuscular mycorrhizal fungal communities (SSU data)
The diversity of AM fungal communities is known to be influenced by abiotic and biotic fac-
tors such as soil properties, management practices, numbers of potential host plant species
and host development stages [7,64–66]. Spatial- and temporal-based differences in mycor-
rhizal fungal communities have been recently reviewed by Bahram et al. [17], who greatly
demonstrated that vertical variation exceed horizontal and temporal aspects. For AMF in ara-
ble soils temporal and vertical variations have been mainly investigated by assessing spores
[67–69]. For instance, Tian et al. [70] observed a stronger effect of soil depth than maize
management practice on AMF communities. However, to our knowledge only two studies
explored vertical AMF diversity using molecular tools [71,72]. Results are in line with our
AMF data set showing distinct communities across depth. Moreover, according to hypothesis
1, we detected differentiation across compartments, including only two general MOTUs
inhabiting all compartments. These two generalists (MOTU 2 and 4) belonged to the Glomer-
aceae. Members of this family inhabit a wide range of terrestrial ecosystems and also different
niches even on a fine-scale level in arable soils [9,73]. The adaptability of several taxa could be
attributed to their fast growth rate, to efficient hyphal fusion mechanisms and to a large abun-
dance of intra-radical hyphal biomass, factors that likely favor their distribution in disturbed
arable soils [74].

We observed strong spatial variations with topsoil and root (compartment a and d) commu-
nities mainly separated from those of the two deeper soil layers (compartment b and c). As
root samples were taken from upper soil in 0–20 cm and as about 50% of the root biomass
were distributed in the upper 10 cm of the Ap horizon [75], it is obvious that topsoil and roots
exhibit similar communities of this symbiotically living group. Hence, these results support
hypothesis 2, that AMF are distributed according to their ecological role. Complementary to
that, MOTU 3 (Paraglomus sp.) were detected in all compartments associated with the host
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(rooted soil of compartment a and b and roots) but not in the root-free soil, suggesting that
this species was an active key symbiont able to link different ecological niches at the investi-
gated field site. In contrast, MOTU 1 (Glomus sp.) was absent within the topsoil and roots
(compartment a and d). One reason could be that the topsoil is not only the location with
the highest resource input from aboveground, but is also directly affected by agricultural prac-
tices such as fertilization and tilling. Such disturbances intensively affect AMF diversity and
biomass [9,76,77]. The fact that MOTU 1 was absent in the potential host plant (root compart-
ment d) could illustrate the consideration that some AMF appearing in the soil await their
recruitment by the host plant [11], which in turn likely explains potential high AMF diversity
in the bulk soil.

Here, conclusions on the habitat distribution of fungal communities were drawn mainly
without respect to temporal variations. We are aware that especially for AMF, further investi-
gations including considerations of separate sampling dates are needed. This becomes obvious
at winter sampling when no living host plant was available and is supported by the result that
compartment c of December 2009 comprised no AMFMOTU of 32 quality-checked sequences
(sample 09DecS70).

In conclusion, the present study provides a description of the most dominant fungal species
in an arable soil including spatial fine-scale investigations. Some general conclusions on fungal
key species can be drawn: (1) major fungal MOTUs occurred over all seasons; (2) all investi-
gated fungal groups (overall fungi, yeasts and AMF) showed strong differentiation across com-
partments; (3) considering the ITS data, communities mainly varied between the soil and root;
whereas (4) considering the SSU data, AMF communities of roots and topsoil were mainly sep-
arated from communities of the two deeper soil layers.

Our results indicate the presence of distinct niches for microbial life in arable soils and show
the importance of considering different soil habitats for fungal diversity studies, which will
allow linking diversity to specific ecological processes. However, this study gives only an over-
view on prominent fungi due to limited number of Sanger sequences, although those long ITS/
LSU reads provide important fungal sequence information. A prospective is the use of an
approach allowing handling with more samples and deeper sequencing e.g. using next genera-
tion sequencing platforms.

Supporting Information
S1 Fig. Experimental design displayed for one sampling date. Sampling took place in sum-
mer, autumn and winter over two annual cycles (2009 and 2010/2011). Four replicated plots
were sampled. Within one plot four compartments a) 0–10 cm, b) 40–50 cm and c) 60–70 cm
soil depth and d) maize roots were analyzed. Within one plot each of three soil compartments
a-c consisted of soil from ten soil cores of respective depth, so that finally four replicated sam-
ples from four plots represented each soil compartment. For sampling the root compartment
d, two maize plants per plot were grubbed and approximately 20 fine roots were randomly
taken. DNA extraction of all sampled compartments was performed separately for each plot.
Genomic DNA was used 1) for the amplification of the ITS/LSU region and 2) for the amplifi-
cation of the SSU region. Purified amplicons of the biological replicates were pooled and used
for one cloning reaction for each compartment. Finally, 96 clones for the ITS/LSU region and
32 clones for the SSU region were screened by Sanger sequencing.
(TIF)

S2 Fig. Rarefaction curves of each compartment for A) ITS and B) AMF data set.
(TIF)
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S3 Fig. Piecharts of overall fungal community composition. A) Distribution among MOTUs
for ITS dataset by phylum, B) distribution among sequences for ITS dataset by phylum, C) dis-
tribution among MOTUs for AMF dataset by order and D) distribution among sequences for
AMF dataset by order.
(TIF)

S4 Fig. Overview on complete ITS fungal MOTUs across the four compartments a-d with-
out singletons. Red bars represent relative abundance of respective MOTU in the sample,
smallest bars are 1 sequence. The sample names to the left contain the year (09 = 2009,
10 = 2010, 11 = 2011), abbreviated month and depth, number of sequences. Sample names con-
tain the year (09 = 2009, 10 = 2010, 11 = 2011), abbreviated month (Jul = July, Sep = Septem-
ber, Dec = December, Jan = January) and depth (S10 = Soil 0–10 cm, S50 = Soil 40–50 cm,
S70 = Soil 60–70 cm), n = number of quality checked sequences.
(PDF)

S1 File. Supporting information on fungal community structure analysis by denaturing
gradient gel electrophoresis (DGGE) fingerprints.
(PDF)

S1 Table. Soil properties of the field site.
(PDF)

S2 Table. PerMANOVA results on fungal community structure in relation to compartment
for a) ITS data set, b) yeasts/dimorphics and c) AMF data set.
(PDF)
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