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Abstract: Plant-associated fungi, or the mycobiome, inhabit plant surfaces above ground, reside
in plant tissues as endophytes, or are rhizosphere in the narrow zone of soil surrounding plant
roots. Studies have characterized mycobiomes of various plant species, but little is known about
the sorghum mycobiome, especially in Africa, despite sorghum being one of the most important
indigenous and commercial cereals in Africa. In this study, the mycobiome associated with above-
and below-ground tissues of three commercial sorghum cultivars, as well as from rhizosphere
and surrounding bulk soil samples, were sequenced using targeted sequencing with the Illumina
MiSeq platform. Relative abundance differences between fungal communities were found between
above-ground and below-ground niches, with most differences mostly in the dominant MOTUs,
such as Davidiellaceae sp. (Cladosporium), Didymellaceae sp. 1 (Phoma), Fusarium, Cryptococcus
and Mucor. Above-ground communities also appeared to be more diverse than below-ground
communities, and plants harboured the most diversity. A considerable number of MOTUs were
shared between the cultivars although, especially for NS5511, their abundances often differed.
Several of the detected fungal groups include species that are plant pathogens of sorghum, such as
Fusarium, and, at low levels, Alternaria and the Ustilaginomycetes. Findings from this study illustrate
the usefulness of targeted sequencing of the ITS rDNA gene region (ITS2) to survey and monitor
sorghum fungal communities and those from associated soils. This knowledge may provide tools for
disease management and crop production and improvement.

Keywords: sorghum; cultivars; plant tissues; substrates; above ground; below ground;
illumina sequencing

1. Introduction

Sorghum (Sorghum bicolor) is the fifth most cultivated cereal crop in the world [1]. In
Africa, sorghum is an important staple grain for millions of people, especially for rural
communities [2]. Growing this crop has various advantages, including a comparable
nutritional value to other cereal crops, such as maize, and better yields in dry and arid
regions [2,3]. The latter is particularly true for South Africa, where sorghum is grown in
drought-prone areas and considered a staple food in rural communities [4], thus providing
better household food security than maize.

Plants interact with a dynamic community of microorganisms. These include fungi
that colonize plant surfaces as epiphytes [5], endophytes inhabiting internal plant tissues [6]

J. Fungi 2021, 7, 978. https://doi.org/10.3390/jof7110978 https://www.mdpi.com/journal/jof

https://www.mdpi.com/journal/jof
https://www.mdpi.com
https://orcid.org/0000-0002-7936-4135
https://orcid.org/0000-0002-5017-5584
https://orcid.org/0000-0002-9224-4277
https://doi.org/10.3390/jof7110978
https://doi.org/10.3390/jof7110978
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3390/jof7110978
https://www.mdpi.com/journal/jof
https://www.mdpi.com/article/10.3390/jof7110978?type=check_update&version=2


J. Fungi 2021, 7, 978 2 of 19

and pathogens [7]. Mycorrhiza are fungi that have specialized symbiotic relationships
with plant roots [8]. In the rhizosphere (area of soil in direct contact and close proximity to
roots), selected beneficial or detrimental fungi thrive [9]. Bulk soil are not close to roots and
are inhabited by efficacious fungal communities that are classified based on their ecological
functions [9]. While some fungi associated with plants may be pathogenic, others may
form mutualistic, antagonistic or commensal associations with different plant hosts [10].

A plant is not subjected to one pathogen, one insect or one environmental factor, but
rather to a complex ecosystem [11]. The phytobiome is a term encompassing the plant and
its interactions with its surrounding ecosystem and communities of micro- and macro-
organisms [12]. Identification of these microorganisms is the first step towards understand-
ing the functions of the phytobiome, which could help yield more sustainable ways of
increasing agricultural productivity and plant health [11].

Few studies have been performed using culture-independent techniques such as NGS
to assess the natural occurrence and distribution of fungal communities in sorghum. These
studies assessed fungal community diversity in the rhizosphere soils at different growth
stages [13], mycorrhiza communities and genotype specificity in the roots, rhizosphere
soils and bulk soils [14], communities in drought-stressed sorghum at different flowering
stages in the leaf and root endosphere, rhizosphere soils and bulk soils [15], and seed
mycobiomes [16]. Nothing has been conducted in relation to the entire plant community
structure above- and below-ground. Culture-dependent methods mostly focused on poten-
tial pathogens such as Fusarium [4,17] and naturally occurring fungal communities [18].
Hidden plant-associated fungal communities are, thus, largely overlooked and poorly
understood globally, despite their agronomical potential.

No culture-independent studies have been carried out in Africa, despite the impor-
tance of sorghum on the continent. In this study, targeted sequencing of the internal
transcribed spacer (ITS) 2 region was used to characterize the fungal communities of three
sorghum cultivars commonly planted in South Africa as first step for more targeted future
studies. This presents a more rapid technique that would enable more elaborate surveys
or monitoring in future compared to more conventional isolations. The aim of the study
was thus to test the feasibility of the technique for this purpose and generate such data
for sorghum for the first time in Africa. This was performed using different plant parts,
both above and below soil level, as well as rhizosphere soils and bulk soils. The results
will be important when creating baseline data for future studies comparing communities
across various scenarios, such as planting regimes, or when studying community shifts or
changes that can be exploited to increase agricultural production and the health of sorghum
to benefit food security.

2. Materials and Methods
2.1. Sampling Sites and Collections

The sorghum plants, rhizosphere soil and soil used for environmental sequencing
were sampled from the research field of the Grain Crops Institute, Agricultural Research
Council in Potchefstroom, South Africa (26◦43′43.16” S—27◦04′47.71” E). Three commercial
cultivars from Pannar Seeds, namely, PAN8076W, PAN8816 and NS5511, were planted in
this study. The cultivars have outstanding yield performance, agronomic characteristics,
and tannin content, and good tolerance to various pathogens. PAN8816 has red seeds, and
low tannin and high malt content; PAN8706W has tan seeds, and low tannin and malt
content; NS5511 has tan seeds, and high tannin and malt content.

There were six sorghum treatments in the trial (Table 1). The trial also included
legume plant species (cowpea, dry bean, soybean, Bambara groundnut) and fallow soil, in
addition to the sorghum cultivars (considered as a single sorghum treatment) (Table 1). This
was done to provide variation in the agricultural ecosystem, allowing for the associated
phytobiomes of a diversity of crops to be available for selection by sorghum plants, as well
as fungi from soils and air in the same environment. Other trials that surrounded the trial of
this study included maize and sunflower. The three repetitions were randomly distributed
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(Table 1). All three sorghum cultivars were planted in each sorghum treatment, with two
rows per cultivar (total of six rows allocated for sorghum) randomized per treatment. Each
treatment of sorghum was paired up with a treatment of legumes planted in the remaining
rows. Standard agricultural practices and the maintenance of the trial were performed by
the staff of the Agricultural Research Council.

Table 1. Schematic representation of the field layout. PAN8706W, PAN8816, and N5511 are the sorghum cultivars used in
this study. ‘× 2′ and ‘× 6′ depicts 2 and 6 rows of cultivated sorghum and leguminous plants, respectively. The similar
color code indicates similar plant combinations with alternating orders.

PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2
PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2
NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2

Dry bean × 6 Cowpea × 6 Soybean × 6 Sorghum (8816) × 6 Fallow × 6 Bambara groundnut
× 6

NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2
PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2

PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2

Fallow × 6 Sorghum (8816) × 6 Dry bean × 6 Bambara groundnut
× 6 Soybean × 6 Cowpea × 6

PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2 PAN8816 × 2
NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2 NS5511 × 2

PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2 PAN8076W × 2

Soybean × 6 Bambara groundnut
× 6 Fallow × 6 Dry bean × 6 Cowpea × 6 Sorghum (8816) × 6

The plants were sampled 7–8 weeks after sowing. Five healthy plants were randomly
sampled for each cultivar for each of the three repeats per treatment, giving a total of
15 plants for each cultivar. Five randomly selected bulk soil samples per replicate plot
were collected at a depth of 0–15cm and in the middle between two adjacent plants (in row
spacing 25 mm). Rhizosphere soil sampled consisted of the soil adhering to the sorghum
roots that were shaken off into separate plastic zip-lock bags. The bulk and rhizosphere
samples also amounted to 15 per cultivar. The excavated plants, rhizosphere and bulk
soil samples were transported in large cold plastic and zip-lock bags, respectively, to
the laboratory for further processing at the University of the Free State, South Africa and
to prevent cross-contamination.

2.2. Processing of Plant Material, Rhizosphere, and Soil Samples

Plant material from the sorghum cultivar samples were cut and separated for above-
ground parts (seed, leaves, stems) and below-ground parts (roots). For each plant, twenty
random seeds, leaves and roots, and the stem were washed thoroughly with tap water to
remove soil and dust. After washing, all plant parts were surface-sterilized by sequential
washing with 3% sodium hypochlorite for 3 min, sterile, distilled water for 1 min, 70%
ethanol for 2 min, and sterile, distilled water for 1 min, followed by air-drying, chopping
up into pieces (1 × 1 cm), and placement in 50 mL falcon tubes. The corresponding
rhizosphere soil and bulk soil samples were homogenized and 20g were also transferred
into 25 mL falcon tubes. All samples were freeze-dried, ground using a home mince grinder
(thoroughly surface sterilized between samples) and mixed thoroughly. A representative
amount (20 g) of the samples per treatment were transferred into 2 ml Eppendorf tubes
and pulverized with 2-mm-diameter metal balls in a Qiagen Tissue Lyser II cell disrupter
(Whitehead Scientific, Cape Town, South Africa) to randomly mix the sample contents.
From these, at least 1 g of the plant tissue powder and soil per treatment were transferred
to 2 ml Eppendorf tubes for DNA extraction.

2.3. Illumina DNA Sequencing

Total genomic DNA of the material from the different plant parts samples was ex-
tracted using the Nucleospin Plant Kit II (Macherey Nagel, Dueren, Germany) according to
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the manufacturer’s instructions. The Nucleospin Soil Kit (Macherey Nagel) was used to
extract DNA from homogenized rhizosphere and bulk soil samples following the manufac-
turer’s instructions. The quantity and quality of extracted DNA was determined using a
Nanodrop LITE spectrophotometer (Thermo Fisher Scientific, Waltham, MA, United States)
and diluted to 10 ng/µL (1:10). The ITS (Internal Transcribed Spacer) 2 region of the fungal
rDNA was amplified by PCR using the ITS3 (5′-GCATCGATGAAGAACGCAGC-3′)
and ITS4 (5′-TCCTCCGCTTATTGATATGC-3′) primer set with overhanging Illumina
adapters [19]. PCR amplification was carried out on each of the extracted samples in a final
volume of 25 µL mixture containing 12.5 µL Kapa HiFi Ready-Mix DNA Polymerase (KAPA
Biosystems, Lasec, Johannesburg, South Africa), 1.5 µL 10 mM ITS3 and ITS4 primers, 9
µl nuclease-free water and 2 µL template DNA. A negative control replaced DNA with
PCR-grade water (Merck, Sigma Aldrich, Johannesburg, South Africa) to evaluate the
presence of contaminants. PCR reactions were performed for each DNA sample using the
G-Storm GS04822 thermal cycler (Somerton Biotechnology Centre, Somerton, UK) at 3 min
for initial denaturation at 95 ◦C, followed by 25 cycles at 95 ◦C denaturation for 30 s, an-
nealing at 58 ◦C for 30 s, extension at 72 ◦C for 30 s, and a final extension at 72 ◦C for 5 min.
The PCR products were visualised under a UV light by 2% agarose gel electrophoresis
with GelRed (Biotium, Inc, Fremnt, CA, USA) fluorescent nucleic acid dye. The amplicons
from PCR reactions (20 seed, 20 leaves, 20 stem, 20 root, 15 rhizosphere and 15 bulk soil
amplicons) were pooled at equal quantities for each cultivar per treatment according to
their corresponding niche and substrate, and sent to the Next Generation Sequencing Unit,
University of the Free State, South Africa, for Illumina sequencing preparations.

Pooled PCR amplicons were purified using the Agencourt AMPure XP bead clean up
kit (Beckman Coulter, Atlanta, GA, USA) at the Next Generation Sequencing Unit. The final
library was quantified using a Qubit 3.0 fluorometer (Life Technologies, Thermo Fisher
Scientific). Validation was performed with 1µL of a 1:50 dilution of the final library on a
Bioanalyzer DNA 1000 chip using the Bioanalyzer 2100 (Agilent Technologies, Santa Clara,
CA, USA) to verify fragment size (200–300 bp). Purified amplicons were normalised and
pooled together in equal concentrations (8 pmol) and paired-end sequencing (2 × 300 bp)
was done using a MiSeq V3 (600 cycle) kit (Illumina Inc, San Diego, CA, USA) on an
Illumina MiSeq platform (Illumina Inc, San Diego, CA, USA).

2.4. Cluster and Data Analysis

The sequence quality of forward and reverse sequences was assessed using FastQC v
0.11.8- Babraham Bioinformatics [20]. Prinseq lite version V0.20.4 was used for trimming
and quality control of sequences to obtain an average quality score of ≥25 and a minimum
sequence length of 200 bp [21]. Paired-end reads were merged using PEAR 0.9.6 [22] with
default parameters. QIIME v1.9.1 was used to analyze paired-end reads [23]. Chimeric
sequences were identified using USEARCH 6.1 [24] against the RDP ‘’Gold” database
and were filtered out with QIIME using the identify_chimeric_seqs.py and filter_fasta.py
commands, respectively. The default settings of two sequences per OTU as minimum
were used to remove rare taxa. Sequences were clustered into Molecular Operational
Taxonomic Units (MOTUs) against the ITS UNITE database (alpha version 12_11) released
on 10.10.2017 [25] with the pick_open_reference_otus.py script, at a similarity threshold of
97% [26]. In some cases, where it is known that ITS sequence data cannot be confidently
used to identify to species level, e.g., Cladosporium, Phoma and Epicoccum [16], MOTUs were
only referred to on the family level. MOTU’s named by the pipeline with synonymous
names, such as Giberrella currently known under Fusarium, were changed to the current
name with the distinction indicated as sp. “x”, with x a numerical number based on
the number of MOTUS for that genus.

For downstream analysis, QIIME version 1.9.1 was used to normalize the OTU-table
using the CSS normalization option [27]. Fungal alpha diversity (i.e., abundance and
richness) was calculated using Observed OTU indices and Shannon diversity metrics using
the command alpha_rarefaction.py. Beta diversity was performed using Bray Curtis dis-
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similarity metrics and visualized with Principle Coordinates Analysis (PCoA) plots in RStu-
dio [28] using the “plot_ordination” function in the “Phyloseq” package [29]. The software
was used for additional analyses to visualize fungal diversity indices in different samples
(rarefaction curves, and bar charts). The statistical significances of detected differences
between cultivars and plant niches were compared using Permutational Multivariate
Analysis of Variance (PERMANOVA) using the function “adonis2” in the vegan package.
Molecular operational taxonomic units (MOTUs) containing more and less than 1% of
the total sequences were separated using the ggplot function in the “Phyloseq” package for
relative abundance (RA) graphs [29]. Unidentified MOTUs were not discarded and were
included in the analysis. Names allocated by the pipeline were moderated in cases where
they could be misleading, where it is known that the sequenced region cannot distinguish
between species or genera, as is the case with the Didymellaceae and Mycosphaerellaceae,
or in the case of older names, such as Gibberella in the case of Fusarium [16,30]. The tables
incorporated for RA showed less diversity; therefore, Venn diagrams were plotted using
the function in gplots in RStudio (https://CRAN.R-project.org/package=gplots, accessed
on 25 June 2021) to show the total diversity between sorghum cultivars.

3. Results
3.1. Illumina DNA Sequencing

After quality control, the average sequence length ranged from 251 to 300 bp at a base
Phred quality score >25. A total of 4561 distinct MOTUs were assigned at a 97% sequence
similarity. The number of sequences for each library ranged from 17128 to 83071, with
individual MOTUs per sample ranging from 133 to 653 bp (Table 2). Rarefaction curves
indicated that deeper sequencing is required to completely resolve fungal community
diversity for some of the sampled niches (Figure 1).

Table 2. Sequencing results and number of Molecular Operational Taxonomic Units (MOTUs) for the three sorghum
cultivars investigated, before and after quality control (QC).

Cultivar Sample Number of Reads before QC (bp) Number of Reads after QC (bp) Total MOTUs

PAN8076W Seeds 56,429 38,879 252
Leaves 77,662 59,724 341
Stems 78,912 17,128 133
Roots 80,959 67,341 514

Rhizosphere soils 93,649 83,071 463
Bulk soils 77,500 58,539 568

PAN8816 Seeds 86,996 75,159 354
Leaves 72,655 52,055 368
Stems 65,161 44,167 281
Roots 79,755 60,665 509

Rhizosphere soils 95,588 78,004 590
Bulk soils 91,469 75,901 591

NS5511 Seeds 103,073 85,644 386
Leaves 85,671 78,788 368
Stems 79,208 40,787 282
Roots 82,309 73,416 455

Rhizosphere soils 93,861 82,108 653
Bulk soils 88,034 73,200 551

https://CRAN.R-project.org/package=gplots
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Figure 1. Rarefraction analysis of fungal community richness estimates based on sequences that
passed the Phred quality score of 25. CV1, CV2, and CV3 correspond to sorghum cultivars PAN8076W,
PAN8816 and NS5511, respectively.

3.2. Cluster and Data Analysis
3.2.1. Molecular Operational Taxonomic Units Assignment

Analyses yielded diverse taxonomic classifications (Tables 3 and 4, Supplementary
Tables S1–S4; Figure 2, Supplementary Figure S1). Twenty-four of the assigned MO-
TUs were identified in the plant niches and between cultivars with RA ≥1% (Table 3;
Figure 2). The results showed that most of the fungi in this group had a cosmopolitan
distribution in cultivars and their respective substrates. Genera with low abundances had
a total of 85 MOTUs assigned with abundance of less than 1% (0.1–1%) (Table 4). Their
distribution was not as ubiquitous, with some fungal communities showing a specific or
random occurrence.

Figure 2. Relative abundance of fungal communities in the different sorghum cultivars at genus
level (≥1%).

In the Ascomycota, the Dothideomycetes represented one of the dominant phyla due
to four MOTUs assigned with an RA greater than 1% (Table 3 and Figure 2), including
Davidiellaceae sp. 1 (assigned in the pipeline as Cladosporium), Aureobasidium, Didymel-
laceae sp. 1 (assigned in the pipeline as Phoma), and Cochliobolus. The Sordariomycetes
included five MOTUs, represented by the two most dominant MOTUs “Nectriaceae; other”
and Fusarium, as well as Myrmecridium, and Nigrospora. BLAST searches of reads against
GenBank (National Centre for Biotechnology Information) revealed that the MOTU with
the assigned name of Nectriaceae_other, represented Fusarium (named here after as Fusarium
sp. 1, while the other Fusarium MOTU was named Fusarium sp. 2). The basidiomycotan
Tremellomycetes included the dominant MOTU Cryptococcus, and four others with rela-
tive abundances less than 1%. The assigned class Incertae_sedis in the Zygomycota was
dominated by a single MOTU named Mucor.

A number of other classes in the Ascomycota and Basidiomycota could be found,
with MOTUs having an RA higher and lower than 1% (Tables 3 and 4). These included
generic names such as Alternaria, Cochliobolus, Bipolaris, Didymellaceae sp. 2 (Epicoccum)
and Gibberella (synonymous to Fusarium, here named Fusarium sp. 4). The least abundant
phyla had MOTUs with less than 1% RA, namely two MOTUs in the Chytridiomycetes
and three MOTUs in the Glomeromycetes.
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Table 3. Summary of the relative abundance (%) of Molecular Operational Taxonomic Units (MOTUs) taxa that were assigned at genus level with abundances ≥1% for the different
sorghum cultivars and above- and below-ground niches.

Molecular Operational
Taxonomic Units

Above Ground Below Ground
Seeds Leaves Stems Roots Rhizosphere Soils Bulk Soils

PAN8076W PAN8816 NS5511 PAN8076W PAN8816 NS5511 PAN8076W PAN8816 NS5511 PAN8076W PAN8816 NS5511 PAN8076W PAN8816 NS5511 PAN8076W PAN8816 NS5511

Ascomycota
Dothideomycetes
Davidielleace sp. 1
(Cladosporium)

7.7 26.0 * 6.4 2.7 4.7 1.2 6.3 6.1 9.9 16.3 * 2.7 8.0 21.7* 6.7 3.2 3.2

Aureobasidium sp. 1 2.5 2.2 2.6 1.1 1.6 1.7 1.5
Didymellaceae sp. 1 (Phoma) 6.1 11.0 11.3 7.5 9.5 5.2 2.6 5.2 6.7 6.6 5.2 5.4 5.1 7.0 7.7 5.1 8.1
Cochliobolus 5.1 1.2
Saccharomycetes
Meyerozyma sp. 1 2.5 2.4 4.0 2.7
Candida sp. 1 3.0 1.5 1.0 7.0 1.9 1.6 18.9 * 2.5 6.5 7.2 1.4
Wickerhamomyces sp. 1 1.1 1.3 5.5 1.5 16.8 4.7 4.9
Pichia sp. 1 4.8 8.4 2.6 2.3 1.4
Hanseniaspora sp. 1 5.4
Zygoascus sp. 1 2.5
Sordariomycetes
Fusarium sp. 1 (Nectriaceae
other)

10.1 13.8 6.1 31.5 * 28.6 * 15.0 * 55.8* 38.3 * 14.7 13.5 10.5 3.5 3.6 3.2 6.9 9.7 7.7

Fusarium sp. 2 1.1 4.9 9.6 1.6 1.9 2.4 1.7 4.5 14.7 * 10.7 2.5 7.5 9.5 14.7 * 11.7
Myrmecridium 1.3
Nigrospora 1.1

Basidiomycota
Agaricomycetes
Marasmius 3.2 1.5
Ceratobasidium 10.4 3.0 15.3 1.8 4.6 6.7 1.7 3.5 4.6
Microbotryomycetes
Rhodotorula 4.9 1.7 1.1 1.9 2.5 3.6
Sporobolomyces 1.1
Tremellomycetes
Cryptococcus 8.7 8.8 4.3 3.5 9.9 20.1 6.0 21.3 17.0 5.9 11.0 18.0 * 20.0 * 12.9 11.9 * 0.4 21.2 *

Zygomycota
Incertae_sedis
Mortierella 2.9
Actinomucor 8.4
Mucor 16.3 * 30.0 * 7.8 2.0 4.6 5.1 33.7 * 10.3 12.0 7.2 13.5 8.9 13.3 18.0 3.5 2.3 8.7
Rhizopus 1.2
Unidentified
Unidentified 1.9 2.0 5.1 7.4 5.0 10.1 1.2 2.1 3.5 5.9 6.1 3.0 3.4 4.9 6.0 9.2 8.1

Numerical values in bold are relative abundances (RA) 5% and above, whilst numbers in bold and italics are above 20%. Numerical values followed by an asterisk indicate MOTUs, which were the highest in
the niche, whilst MOTUs, which were RA 1% and below, are left blank in the table. Names are used as assigned by the UNITE database.
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Table 4. Summary of the relative abundance (%) of Molecular Operational Taxonomic Units (MOTUs) that were assigned names with abundances ≤1% for the different sorghum cultivars
and above- and below-ground niches.

Molecular Operational Above Ground Below Ground

Taxonomic Units Seeds Leaves Stems Roots Rhizosphere Soils Bulk Soils

PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511

Ascomycota
Dothideomycetes

Neofusicoccum 0.1
Mycosphaerellaceae sp. 0.2 0.5 0.1 0.1 0.2 0.1 0.2 0.1 0.1 0.1 0.1 0.3 0.1

Cladosporium sp. 2 0.1
Aureobasidium sp. 2 0.1 0.4 0.3 0.8 0.2 0.9 0.3 1

Rhizopycnis 0.1
Incertae sedis sp. 0.1 0.1 0.2 0.1 0.1

Stagonospora 0.1
Pleosporaceae sp. 0.1 0.3

Alternaria 0.1 0.1 0.2 0.1 0.3 0.2 0.2 0.1 0.1 0.2 0.2 0.1 0.1
Bipolaris 0.5 0.1 0.1 0.1 0.1 0.1 0.1 0.3

Cochliobolus 0.9 0.5 0.6 0.1 0.3 0.1 0.1 0.8 0.2
Curvularia 0.1 0.1

Didymellaceae sp. 2
(Epicoccum) 0.1 0.1 0.4 0.1 0.1 0.1 0.2 0.1 0.1 0.2 0.2 0.2 0.2 0.1 0.1

Unidentified 0.1
Eurotiomycetes

Exophiala 0.2 0.2 0.2 0.1 0.2 0.1 0.4 0.4
Rhinocladiella 0.4

Orbiliomycetes
Arthrobotrys 0.2 0.2

Dactylella 0.1

Pezizomycetes
Peziza 0.1 1 0.3

Unidentified sp. 0.1
Saccharomycetes
Meyerozyma sp. 2 0.1 0.1 0.1 0.1 0.1 0.3 0.3 0.1 0.2 0.3 0.6

Candida sp. 2 0.4 0.1 1 1 0.4 0.8
Cyberlindnera 0.1 0.1 0.1 0.2 0.3

Wickerhamomyces sp. 2 0.9 0.2 0.7 0.2 0.3 0.3 0.2 0.1 0.2
Clavispora 0.1 0.2

Pichia sp. 2 0.1 0.1 1 0.1 0.8 0.1 0.2 0.7 0.1
Hanseniaspora sp. 2 0.3 0.1 0.1 5 0.7

Zygoascus sp. 2 0.1 0.1
Sordariomycetes
Diaporthales sp. 0.2 0.1 0.1 0.1

Bionectria 0.6 0.1 0.1
Fusarium sp. 3 0.9 0.8

Fusarium sp. 4 (assigned as
Gibberella) 0.1 0.2 0.5 0.3 0.1 0.2 0.2 0.4 0.2 0.1 0.1 0.3 0.1

Myrmecridium 0.1 0.1 0.1 0.5 0.1
Sphaeronaemella 0.1 0.1 0.1

Microascaceae sp. 0.1
Colletotrichum 0.2
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Table 4. Cont.

Molecular Operational Above Ground Below Ground

Taxonomic Units Seeds Leaves Stems Roots Rhizosphere Soils Bulk Soils

PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511

Sordariales sp. 0.8 0.6
Lasiosphaeriaceae sp. 0.1 0.4

Unidentified 0.1 0.1 0.3 0.9
Nigrospora 0.1 0.2 0.2 0.6 0.2 1 0.2 0.1

Microdochium 0.1 0.1 0.3 0.1
Daldinia 0.1 0.1 0.1 0.2 0.1

Basidiomycota
Agaricomycetes

Agaricus 0.7 0.1
Agrocybe 0.1
Conocybe 0.1
Panaeolus 0.1

Marasmius 0.1 0.6 0.3 0.2 0.2 1 0.1
Coprinellus 0.1 0.1
Coprinopsis 0.1

Athelia 0.1 0.1 0.1
Ceratobasidium 0.2 0.5 0.9 0.5 0.2 0.7 0.8 0.1 0.6
Thanatephorus 0.2 0.2

Corticiaceae sp. 0.1 0.1
Waitea 0.1

Gloeophyllum 0.1 0.1 0.1
Sebacinaceae sp. 0.1 0.1 0.1 0.1

Cystobasidiomycetes
Occultifur 0.1 0,1

Exobasidiomycetes
Unidentified sp.

Microbotryomycetes
Sporidiobolales sp. 0.1 0.3 0.1 0.1 0.2 0.3 0.1 0.1 0.3 0.3 0.9

Rhodotorula 0.1 0.1 0.1 0.3 0.7 0.1 0.2 0.9 0.3 0.3 0.1
Sporobolomyces 0.4 0.2 0.3 0.1 0.1 0.1 0.2 0.6 0.1 0.2 0.2

Unidentified sp. 0.1 0.1 0.2 0.1 0.1
Tremellomycetes
Cystofilobasidium 0.3 0.6

Tremellaceae 0.1
Dioszegia 0.1 0.2
Tremella 0.1

Ustilaginomycetes
Thecaphora 0.1

Ustilaginaceae 0.3
Pseudozyma 0.2 0.2
Sporisorium 0.1 0.1 0.2 0.1

Ustilago 0.2 0.3 0.2 0.1
Unidentified 0.9 0.3 0.6 0.1 0.7 0.1 0.1
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Table 4. Cont.

Molecular Operational Above Ground Below Ground

Taxonomic Units Seeds Leaves Stems Roots Rhizosphere Soils Bulk Soils

PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511 PAN8097W PAN8816 NS5511

Chytridiomycota
Rhizophydiaceae sp. 0.5

Spizellomyces 0.1 0.1
Glomeromycota

Glomus 0.1
Glomeraceae sp. 0.1
Unidentified sp. 0.1 0.1 0.1 0.1

Zygomycota
Mortierella 0.1 0.2 0.2 0.3

Choanephoraceae sp. 0.2 0.2
Mucoraceae sp. 0.2 0.1 0.1 0.3 0.1 0.2 0.6 0.2 0.1 0.6 0.7

Actinomucor 0.2 0.4
Rhizomucor 0.1

Rhizopus 0.3 0.3 0.1 0.2 0.6 0.2 0.8 0.8 0.1 0.1 0.2 0.1 0.1

Numerical values in bold are relative abundances (RA) between 0.3% 1% and above, whilst MOTUs which were RA > 1% and with zero values were left blank in the table. Names are used as assigned by the
UNITE database.
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3.2.2. Relative Abundance among Different Substrates

The most dominant MOTUs, namely Davidiellaceae sp. 1 (Cladosporium), Fusarium
spp. 1 and 2, Didymellaceae sp. 1 (Phoma), Cryptococcus and Mucor, mostly occurred across
niches and plant parts (Table 3). Absences of these prominent MOTUs in some tissues,
were random. In some cases, such as Davidiellaceae sp. 1 (Cladosporium), which was most
dominant in the seed (26%), rhizosphere (21.7%) and roots (16.3%) of cultivar NS5511,
RA values differed greatly between tissues, cultivars and niches. In other cases, such as
Didymellaceae sp. 1 (Phoma), MOTUs had relatively similar RA levles. Based on RA,
Fusarium sp. 1 had an apparent affinity more for above-ground tissues, whereas Fusarium
sp. 1 were more abundant below ground.

MOTUS in the lower-abundance groups (≤1%) (Table 4) showed more sporadic RA
patterns across niches, tissues and cultivars. The MOTUs Didymellaceae sp. 2 (assigned in
the pipeline as Epicoccum) and Alternaria were observed across all samples, with Alternaria
mostly in seeds and leaves, and rhizosphere and bulk soils. Possible trends could be
detected for some, such as the MOTU Fusarium sp. 4 (assigned as Gibberella), which
appeared only in plant-associated niches. Some MOTUs, such as Alternaria, Cochliobolus
and Bipolaris, were mostly missing from stems and roots, but occurred in the majority of
leave, stem and soil samples. A number of yeast species and mushroom forming taxa were
also found. MOTUs in the Chytridiomycota and Glomeromycota were only present in
rhizosphere soils and bulk soils.

Fungal community overlap and abundance differed between the above- and below-
ground substrates for each of the sorghum cultivars (Tables 3 and 4; Figure 3B,C). In
the above-ground substrates, 911 MOTUs were found (Figure 3B), while 777 MOTUs were
detected for below-ground communities (Figure 3B, Tables 3 and 4). Above-soil-level
tissues had more unique MOTUs than below-soil niches, which increased when bulk soils
were excluded. Most MOTUs were plant-associated (excluding bulk soils), with more
MOTUs still present above soil level. A high number of MOTUs were, however, still shared
between above- and below-ground niches. The MOTUs detected in one of these niches
could also be detected in another. For example, Daldinia was present in all the rhizosphere
samples from each cultivar, but also detected in leaves and from no other substrate (Table 4).

Figure 3. Venn diagram depicting shared and unique fungal Molecular Operational Taxonomic Units
(MOTUs) in the three sorghum cultivars (A), combined cultivar MOTUs for all niches, above- and
below-ground (B), and combined cultivar MOTUs above- and below-ground (C) (Bulk soils excluded).

When comparing the number of MOTUs between cultivars (Figure 3A), PAN8076W
had 796 MOTUs compared to PAN8816 (658) and NS5511 (654). A considerable number
of MOTUs were shared between the cultivars (366). PAN8076W and PAN8816 shared
the highest number of MOTUs (100), followed by PAN8076W and NS5511 (89), and NS5511
and PAN8816 (51). The relative abundances of some of the dominant MOTUs between
cultivars were similar, while with others there were large differences (Table 3). For instance,
Didymellaceae sp. 1 (Phoma) had double the RA in the seed of NS5511 (11.3%) and PAN8816
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(11%) than in PAN8076W (6.1%). In the Nectriaceae, Fusarium sp. 1 was most abundant
in the stems of PAN8816 (55.8%) and NS5511 (38.3%) but absent in stems of PAN8076W,
and also had higher RA in the seeds and stems of PAN8076W and PAN8816 than those
of NS5511.

MOTUs known to be important for plant health were detected. The dominant MOTU
groups Fusarium spp. 1 and 2, Didymellaceae sp. 1 (Phoma) and Davidiellaceae sp. include
several species: plant pathogens and mycotoxin producers. Other pathogenic groups
that were found included Ceratobasidium, Alternaria, Bipolaris, Cochliobolus, Curvularia, and
Didymellaceae sp. 2 (Epicoccum). MOTUs assigned in the Ustilaginomycetes (Pseudozyma,
Sporisorium and Ustilago) were mainly specific to seed at similar frequencies. Some species
in the pathogenic genera can also be beneficial, such as in Fusarium (Falk et al., 1996; Hori-
nouchi et al., 2007). Others that are beneficial with RA ≤1% included the MOTU Glomus.

3.2.3. Grouping of Fungal Communities in Plant Tissues and Cultivars

Principal coordinate analysis indicating possible distinct groupings between the vari-
ous tissues of the plants from the above- and below-ground niches of the three sorghum
cultivars, and their soil types, showed principal component 1 and principal component
2 at 25.8% and 21.6% of the variation, respectively. The resulting analyses separated
the cultivars and niches into five groups (Figure 4) that represented the different niches,
except for group 3, which included seeds and roots. Distinct groupings between plant
niches were also shown to be statistically significant (p = 0.001), while no significant dif-
ference (p = 0.321) was observed between cultivars (Table 5). However, Venn diagrams
(Figure 3) showed that cultivars shared MOTUs, with cultivar NS5511 (unique in having a
high tannin content) being grouped more distantly from the other two cultivars in most
substrates in the PCOA analyses, except in the bulk soil and roots. The separation was
especially evident in the leaves (Group 1) and rhizospheres (Group 5).

Figure 4. Principal coordinate analysis of fungal communities of the different sorghum cultivars
and niches.

Table 5. Comparison between cultivars, plant niche, and above- vs. below-ground niches according
to the Adonis permutation test.

Compared Categories D.F Sum of
Sqs R2 p-Value

Cultivar 2 0.38101 0.13015 0.321

Plant niche 5 1.7338 0.59222 0.001

Above-ground vs. below-ground niches 1 0.56049 0.19145 0.001

Overall, the above- and below-ground niches for cultivar PAN8076W, PAN8816 and
NS5511 were clustered separately. For above-ground, the groupings of the plant tissue
were more separated from each other compared to groupings of below-ground plant
tissue, rhizospheres, and soils, which were relatively closer together. Furthermore, signifi-
cant differences (p = 0.001) were observed between the above- and below-ground niches
(Table 5). The leaves (Group 1) of PAN8076W and PAN8816 grouped more closely to-
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gether than the leaves of NS5511. The seed (Group 3) also followed a similar trend, with
those of NS5511 slightly separate from the cultivars in the same niche. Stems (Group 2)
grouped completely distinctly from each other, especially those of PAN8076W that were
completely separated from the other cultivars and separate from the other above-ground
niches. For below-ground niches, bulk soils, rhizosphere soils and roots were each separate,
but grouped relatively close together. The bulk soils of cultivars NS5511, PAN8076W,
and PAN8816 (Group 4) grouped closely together, whereas with the rhizosphere soils
(Group 5) cultivars PAN8076W and PAN8816 grouped more closely together, while the rhi-
zosphere soil (NS5511) was grouped more closely to the bulk soils. The roots of PAN8076W,
PAN8816 and NS5511 grouped together, but, interestingly, they were more closely clustered
to the above-ground seed niche of the same cultivars in the same group (Group 3).

4. Discussion

In this study, targeted sequencing was used to successfully characterize the fungal
mycobiome of three commercial sorghum cultivars (PAN8076W, PAN8816, and NS5511)
grown under field conditions in South Africa. This first approach in Africa to profile
the entire fungal mycobiome for the above- and below-ground niches of sorghum cultivars
provided a useful baseline of the sorghum mycobiome, albeit only from a single location,
which can be used in future studies on more specific aspects. The results showed that
the mycobiomes across the niches were dominated by Davidiellaceae sp. 1 (Cladosporium),
Didymellaceae sp. 1 (Phoma), Fusarium, Cryptococcus and Mucor. These MOTUs generally
occurred across tissue types, niches and cultivars. Plant pathogens such as Ceratobasidium,
the sexual form of Rhizoctonia species causing seed rot, root rot, crown rot, and stem rot of
various crops [31] were detected, even if some were present in low relative abundances.
Above-ground plant tissues harboured more MOTUs than below-ground tissues and soils
combined. A possible selection of fungal communities was suggested between cultivars,
with those of NS5511 appearing more distinct, but communities were not significantly
different between cultivars.

The occurrence and distribution of fungal genera such as Fusarium and Phoma have
been reported to occur naturally as endophytes in sorghum grown in Burkina Faso [32].
In another study, Fusarium was commonly isolated as an endophyte in ten major growing
areas of sorghum in India [33]. Using next-generation sequencing, these genera were
observed in different plant tissues, bulk soils and rhizosphere soils for sorghum [13,15,16].
Cladosporium, Phoma, Fusarium and Cryptococcus were also observed in the seed of different
sorghum cultivars grown in South Africa [16], including PAN8976W, PAN8816 and NS5511,
used in this study for planting. However, these genera and families are also ubiquitous
and known cosmopolitans, found in various environments, substrates and hosts [34].

Possible trends or patterns observed in this study must be confirmed in future research,
where more appropriate sampling and sequencing replicates were performed to enable
statistical verification. The extent to which detection could be due to chance infections
that do not necessarily represent colonization and selection has not been established in
this study [35,36]. More extensive sampling and sequencing is needed to better delimit
the above- and below-ground communities. The factors that could possibly drive differ-
ences between above- and below-ground microbial communities, as has been shown in
other studies, such as environmental factors, dissemination strategies and their different
functional roles, are still unclear [6,37,38]. The selection of fungal communities at the root-
rhizosphere-soil interface due to the release of exudates [39,40] have been observed for
sorghum cultivars [13], but this needs to be studied in more detail in the South African
context. The extent of specialization and diversification in different plant tissues that has
been reported from other plants [41,42] has been hinted at based on the results of the study.
Plant genotype is an important factor in structuring the diversity and selection of microbial
communities [10,43], and has been shown in sorghum [13,15] and possibly indicated in this
study. Understanding these various interactions could prove useful, providing knowledge
on maintaining and stabilizing various ecological processes [44,45].



J. Fungi 2021, 7, 978 14 of 19

Vertical transmission of fungal endophytes has been shown in various plant species
such as forbs [46], perennial ryegrass [47], and is especially known in grasses involving
specialised fungi in the Clavicipitacecae [35]. Proving vertical transmission is difficult,
since it must be established that these fungi did not already exist in the experimental
plants [46,48]. The PCOA plot showed a close grouping of the fungal communities of seed
and root tissues, especially for the cultivars PAN8816 and NS5511. This could possibly
indicate vertical transmission between the seeds and roots, where fungi in the seeds also
occurred in the roots, suggesting they were transferred from seeds. However, further
scrutiny of the MOTUs showed that the shared MOTUs represented cosmopolitan fungal
groups, while less abundant, possibly more specific, MOTUs were not present in either
roots or seeds.

Fusarium was represented by four MOTUs in this study, of which two were among
the most dominant detected MOTUS. Fusarium species occur in various habitats with
diverse roles such as endophytes, saprobes in soil, pathogens of plants, humans and animals
or beneficials to plants [49,50]. In sorghum, Fusarium species are known as phytopathogens
and producers of mycotoxins [4,17,51]. Fusarium species that cause root rot, stalk rot, ear
rots and those which cause grain mold are of major concern, as they significantly reduce
yield in fields and contaminate stored grain through the production of mycotoxins, which
could pose health risks to humans and animals [52,53]. The diversity and identity of
Fusarium species infecting sorghum is still limited, especially in Africa [52].

MOTUs, assigned as Cladosporium (Davidielleace) and Didymellaceae sp. 1 (Phoma),
were among the most dominant MOTUs. Species in both these families are geographically
prevalent and found in diverse ecological niches, most importantly as plant pathogens
on important food crops [54,55]. Other high-throughput sequencing studies also found
Cladosporium and Phoma to be prominent or present in various plant tissue, such as seed,
leaves, and roots, and in rhizosphere soils and bulk soils of sorghum [15,16]. Numerous
genera exist in the Didymellaceae that are well known to affect sorghum. An example is
Epicoccum sorghinum (previously named Phoma sorghina), a contaminant of sorghum grain,
especially at the pre-harvest stage in the field, reducing yield. In addition, E. sorghinum is
known to produce mycotoxins that can be harmful to humans and animals [56]. Likewise,
numerous genera in Cladosporium have been reported to be important plant pathogens,
such as C. cladosporioides, associated with the grain mould complex in sorghum and typical
leaf spot discolorations in the field [57].

In sorghum, A. alternata are commonly associated with the grain mold complex,
affecting the quality of sorghum grain both pre- and post-harvest, while the same species
has been known to cause leaf spot [58,59], including in South Africa [60]. Alternaria had
relative abundances below 1% in the seed harvested from the field from three of the six
used cultivars, while also having low RA values in the other plant tissues and substrates.
Curiously, Alternaria was found to be dominant (above 1%) in the commercial seeds of six
sorghum cultivars used to establish the current trial [16].

An important group of plant pathogenic fungi, although occurring in low abundances,
was the Ustilaginomycetes. Three MOTUs assigned as Thecaphora, Sporisorium and Ustilago,
were detected, and they occurred in the seed. Members in this group are known smut
fungi pathogenic to cereals and other crop plants [61,62]. In sorghum, smut fungi known
to colonize the kernels of the crop include species, such as Sporisorium sorghi (kernel smut),
Sporisorium ehrenbergii (long smut), and Sporisorium cruentum (loose kernel smut), which
cause severe losses in yield [63,64].

Cryptococcus was omnipresent and dominant in all samples. Cryptococcus species
are yeast saprobes from niches such as the phylloplane, stems, leaves [65], and often a
dominant fungal group in soils [66]. The genus is among the most prominent fungal
molecular operational taxonomic units in culture independent studies [67,68]. Generally,
the genus is not considered phytopathogenic, but as a human pathogen [69]. Some species
have also been proven as biocontrol agents of plant pathogenic fungi and post-harvest
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diseases in various plant species, such as wheat (Triticum aestivum), and mandarin orange
(Citrus reticulata) [70,71].

Mucor was the most abundant Zygomycete identified in the plant niche of the sorghum
cultivars. Species in Mucor are ubiquitous in nature, especially soils, and predominantly
found as saprotrophs or endophytes [72]. They are predominantly associated with humans
as pathogens [73], but have also been reported to be harmful in plants such as Mucor
piriformis, causing rot in field and post-harvest on cherries [74]. Other MOTUs that were
found in lower abundances, such as Rhizopus, are known to cause rots in other crop, such
as grapes, while Rhizopus stolonifer has been linked to the seed of sorghum [75]. Some
species are known to have biocontrol properties, such as enhancing growth in plants such
as Arabidopsis arenosa [76].

Only a single MOTU representing arbuscular mycorrhizal fungi (AMF) [77], namely,
Glomus, was detected. The MOTU was absent in roots and detected in soils in low abun-
dance. Previous studies have found AMF communities in the roots, rhizosphere and soil
of sorghum [14,15]. The Aasence of AMF fungi in this study could be due to agricultural
practices or bias introduced by the primers used, because other studies found the primer
sets 5.8SFun and ITS4Fun [14,15,78] to match well with all Glomeromycotina lineages.

5. Conclusions

Sorghum is an important food crop to rural communities in Africa, but there are still
substantial knowledge gaps regarding the fungal communities associated with the crop.
Such knowledge is invaluable because fungal communities play a fundamental role in
ecosystem services, recycling nutrients as well as serving as decomposers, plant pathogens
and saprophytes, and providing beneficial communities to the plant as endophytes, epi-
phytes, mycorrhiza, and general soil-inhabiting communities [9,79]. The high fungal
diversity between the niches and cultivars in this study indicates that these fungal com-
munities could have potential applications in improving the performance of sorghum
in different environments. For example, whether these communities can be exploited to
control pathogenic species could be investigated. However, further investigation is needed
into the function and complex interactions in the sorghum holobiont. Such data can easily
be generated by targeted environmental sequencing and used to improve the productivity
and performance of the crop in agricultural setups, especially for the rural community.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/jof7110978/s1, Figure S1: Bar charts of mycobiomes detected in the three sorghum cultivars
(PAN8706W, PAN8816, N5511) at different taxonomic ranks: (A) Phyla, (B) Classes, (C) Orders,
(D) Families. Table S1: Summary of the relative abundance (%) of Molecular Operational Taxonomic
Units (MOTUs) taxa that were assigned at Phyla level for the different sorghum cultivars (above- and
below-ground niche). Table S2: Summary of the relative abundance (%) of Molecular Operational
Taxonomic Units (MOTUs) taxa that were assigned at Class level for the different sorghum cultivars
(above- and below-ground niche). Table S3: Summary of the relative abundance (%) of Molecular
Operational Taxonomic Units (MOTUs) taxa that were assigned at Order level for the different
sorghum cultivars (above- and below-ground niche). Table S4: Summary of the relative abundance
(%) of Molecular Operational Taxonomic Units (MOTUs) taxa that were assigned at Family level for
the different sorghum cultivars (above and below ground niche).
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