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Abstract: Switchgrass is a promising feedstock for biofuel production, with potential for leveraging
its native microbial community to increase productivity and resilience to environmental stress. Here,
we characterized the bacterial, archaeal and fungal diversity of the leaf microbial community associ-
ated with four switchgrass (Panicum virgatum) genotypes, subjected to two harvest treatments (annual
harvest and unharvested control), and two fertilization levels (fertilized and unfertilized control),
based on 165 rRNA gene and internal transcribed spacer (ITS) region amplicon sequencing. Leaf sur-
face and leaf endosphere bacterial communities were significantly different with Alphaproteobacteria
enriched in the leaf surface and Gammaproteobacteria and Bacilli enriched in the leaf endosphere.
Harvest treatment significantly shifted presence/absence and abundances of bacterial and fungal
leaf surface community members: Gammaproteobacteria were significantly enriched in harvested
and Alphaproteobacteria were significantly enriched in unharvested leaf surface communities. These
shifts were most prominent in the upland genotype DAC where the leaf surface showed the highest
enrichment of Gammaproteobacteria, including taxa with 100% identity to those previously shown
to have phytopathogenic function. Fertilization did not have any significant impact on bacterial
or fungal communities. We also identified bacterial and fungal taxa present in both the leaf sur-
face and leaf endosphere across all genotypes and treatments. These core taxa were dominated by
Methylobacterium, Enterobacteriaceae, and Curtobacterium, in addition to Aureobasidium, Cladosporium,
Alternaria and Dothideales. Local core leaf bacterial and fungal taxa represent promising targets for
plant microbe engineering and manipulation across various genotypes and harvest treatments. Our
study showcases, for the first time, the significant impact that harvest treatment can have on bacterial
and fungal taxa inhabiting switchgrass leaves and the need to include this factor in future plant
microbial community studies.

Keywords: switchgrass; plant microbial community composition; harvest; leaf metabarcoding data;
fungi; phyllosphere; leaves; plant genotypes

1. Introduction

Plant microbial communities vary in structure and function across diverse plant
species [1], genotypes [2], ecosystems [3], soil types [4], and soil and plant treatments [5], as
showcased by many amplicon sequencing studies. Significant effort has been made in the
study of plant microbial communities below ground, illustrating impacts of rhizosphere
and root endosphere microbial communities on plant health [6,7] and crop yield [8-11], with
less data available on plant-associated microbial communities above ground. Although
leaves generally host lower microbial biomass than roots, some of the insights obtained
from phyllosphere microbial community studies show that leaf microbiota provide plant
growth-promoting benefits. For example, a strain of Enterobacter sp. was shown to increase
biomass production in Populus spp. [12] and various Methylobacter spp. produce ACC
(1-aminocyclopropane-1-carboxylate deaminase) deaminases that degrade the precursor
of the phytohormone ethylene [13]. Microorganisms of plant leaves also contribute to
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global biogeochemical cycles. For instance, various Methylobacter spp. can oxidize and
assimilate methanol released by plant leaves as a byproduct of pectin formation during cell
wall synthesis [14], and leaf-colonizing Cyanobacteria and Gammaproteobacteria spp. aid
in N fixation in the plant species Carludovica drudei, Grias cauliflora and Costus leavis [15].
Consistent occurrences of core leaf taxa over time, as were observed in switchgrass and
miscanthus, suggest the potential for microbial community manipulation and manage-
ment [16]. Most studies have investigated the bacterial /archaeal fraction of the plant
microbial community, whereas plant-associated fungal data are less abundant, and studies
that include both bacteria and fungi are even more scarce [17]. Hence, there is a need to
advance insights into bacterial, archaeal and fungal phyllosphere communities in order
to understand and make targeted use of the many beneficial or antagonistic interactions
between plants and their holistic microbial communities.

Similar to many other plant microbial communities, the switchgrass microbial com-
munity has been shown to influence plant function, and its composition differs to vary-
ing degrees by environmental characteristics [18-21], plant compartment (shoots vs.
roots) [2,16,22,23], climate and seasonality [16,24,25], and switchgrass genotype [2,26]. As
a biofuel crop, switchgrass plantings are commonly treated, for example, with soil amend-
ments; however, few studies have investigated the effect of such management practices on
the switchgrass microbial community, especially on the phyllosphere microbial community.
Grady et al., for example, found that N fertilization of the soil did not show any impact on
bacterial and archaeal community structure in the phyllosphere [16], and Bowsher et al.
demonstrated that leaf nitrogen did indeed impact fungal community composition (al-
though that observation may have been partially caused by an edge effect resulting from
the experimental layout) [27]. The potential impact of N fertilization on bacterial, archaeal
or fungal phyllosphere microbial communities hence appears inconclusive and additional
data is required.

Harvest practice, which represents another management practice commonly applied
annually or biannually to perennial switchgrass, has not been studied as a potential driver
of switchgrass microbial community composition [17]. Harvest dates vary by geographical
location and associated switchgrass genotype, and are typically set upon senescence and the
beginning of the winter season. Although the perennial crop efficiently recycles nutrients,
multiple harvest events can cause stress to the plant, for example, due to the significant
decrease in cellulose and lignin content of above-ground biomass [28]. It remains unclear
whether the phyllosphere microbial community is qualitatively or quantitatively impacted
by the timing or frequency of harvest events.

In this study, we ask two questions about the bacterial, archaeal and fungal communi-
ties inhabiting the leaf surface and leaf endosphere of switchgrass: (1) Are there differences
in total and core microbial community composition between plants that are harvested an-
nually vs. plants that are not harvested? (2) Are bacterial, archaeal and fungal community
structures on different genotypes differently affected by harvest or fertilizer treatment?
Improving our understanding of the phyllosphere microbial community will aid in arriving
at sustainable management strategies that improve biomass quality, in addition to plant
and ecosystem health.

2. Materials and Methods
2.1. Switchgrass Plants and Study Location

Switchgrass plants selected for this study include clonal divisions of 4 genotypes:
Alamo-AP13, WBC, Summer-V516 and DAC (Table S1). AP13 and WBC are representa-
tive southern lowland ecotypes, whereas Summer-VS16 and DAC are northern upland
ecotypes. Rhizome divisions of these genotypes were obtained in the fall of 2011 and
(with their original microbial community) transferred to a greenhouse located at the
Brackenridge Field Lab facility of the University of Texas in Austin, TX (30°17'8.7"" N,
97°46'44.93" W). Rhizomes were planted in 5-gallon pots with ProMix BX Mycorrhizae
potting mix (Premier Tech Horticulture, Quakertown, PA, USA) and allowed to grow over
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winter in the greenhouse (14 h days). The resulting plants were then clonally propagated
repeatedly during 2012 in an outdoor nursery in 1-gallon pots containing composted pine
bark mulch (Leaf Landscape Supply, Austin, TX, USA) augmented with Osmocote 14-14-14
slow release fertilizer (The Scotts Company, Marysville, OH, USA). This is an inorganic
fertilizer composed of 14% of nitrogen, phosphorus and potassium.

Ramets of each of the four genotypes were planted in a random block design in April
2013 outdoors in concrete cylinders (2 ft diameter by 4 ft height) containing Ranch Rose
potting soil (Geo Growers, Austin, TX, USA) at the Pickle Research Center facility of the
University of Texas in Austin, TX (PKL) (30°23'11.8"" N, 97°43/36.8" W) (Figures S1 and S2).
Plants were amply irrigated and allowed to establish during the 2013 growing season.
Above-ground biomass was removed for half of the plants after plant senescence in the
early winter of 2013 by cutting tillers approximately 10 cm above the soil surface with a
reciprocating hedge trimmer. The other half of the plants were not harvested, i.e., their
above-ground biomass naturally senesced and remained as standing material through the
overwintering and into the establishment of green up and the generation of new tillers in the
following year. In 2014, half of the plants were fertilized with urea at a rate equivalent to 70
Ibs N/acre based on soil surface area of the cylinders. Fertilizer was applied on 2 May 2014,
one month after all genotypes had emerged from winter dormancy, and again on 15 June
2014, just prior to panicle emergence of the lowland genotypes and just after flowering of
the upland ecotypes. Leaf material for this study was collected in November 2014, before
the harvested plants underwent their 2014 harvest event. Each genotype, harvest, and
fertilizer treatment combination was represented by 6 replicates in this study, totaling 96
plants (4 genotypes x 2 harvest treatment levels x 2 fertilizer treatments x 6 biological
replicates = 96) (Table S1). Leaf material from each of these 96 plants represent one data
point each, where DNA extraction and sequencing were successful.

2.2. Leaf Sampling and Library Preparation

Leaf samples from all experimental plants representing four different genotypes were
collected in November 2014. Flag leaves were harvested and washed with a buffer (0.1X
PBS buffer, 0.1% Triton X-100) to obtain leaf surface (LS) samples. In the field, 2 g of
leaf material was washed with 45 mL of PBS buffer on a tabletop shaker for 15 min at
200 rpm. Leaf wash solution with epiphyte communities was frozen at —20 °C with
10% glycerol to prevent cell burst during storage. Leaf washes were then filtered onto
0.2 um GTTP filter membranes (Whatman, Maidstone, UK). For leaf endosphere (LE)
samples, leaves were washed with tap water, sterilized with 3% sodium hypochlorite
solution, rinsed with sterile MilliQ water, ground with liquid nitrogen and frozen at —80 °C
until DNA extraction. Triplicate control samples to showcase the success of the sterilization
process were generated by reiterating the leaf washing step after the leaves were sterilized.
Amplification of DNA and subsequent sequencing failed. Control samples were hence not
included in the data analysis of this study.

2.3. DNA Extraction, Amplification and Sequencing

DNA extraction was performed using the MoBio Power Water kit (MoBio, Carlsbad, CA,
USA). For leaf washes we used % of the filter membranes for DNA extraction. DNA concentra-
tions were quantified using a Pico Green assay (Thermo Fisher, Waltham, MA, USA). Samples
were prepared for sequencing the V4 region of the 165 rRNA gene (V4 iTags) using 515F and
816R primers, and the ITS2 region (ITS) using ITS9 and ITS4 primers, using standard JGI proto-
cols (http:/ /1lofdmg2n8tc36méi46scovo2e.wpengine.netdna-cdn.com/wp-content/uploads/
2017 /08/iTag-Sample-Preparation-for-Illumina-Sequencing-SOP-v1.0.pdf, accessed on
21 December 2021). iTag sequencing was performed according to JGI's standard proce-
dures: iTag V4 and ITS amplicons were diluted to 10 nM, quantified by quantitative PCR
and sequenced on the Illumina MiSeq platform (reagent kit v.3; Illumina Inc., San Diego, CA,
USA) as described in [2].
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2.4. - and B-Diversity Analyses

a-diversity analysis (observed ASVs) was performed in QIIME2 [29,30]. Principal
coordinate analysis to show grouping of samples by plant compartment was computed
in R [31] based on Bray—Curtis distances and using the vegdist function of the Vegan
package. Factor contribution to % community variance was assessed using the adonis
function with 999 permutations as part of the Vegan package in R [32]. 3-diversity anal-
ysis based on weighted UniFrac and the Kruskal-Wallis test was performed in QIIME2.
Tree construction for UniFrac calculations was achieved by aligning ASV sequences with
MAFEFT v. 7.221 [33] and calculating branch lengths using FastTree 2 [34]. ASV abundance
in grouped samples is based on average relative abundance in the respective samples.
Differentially abundant ASVs with >100 reads across groups were obtained by applying
the Analysis of Composition of Microbiomes (ANCOM) algorithm in QIIME2. Permuta-
tional ANOVAs (PERMANOVAs) were performed with the function ‘adonis” in the Vegan
package as described in [2]. Because the categorical variable ‘genotype’ is nested within

‘ecotype’, we used the ‘strata” argument within the ‘adonis’” function (Table S2). Local core

ASVs were determined as bacterial/fungal ASVs shared between 50% and 100% of samples
using QIIME2. Related 165 rRNA gene sequences were identified in the NCBI database
using the blastn algorithm. Matching sequences with 100% sequence identity over 100% of
the gene length were then used in added literature research in order to retrieve information
about the corresponding organism’s potential lifestyle.

3. Results and Discussion

We used amplicon sequencing to analyze the bacterial, archaeal and fungal commu-
nities associated with leaf surface and leaf endosphere compartments of four switchgrass
genotypes that were either harvested or not harvested, and in the presence and absence
of fertilization. Plant genotypes showed phenotypic differences at the time of sample
collection (Figures S1 and S4), which can be linked to different growth season durations
and earlier onset of senescence in the upland genotypes. Lowland ecotypes acclimated to
warmer, wetter southern climates had ~10-fold larger biomass compared to the upland
ecotypes (Figure 54) when grown in Austin, which is a commonly observed phenological
difference between the ecotypes [35].

Leaf endosphere samples from unharvested plants yielded few sequences for both
bacteria and fungi. Although leaf endosphere and surface samples were obtained using
separate protocols, we did not separate samples by treatment during sample processing,
DNA extraction or amplicon library creation. Because we did not measure microbial
biomass, we can only speculate about whether unharvested LE samples failed during
sequencing due to a biological (lower bacteria/fungal biomass in leaves of unharvested
plants) or a technical cause (unknown batch effect). Thus, the harvest treatment was
analyzed only in the context of leaf surface (LS) samples.

3.1. Sequencing Summary

In total, we sequenced 97 leaf endosphere (LE) and 96 leaf surface (LS) samples
at the end of the growing season in 2014. The number of sequences per sample after
applying the dada2 amplicon sequence variant (ASV) pipeline [36] ranged from 1670
to 69,027 sequences per sample. After removing sequences that were attributed to
chloroplasts and mitochondpria, or that had unassigned taxonomic classification, we
filtered ASVs that were not present in >5 samples with >10 reads. « rarefaction curves
are shown in Figure S3. Because leaf endosphere samples from unharvested plants
yielded few sequences for both bacteria and fungi, we decided to exclude these samples
from the analysis (Table S1).
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3.2. Microbial Community Assembly Was Impacted by Leaf Compartment, Harvest Treatment
and Genotype

In order to gain insight into microbial leaf community structure in switchgrass and fac-
tors for microbial community assembly, we analyzed the distribution of bacterial /archaeal
and fungal ASVs correlated to factors considered in the experimental design, i.e., genotype,
ecotype, harvest treatment, fertilization level and their interactions. We found that microbial
community variance was explained by various biotic and abiotic factors and factor interac-
tions (Table S2, Figure S5). When taking all samples into consideration, plant compartment
contributed the most to overall bacterial /archaeal community variance (~27%), followed
by genotype (nested within ecotype) (~2%). This is consistent with findings from other
studies that reported distinct bacterial /archaeal community composition between different
tissue types of switchgrass plants [2,16,22,23]. Fertilizer did not affect plant above-ground
biomass, leaf microbial community or root/soil microbial community as determined in
the complementary switchgrass root microbial community study [2], likely because the
planting soil provided the plants with ample nutrients and/or because N fertilization may
have been too moderate to observe an impact.

Within the LS communities, genotype and harvest treatment combined contributed the
most variance in both bacterial/archaeal (~17%) and fungal (~7%) communities
(Figure 1, Table S2, Figure S5). Fertilization did not impact bacterial or fungal communities
in LS samples. This finding is consistent with a study from Grady et al., who also did not
see a significant impact of fertilization on switchgrass and miscanthus leaf surface microbial
community, and only a small, although significant, influence on soil bacteria/archaeal com-
munities [16]. Although Bowsher et al. did find a small, but significant, correlation between
N fertilization and foliar leaf surface community variance, it is not clear to what degree this
result was caused by their experimental design rather than by the N treatment [27].
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Figure 1. Principal coordinate analysis of (A) bacterial /archaeal leaf surface (LS) and leaf endosphere
(LE) and (B) fungal leaf surface communities at the ASV level. Colors denote compartments and
harvest treatments, shapes indicate plant genotype.

In the leaf endosphere (LE) samples, we found that ecotype was a significant driver
of bacteria/archaeal community variance (~20%) and that ecotype and genotype signifi-
cantly impacted the fungal community (~5% and ~7%, respectively) (Table S52). We also
interrogated the fertilization impact among the harvested LE samples and did not find a
significant impact of fertilization on bacteria/archaeal or fungal communities. Because
many of the unharvested LE samples failed for the bacterial/archaeal and fungal communi-
ties, as mentioned above, we did not investigate any potential correlations between harvest
and communities.

Microbial communities have rarely been separately analyzed and contrasted between
LS and LE, and no study to date has done so for switchgrass plants. Hence, comparisons
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to other studies for the above-mentioned analyses were hampered. Because plant com-
partment, genotype and ecotype, and harvest treatment displayed distinct clustering of
microbial community diversity and composition, we continued our analyses with samples
grouped according to these factors.

We detected 45 bacterial and three archaeal classes belonging to 19 bacterial and two
archaeal phyla across all samples (Figure 2A). Similar to other studies, archaea did not
represent a dominant fraction of reads and displayed little diversity [17]. Both leaf surface
and leaf endosphere were dominated by Proteobacteria, Bacilli, and, to a lesser extent, Acti-
nobacteria. Alphaproteobacteria, Gammaproteobacteria, Actinobacteria and Bacteroidia
are dominant taxonomic groups in most plant microbial communities e.g., [2,37-39]. The
switchgrass leaf microbial community was dominated by many of the same phyla that
have been detected in other plant microbial community studies [16,27,37] and Alphapro-
teobacteria and Gammaproteobacteria have been observed to dominate switchgrass leaf
microbial communities throughout the seasons [16]. Interestingly, we observed relatively
more Actinobacteria, Acidobacteriia and Melainabacteria in unharvested LS samples across
all genotypes (Figure 2A). The fungal communities were dominated by Ascomycota and, to
lesser extent, contained Basidiomycota, which is an observation common for plant-associated
fungal communities, as seen, for example, in a switchgrass study conducted over sev-
eral seasons [27]. We detected 129 fungal genera (Figure 2B) belonging to four classes
(Figure S6). Fungal communities were dominated by genera of the Dothideomycetes class,
including Aureobasidium, Cladosporium and Alternaria, which are ubiquitous plant colonizing
genera [40-42].
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Figure 2. Bacterial/archaeal community composition in leaf endosphere and leaf surface (A) and
fungal community composition in the leaf surface (B). Harvested and non-harvested samples, and
genotypes, are contrasted. Coloring is by taxonomic order.

The number of observed bacterial /archaeal ASVs was significantly lower in harvested
vs. unharvested leaf surface samples (Bacteria/Archaea: p = 8.9 x 10~%; Fungi: p = 0.004)
(Figure 3). Genotype did not significantly impact the number of observed bacterial /archaeal
ASVs; however, it did impact fungal communities (p = 0.006). Observed ASVs did not
significantly vary for different fertilizer treatments or ecotypes in either bacterial/archaeal
or fungal communities.
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Figure 3. Bacterial/archaeal and fungal x-diversity in the leaf surface depicted as the number of
observed ASVs and grouped by harvest treatment and genotype. x-diversity was significantly lower
in harvested vs. unharvested samples (bacteria: p = 0.0006; fungi: p = 0.000002). It was significantly
lower in DAC than in the other genotypes (p = 0.002-0.03) for bacteria, and significantly higher in
VS16 than in the other genotypes (p = 0.009) for fungi.

3.3. Differentially Abundant ASVs in Leaves from Harvested Plants Were Related to Pathogens

We asked whether bacterial/archaeal or fungal taxa were significantly enriched be-
tween leaf compartments, harvest levels and ecotypes/genotypes. Because leaf compart-
ment contributed the most to the bacterial community differences (Table S2), we compared
leaf surface and leaf endosphere bacterial /archaeal communities and found that 85 bacterial
ASVs were significantly more abundant in the leaf surface compared to the leaf endosphere
(Table S3A). Less than 10 ASVs were more abundant in the endosphere than the leaf surface,
and were represented by <100 reads. Microbial taxa significantly enriched by harvest level
included Gammaproteobacteria and Bacteroidia, which were both enriched in harvested
plants, whereas Actinobacteria, Acidobacteriia and Melainabacteria were enriched in un-
harvested plants (Figure 2). The greatest enrichment was of Gammaproteobacteria, which
was 10-30% more abundant in harvested plants of all genotypes (Figures S7 and S8). AP13
was the least enriched with Gammaproteobacteria, whereas DAC was the most enriched
(Figure 4A, Table S3B). Harvest was also correlated with significant differential enrichment
of Alphaproteobacteria, Actinobacteria and Bacilli ASVs (Figures 4 and S7).
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Figure 4. Analysis of composition (ANCOM) of bacterial (A) and fungal ASVs (B) associated with
leaves of harvested vs. unharvested switchgrass. Listed are taxa that showed significantly higher
abundances across all four genotypes by harvest level with >100 reads. Relative abundances are
averages across samples from respective genotypes.
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The abundances of two fungal ASVs, belonging to Claviceps and Alfaria genera, differed
between harvested and unharvested leaf surface samples. Although the Claviceps ASV
was significantly enriched in harvested AP13 leaf surface samples, the Alfaria ASV was
most abundant in the harvested VS16 leaf surface (Figure 4B). Harvested leaf surface
samples showed significantly enriched fungal taxa Claviceps and Alfaria compared to
unharvested samples. The Claviceps ASV was 100% identical to ASVs commonly found in
grass disease studies in the southern United States [43]. The Alfaria ASV was 100% identical
to ASVs belonging to the Stachybotriaceae family that have been associated with plant
pathogenicity [44].

LS samples from unharvested plants displayed a number of significantly enriched
taxa that belonged to Alphaproteobacteria, mostly Methylobacterium, Bradyrhizobium and
genera within the Xanthobacteriaceae family, and totaled nearly 8% of the total commu-
nity. Alignment of our sequences to those in the literature resulted in 100% identity over
100% sequence length with organisms that were shown to fix nitrogen (e.g., MT534083.1),
to be microsymbionts (e.g., MT468658.1) or to display other plant growth-promoting po-
tential (e.g., MT360236.1). Leaf surface samples from harvested plants were enriched in
Gammaproteobacteria, specifically Enterobacteriaceae, Xanthomonadaceae and Pseudomonas taxa,
accounting for nearly 12% of the total community. Some of these sequences matched those
from organisms found to be phytopathogens and ubiquitous colonizers with 100% identity.
For example, we found four Xanthomonadaceae ASVs in our harvested leaf surface samples
that were 100% identical to Xanthomonas axonopodis (MK818495.1), which was found to cause
bacterial complex diseases (BCD) [45]. Additionally, we found two ASVs with 100% identity
over 100% query coverage to Pantoea dispersa (HQ683985.1), an endophyte isolated from
various dicot plants. In contrast, in the unharvested leaf surface samples, we found six
Xanthomonadaceae ASV's that shared 100% identity over 100% coverage with Bradyrhizobium
sp. Iri (AB933528.1), Bradyrhizobium sp. strain Lcos102 (MT468658.1), Bradyrhizobium japon-
icum strain 15 (KU298505.1) and Bradyrhizobium neotropicale strain APP82 (MT534079.1),
which are all root-nodule forming bacteria and hence associated with N, fixation and plant
growth promotion [46]. Interestingly, harvested switchgrass displayed reduced microbial
diversity and we found significantly enriched taxa that shared 100% sequence identity with
Xanthomonadaceae strains that demonstrated phytopathogenic behavior [45].

Genotypes less adapted to the planting environment displayed earlier senescence and
a higher abundance of ASVs related to taxa shown to cause plant disease in other studies.
Speculatively, this observation of increased ASVs that may fulfill pathogenic functions
on the leaves may be the result of a compromised immune system in plants that had
experienced harvest or tissue damage caused by harvesting, which is a route for infection,
or perhaps because unharvested plants retained a microbial community that is resistant to
colonization by pathogens. Time series sampling and plant gene expression studies (such
as [27]) planned around harvest events would provide insights into plant stress level and
respective bacterial and fungal community responses associated with harvesting.

3.4. The Local Switchgrass Leaf Surface Bacterial Core Was Smaller than the Fungal Core

The prevalence of ASVs shared between 50% and 100% of samples (i.e., the local core
microbial community) was computed to identify ASVs that were present in our switchgrass
leaf study regardless of genotype and plant treatment (Table S4). We refer to our core
ASVs as “local core ASVs” because our study design was limited to one location and time
point. In the LE, only two ASVs were shared among 50% of samples and they were both
classified as Pseudomonas. These two ASVs accounted for >20% relative abundance of the
LE microbial community (Figure S9). We examined the local core microbial community of
LE samples by switchgrass ecotype because ecotype significantly impacted the LE microbial
community (Table S2). The local LE core bacteria included only a few ASVs with high
relative abundances: the upland core consisted of one Pseudomonas ASV, the lowland core
consisted of three Pseudomonas ASVs. At 65% of samples, only one ASV was found in each
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ecotype core, with the upland core represented by a different Pseudomonas ASV than the
lowland core (Table S5).

The local LS core bacterial microbial community across 90% of samples was composed
of ubiquitous leaf genera, including four Methylobacterium ASVs, two Enterobacteriaceae
ASVs, four Curtobacterium ASVs and four Sphingomonas ASVs (Table S6A). The local core
bacterial microbial community was slightly larger in unharvested plants compared to
harvested plants, whereas the taxonomic composition of the local core bacterial microbial
community was not statistically significantly different between unharvested and harvested
plants (Table S6A, Figure 510). The local fungal leaf surface core microbial community was
comprised of eight classes, including 38 Dothideomycetes ASVs, 10 Sordariomycetes ASVs,
four Ustilaginomycetes ASVs, two Tremellomycetes ASVs, two Exobasidiomycetes ASV's, one
Cystobasidiomycetes ASV, one Eurotiomycetes ASV and one Saccharomycetes ASV (Figure 5).
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Figure 5. Leaf surface core microbial community in (A) bacteria shared among 80% of samples and
(B) fungi shared among 90% of samples. ASVs are clustered by genus, coloring is by class. Percent
reads of individual genera constitute the relative abundance in the LS compartment.

The local LS fungal core microbial community displayed larger diversity at the
genus level and included a much larger fraction of the total leaf surface community
(Figure 5, Table S6B). In 50% of LS samples, 7.1% of the bacterial community and 92.1%
of the fungal community was shared (Table S4B). In 95% of samples, ~76.9% of fungal
ASVs were shared (Table S7B). Fungal ASVs shared among 90% of LS samples were domi-
nated by genera of the Ascomycota: Aureobasidium, Alternaria and Cladosporium together
accounted for ~62% of the total LS community (Figure 5, Table S6B). These genera have
previously been identified as local core genera in switchgrass roots [2]. Aureobasidium,
Cladosporium and Nigrospora displayed the most ASV diversity (7-8 ASVs per genus)
(Figure 5). Of 59 local core fungal ASVs, 50 were Ascomycota and the remaining nine
ASVs were Basidiomycota (Figure 5). Ascomycota have previously been found to domi-
nate fungal switchgrass leaf communities [27,47,48]. Most local core genera belonged to
the Dothideomycetes class; the remainder of the local core ASVs were relatively evenly
distributed among Cystobasidiomycetes, Eurotiomycetes, Exobasidiomycetes, Sordariomycetes,
Saccharomycetes, Tremellomyceetes and Ustilaginomycetes, with each class containing 1-4 ASVs
(Figure 5). Bowsher et al. [27] also found a relatively high abundance of Dothideomycetes
sequences in the late growing season and various studies have found this genus to be a
globally important leaf taxon as it comprises the largest taxonomic, ecological and func-
tional diversity of fungi and includes endophytes, mutualists and pathogens to agricultural
crops [49-54]. Various local fungal LS core genera detected in our study have previously
been detected on and inside switchgrass leaves. For example, Alternaria and Epicoccum
spp- were isolated from the leaf endosphere of switchgrass plants, and in a subsequent
inoculation study, were shown to impact biomass production [48]. Differences in local
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core fungal communities between harvested and unharvested plants were not significant
(Table S6B, Figure S11).

The differences in local bacterial and fungal LS core microbial communities are striking
and suggest that bacterial LS colonization may be driven more by host-specific leaf char-
acteristics that could be heterogeneously impacted by environmental factors; this would
render the LS habitat dynamic and challenging for bacteria, thereby limiting the bacterial
biomass [37]. Furthermore, fungal colonization pathways may be shared among a large
fraction of the fungal community, fungal attachment to leaves may be stronger, and fungal
resistance to daily changes more robust, hence leading to a relatively large core on the
LS. Similar bacterial and fungal core community trends have been observed in estuarine
seagrass leaf microbial communities. Although different estuaries showed distinct core
bacterial communities, the core fungal communities were largely shared, following a pre-
cipitation event and across a salinity gradient [55] or across plant compartments, seasons
and sites [42]. The fact that local fungal core taxa are largely observed across different
switchgrass genotypes provides an opportunity to identify plant growth-promoting fungal
candidates that can be applied to various switchgrass variants, which is a research priority
for sustainable agriculture.

4. Summary and Conclusions

Plant root microbial communities from a large diversity of host plants have been well
studied and have transformed plant and soil management practices. With the recognition
of the vast microbial diversity in soils and their functional importance came the realization
that conventional agricultural techniques are often harmful to the balance of the native
soil and root microbial communities. For example, pesticides were found to negatively
impact bacterial diversity and nitrification rates [56] and synthetic fertilizer is known
to suppress long-lasting relationships between plants and nitrogen-fixing bacteria [57].
Furthermore, native root-associated bacteria were shown to save a plant from sudden-
wilt disease [58], and soil microbes have been found to display varying abilities to confer
drought tolerance [59]. Because soil and root microbial communities represent a wealth
of genetic and functional diversity with applications far beyond agriculture, much focus
has also been on the development of new methods and instrumentation targeted towards
accelerating our understanding of plant root microbial communities [60].

Compared to the large body of literature surrounding soil and plant root microbial
communities, there is relatively little published leaf microbial community data, regardless
of plant species or environment, although leaves are easy to sample comprehensively.
Our findings in this study highlight that the practice of agronomic harvesting of grasses
can significantly impact both bacterial and fungal switchgrass LS microbial community
composition, and, to a lesser non-significant degree, result in changes to (local) core com-
munity composition. The striking impact of this treatment on the total LS bacterial and
fungal communities may provide insight into the stress level and broader plant-microbial
community-soil ecosystem health, in addition to plant phenotypic features that contribute
to the establishment of leaf microbial communities. It may be that harvested plants recruit
more microorganisms from the soil or from their crown, whereas unharvested plants obtain
additional microorganisms from past years’ vegetation, through which they grow as new
leaf material establishes each spring. The number of harvest events (once or twice per year)
was previously shown to impact nutrient cycling within the plant and in the soil [61]; how-
ever, long-term impact on the plant microbial community may play an additional important
role in plant health. Our findings may give rise to additional future studies in that direction.
We also observed distinct impacts of harvest on bacterial /archaeal and fungal community
composition based on the switchgrass genotype. Although all genotypes showed increases
in gammaproteobacterial ASVs in harvested plants, genotypes less adapted to the plant-
ing environment displayed earlier senescence and a higher abundance of ASVs related
to taxa shown to cause plant disease in other studies. Finally, we showed that bacterial
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and fungal community trends can behave very differently depending on the investigated
experimental factor.

Our study presents data from one site and one time point; however, switchgrass
genotypes in this study also represent differences in developmental phase, with upland
ecotypes transitioning to a fall senescence earlier than lowland ecotypes at our southern
field location. Hence our study also suggests temporal leaf surface community dynamics
that are confounded with harvest treatment and host genetics. Because temporal [16]
and geographical [62] factors tend to strongly impact plant (core) microbial community
composition in both agricultural and non-agricultural settings, the impact of harvest treat-
ment compared to spatiotemporal factors remains to be disclosed. Although amplicon
studies generate interesting hypotheses about plant microbial community relationships,
complementary plant gene expression and functional metagenomics and metatranscrip-
tomic datasets will allow us to gain insights into microbial activity as a function of host
genotype and gene expression, and environmental changes, which will also be necessary
for improving ecological models in the face of climate change.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/genes13010022/s1: Figure S1: Above-ground phenotypic differences between switchgrass
plants from harvested and unharvested lowland (AP13, WBC) and upland (VS16, DAC) plants.
(A) Harvested AP13, (B) unharvested AP13, (C) harvested WBC, (D) unharvested WBC, (E) harvested
VS16, (F) unharvested VS16, (G) harvested DAC, (H) unharvested DAC. Figure S2: Experimental
setup. 96 plants were individually placed in concrete cylinders preventing exchange between
plants. Figure S3: Rarefaction curves based on (A) 165 rRNA gene sequencing and on (B) ITS
sequencing. Figure S4: Biomass differences between switchgrass genotypes/ecotypes. Figure S5:
Relative contribution of experimental factors to microbial community variance. (B) = Bacteria;
(F) = Fungi. Figure S6: Community composition of fungi in phyllosphere samples at the class level
grouped by harvest level and genotype. Figure S7: Taxa enriched in harvested vs. unharvested
switchgrass phyllosphere samples by genotype. (A) AP13 genotype, lowland ecotype; (B) WBC
genotype, lowland ecotype; (C) VS16 genotype, upland ecotype; (D) DAC genotype, upland ecotype.
Figure S8: Log fold change in significantly enriched bacterial ASVs by harvest level in the leaf surface.
Figure S9: Bacterial core microbial community composition shared among 50% of all, leaf surface
(LS), and leaf endosphere (LE) samples. Figure S10: Core microbial community in the LS by harvest
level. Figure S11: Relative abundance of fungal taxa in harvested vs. unharvested leaf surface
samples. Table S1: Numbers of 16S rRNA gene and ITS amplicon sequencing samples that passed
sequencing QC steps. Table S2: Permuted multivariate analysis of variance (PERMANOVA) tables
for all hypothesis tests for difference in community -diversity. Only significant results are shown.
“Genotype (Ecotype)” denotes that the analysis was performed as Genotype nested within Ecotype.
Table S3: Number of significantly enriched ASVs in the phyllosphere compared to leaf endosphere
grouped by genus (A) and average frequency of significantly different abundant ASVs per genotype
across phyllosphere samples (B). Taxa were classified at the highest level possible. Table S4: Core
bacterial microbial community across a range of sample fractions. Computation was conducted
across all samples (A), phyllosphere (B) and leaf endosphere (C). Core community composition is
depicted in Figure 5. Table S5: Core bacterial ASVs in 65% of upland or lowland leaf endosphere
samples. No ASVs were shared in >65% of lowland samples and no ASVs were shared in >75% of
upland samples. Table S6: Core bacterial (A) and fungal (B) ASVs in 90% of samples by harvest level.
Table S7: Core fungal ASVs across a range of sample fractions. Computation is conducted across all
samples (A) and the leaf surface (B). The leaf endosphere was omitted from this analysis since many
LE samples failed. Core community composition is depicted in Figure 5.
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