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Abstract: Medicinal plants maintain structures and diversities of bacteria, fungi, and arbuscular
mycorrhizal fungi (AMF) that can interact to promote growth and therapeutic properties. Therefore,
the purpose of this research was to evaluate the microbiome of Lippia alba and Petiveria alliacea, species
known for their high potential for medicinal benefits in Colombia. To achieve this, rhizosphere
soils and roots were sampled from five departments in Colombia: Boyacá, Cundinamarca, Tolima,
Putumayo, and Valle del Cauca. The results revealed that the dominant bacterial groups in both
plants were primarily Proteobacteria, Acidobacteriota, and Actinobacteriota, with the first phylum
showing the highest number of differentially abundant genera between the sampling points. In
fungi, Ascomycota tended to dominate in most of the sampled locations, while Mortierellomycota
was particularly abundant in roots of P. alliacea in Valle. Furthermore, the study of AMF indicated
differentiation in the colonization for both plants, with the genera Glomus and Paraglomus being
predominant. Differences in the Shannon diversity index were recorded between sampling types
within these sampling points, possibly influenced by local and environmental factors. Our findings
reveal that the microbiomes of both medicinal plants exhibit distinct community assemblies, which
could be a significant factor for their future therapeutic use.

Keywords: medicinal plants; metataxonomic; microbial ecology; rhizosphere soil and root

1. Introduction

The soil microbiome serves essential functions, including aiding in soil regulation
and fertility. Moreover, their active participation in various biogeochemical cycles enables
the microbiome to perform other functions, such as enhancing nutrient absorption and
contributing to pest and phytopathogen control. Consequently, the plant-microbiome
system stands as the primary interaction involved in plant growth and survival [1–4].

This interaction is influenced by a diverse array of abiotic factors, including soil type
and biogeographical characteristics such as altitude and seasonal climate variations [5,6].
Additionally, biotic factors, like the specific plant species, particularly impact this relation-
ship through root secretions [7,8]. The latter aspect has garnered much interest in exploring
the soil microbiome associated with medicinal plants, known to secrete and synthesize a
wide range of distinctive secondary metabolites, such as organic, fatty, and phenolic acids,
as well as terpenes and alkaloids [9–12].

In Colombia, medicinal plants have been a source of therapeutic products throughout
history for treating various diseases [13]. Among these, Lippia alba and Petiveria alliacea,
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belonging, respectively, to the Verbenaceae and Petiveriaceae families and native to Latin
America, have gained prominence for their numerous medicinal benefits, particularly their
anti-carcinogenic properties. Several studies have examined the anti-carcinogenic effects of
their essential oils, in the case of L. alba, research has shown its potential in halting the cell
cycle and inducing apoptosis in liver and lung cancer cells [14], colon and prostate cancer
cells [15], leukemia cells [16], and gastric carcinoma cells [17]. Similarly, P. alliacea has
been found to trigger cell apoptosis and reduce the growth capability of breast cancer cell
colonies [18], along with diminishing tumor burden and myeloid leukemia metastasis [19].
Despite the significance of these plants and the evidence suggesting that the interaction
between medicinal plants and the microbiome results in the production of phytotherapeutic
compounds [20–22], no studies have been conducted on the microbiome associated with L.
alba and P. alliacea.

This research constitutes one of the initial approaches to microbiome evaluations
in the medicinal plants L. alba and P. alliacea, representing a first effort to identify those
microbial elements that could be involved in plant growth and maintaining the therapeutic
potential of these plants. We aimed to determine the structure and diversity of bacteria,
fungi, and arbuscular mycorrhizal fungi (AMF) in rhizosphere soil and root associated
with L. alba and P. alliacea. Additionally, to investigate taxonomic relationships with soil
physicochemical properties in areas where these plants predominate. We hypothesize that
the microbiome would exhibit differential structures and diversities of microorganisms
between both medicinal plants in several sampling points of Colombia. We hope to find taxa
with variations in abundance both in rhizosphere soil and roots of plants, according to the
ecological characteristics of the microorganisms. Furthermore, we anticipate that microbial
taxonomic associations with physicochemical properties will reveal significant relationships,
providing valuable information about the ecological aspects of these medicinal plants.

2. Materials and Methods
2.1. Soil Sampling of Medicinal Plants

The sampling process started with the taxonomic identification of plant species in
five departments of Colombia, including primarily wild individuals found within home
gardens and natural areas, and a few specimens categorized as cultivated (Figure 1 and
Table S1). Plants of L. alba were identified from the locations of Palmira (Valle del Cauca),
Sibundoy (Putumayo), and Lérida (Tolima), with 3–4 replicates at each sampling point
(Figure 1 and Table S1). For P. alliacea, sampling was conducted in Palmira (Valle del
Cauca), Pacho (Cundinamarca), Ambalema (Tolima), Armero (Tolima), and Villa de Leyva
(Boyacá), with 2–6 replicates at each of these localities (Figure 1 and Table S1). For both
plant species, rhizosphere soil and root samples were collected to study bacteria and fungi,
while only root samples were collected for AMF analysis. Secondary roots and rhizosphere
soil samples were collected from each individual after the subterranean portion had been
extracted from the ground. Additionally, approximately 1 kg samples of the top 20 cm
of soil were collected from these locations for physicochemical analysis. The microbiome
study samples were stored at −80 ◦C until processing.
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Figure 1. Colombian departments and municipalities sampled for the medicinal plants L. alba and P.
allicaea. Purple surfaces represent the departments and municipalities where the medicinal plants
were found.

2.2. Physicochemical Measurements of Soils

The soil samples for physicochemical analysis were sent to the AGRI-LAB laboratory,
where measurements of macro and microelements, such as pH, effective cation exchange
capacity (ECEC), cation exchange capacity (CEC), electrical conductivity (EC), soil organic
matter (SOM), soil organic carbon (SOC), total nitrogen (N), phosphorus (P), sulfur (S),
exchangeable calcium (Ca), exchangeable magnesium (Mg), exchangeable potassium (K),
exchangeable sodium (Na), boron (B), iron (Fe), copper (Cu), manganese (Mn), and zinc
(Zn), were conducted. Additionally, physical variables including bulk density (BD), texture,
and average moisture saturation (AMS) were assessed. The data were analyzed using a
non-parametric Kruskal-Wallis test with the Jamovi 2.2.5 software [23].

2.3. DNA Extraction and Metabarcoding from Bacteria, Fungi, and AMF

The DNA of soil microorganisms was extracted in the Pontificia Universidad Javeriana
according to Doyle and Doyle [24]. The quality of the extractions was assessed using spec-
trophotometry and 0.8% agarose gels. Subsequently, library preparation and sequencing
were conducted at the Argonne National Laboratory of the U.S. Department of Energy. For
bacteria, the V4-V5 region of the 16S ARN ribosomal gene was amplified following the
methodology of Caporaso et al. [25]. Primers ITS1F/ITS2 [26,27] were employed for fungi
and NS31/aML2 [28] for AMF. Sequencing was performed using Illumina HiSeq2000 and
MiSeq technology. The raw data were deposited in the European Nucleotide Archive (ENA)
under project number PRJEB67294 and accession numbers ERS16459293 to ERS16459433.

2.4. Bioinformatic and Diversity Analyses

The bioinformatic began with QIIME2 software version 2023.7 [29], where a quality
control step was run with the DEMUX plugin, including noise and chimera sequence
removal using DADA2 [30]. Next, abundance tables were normalized to 16,000 reads for
bacteria and 10,774 reads for fungi. Taxonomic assignment was carried out using the SILVA
v. 13_8 database for bacteria, UNITE v. 8_99 for fungi, and Maarjam 18S for AMF [31].
The analysis was then continued in the R software version 4.2.3, using packages such as
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qiime2R v. 0.99.6 and phyloseq [32]. Taxonomic composition graphs for bacteria and fungi
were generated considering the top 10 most abundant taxa at the phylum and class levels.
Additionally, differential abundance analyses at the genus level were conducted using the
DESeq2—Bioconductor package [33]. Alpha diversity indices, including Shannon diversity
and Berger–Parker dominance, were calculated using the microbiome package v. 1.18.0 in
Bioconductor. Beta diversity was visualized through principal coordinate analysis (PcoA)
with Bray–Curtis distances. Furthermore, a multiple factor analysis (MFA) was performed
using the factoextra package to explore the relationships between the 10 most abundant
taxa for bacteria and fungi at each plant and soil physicochemical measurements.

3. Results
3.1. Soil Physicochemical Analysis

The results of the physicochemical parameters revealed significant differences in soil
pH among the study locations (Table S2). In both plants, locations with strongly acidic
soils (Sibundoy), moderately acidic soils (Ambalema, Armero, and Pacho), and neutral
soils (Palmira, Lérida, and Villa de Leyva) were observed (Table S2). These variations led
to significant differences in effective cation exchange capacity (ECEC), cation exchange
capacity (CEC), and ion concentrations such as Ca, Mg, and Fe (Table S2). Soil organic
matter and organic carbon content varied among the sampling points, ranging from 1%
to 4%, but no significant differences were found according to the statistical test. Total soil
nitrogen did not show significant differences in both plants, but phosphorus levels were
notably high, particularly in P. alliacea locations (Table S2). Regarding soil texture, the
results indicated clayey soils with good water retention capacity but potential drainage
issues. Additionally, the moisture saturation percentages were similar, with values around
20%, and the bulk density recorded values exceeding one, with no significant differences
among the sampling points.

3.2. Comparative Analysis of Soil and Root Microbiome
3.2.1. Rhizosphere Soil and Root Bacteria Associated with Medicinal Plants

Initially, a total of 2,301,354 reads were obtained for bacteria, with 789,094 reads from
L. alba (averaging 39,454 ± 9433 reads per sample) and 1,512,260 from P. alliacea (averaging
47,258 ± 15,630 reads per sample). After the quality control and normalization processes,
282,977 reads for bacteria were retained for L. alba, and 572,271 reads for P. alliacea. At
the taxonomic level, the reads from L. alba generated 8539 ASVs assigned to 30 phyla
(100% assignment), 86 classes (98%), 183 orders (92%), 234 families (78%), and 363 genera
(48%) (Figure S1). On the other hand, P. alliacea yielded 12,318 ASVs with assignments to
37 phyla (99%), 98 classes (98%), 201 orders (91%), 270 families (75%), and 399 genera (47%)
(Figure S2).

At the phylum level, the taxa depicted in Figure 2 were the most abundant overall,
accounting for approximately 92% of the total reads. Specifically, Proteobacteria was the
most abundant in the locations of both medicinal plants. For L. alba, it was found to be
more abundant in the rhizosphere soils of Palmira (50% soil vs. 42% root), Sibundoy (60%
vs. 48%), and Lérida (41% vs. 16%) (Figure 2a). Additionally, for P. allicaea, Proteobacteria
showed variation between sample types, with a greater number of reads assigned to the
roots of Ambalema (17% vs. 35%) and the rhizosphere soil of Villa de Leyva (52% vs. 31%)
(Figure 2c). On the other hand, Acidobacteriota tended to have more reads assigned in root
samples than in rhizosphere soil in locations like Palmira (5% rhizosphere soil vs. 17% root)
and Lérida (9% vs. 28%) for L. alba, and Palmira (8.0% vs. 17%) and Villa de Leyva (5%
vs. 17%) for P. alliacea (Figure 2). However, in Ambalema for the latter plant, this trend
was reversed, with a 25% abundance in rhizosphere soil versus 13% in root. In other phyla,
such as Bacteroidota, there was greater abundance in the roots of Lérida and Sibundoy in L.
alba and Palmira and Pacho in P. alliacea but was more abundant in the rhizosphere soils of
Ambalema and Villa de Leyva for the latter plant (Figure 2). Actinobacteriota was more
prevalent in the rhizosphere soil of Palmira and Lérida for L. alba and in the soil of Armero
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and Villa de Leyva for P. alliacea, while Verrucomicrobiota was more abundant in the root
of Lérida for L. alba and Armero and Villa de Leyva for P. alliacea (Figure 2).
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Figure 2. Taxonomic composition at the phylum level for bacteria (a,c) and fungi (b,d) associated
with the rhizosphere soil and roots of the medicinal plants L. alba (a,b) and P. alliacea (c,d).

In terms of class, Gammaproteobacteria and Alphaproteobacteria were the most
abundant classifications overall. The former showed higher reads in the rhizosphere soils
of Sibundoy (54% soil vs. 31% root) for L. alba, while differences were reported in soils from
Palmira (36% vs. 28%) and Villa de Leyva (34% vs. 24%), and in the roots of Ambalema (12%
vs. 19%) for P. allicaea (Figure S3). The latter remained more abundant at 54% in rhizosphere
soil samples from Sibundoy for L. alba and in both root and soil samples from Ambalema
and Villa de Leyva, respectively, for P. alliacea (Figure S3). Furthermore, Bacteroidia from
the phylum Bacteroidetes maintained its abundance in the roots of Sibundoy and Lérida
for L. alba and in the roots of Palmira and Pacho and soil of Ambalema for P. alliacea. On
the other hand, Actinobacteria had higher allocations in the rhizosphere soils of Palmira
and Lérida for L. alba and both the soil and roots of Villa de Leyva and Ambalema for P.
alliacea (Figure S3).

The differential abundance analyses at the genus level revealed that in the L. alba loca-
tion of Palmira, the majority were predominantly Proteobacteria such as Stenotrophomonas,
Pseudomonas, and Lysobacter, and Actinobacteriota like Streptomyces (Figure S4a,b). In
Lérida, the genera Bryobacter, Rickettsiela from Acidobacteriota, Bacillus from Firmicutes,
and Candidatus Udeobacter from Verrucomicrobiota were more prevalent (See Figure S4b,c).
Meanwhile, in Sibundoy, Proteobacteria genera like Pseudoxanthomonas, Brevundimonas,
and Ellin6067 distinguished themselves from other localities (Figure S4a,c). In P. alliacea of
Palmira, Proteobacteria remained with distinct abundances in genera such as Sphingomonas,
and Firmicutes like Bacillus and Clostridium sensu stricto 8 (Figure S5a–d). Additionally,
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Pacho recorded the highest number of differentially abundant genera compared to Villa de
Leyva (Figure S5g), while Ambalema showed differences from Armero (Figure S5h).

3.2.2. Rhizosphere Soil and Root Fungi Associated with Medicinal Plants

For fungi, 2.341,906 reads were obtained between the two plants, with 972.170 and
1.369.736 reads, respectively, for L. alba and P. alliacea. After filtering and normalization
processes, 144,219 reads remained for the first plant and 249,248 reads for the second. At
the taxonomic level, 3417 ASVs from L. alba were assigned to 11 phyla (100%), 37 classes
(90%), 88 orders (86%), 181 families (70%), and 315 genera (53%) (Figure S1). For P. alliacea,
4150 ASVs were assigned to 11 phyla (100%), 35 classes (75%), 86 orders (73%), 171 families
(54%), and 286 genera (49%) (Figure S2).

At the phylum classification level, Ascomycota accounted for more than 50% of the
total reads in both plants. In L. alba, the ascomycetes only showed differences in the relative
abundances of Palmira (57% rhizosphere soil vs. 20% root). In contrast, for P. alliacea,
dominant abundances were recorded in the roots of Pacho (55% vs. 65%), Ambalema (41%
vs. 97%), and Villa de Leyva (68% vs. 93%), and the rhizosphere soils of Palmira (63%
vs. 34%), and Armero (84% vs. 50%) (Figure 2). Additionally, Basidiomycota tended to
be more abundant in rhizosphere soil samples at most sampling points, except in the P.
alliacea samples from Palmira (9% soil vs. 14% root) and Armero (6% vs. 27%), where
the highest abundance to roots was recorded (Figure 2). In contrast, Mortierellomycota
showed the highest read assignation in the roots of L. alba from Palmira (30% soil vs. 78%
root) and Sibundoy (2% vs. 19%) and in P. alliacea from Palmira (12% vs. 41%) and Pacho
(2% vs. 11%). Rozellomycota, on the other hand, reached greater abundances in the root
samples of L. alba from Sibundoy (0.3% vs. 8%), in P. alliacea roots from Pacho (4% vs. 15%)
and Armero (1% vs. 7%), and in the rhizosphere soils of Ambalema (8% vs. 1%) and Villa
de Leyva (5% vs. 1%) (Figure 2). Lastly, Chytridiomycota was predominantly abundant
in the roots of Sibundoy (1% soil vs. 5% root) for L. alba and in the soils of Palmira (15%
vs 9%), Ambalema (7% vs. 0.1%), and Villa de Leyva (4% vs. 1%) for P. alliacea (Figure 2).

In terms of class, Sardariomycetes, Dothideomycetes, Leotiomycetes, and Eurotiomycetes
were the Ascomycota categories with the highest number of assigned reads. Sardari-
omycetes had higher abundances in the rhizosphere soils of Palmira (36% soil vs. 7%
root) and Lérida (23% vs. 19%) for L. alba, and in Palmira (32% vs. 20%), Armero (64%
vs. 45%), and Villa de Leyva (56% vs. 15%) for P. allicaea (Figure S3). However, in Pacho
(35% vs. 50%) and Ambalema (31% vs. 52%) of the same species, most reads were assigned
to roots (Figure S3). Dothideomycetes in L. alba recorded higher reads in the rhizosphere
soils of Palmira (19% soil vs. 9% root) and in the roots of Sibundoy (2% vs. 29%) and
Lérida (19% vs. 35%), while P. alliacea had higher abundances in the soils of Palmira (30%
vs. 13%) and roots of Ambalema (6% vs. 17%). Leotiomycetes, on the other hand, had most
of its assignments in Sibundoy for L. alba with 31% in roots and 8% in soil. Meanwhile,
the class Eurotiomycetes was highly dominant in Villa de Leyva for P. allicaea, with 77%
abundance in roots compared to 8% in rhizosphere soil. On the other hand, Agaricomycetes
from Basidiomycota consistently showed higher abundances in the soils of L. alba localities
(32% in soil vs. 13% roots) and in P. allicaea from Pacho (38% vs. 7%), Ambalema (40%
vs. 22%), and Villa de Leyva (13% vs. 0.3%), but higher in the roots of Armero (12% vs. 31%)
(Figure S3). Conversely, Mortierellomycetes from Mortierellomycota tended to have a
higher number of reads in the roots of Palmira and Sibundoy for L. alba and in Palmira
(12% vs. 45%) and Pacho (2% vs. 14%) for P. alliacea (Figure S3).

The fungal genera that showed differential abundance in the L. alba plants from
Palmira were Mortierella from Mortierellomycota and Periconia, Curvularia, and Tetracladium
from Ascomycota (Figure S4d,e). In Sibundoy, differences were noted in Gorgomyces and
Neptunomyces compared to Palmira (Figure S4d), while Lérida had no record of differentially
abundant genera (Figure S4e,f). For the P. alliacea plants, the only comparisons that showed
genera with differential abundances were Palmira versus Ambalema, Villa de Leyva versus
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Ambalema, and Villa de Leyva versus Pacho, with genera such as Trichoderma, Penicillium,
Eleutherascus, and Mortierella (Figure S6).

3.2.3. Taxonomic Assignation of AMF to Medicinal Plants

In L. alba, Glomeromycetes was the most abundant class in Lérida and Sibundoy, with
78% and 76%, respectively (Figure S7). In Palmira, this class and Paraglomeromycetes
maintained similar abundances, 53% and 47%, respectively (Figure S7). In P. allicaea, both
Pacho and Villa de Leyva were dominated by Glomeromycetes, each with an abundance
close to 100%. In contrast, Armero showed a higher proportion of Glomeromycetes at 78%
compared to Paraglomeromycetes at 22% (Figure S7).

At the family level for L. alba, Glomeraceae and Paraglomeraceae accounted for 98.8%
of the reads in Lérida, with an abundance of 76% for the former and 23% for the latter
(Figure S7). In Sibundoy, these two families displayed a more even abundance, with 47%
for Paraglomeraceae and 40% for Glomeraceae (Figure S7). Palmira was the only location
where Diversisporaceae was highly represented, accounting for 30% of the abundance. In P.
alliacea, Paraglomeraceae dominated Palmira with an abundance of 67% compared to 33%
of Glomeraceae (Figure S7). In contrast, Armero had a higher abundance of Glomeraceae at
74% compared to Paraglomeraceae at 26%. Both Pacho and Villa de Leyva showed readings
predominantly assigned to Glomeraceae, with values close to 100% (Figure S7).

For the genera associated with L. alba, Glomus, and Paraglomus dominated in Lérida
with 76% and 23%, respectively (Figure S7). In contrast, the roots from Palmira showed a
majority abundance towards Paraglomus at 47% and Glomus at 40% (Figure S7). Additionally,
in Sibundoy there was an even distribution in the abundances of the genera: Glomus with
28%, Paraglomus with 24%, and Diversispora with 29% (Figure S7). For P. alliacea, Palmira
was the only location where Paraglomus displayed greater abundance at 67% compared to
Glomus with 33%. As such, Armero, Pacho, and Villa de Leyva all exhibited dominance of
Glomus (Figure S7).

3.3. Diversity Analysis by Sample Type and Medicinal Plants

The alpha diversity results for L. alba’s Shannon index revealed that for most of the
rhizosphere soil and root samples from the three locations, bacteria displayed a diversity
range between 5 and 6. The sole exception was the soil from Lérida, which had lower
values due to the dominance of the phyla Proteobacteria and Actinobacteriota (Figure 3a).
For fungi, most of the samples had Shannon values hovering around 2 and 3, except for root
samples from Sibundoy and soil from Lérida, which exceeded 3 (Figure 3c). Additionally,
the Berger–Parker dominance index for L. alba bacteria highlighted that the soil samples
from Sibundoy exhibited the highest dominance, whereas, for fungi, it was the rhizosphere
soil and root samples from Palmira.

For P. alliacea, the Shannon results for bacteria revealed diversity differences for most
study locations based on the sample type (Figure 3b). The roots from Pacho, Armero, and
Villa de Leyva showed higher diversities compared to their corresponding rhizosphere soil
samples. Only the soil from Ambalema registered higher diversity than its root (Figure 3b).
In the case of fungi, diversity values were recorded around three for most locations, except
for the soil from Ambalema and the root from Villa de Leyva, which had values lower or
close to two (Figure 3d). Moreover, the dominance index for bacteria was mostly close to
zero, reflecting the low dominance of species (Figure 3f). Meanwhile, fungi maintained
high dominance in those samples where low diversity was recorded (Figure 3h).

In terms of beta diversity, the PCoA for bacteria in L. alba shows that samples from the
three sampling points tended to cluster together, with greater differences noted between
the rhizosphere soil and root samples from Sibundoy and Lérida (Figure 4a). Regarding
fungi, L. alba displayed sample clustering tendencies by location, where Palmira was
mainly positioned on the positive axis 1, while Lérida and Sibundoy were on the negative
side (Figure 4b). In Palmira, however, a separation on axis 2 was observed for three soil
samples. For P. allicacea’s bacteria, Palmira was the only location where rhizosphere soil
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and root appeared close in the ordination, as the other locations showed mixed groupings
of locations and sample types (Figure 4c). Similarly, for fungi in P. alliacea, it was evident
that four soil root samples from Palmira managed to maintain differentiation from samples
that mainly grouped on the positive side of axis 1 (Figure 4d).
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Figure 3. Comparative representation of Shannon Diversity and Berger–Parker Dominance indices
for bacteria (panels (a,b,e,f)) and fungi (panels (c,d,g,h)) in the rhizosphere soil and root samples of L.
alba and P. alliacea.
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Figure 4. PCoA by Bray–Curtis distances of bacteria (a,c) and fungi (b,d) associated with medicinal
plants L. alba (a,b) and P. alliacea (c,d).
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3.4. Multiple Factor Analysis for Bacteria and Fungi

The results of the physicochemical soil parameters along with the most abundant
genera of bacteria and fungi were analyzed in multiple component graphs (Figure 5). In the
MFA for L. alba bacteria, dimension 1 accounted for 30.1% of the variance, separating most of
the samples from Valle del Cauca from Tolima and Putumayo, with high contributions from
the genera Acinetobacter (9.69) and Pseudomonas (9.69) and measurements of Fe (7.22), ECEC
(7.16), and texture (7.06) (Figure 5a and Table S3). The second dimension, accounting for
20.9% of the variance, had the highest contributions in bacteria RB41 (27.69) and Candidatus
Udaeobacter (23.93), and the measurement of Ca (1.11) (Figure 5a and Table S3). In the case of
P. alliacea, Steroidobacter (10.48), Lysobacter (8.35), pH (6.78), and P (6.34) reported the highest
contributions for dimension 1, which separated the Valle del Cauca and Boyacá samples
from those of Cundinamarca and some from Tolima (Figure 5c and Table S3). Haliangium
(16.25), Nitrospira (15.26), and S (3.99) from dimension 2 marked the highest contributions
(Figure 5c and Table S3).
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Figure 5. Multiple factor analysis (MFA) for bacteria (a,c) and fungi (b,d), together with physico-
chemical parameters for the plants L. alba (a,b) and P. alliacea (c,d). Bacterial genus: B1: Acidibacter,
B2: Acinetobacter, B3: Bacillus, B4: Bradyrhizobium, B5: Candidatus Udaeobacter, B6: Haliangium, B7: Pseu-
domonas, B8: RB41, B9: Sphingomonas, B10: Streptomyces, B11: MND1, B12: Nitrospira, B13: Steroidobacter,
B14: Candidatus Latescibacter, B15: Lysobacter. Fungal genus: F1: Mortierella, F2: Pyrenochaetopsis,
F3: Lectera, F4: Leucocoprinus, F5: Coprinellus, F6: Gorgomyces, F7: Ilyonectria, F8: Aspergillus, F9: Pseudo-
pithomyces, F10: Plectosphaerella, F11: Cercophora, F12: Paecilomyces, F13: Apiotrichum, F14: Parasola,
F15: Clitopilus, F16: Fusarium, F17: Trichoderma, F18: Simplicillium.

In terms of fungi, for L. alba, dimension 1 separated the Valle del Cauca samples from
those of Tolima and Putumayo, with the largest contributions from the genera Coprinellus
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(12.32) and Pseudopithomyces (11.4), and the parameters ECEC (6.54) and Mn (6.05) (Figure 5b
and Table S3). In the second dimension, Coprinellus (20.23) and Mortierella (10.78), along
with pH (3.25) and S (4.81), marked the highest contributions (Figure 5b and Table S3). For P.
alliacea, dimension 1 recorded the greatest contributions from the fungal genera Simplicillium
(17.1) and Cercophora (11.37), and the measurements of ECEC (8.28) and Fe (7.76) (Figure 5b
and Table S3). In dimension 2, Fusarium (37.94), Parasola (18.48), and Pyrenochaetopsis (12.37),
along with SOM (2.51), presented the highest contributions (Figure 5b and Table S3).

4. Discussion

In this study, soil microorganisms from both rhizosphere soil and roots were analyzed
in medicinal plants of interest to Colombia. Our primary findings suggest and demonstrate
differences in the structure and diversity of bacteria, fungi, and AMF in the L. alba and
P. alliacea plants. These plants were found in municipalities throughout Colombia where
variations were recorded in the physicochemical measurements of the soil, reflecting the
diversity of environmental microorganisms (Table S1). Notably, the pH showed average
values per location as either acidic or basic, which allows us to infer plant adaptations, with
implications for nutrient availability, microorganism adsorption, and cellular growth [34].
Thus, the microbiome in Sibundoy, Ambalema, Armero, and Pacho might indicate differ-
ences compared to other locations due to their acidic conditions.

At the bacterial level, the results found here showed the same phylogenetic taxon
groups in both rhizosphere soils and roots, but with marked differences in abundance
between the sample types. Proteobacteria was the phylum with the most readings in both
plants and had the highest number of differentially abundant genera reported among
the sampling locations, which is consistent with previous records in the medicinal plant
Fritillaria thunbergii [35]. This phylum has been found enriched in the rhizosphere soil of
the medicinal plant Astragalus mongholicus [6] and the oak [36], which is consistent with
our abundance results for most of the locations sampled in Colombia. The differences
in sample type might be attributed to the abundance of bacteria that prefer copiotroph
environments, with the highest abundances of taxa being found in environments with high
availability of energy resources and labile carbon [37,38]. Additionally, Acidobacteriota
was more abundantly present in the roots of both medicinal plants and may be associated
with the decomposition processes of carbon elements, facilitating optimal nutrient recy-
cling rates [39]. The previous research suggests that plant exudates alter the pH in the
rhizosphere soil and the roots, influencing the ecological dynamics of Acidobacteriota in
these environments [40,41].

In fungi, dominances were reported in certain rhizosphere soil and root locations of
the phylum Ascomycota. This phylum is considered one of the key soil groups due to its
role as a decomposer of organic matter in soils and for the assimilation of exudates in the
rhizospheres, which is why it can be highly abundant in both types of samples as was found
in this study [42]. The differences in fungal abundance across sample types are primarily
due to the organisms’ preferences for metabolizing rhizosphere exudates or decomposing
plant material. While most Ascomycota taxa can be involved in the decomposition of
plant litter, some fungi, such as those from the Sordariomycetes class, can also derive
energy from consuming root exudates [43,44]. Therefore, it’s possible that in the roots of P.
alliacea in Ambalema and Villa de Leyva, the dominance of ascomycetes emerged due to
the generation of specific functions associated with the roots.

On the other hand, the Basidiomycota phylum was found to be more abundant
in rhizosphere soils compared to the roots, which is consistent with previous findings
that suggest this group of fungi is favored in environments with high concentrations of
degrading plant material since some taxa achieve complete degradation of lignin [45,46].
Additionally, Mortierella from the Mortierellomycota phylum may be highly abundant
in the roots from Palmira because this genus is associated with easily accessible carbon
sources such as glucose proportionated as an energy source for the plants [47].
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Also, both medicinal plants were reported to have AMF groups colonizing their roots,
but with clear differences in taxonomic abundance. The AMF report for L. alba and P.
alliacea is consistent with the associations these fungi maintain with at least 17 species of
medicinal plants, with Glomus being one of the genera most frequently found in multiple
roots [48]. This taxon is recognized for its broad versatility, which gives it the ability to
colonize various plant roots without needing a specific affinity. Additionally, the higher
presence of Paraglomus in the soils of Palmira for both plants could be linked to factors of
the plant growth environment since the genus has been associated with soils rich in plant
diversity and forested areas [49,50]. Moreover, the higher abundance of Diversispora in
Sibundoy for L. alba, compared to other sampling points, could be associated with reduced
precipitation levels, which have previously been described as a factor for the genus’s high
abundance and potentially diminishing the dominance of Glomus [51].

At the diversity level, we observed that the Shannon index indicated certain trends at
various sampling points, showing higher values in rhizosphere soils or roots, or presenting
similar numbers for both types of samples (Figure 3). Our findings may be influenced by
certain factors previously reported in the literature. In an analysis of community complexity,
studies have demonstrated that microbial assemblages in rhizosphere soils exhibit greater
complexity compared to those in root environments, a phenomenon attributable to the
selective pressures exerted by plant root systems on resident microorganisms [52,53].
However, several factors can influence the diversity trends between these two types of
samples [6,42]. Some predominant factors include soil temperature, moisture, pH, and
chemicals secreted by roots [54,55]. These results provide a deeper understanding of
the ecological dynamics of the rhizosphere and roots, emphasizing the importance of
considering a broad range of environmental and microbial factors in future research.

5. Conclusions

This research evaluated the differences in composition and diversity of the rhizosphere
soil and roots microbiome of the medicinal plants L. alba and P. alliacea. The findings suggest
that the microbial structure in both medicinal plants showed groups of bacteria, fungi,
and AMF that predominated the sample types, but with variations in their abundances at
different sampling points and plant species in Colombia. Some bacterial groups, such as
Proteobacteria and Acidobacteriota, and fungal groups like Ascomycota, Basidiomycota,
and Mortierellomycota, as well as AMF genera like Glomus and Paraglomus, showed the
greatest differences in abundance. Consequently, variations in compositional makeup
exhibited differences in alpha and beta diversity metrics for both plant types, potentially
elucidating the distinct microbial community structures driven by plant species and geo-
graphic locations. Future efforts should consider the relationships between microorganisms
and the medicinal metabolic characteristics of the plants.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/d15121167/s1. Figure S1: Venn diagrams for bacteria (a–f) and
fungi (g–l) for the medicinal plant L. alba; Figure S2: Venn diagrams for bacteria (a–f) and fungi (g–l)
for the medicinal plant P. alliacea; Figure S3: Taxonomic composition at the class level for bacteria
(a,b) and fungi (c,d) associated with the soil and roots of the medicinal plants L. alba (a–c) and P.
alliacea (b–d); Figure S4: Differential abundance plots at the genus level for bacteria (a–c) and fungi
(d–f) from the L. alba plant; Figure S5: Differential abundance plots at the genus level for bacteria
from the P. alliacea plant; Figure S6: Differential abundance plots at the genus level for fungi from
the P. alliacea plant; Figure S7: Taxonomic composition at the class, family and genus level for AMF
associated with the roots of the medicinal plants L. alba (a–c) and P. alliacea (b–f); Table S1: Sample
locations and results of physicochemical parameter measurements for soils in four departments
of Colombia; Table S2: Kruskal-Wallis test of the soil’s physicochemical parameters. Values are
presented as averages per location with their respective standard deviation. Table S3: Contributions
of the dimensional variables in the multiple factor analyses for bacteria and fungi associated with L.
alba and P. alliacea.
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