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Abstract: In humans and animals, probiotics are widely accepted as crucial for host health and
growth. The investigation of the probiotic colonization and expression of probiotics in the host is
beneficial for proper usage of probiotics and isolation of indigenous probiotics. In this study, we ana-
lyzed commonly used probiotic strains in the intestines/rumen of humans and animals by analyzing
metagenomic and paired meta-transcriptomic data from the gut or rumen microbiome of humans
(n = 13), pigs (n = 6), chickens (n = 6), cattle (n = 14), sheep (n = 10), and mice (n = 8). First, we
generated an expression profile based on 192 selected representative probiotic strains from a pub-
lished database. A total of 58 probiotic strains were not detected in any samples, while 3 strains
were presented and expressed in all individuals. Overall, the probiotic expression of probiotics as
detected by meta-transcriptome was significantly higher than the relative abundance of probiotic
as detected by metagenomics in cattle, sheep, mice, and humans; however, this difference was not
significant in pigs and chickens. In total, 17 (cattle), 21 (sheep), 22 (pig), 14 (chicken), 13 (mouse),
and 3 (human) probiotic strains were identified as probiotic strains with significantly higher expres-
sion levels [Fold Change (FC) ≥ 2, False Discovery Rate (FDR) ≤ 0.05]. Among them, Clostridium
butyricum TOA was found to be significantly expressed in the rumen or gut of all host species. In
addition, network analysis based on the expression of probiotics as detected by meta-transcriptomics
revealed that several probiotic strains were significantly negatively linked with Salmonella spp., My-
coplasma spp., and Escherichia coli. The results in this study provide a useful reference for developing
indigenous probiotics.

Keywords: probiotics; meta-transcriptome; metagenome; ruminant; monogastric animals; pathogen

1. Introduction

Probiotics, which are live beneficial bacteria or yeasts, have gained significant attention
in recent years due to their numerous health-promoting properties, such as competitive
inhibition of pathogenic bacteria, immune response regulation, assistance in nutrient
metabolism, and even improvement of human cognitive function [1–3]. The market demand
for highly efficient probiotic strains is huge. In the past decades, many probiotic strains have
been isolated from different potential sources and widely applied for food fermentation, the
improvement of livestock production, and as clinical therapeutics for human diseases [4,5].
However, some probiotic strains are ineffective or less effective than claimed [6]. One of
the most common reasons is that probiotic strains are not universally effective across all
hosts [7]. The probiotic strains’ genetic and microecological adaptation to their host are
among the leading reasons for probiotic ineffectiveness.
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The genetic and microecological adaptation of probiotic strains to their host is a major
determinant of their effectiveness. Several studies have shown that indigenous probiotic
strains isolated from the host could colonize more steadily in the gut and better increase
host growth and pathogen resistance than those isolated from other sources [8,9]. Therefore,
investigating the colonization and expression activity of indigenous probiotic strains in
humans and animals is beneficial for developing highly effective probiotic strains. In
addition, gene expression is one of the ways through which probiotics can exert beneficial
effects on the host. Surprisingly, this aspect has often been overlooked in past studies
aimed at identifying effective probiotic strains. Investigating the gene expression patterns
of probiotic strains and their interactions with the host’s genetic makeup can provide
valuable insights into the mechanisms through which these strains contribute to host
health [10]. By incorporating this knowledge, researchers and industry professionals can
develop more targeted and effective probiotic products, ultimately promoting better health
outcomes for both humans and animals.

In this study, we collected the metagenomic data and the paired meta-transcriptomic
data from a diverse range of hosts, including cattle, sheep, pigs, chickens, mice, and
humans, to investigate the distribution and expression level of probiotic strains in the gut
or rumen, as well as to evaluate the link between probiotic strains and typical pathogens.
This study aimed to overcome the challenge of developing effective and stable probiotics
by analyzing the difference at strain level. The results of this study would provide a useful
reference for screening and isolating indigenous probiotic strains in the future, and suggest
candidate probiotic strains as antibacterial probiotic strains. Moreover, the expression
profiles generated in this study may prompt researchers to reevaluate the use of animal
models when performing functional verification of probiotic strains, ultimately leading to
more effective and targeted probiotic development and application.

2. Materials and Methods

A total number of 6 datasets (57 individuals) containing both metagenomic and paired
meta-transcriptomic sequencing data from different host species (chickens [11], pigs [11],
cattle [12], sheep [13], mice [14], and humans [15]) were collected from published articles.
The data accession numbers and corresponding citations are also provided in Table 1 for
each dataset.

Table 1. Summary table of the datasets used in this study.

Host Species Sample Size Sequencing Platform Sample Type Country Data Accession Citation

Cattle 14 Illumina HiSeq 2000 Rumen digesta Canada PRJNA448333 [12]
Sheep 10 Illumina HiSeq 2000 Rumen digesta New Zealand PRJNA202380 [13]

Human 13 Illumina HiSeq 2000 Feces USA PRJNA354235 [15]
Pig 6 Illumina NovaSeq Feces China NA [11]

Mice 8 Illumina HiSeq 4000 Gut context Canada PRJEB33889 [14]
Chicken 6 Illumina NovaSeq Feces China NA [11]

In addition, we selected 192 probiotic strains based on Zhang’s recently published
study [16]. The genomes of these probiotic strains were downloaded from the NCBI
database (Collection date: 15 January 2022, Table S1).

In order to ensure the accuracy and reliability of our analysis, we employed a strin-
gent data preprocessing workflow to filter the collected metagenomic and metatranscrip-
tomic raw data. Firstly, Q-score based quality control and filtering of host contamination
were performed on these collected metagenomic and metatranscriptomic raw data using
Kneaddata pipeline v0.7.2 (https://bitbucket.org/biobakery/kneaddata (accessed on 7
July 2020)). This pipeline is designed to process high-throughput sequencing data, ensuring
that only high-quality reads are retained for downstream analyses. In brief, raw reads were
firstly trimmed with Trimmomatic v0.39 [17] by scanning the reads using a 4bp sliding
window and trims low-quality regions with a Phred score less than 20. After trimming

https://bitbucket.org/biobakery/kneaddata
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low-quality regions, the reads shorter than 60 bp were removed from the subsequent anal-
ysis. To eliminate host-derived contamination from the raw reads, quality filtered reads
were aligned to their respective reference genomes [Accession number: GCF_002263795
(cattle [18]), GCF_002742125 (sheep [19]), GCF_016699485 (chicken [20]), GCF_000003025
(pig [21]), GCF_000001635 (mouse [22]), and GCF_000001405 (human [23])] with the bm-
tagger (v.3.102.4) software [24] to identify and remove host-contamination reads, leaving
behind only microbial sequences for further analysis.

Owing to the fact that the datasets were obtained from various studies, the efficiency
of rRNA removal prior to the generation of Illumina libraries was not consistent, which
could significantly impact the identification of bacterial strains using meta-transcriptomic
datasets. To mitigate the interference from the expressed ribosomal RNA, SortMeRNA
software (v4.3.2), and SMR v4.3 sensitive database were used to remove potential ribosomal
RNA sequences from metagenomic and paired meta-transcriptomic data with default
parameters. Clean reads were acquired for further analysis after the abovementioned raw
read processing steps.

The genomes of the 192 probiotic strains were re-constructed for building a custom
taxonomic database containing only these probiotic strain genomes using the Kraken2 [25]
taxonomic classification software. Then, Kraken2 was used to assign clean reads to probiotic
genomes in the custom database to generate the profile of probiotic strains in each sample.
QIIME2 version 2021.4 [26] was used to rarefy the reads count table and calculate the
relative abundance of probiotics in each sample. For quantification of selected pathogens,
Kraken2 version 2.1.2 [25] was used to assign clean reads of meta-transcriptomic data to
the pre-built Genome Taxonomy Database release 202 (GTDB 202, Access date: 13 October
2021) [27,28]. After rarefying the count table, we extracted the items belonging to Salmonella,
Mycoplasma, and E. coli for further network analysis.

Differential analysis of probiotic strains between metagenomic abundance and meta-
transcriptomic expression in different host species was performed using the “DESeq2”
package [29]. The p value was adjusted using FDR (false discovery rate). Differential
expression probiotic strains (overexpression or suppressed expression) were determined
by log2(Fold Change) > 1 and FDR-adjusted p value ≤ 0.05. Network analysis between
probiotic strains and pathogen species (Salmonella spp., Mycoplasma spp., and E. coli) was
performed using the FastSpar software, which is an implementation of the SparCC al-
gorithm [30]. All pairwise SparCC negative correlations (R ≤ −0.4 and p value ≤ 0.05)
between probiotic strains and selected pathogen strains were used and visualized using
the Cytoscape software [31]. For all analyses, statistical significance was determined at
p ≤ 0.05. All figures were generated using the R package, ggplot2 [32].

3. Results
3.1. Overall Profile of Probiotic Strains in Different Host Species

Whole genomes of the 192 probiotic strains were downloaded from the NCBI Ref-
Seq or GenBank databases. The relative abundance based on metagenomic reads and
expression based on meta-transcriptomic reads in the gut/rumen of six host species were
measured by taxonomically assigning clean reads to probiotic genomes using the Kraken2
software. Chickens have the most abundant probiotics in the gut, with an average relative
abundance of 9.82 ± 6.72%, followed by pigs (2.48 ± 1.03%), humans (1.93 ± 1.08%), sheep
(0.43 ± 0.40%), mice (0.29 ± 0.029%), and cattle (0.21 ± 0.026%) (Figure 1A). Based on
the meta-transcriptomic sequencing data, the average expression levels of all probiotic
strains were assessed within individual host species to determine their overall expres-
sion abundance in each respective host: 0.67 ± 0.026% (cattle), 1.16 ± 0.97% (sheep),
3.58 ± 1.32% (pig), 19.74 ± 16.44% (chicken), 0.81 ± 0.17% (mouse), and 3.73 ± 1.90%
(human) (Figure 1B). The extremely high relative abundance and expression level of total
probiotics in the chicken gut compared to other host species is striking.
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Figure 1. Relative abundance (A), expression level (B), and probiotic expression activity (C–H) in
different host species. Each point represents one sample (metagenomic sample or meta-transcriptomic
sample) in (C–H); paired samples from the same animal are linked with a line. Significance between
abundance and expression of each host species was determined using a two-tailed paired t-test.

A comparison between the levels of meta-transcriptomic expression and metagenomic
abundance was conducted for each individual. It was found that the meta-transcriptomic
expression in rumen/gut of cattle (p = 7.3 × 10−6, Figure 1C), sheep (p = 0.0023, Figure 1D),
mouse (p = 2.0 × 10−5, Figure 1G), and human (p = 0.0012, Figure 1H) were significantly
higher than that of metagenomic abundance. This indicates greater functional activity.
The meta-transcriptomic expression in pigs (p = 0.24, Figure 1E) and chickens (p = 0.12,
Figure 1F) were higher, although not significantly, than metagenomic abundance.

3.2. An Expression Profile of Probiotic Strains in Humans and Animals

An expression profile of the 192 probiotic strains in different host species was gen-
erated (Figure 2). In total, 58 probiotic strains were not detected in any samples, includ-
ing 13/28 strains of Streptococcus thermophilus, 9/20 strains of Lactococcus lactis subsp.
Lactis, 8/18 Bacillus subtilis subsp. subtilis, and 7/12 of Lacticaseibacillus paracasei. In ad-
dition, 5/6 Bifidobacterium animalis subsp. lactis strains were not detected in any sam-
ples. On the contrary, three probiotic strains, including Bacillus amyloliquefaciens DSM 7,
Bdellovibrio bacteriovorus HD100, and Clostridium butyricum TOA, were present and ex-
pressed in all samples, indicating they likely play an important role in the basic biological
functions in gut or rumen of human and animals. Interesting, we found that four strains
(Phaeobacter inhibens DSM 17395, Micrococcus luteus NCTC 2665, Pseudomonas fluorescens
A506, and Rhodobacter sphaeroides 2.4.1) that were associated with antimicrobial efficacy in
aquaculture were present and expressed in the rumen or gut of partial individuals. For
example, Phaeobacter inhibens is a marine microbe and is considered a potential probiotic
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bacterium in the aquaculture industry for reducing the growth of the pathogen, such as
Vibrio anguillarum [33].
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Figure 2. Expression profile of probiotic strains in the gut/rumen of cattle, sheep, pigs, chickens,
mice, and humans. The x-axis and y-axis represent probiotic strain and sample name, respectively.
Circle size represents the metagenomic abundance of probiotic strain in the sample. Color scale
represents the log2 transformed “expression activity”, which is defined as “meta-transcriptomic
expression/metagenomic abundance”.

3.3. The Extremely Highly Expressed Probiotic Strains in the Gut or Rumen

Based on the expression profile, we explored the overexpressed probiotic strains
(meta-transcriptomic expression was twice or more than twice than that of metagenomic
abundance, FC ≥ 2, FDR ≤ 0.05) and suppressed probiotic strains (meta-transcriptomic
expression equal to or less than half of metagenomic abundance, FC ≤ 0.5, FDR ≤ 0.05)
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using the “DESeq2” R package (Table S2). The fold change of each strain was calculated by
metagenomic abundance of probiotic strains divided by meta-transcriptomic expression.

There were 17 (cattle, Figure 3A), 21 (sheep, Figure 3B), 22 (pig, Figure 3C), 14 (chicken,
Figure 3D), 13 (mouse, Figure 3E), and 3 (human, Figure 3F) probiotic strains that were
identified as overexpressed probiotic strains. Of them, Lactobacillus salivarius CECT 5713
is a probiotic strain that is commonly found in the gut of chickens and other animals. It
was found to be the most abundant probiotic strain in this study. In addition, the strain
of C. butyricum TOA was the another commonly overexpressed probiotic strains, which
was found that significantly high expressed in all host species. It should be noted that there
were 9 (cattle), 4 (sheep), 54 (pig), 32 (chicken), 23 (mouse), 31 (human) probiotic strains
that demonstrated significantly suppressed expression (Table S2).
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Figure 3. (A–F) Differential activity of probiotic strains based on metagenomic abundance and
meta-transcriptomic expression in host species. Active or suppressed probiotic strains identified by
comparing metagenomic abundance and meta-transcriptomic expression of probiotic strains using
DESeq2. Fold change between metagenomic abundance (basic) and meta-transcriptomic expression
of probiotic strains is shown as log2(FC) (X-axis) and significance (FDR-adjusted) as -log10(FDR)
(Y-axis). The circle size in each plot represents the normalized abundance of each strain. Suppressed
and active probiotics in different host species were indicated by green and orange colors, respectively.

3.4. Network Analysis at Expression Level Revealed Associations between Probiotics with
Pathogens

To explore the relationship between probiotics and pathogens, we generated a nega-
tive network plot based on gene expression (meta-transcriptomic data) of probiotics and
pathogens to identify potential probiotics that may inhibit pathogenic bacteria
(Figure 4). Our results showed that probiotic strains belonging to the genus Lactobacillus
(L. curvatus WiKim38, L. reuteri I5007, L. rhamnosus GG ATCC 53103, L. mucosae LM1) were
the only species negatively associated with Mycoplasma. Several species of Mycoplasma
are pathogenic in humans and animals, such as Mycoplasma californicum. García-Galán’s
study reported that the addition of Lactobacillus spp. could negatively affect the viability
of Mycoplasma [34]. Here, we identified four candidates of Lactobacillus spp. that may
have adverse effects on Mycoplasma. In addition, our results showed that four probiotic
strains, including Rhodobacter sphaeroides 2.4.1, Phaeobacter inhibens DSM 17395, Megas-
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phaera elsdenii DSM 20460, and Bacillus coagulans ATCC 7050, were negatively associated
with both Salmonella spp. and Escherichia coli. Additionally, nine probiotic strains were
negatively linked with Salmonella spp. only. Among them, the four probiotics associ-
ated with antimicrobial efficacy in aquaculture as mentioned above (Phaeobacter inhibens
DSM 17395, Micrococcus luteus NCTC 2665, and Pseudomonas fluorescens A506) were showed
to be negatively associated with either or both Salmonella spp. and E. coli, suggesting that
these antimicrobial probiotics may also have an antibacterial effect in humans or livestock.
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humans and animals. All pairwise SparCC negative correlations (R ≤ −0.4 and p value ≤ 0.05)
between probiotic strains (green) and pathogens (red) are shown as edges in the network. The edges
between probiotic strains and Salmonella, Mycoplasma, and E. coli are shown with purple, yellow, and
grey lines, respectively.

4. Discussion

The global probiotic industry had been greatly expanded in the past decade, and
as a result, there is a demand for probiotics with various beneficial functions for human
and animal health. Indigenous bacteria, also known as autochthonous or native bacteria,
are those that are isolated from a specific host organism. These bacteria often have a
symbiotic relationship with their host, contributing to the host’s overall health and well-
being [35]. In the context of probiotics, indigenous strains are of particular interest due
to their enhanced ability to adapt, colonize, and exert beneficial effects within the host’s
gut. Furthermore, indigenous bacteria serve as a vital source for the efficient development
of probiotics [36,37]. By studying and harnessing these native strains, researchers can
potentially develop more effective probiotic formulations tailored to individual hosts,
thereby maximizing the health benefits of probiotic supplementation. In order to develop
more efficient probiotic screening strategies in alignment with the concepts of indigenous
bacteria, we profiled the expression level of probiotic strains in the gut or rumen of humans
and animals by analyzing the metagenomic and meta-transcriptomic sequencing data. In
order to investigate the distribution and expression of probiotics in humans, mice, and the
main livestock animals, a total of 192 (candidate) probiotic strains reported by published
studies were included in this study (Table S1). In the past decades, probiotic research has
rapidly increased due to the improvement of multi-omics approaches, such as culturomics,
genomics, and transcriptomics [38]. Many microbial strains have been identified to have
probiotic properties and are considered probiotics or probiotic candidates. As an example,
the NCBI genome database contains and stores 2167 and 1957 publicly available genomes
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of Bifidobacterium and Lactobacillus, respectively, which are the two most common genera of
probiotic bacteria (source: http://www.ncbi.nlm.nih.gov/genome/browse/, accessed on
20 August 2022). In this study, we selected 192 probiotic strains, representing 51 species and
24 genera. Although many potential probiotic strains, especially newly identified strains,
were inevitably missed in our study, the selected probiotic strains encompass the main
taxonomy of known probiotic strains.

The extremely high relative abundance and expression level of total probiotics in
the chicken gut with a relative abundance of 9.82% and 19.74%, compared to other host
species, is striking. According to strain level profile of the selected probiotics (Figure 2),
Lactobacillus johnsonii NCC 533, Lactobacillus kefiranofaciens ZW3, and Lactobacillus reuteri
I5007 occupied the large proportion of the relative abundance of probiotics in chicken gut.
A previous publication reported that Lactobacillus, the main source of probiotic strains,
was the most abundant genus in chicken feces, with an average relative abundance of
14.9%~17.8% [39]. Several studies have reported that partial Lactobacillus species have
positive effects on the growth performance, the immune response, and feed efficiency of
chicken [40], such as L. acidophilus [41], L. plantarum [42], L. reuteri [43], and L. paracasei [44].
Here, we found that Lactobacillus johnsonii NCC 533 has a higher relative abundance and
expression levels. Studies have shown that the supplementation of L. johnsonii can improve
the growth performance of chickens by promoting better feed conversion efficiency and
increased weight gain [45,46]. This is particularly beneficial for poultry farmers seeking
to maximize their production efficiency. We speculate that the chicken gut is colonized
by a large number of probiotic bacteria or genetically similar bacteria that play a critical
role in the biological function of the chicken gut. However, some probiotic strains did
not make positive function in chicken gut, for example, probiotic products containing
Lactobacillus acidophilus used as an alternative to antibiotics in two breeds of roosters
demonstrated no significant impact on their growth [47]. Therefore, the expression level
should be considered as one factor while we assess the beneficial effectiveness of probiotics
in gut.

This study aimed to investigate the expression profiles of 192 probiotic strains across
various host species. Interestingly, 58 of these probiotic strains were not detected in any sam-
ples, which included several strains from Streptococcus thermophilus,
Lactococcus lactis subsp. Lactis, Bacillus subtilis subsp. Subtilis, Lacticaseibacillus paracasei, and
Bifidobacterium animalis subsp. Lactis. These findings suggest that not all probiotic strains
may be universally beneficial (colonization and expression) across different host species. In
contrast, three probiotic strains—Bacillus amyloliquefaciens DSM 7, Bdellovibrio bacteriovorus
HD100, and Clostridium butyricum TOA—were found to be present and expressed in all
samples, indicating their potential importance in the basic biological functions of the gut or
rumen. This observation highlights the potential of these strains as promising candidates
for further research on probiotics in various hosts.

Additionally, our study identified four strains (Phaeobacter inhibens DSM 17395,
Micrococcus luteus NCTC 2665, Pseudomonas fluorescens A506, and Rhodobacter sphaeroides
2.4.1) associated with antimicrobial efficacy in aquaculture that were present and expressed
in the gut or rumen of some individuals. One of these strains, Phaeobacter inhibens, has
been considered a potential probiotic bacterium in the aquaculture industry for its ability
to reduce the growth of pathogens, such as Vibrio anguillarum [33]. However, its function in
the gut/rumen of livestock remains underexplored in previous research. Considering the
presence and expression of these bacteria in humans and livestock, as demonstrated by our
results, it is crucial to include them when screening antibacterial probiotics for these hosts.

In general, we believe that the highly expressed gut or rumen microorganisms likely
play a stronger role in the host, suggesting that more attention to these probiotic strains is
warranted in our studies. The most obvious example is Clostridium butyricum, which has
been applied as a clinical probiotic for several diseases [48] and as dietary supplements in
pigs [49], chickens [50], and ruminants [51,52] for improving economic traits. In this study,
Clostridium butyricum TOA was found to be present and expressed in all samples, as well

http://www.ncbi.nlm.nih.gov/genome/browse/
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as highly expressed in the rumen or gut of all host species, indicating it likely has high
functional activity in the gut or rumen (FC ≥ 2, FDR ≤ 0.05). This finding suggests that this
particular probiotic strain may play a crucial role in the gut health of various host species.
Previous studies have shown that Clostridium butyricum is a beneficial probiotic due to its
ability to produce butyrate, a short-chain fatty acid that provides energy for colonocytes
and supports the health of the intestinal epithelium [53,54]. Butyrate has been associated
with various health benefits, including anti-inflammatory effects and improved gut barrier
function. In pig, Clostridium butyricum TOA was the most abundant probiotic strain of our
selected strains and has an extremely high expression level with an average fold change of
4.8. Previous studies have reported that dietary supplementation of Clostridium butyricum
significantly increased growth performance and reduced Salmonella typhimurium infection
in pigs [49,55], which may be partly explained its high expression level in pig gut according
to our results.

Lactobacillus salivarius CECT 5713 was highly expressed in chicken gut, indicating that
it plays an important role in the gut microbiome of chickens. Lactobacillus salivarius has
been confirmed to have probiotic properties and has been shown to affect performance
and immune in animals [56]. For other strains with higher expression levels in gut or
rumen, their potential probiotic function in the corresponding host gut or rumen should be
further explored.

Here, we also investigate the relationship between probiotics and pathogens by analyz-
ing the gene expression data (meta-transcriptomic) of probiotics and pathogens to identify
potential probiotics that may inhibit pathogenic bacteria. A negative network plot was
generated (Figure 4), which revealed interesting insights into the associations between pro-
biotics and pathogens. Our results indicated that probiotic strains belonging to the genus
Lactobacillus, such as L. curvatus WiKim38, L. reuteri I5007, L. rhamnosus GG ATCC 53103,
and L. mucosae LM1, were the only species negatively associated with Mycoplasma [57].
Mycoplasma species, such as Mycoplasma californicum, which causes bovine mastitis [58],
and Mycoplasma mycoides, which leads to Contagious Bovine Pleuropneumonia (CBPP) [59],
are known to be pathogenic in humans and animals. In this study, we identified four
Lactobacillus spp. candidates that may have inhibitory effects on Mycoplasma.

Additionally, our results demonstrated that four probiotic strains, including Rhodobac-
ter sphaeroides 2.4.1, Phaeobacter inhibens DSM 17395, Megasphaera elsdenii DSM 20460, and
Bacillus coagulans ATCC 7050, were negatively associated with both Salmonella spp. and
Escherichia coli. Moreover, nine probiotic strains were found to be negatively linked with
Salmonella spp. only. Among these strains, four probiotics associated with antimicrobial
efficacy in aquaculture (Phaeobacter inhibens DSM 17395, Micrococcus luteus NCTC 2665,
Pseudomonas fluorescens A506) were shown to be negatively associated with one or both of
Salmonella spp. and E. coli. These findings suggest that these antimicrobial probiotics may
also exert antibacterial effects in humans or livestock. The identification of probiotic strains
with potential inhibitory effects on pathogenic bacteria is crucial for the development of
effective probiotic interventions in both human and animal health. Our findings provide
valuable insights into the associations between probiotics and pathogens and serve as a
foundation for further research on the specific roles and mechanisms of action of these
probiotic strains in inhibiting pathogenic bacteria. Understanding these relationships will
help optimize the potential applications and benefits of probiotics for improving the health
of various host species.

Nonetheless, these findings require further validation, particularly at the strain level,
and the variations in the effectiveness of different strains against pathogenic bacteria
warrant more in-depth examination and discussion.

The scope of strains utilized in this study is somewhat limited, which presents the
issue of potentially combining similar strains (but not representative genomes) into analo-
gous categories. To conduct a more comprehensive and representative investigation, the
establishment of a more extensive database of probiotic strains is essential. Furthermore,
achieving quantitative accuracy at the strain level continues to be a challenging scientific
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conundrum that is yet to be fully addressed, and the development of improved methods
remains a valuable area of exploration [60].

5. Conclusions

The isolation of highly efficient probiotic strains is of the utmost importance. In this
study, we generated an expression profile of probiotic strains and found multiple differen-
tially expressed (overexpression or suppressed expression) probiotics in the gut/rumen
of hosts. This study provided a useful reference for indigenous probiotic isolation and
animal model selection in the future, and suggest new candidate probiotic strains for
human and animals. In addition, the network analysis identified several probiotic strains,
such as Rhodobacter sphaeroides 2.4.1, Phaeobacter inhibens DSM 17395, Megasphaera elsdenii
DSM 20460, Bacillus coagulans ATCC 7050, and Lactobacillus spp., negatively linked with
pathogenic bacteria, suggesting the potential antibacterial properties of these probiotics in
humans and animals.
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