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Abstract: Parkinson’s disease (PD) is a neurodegenerative disease characterized by the loss of
dopaminergic neurons. Although the etiology of PD remains elusive, it has been hypothesized that
initial dysregulation may occur in the gastrointestinal tract and may be accompanied by gut barrier
defects. A strong clinical interest in developing therapeutics exists, including for the treatment of gut
microbiota and physiology. We previously reported the impact of healthy fecal microbiota anaerobic
cultures supplemented with nootropic herbs. Here, we evaluated the effect of nootropic Ayurvedic
herbs on fecal microbiota derived from subjects with PD in vitro using 16S rRNA sequencing. The
microbiota underwent substantial change in response to each treatment, comparable in magnitude
to that observed from healthy subjects. However, the fecal samples derived from each participant
displayed unique changes, consistent with a personalized response. We used genome-wide metabolic
reconstruction to predict the community’s metabolic potential to produce products relevant to PD
pathology, including SCFAs, vitamins and amino acid degradation products. These results suggest
the potential value of conducting in vitro cultivation and analyses of PD stool samples as a means of
prescreening patients to select the medicinal herbs for which that individual is most likely to respond
and derive benefit.

Keywords: gut microbiota; Ayurveda; nootropic herbs; personalized medicine; Parkinson’s disease;

genome-wide metabolic reconstruction; metagenomics

1. Introduction

Recent investigations suggest that altered gut microbiota and microbial metabolites,
such as butyrate, LPS and amyloid, are associated with neurodegenerative diseases such
as Parkinson’s Disease (PD). Establishing causality and the precise mechanisms through
which gut microbiota contribute harmful and beneficial effects to PD pathology is an
area of great interest, requiring additional study. Burgeoning investigation of dysbiotic
signatures in PD has revealed a variety of features of the PD gut microbiome that differ
compared to healthy control subjects, including the reduced relative abundance of several
butyrate producers [1-5]. Microbiota generate butyrate as a result of sugar and amino
acid fermentation, resulting in the expansion of anti-inflammatory Tregs and beneficial
neuroactive effects [6-8]. Microbiota-dependent toxic effects may be linked to the increased
intestinal permeability in these patients because butyrate is the primary energy source for
enterocytes and actively regulates gut barrier integrity [2,9-11]. Several additional studies
reporting relationships between gut microbiota and disease phenotypes in PD subjects
have been conducted [1,12-16].
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Gut and systemic inflammation and the activation of microglia and/or enteric glia
are also hypothesized to contribute to «-syn misfolding and aggregation [17]. Alpha
synucleinopathy has been observed in the enteric nervous system prior to disease onset and
subsequent CNS involvement [18,19]. Increased intestinal permeability and disruption of
the blood-brain barrier is observed in PD, which may facilitate pathological communication
between the gut microbiota and the immune cells of the CNS [20-22]. As in other disease
conditions, gut microbiota may provide beneficial effects and, when dysbiotic, may promote
disease phenotypes. In a mouse model of PD, mice receiving the antibiotic minocycline
and LPS displayed increased dopaminergic neuron survival rates compared to mice treated
with LPS alone. In mice overexpressing o-syn, it was established that motor symptoms,
Lewy body pathology, microglial cell activation and neuroinflammation were all negatively
impacted by the presence and activities of the gut microbiota [19]. Germ-free mice colonized
with PD patient stool exhibit greater motor dysfunction compared to mice colonized with
healthy donor stool [19]. These studies highlight the pathogenic potential of the PD-driven
dysbiosis of gut microbiota, providing evidence to support a model of PD involving
reduced butyrate and other factors that promote elevated gut permeability and subsequent
LPS translocation across the gut epithelium and access to circulation, thereby worsening
motor defects [23]. By contrast, in PD animal models, 3-hydroxybutyric acid treatment
reduced LPS-mediated microglial activation and protected dopaminergic neurons [24,25].
Local inflammatory responses to LPS reinforce gut barrier defects in a positive feedback
loop [26]. Increased systemic LPS concentration leads to chronic microglial activation and
accelerates a-syn misfolding and post-translational modifications, resulting in decreases in
dopaminergic neurons and motor function.

Drug discovery for PD is an active field of investigation that has not advanced suffi-
ciently beyond controlling dopamine levels in patients. Historically, natural products have
been featured prominently in drug discovery [27]. Renewed interest in natural products
derived from the study of gut microbiota have emerged due to the impressive array of bioac-
tive secondary metabolites that may positively and negatively alter host physiology [28].
Nervine herbs, such as Bacopa, are cornerstone treatments for PD, memory enhancement
and improved cognition in integrative and traditional medicine such as Ayurveda [29].
Bacosides A and B are in high abundance, and triterpenoid saponins implicated in some
neuropharmacological effects of Bacopa cross the blood-brain barrier [30,31]. In MPTP-
induced mouse models of PD, Bacopa treatment generated neuroprotective effects on
nigrostriatal dopaminergic neurons and modulated oxidative stress and apoptosis [32,33].

We previously reported the impact of these 10 nootropic medicinal herbs from Ayurvedic
medicine on fecal microbiota in vitro. We noted the substantial modulatory capacity of
these herbs involving the altered relative abundance of over one third of profiled species in
healthy subjects [34]. We quantified the sugar composition of these medicinal herbs and
concluded that that the sugar content served as the driving force for each herb’s modulatory
effects. In separate studies, we established that the impact of medicinal herbs in humans is
personalized [35,36]. It is possible that the inter-personal differential response of microbiota
to medicinal herbs is due to the strain variation of bacterial species that are herb-responsive
in some individuals but not others. In this study, we conducted a small-scale proof of
concept to assess the extent to which the microbiota response to 10 nootropic medicinal
herbs from Ayurveda is personalized. The results of this analysis suggest that the in vitro
cultivation and sequencing of fecal samples may provide a means to evaluate the treatments
most likely to have a beneficial effect in treating host phenotypes and symptoms. Here, we
demonstrate this concept in the context of PD.

2. Materials and Methods
2.1. Study Participants and Sample Collection
Three PD stool samples were obtained through the Center for Integrative Health,

University of California, San Diego School of Medicine. Twelve healthy, English-speaking
women and men aged 30-60 years that had previously adhered to a vegetarian or vegan
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diet for >1 year were recruited to donate a single stool sample. Participants ate their normal
diets and donated a morning fecal sample in stool hats (Fisher Scientific, Hampton, NH,
USA). The fecal samples were transferred to conical tubes and stored at —80 °C until
further processing. The work involving human samples was carried out in accordance with
the Sanford Burnham Prebys Medical Discovery Institute Institutional Review Board and
guidelines for the study of human subjects. All the subjects gave written informed consent
in accordance with the Declaration of Helsinki. The protocol was approved by the Sanford
Burnham Prebys Medical Discovery Institute’s Institutional Review Board (IRB-2014-020).

2.2. Nervine Medicinal Herbs Examined in the Current Microbiome Study

We examined 10 medicinal herbs in this study which were all sourced from Banyan
Botanicals (Albuquerque, NM, USA), with the exception of Jatamansi, which was sourced
from AyurOrganics (Victoria, Australia).

2.3. Anaerobic Fecal Cultures

The stool samples derived from subjects with PD were used to inoculate chemically
defined medium (CDM) or CDM that was supplemented with medicinal herbs (1% w/v).
Approximately 10° cells were introduced into CDM to allow multiple doublings before
achieving saturation. The healthy stool samples used for comparison were derived from an
equal volume mixture of stool collected from 12 healthy vegetarian participants as a fecal
pool. Cultures were grown under anaerobic conditions (9% Hp, 10% CO,, 81% N,) statically
for 2 days at 37 °C. Healthy fecal pools were grown as technical replicates (n = 4-6), whereas
PD stools were not. All the cultures were grown to approximate saturation and were then
harvested by centrifugation. The recovered material was used immediately for genomic
DNA isolation.

2.4. Chemically Defined Medium

CDM contains 50 mM N-2-hydroxyethylpiperazine-N’-2-ethanesulfonic acid (HEPES),
10 mM NayHPO4, 60 mM NaHCOj3, 4 mM of each amino acid except leucine (15 mM),
2.2 mM KH,POy, and 10 mL ATCC Trace Mineral Supplement. CDM contained inosine,
xanthine, adenine, guanine, cytosine, thymidine and uracil (400 mg/L) and nucleoside
bases (100 mg/L). CDM contained ascorbic acid (500 mg/L), myo-inositol (400 mg/L),
choline (100 mg/L), lipoic acid (2 mg/L) and hemin (1.2 mg/L). Resazurin (1 mg/L) was
added to visually monitor the dissolved oxygen. The pH of the media was adjusted to 7.4.
Medicinal herbs (2% w/v) in sterile water and 2x CDM were pre-reduced separately in an
anaerobic chamber (Coy Labs) for 2 days. Equal volumes of medicinal herb and 2x CDM
were combined just prior to inoculation to achieve a final medium: 1x CDM containing 1%
medicinal herb.

2.5. Microbial DNA Isolation

Genomic DNA was isolated from the cultures and the fecal inoculum using the proce-
dures of the QiaAmp DNA stool kit (Qiagen, Germantown, MD, USA) with a modification
that included an additional step of bead beating using the Thermo FastPrep instrument
(MP Bio, La Jolla, CA, USA) to ensure the uniform lysis of bacterial cells. The DNA was
purified with QIAquick (Qiagen) purification kit columns. DNA integrity was analyzed
using spectrophotometry and visualized using gel electrophoresis. Quantitative PCR was
used to allow equivalent amounts of each amplicon generated in each sample to be pooled
for library construction.

2.6. 16S rRNA Sequence Analysis

Multiplexed 165 rRNA libraries were prepared using standard 165 rRNA metagenomic
sequencing library protocols from Illumina, which uses the V3-V4 region of 16S rRNA
for target amplification and subsequent analysis. We used Qiime 2 for all the taxonomic
analyses at all taxonomic levels. Raw sequence reads were filtered, denoised and paired
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read merged, and the chimeras were removed using default parameters in dada2 [37] to
generate abundance tables with amplicon sequence variants (ASVs) representing unique
16S rRNA sequences. We used the multi-taxonomy approach (MTA) to assign taxonomic
descriptions. Each ASV sequence was aligned with the 165 rRNA sequences present in
the Ribosomal Database Project (RDP, version 11.5). The alignments obtained were sorted
by the percent identity of the best matches, and the maximum values were denoted as
M. We then collected and processed the taxonomic assignments for the identified 16S
rRNA sequences with identities higher than the threshold M—(1-M)/4. The resulting multi-
taxonomy assignments consisted of one or more taxonomic names separated by “/” where
a higher resolution was not possible. To account for variable 165 rRNA gene copy numbers
in reference genomes, we renormalized each sample’s ASV abundance by the average
16S rRNA copy number at each taxonomic level provided by the rrnDB database [38].
The obtained taxonomic profiles were further used for predictive genome-wide metabolic
reconstruction for 165 rRNA metagenomic samples, as described below.

2.7. Genome-Wide Metabolic Reconstruction

We used a subsystem-based approach using microbial community SEED [39] to pre-
dict the metabolic potential of microbial taxa identified, as described previously [34]. The
mcSEED metabolic subsystems curated for >2800 human gut microbial genome metabolic
subsystems included biochemical pathways classified into two categories: (1) the biosyn-
thesis of vitamins [40], amino acids and cofactors [41] and (2) the production of SCFAs [42].
The pathways of interest were categorized using binary scoring, where they were assigned
a“1” or a “0” for the presence or absence of a pathway, respectively. The binary phenotype
matrix (BPM) obtained for the metabolic phenotype distributions in the reference genomes
was used to calculate a community phenotype matrix for all the enumerated taxa obtained
from the 165 rRNA analysis. The community phenotype index (CPI) for each metagenomic
sample and metabolic phenotype was calculated using a development version of the Phe-
notype Profiler tool provided by PhenoBiome Inc. (Palm Springs, CA, USA), as previously
described [43].

3. Results

We anaerobically cultivated each of the three PD subject’s stool samples in CDM or
CDM supplemented with one of 10 nervine medicinal herbs (Table 1).

Table 1. Nootropic Herbs studied. Selected common names and family information are shown.
Note that in some regions in India, brahmi may refer to C. asiatica. In addition, shankhapushpi may
refer to any of four nervine species, including Convulvulus pluricaulis (Convulvulaceae), Evolvulus
alsinoides (Convulvulaceae), Clitoria ternatea (Papilionaceae) and Canscora decussata (Gentianaceae);
the commonly used E. alsinoides was examined here.

Species Common Name Family
Asparagus racemosus Shatavari Asparagaceae
Bacopa monnieri brahmi or waterhyssop Plantaginaceae
Boswellia serrata Frankincense Burseraceae
Centella asiatica gotu kola or pennywort Apiaceae
Eclipta alba bhringaraj or false daisy Asteraceae
Evolvulus alsinoides shankhapushpi Convolvulaceae
Mucuna pruriens kapikacchu or velvet bean Fabaceae
Nardostachys jatamansi Jatamansi Valerianaceae
Tinospora cordifolia Guduchi Menispermaceae
Withania somnifera Ashwagandha Solanaceae

These cultures were used to purify genomic DNA that then served as a template for amplification of the V3-
V4 region of the 165 rDNA locus. The 16S sequence data was used to enumerate the taxa in the cultures for
comparative analysis (Supplementary Table S1). In total, this analysis resulted in the enumeration of 265 taxa,
with most of them resolved to the species level.
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3.1. Diversity and Modulatory Effects of Medicinal Herbs

It has been reported that PD gut microbiota displays reduced « diversity [2,4,11,44—46].

Therefore, we analyzed Shannon diversity in control and herb-supplemented cultures

derived from PD stool (Figure 1a).
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(b)

diversity measurements of PD stool with and without medicinal herb supplementation. (b) Species-
level taxa altered by nootropic herbs using a 5-fold change as a cut-off for increased/decreased

Figure 1. Microbiota diversity and the modulatory potential of medicinal herbs. (a) Shannon x

relative abundance.
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Several nervine herbs increased the « diversity of communities in all three subjects,
including Ashwagandha, Bhringaraj, Guduchi, Jatamansi, Kapikacchu and Shankhapushpi,
whereas in subject 3, o diversity was also increased by Boswellia and Gotu Kola. Shatavari
resulted in a reduced « diversity in all three subjects. Stool derived from healthy subjects
was not included in this analysis because this sample is a fecal pool generated from
12 subjects with inherently higher « diversity. We assessed the modulatory capacity of each
nervine herb to compare herb responsiveness across the subjects (Figure 1b; Supplementary
Table S2).

Overall, subject 1 displayed the greatest response to nervine herb supplementation,
with the average modulatory capacity across all 10 medicinal herbs showing an increase
in relative abundance for 68 taxa and a decrease for 31 taxa, compared to 34 taxa showing
an increase and 25 showing a decrease in subject 2, and 47 showing an increase and
25 showing a decrease in subject 3. Bhringaraj had the greatest modulatory capacity
across all PD subjects and Boswellia had the least impact on resident taxa. Bhringaraj and
Shankhapushpi displayed the greatest inter-personal variability in their responsiveness to
medicinal herbs, followed by Bhringaraj, Guduchi and Jatamansi.

3.2. Phylogenetic Analysis and Inter-Personal Variable Responses to Nootropic Herbs

At the phylum level, nearly all medicinal herb supplementation resulted in the reduc-
tion of Firmicutes, Proteobacteria and Actinobacteria (Supplementary Table S3). Exceptions
in these trends included Guduchi, Jatamansi and Shatavari in subject 3, where Firmicutes
were increased. Proteobacteria were increased in all the samples supplemented with Gotu
Kola, subjects 1 and 2 supplemented with Boswellia and subject 2 supplemented with
Jatamansi. Gotu Kola (subject 3) and Guduchi (subject 1) supplementation led to an in-
creased representation of Actinobacteria. All the herb treatments resulted in an increased
representation of Bacteroidetes in all the subjects.

At the family level, we observed a greater divergence in herb responsiveness across
the subjects (Supplementary Table S4). Bacteroidaceae and Tannerellaceae were uniformly
increased in all the subjects by all the treatments, whereas an unclassified Flavonifactor
family was reduced in relative abundance in all the subjects by all the treatments. With
one exception (Gotu Kola, subject 3), Eggerthellaceae were also uniformly decreased in
all the subjects by all the treatments. Among the remaining families of high to moderate
abundance, medicinal herb supplementation resulted in mixed results in terms of the
relative abundance across herbs, subjects or both.

3.3. Nootropic Herb Supplementation Corrects Genus-Level Dysbioses Associated with PD

A meta-analysis of 13 microbiota profiling studies derived from PD subjects from
Italy, USA, Finland, Canada, Russia, Malaysia, Germany, China, Japan, Luxembourg and
Australia provided a consensus of impacted taxa, avoiding potential country-specific
effects [47]. We examined these differentially related taxa in nervine herb supplemented
cultures to determine their potential to correct the dysbioses apparent in PD subjects
(Table 2; Supplementary Table S5).
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Table 2. Corrective potential of medicinal herbs for PD dysbiosis.

Taxa PD>HC PD<HC  Ashwagandha Bacopa Boswellia Bhringaraj ng: Guduchi Jatamansi Kapikacchu Shankhapushpi Shatavari 1 2 3 H  Average
Akkermansia 13 0 2,3 H 2,3H H 2,3 H H 2,3 H 2,H H 2,3, H 2,3 H 0% 70% 60%  100% 58%
Alistipes 0 3 2 1,23 H none 1,2 2 2 2,3 H 2 1,23 30% 80% 40%  20%  43%
Anaerotruncus 1,H none none none 1,H H none 1H H 1,H 40% 0% 0% 60% 25%
éﬁi;ggg;;gﬁ{g' 2 0 none none none none H none none H H H 0% 0% 0% 40%  10%
Bacteroides 1 2 1,2,3 1,2,3 1,2,3H 1,2,3 1,2,3H 1,2,3 1,3 1,2,3 123 H 1LH 100%  80% 80%  40%  75%
Bifidobacterium 10 0 2 2 2 none 2,H none none none none 2 0% 50% 0% 0% 13%
Bilophila 0 none none none none none 2 none none none 2 0% 20% 0% 0% 5%
Blautia 7 2 none none none none 2 2 none none none 0% 30% 0% 0% 8%
Butyrivibrio/
Fusicatenibacter/ 2 1 none none none none none none none none none none 0% 0% 0% 0% 0%
Pseudobutyrivibrio
Catabacter 0 none none none none none none none none none H 0% 0% 0% 0% 0%
Christensenella 0 none none H H none none none H none H 0% 0% 0% 40%  10%
Coprococcus 2 12,3 H 3H 2,3 1,3 H 1 1,3 H 13 2,3H 1,3 none 60% 30% 80%  50%  55%
Er ?Spl; %Clggilclzé 1 2 1 1 none none none none none none none none 20% 0% 0% 0% 5%
Desulfovibrio 3 0 none none none none none none none none none none 0% 0% 0% 0% 0%
Dorea 0 2 2,3 2,3 none 2,3 3 2,3 2,3 2,3 none none 0% 60% 70% 0% 33%
Enterobacter 2 0 none none none none none none none none none none 0% 0% 0% 0% 0%
Enterococcus 3 0 none none none none 3 3 3 none 3 none 0% 0% 40% 0% 10%
Escherichia 3 0 1,2,3,H 1,3 H H 1,23H H 1LH 1LH 1,23 H 1.H 1,2,3,H 80% 40% 50%  100% 68%
Faecalibacterium 0 8 1,H 1,3, H 1.H 1H 1H 1,H 1,H 1,H 1,H 1 100% 0% 10% 90%  50%
Fusicatenibacter 0 3 1LH H none H H H none 12,H none none 20% 10% 0% 60%  23%
Gemmiger 0 2 2H H 2,H 2,H H H 2,H 2,H 2,H none 0% 60% 0% 90%  38%
Holdemania 2 0 1,3 none 1,3 none 1 none none 3 none 1,3 40% 0% 40% 0% 20%
Lachnospira 1 2 1LH 1.H none 1H none 1LH 1.H 1LH 1H 1 80% 0% 0% 70%  38%
Lactobacillus 9 2 3 3 3 3 3 3 3 3 3 3 0% 0% 100% 0% 25%
Parabacteroides 3 1 none none none none none none none none none none 0% 0% 0% 0% 0%
Roseburia 1 9 1,H 1,3 H none 1H none 1,H 1,3 H 1,3 H 1H none 70% 0% 30% 70% 43%
Ruminococcus 1 2 none 1 none 1 none 1 none 1 1 none 50% 0% 0% 0% 13%
Average 26% 20%  22%  31%  25%
Total 690% 530% 600%  830% 663%
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In total, 27 genera displayed differential relative abundance that was either increased
or decreased in a majority of studies. Among the ten medicinal herbs tested, PD-associated
dysbioses were not corrected in healthy subjects or any of the three PD subjects for five
genera, including Butyrivibrio, Catabacter, Desulfovibrio, Enterobacter and Parabacteroides.
This result was not due to the inability to cultivate these taxa. Beyond these cases, no
taxa responded uniformly to herb treatments for these potentially important genera. An
assessment of the individualized responses to medicinal herbs showed that healthy subjects
responded in a manner (direction of change) to correct PD dysbiotic genera in 31% of herb
treatments, which was higher than that of individual PD subjects. In subject 1, 26% of the
treatments resulted in corrective increased /decreased relative abundance of the genera by
at least 3-fold. These values were lower for subjects 2 and 3, respectively (20% and 22%). It
is notable that a number of taxa underrepresented in PD fecal microbiota were undetected
in any culture condition, including Gemmiger (subjects 1 and 3), Coprococcus (subjects 2 and
3), Fusicatenbacter and Lachnospira (subject 3). It is therefore possible that these taxa could
not be “rescued” by medicinal herbs due to their absence in these subjects. In support of
this interpretation, no taxa of interest were absent in healthy subject pools.

Overall, Ashwagandha and Kapikacchu displayed the greatest corrective potential
across all the subjects, involving a 32% and 31% correction of relevant genera, respectively.
For subject 1 and 2, Ashwagandha displayed correction potential for 37% and 30% of
the relevant genera, respectively. The best outcomes for subject 3 were observed with
Ashwagandha and Bacopa, both impacting 30% of the relevant genera. Given the relative
importance of E. coli produced LPS as a promoter of systemic inflammation and microglial
activation in PD, we noted that Ashwagandha, Bhringaraj, Kapikacchu and Shatavari
treatments drove reductions in the relative abundance of E. coli in all the subjects.

3.4. Interpersonal Variability of PD Microbiota to Medicinal Herbs

Among the 265 taxa profiled across the three PD subjects, only a small fraction re-
sponded uniformly across all the three subjects to a single medicinal herb treatment (Sup-
plementary Table S6). The cultures supplemented with Bhringaraj displayed the greatest
uniformity with 29 taxa (11% of total), whereas Gotu Kola had the least uniformity, in-
volving only 3% of profiled taxa. These results highlight the substantial personalized
response to medicinal herbs as it pertains to gut microbiota modulation. The number of
taxa displaying uniform directions of change increased as expected when the criteria were
relaxed to include two out of the three subjects. Bacopa supplementation generated the
highest uniformity, involving 26% of the profiled taxa. It is notable that the majority of
taxa displaying uniform change by either criterion displayed increased relative abundance;
however, Shatavari supplementation generated the greatest number of taxa displaying
reduced relative abundance, involving 4% of taxa shared between all three subjects and
11.7% of taxa shared between at least two subjects.

3.5. Gut Permeability and PD Microbiome

Several reports have indicated that subjects with PD display increased gut permeabil-
ity [12,48,49]. This phenotype is likely to be of high significance in disease progression as
elevated gut permeability is associated with a higher translocation of LPS across the gut
epithelium, which leads to increased activation of inflammatory cytokines and microglial
activation in the CNS. Currently, there is no FDA approved drug to reduce gut permeability;
however, a growing consensus of in vitro and rodent models indicates that butyrate acting
via the GPR109A receptor and tryptophan degradation products (indoles) acting through
the arylhydrocarbon receptor decrease gut permeability [50-52]. We used genome-wide
metabolic reconstruction to calculate the relative abundance of microbial community mem-
bers capable of producing butyrate and tryptophan degradation products (Figure 2a). For
each metabolic pathway and sample, we calculated a Community Phenotype Index (CPI)
for comparison across individuals.
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Figure 2. Microbial metabolites that decrease gut permeability in medicinal-herb-treated cultures.

(a) Community Phenotype Index (CPI) for butyrate biosynthesis. (b) CPI for tryptophan degradation.

In healthy subjects, Bacopa and Jatamansi treatments led to an increased CPI for
butyrate biosynthetic potential, whereas Guduchi and Jatamansi increased these pathways

in subject 1. In subject 2, Bacopa, Bhringaraj and Jatamansi treatments increased the CPI
for butyrate. No medicinal herbs resulted in increased butyrate potential in subject 3. This

result is most likely due to the high predicted butyrate biosynthetic potential displayed in

control cultures.

The analysis of tryptophan degradation pathways showed that Boswellia increased the
CPI for tryptophan degradation in healthy subjects and in subject 1, whereas Gotu Kola did
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the same in healthy subjects and in subjects 1 and 3. Kapikacchu treatment increased the
CPI for tryptophan degradation in healthy subjects and in subjects 2 and 3. Shankhapushpi
uniquely increased the CPI in healthy subjects, whereas Bacopa (subject 1), Bhringaraj
(subject 2) and Ashwagandha (subject 3) uniquely elevated community representations of
this pathway (Figure 2b).

3.6. Vitamin Biosynthesis Potential

Several vitamin deficiencies have been linked to patients with PD. The greatest focus
has been on vitamin B3 (niacin) due to its neuroprotective effects [53]. At least three
medicinal herb treatments were able to increase the vitamin B3 biosynthetic potential of
gut microbiota in healthy and PD subjects, although the specific medicinal herb inducing
this effect differed across the subject groups (Figure 3).

Vitamin B3 Biosynthesis
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Figure 3. Community-wide metabolic potential for vitamin B3 biosynthesis in medicinal-herb-
treated cultures.

It is estimated that 30% of PD patients exhibit elevated homocysteine levels, which
is positively correlated with cognitive decline [54,55]. Homocysteine levels are linked to
the B vitamins (B6, B9 and B12) of the homocysteine pathway. We examined the impact of
medicinal herbs on the production of these B vitamins (Figure 4), which are known to be
secreted and are therefore shared with the host [41,56].

Herb-induced increases in the biosynthetic potential of vitamin B6, B9 and B12 were
noted for healthy and PD subjects in each case and displayed high subject-to-subject vari-
ability. In subject 1, Shatavari supplementation increased all three B vitamins substantially.
In all the PD subjects, Gotu Kola increased the biosynthetic potential of B6 and B9, but
not B12. Both Bacopa and Bhringaraj increased vitamin B12 in subject 2, whereas several
medicinal herbs increased the biosynthetic potential of B12 in subject 3; however, these
changes were more modest.
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Figure 4. Community-wide metabolic potentials for the biosynthesis of other B vitamins in medicinal-
herb-treated cultures.

4. Discussion

The Braak hypothesis proposes that sporadic PD initiates in the gastrointestinal tract
and within the neurons of the olfactory system [57]. A modification of this hypothesis
suggests that PD begins in either the enteric nervous system or the olfactory system but
rarely both [58]. The Braak hypothesis suggests the possible role of gut microbiota in the
initiation and progression of PD. Conceptually, the myriad of metabolites produced by gut
microbiota may impact PD via the vagus nerve or passage across the single cell epithelial
layer of the gut. Indeed, gut permeability is elevated in PD patients, as is dysbiosis of the
gut microbiota, which involves a relatively high fraction of species [13]. The combination
of increased gut permeability and E. coli is of particular importance.

Drug development efforts are actively being pursued to treat aspects of PD. Natural
therapies that normalize disease phenotypes are also in demand. In this study, we demon-
strate that the impact of nootropic herbs on fecal microbiota is personalized. Despite the
high subject-to-subject variability in response to medicinal herbs, we provide a proof of
concept through the use of in vitro cultivation of patient-derived fecal samples with a panel
of 10 nootropic herbs to enable rational choices that are intended to provide personalized
treatment to patients to best target disease phenotypes.

4.1. Diversity and Modulatory Effects of Medicinal Herbs

The impact of medicinal herbs on fecal microbiota was apparent in all the subjects.
Several herbs increased the o diversity of communities (Figure 1a). Most of the herbs tested
increased « diversity in all three subjects; however, the magnitude of change was personal-
ized. Similarly, all the medicinal herbs displayed substantial modulatory capacity, which
primarily resulted in increased relative abundance of the impacted taxa, although Shatavari
and Gotu Kola supplementation resulted in a greater number of taxa with reduced relative
abundance in all three subjects (Figure 1b; Supplementary Tables S1 and S2). Subject 1 was
more responsive to medicinal herbs and showed the greatest modulation of communities
compared to the other subjects.
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4.2. Nootropic Herb Supplementation Corrects Genus-Level Dysbioses Associated with PD

The analysis of taxonomic changes induced by medicinal herbs in PD subjects fo-
cused on the genera identified by a meta-analysis to be dysbiotic (Table 2; Supplementary
Table S5). The greatest number of taxa altered in the proper direction to correct dysbioses
was observed for healthy human donor stool (31%) compared to 20-26% in PD subjects
(Supplementary Table S6). It is notable that a small number of the 27 genera observed as
dysbiotic in the PD meta-analysis were apparently absent in the PD subjects tested in this
study. These taxa were never observed in control cultures or any of the 10 medicinal herb
supplemented cultures. It is unclear whether these subjects harbored uncultivable strains
or if these genera were truly lost in the PD subjects as the result of the disease.

Ashwagandha and Kapikacchu displayed the greatest “corrective” potential among
the medicinal herbs tested. The personalized response to medicinal herb supplementation
was best illustrated by the fact that at most, only 11% of the 265 taxa detected in all the
PD subjects responded uniformly in response to Bhringaraj supplementation. The specific
mechanism dictating personalized responses to medicinal herbs remains unclear; however,
we speculate that strain-level variability in subjects may account for the disparate responses
observed. It is also possible that higher-order community interactions involving complex
cross-feeding behaviors contribute to personalized responses.

4.3. Gut Permeability and PD Microbiome

The human gut microbiome displays large fractions of Gram-negative bacterial species
that encode lipopolysaccharide (LPS) in their cell wall. The vast majority of Gram-negative
bacteria encode a penta-acylated LPS, which signals through TLR4 receptors to stimulate
healthy inflammatory tone [59]. By contrast, hexa-acylated LPS, which is encoded by E. coli
and its close relatives, is highly pro-inflammatory, stimulating cytokine production which
reinforces gut permeability and systemic inflammation. In the context of PD, circulating
LPS is thought to play a key role in the activation of microglial cells in the CNS that
accompany disease progression [60].

Among the known metabolites produced by gut microbes, butyrate and a variety of
tryptophan degradation products (indoles) are known to decrease gut permeability. The
nootropic herb effects on butyrate and tryptophan degradation were varied across the
subjects (Figure 2a). Jatamansi supplementation increased butyrate in healthy subjects and
in PD subjects 1 and 2, but due to predicted high control butyrate levels, no medicinal
herbs further increased the biosynthetic potential of butyrate in subject 3. We also noted
several medicinal herbs that increased tryptophan degradation potential (Figure 2b). Gotu
Kola and Bhringaraj increased the potential of both butyrate and tryptophan degradation
products in subjects 1 and 2, and Kapikacchu increased the potential of butyrate and
tryptophan degradation products in subject 3.

4.4. Vitamin Biosynthesis Potential

The levels of niacin in PD patients are reduced due to the use of dopaminergic drugs
that prevent the conversion of tryptophan to niacin [61]. In addition to being a neuropro-
tective agent, niacin also acts to reduce LPS-induced microglial activation [62]. Medicinal
herb supplementation increased the biosynthetic potential of niacin in a high fraction of
medicinal herbs tested; however, the specific herbs differed across the subjects (Figure 3).

Methionine metabolism (demethylation) leads to homocysteine production. Homo-
cysteine elimination (level reduction) is achieved through various chemical modifications
mediated by enzymes that use vitamin B6, B9 or B12 as co-factors [55]. Therefore, deficien-
cies in these B vitamins can exacerbate homocysteine-induced cognitive decline. Several
medicinal herbs increased the biosynthetic potential of vitamin B6 and B9; however, in-
creases in vitamin B12 were rarer. Consequently, only Shatavari supplementation in subject
1 increased the biosynthetic potential of all three B vitamins.
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4.5. Limitations and Conclusions

This work illustrates the potential utility of nootropic herbs used in Ayurvedic medicine
to modulate the structure and function of the gut microbiota. Compared to pure prebiotic
fibers, such as inulin, GOS and others, we recently showed that medicinal herbs have a
greater impact on gut microbiota due to the complexity of their constituent glycan con-
tent [63]. In addition to their effects on gut microbiota, nootropic herbs have additional
qualities that may alleviate PD symptoms, such as anxiety and constipation. Based on
previous studies, we and others have noted that microbiota modulatory substances lead to
highly personalized alterations that increase the challenge of using these treatments as part
of patient therapy.

This study included a small number of participants, limited in part by the COVID-19
pandemic and the need to limit the number of samples to be screened under 11 different
culture conditions. Although our conclusions based on this proof-of-concept experimenta-
tion are limited to three PD patients, the magnitude of the differences across individuals
suggests that it is unlikely that our conclusions are invalid. This work re-confirms the
personalized nature of gut microbiota responses to medicinal herbs, but also illustrates
the potential utility of using patient stool as a means of prioritizing the medicinal herbs
with the greatest likelihood of targeting the phenotypes of interest. Although the specific
relationship between the in vitro cultivation of herb-supplemented stool samples and their
effects in humans has not been determined, these in vitro results help to define the capacity
of patient-specific strains to respond to medicinal herb constituents. Additional human
intervention trials coupled with in vitro cultivation will be required to fully test this proof
of concept for personalized therapies and clinical strategies featuring medicinal herbs and
prebiotics to achieve desired clinical outcomes.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /microorganisms11081979/s1, Table S1: 16S rRNA sequence
enumeration; Table S2: Fold change of taxa by medicinal herbs; Table S3: Phylum level changes in
herb-supplemented cultures; Table S4: Family level changes in herb-supplemented cultures; Table S5:
Dysbiotic taxa in PD response to medicinal herbs; Table S6: Uniformity of subjects to nootropic herbs.

Author Contributions: Conceptualization, C.T.P.; methodology, C.T.P., S.N.P. and D.A.R.; formal
analysis, C.T.P. and S.N.P; data curation, S.N.I. and D.A.R.; writing—original draft preparation,
C.T.P. and S.N.P;; writing—review and editing, C.T.P. and S.N.P.; project administration, C.T.P.;
funding acquisition, C.T.P. and D.A.R. All authors have read and agreed to the published version of
the manuscript.

Funding: This work was supported by a research grant from the Samuel Lawrence Foundation
(Triph-2017). The bioinformatics analyses were supported by NIH (DK030292-35).

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki, and approved by the Institutional Review Board of Sanford Burnham Prebys Medical
Discovery Institute (protocol code IRB-2014-020-17 and approved April 20, 2018) for studies involving
humans. This study was carried out in accordance with the recommendations of Sanford Burnham
Prebys Medical Discovery Institute Institutional Review Board and guidelines with written informed
consent from all subjects.

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The 165 rRNA sequence data for PD subjects is available under BioPro-
ject: PRINA988266. The healthy stool 16S rRNA sequence data published previously may be found at
NCBI under BioProject: PRINA497131.

Acknowledgments: We are grateful to PhenoBiome Inc. (Palm Springs, CA, USA) for providing us
with access to the Phenotype Profiler tool.

Conflicts of Interest: D.A.R. is a co-founder of PhenoBiome Inc. The remaining authors declare that
the research was conducted in the absence of any commercial or financial relationships that could be
construed as a potential conflict of interest.


https://www.mdpi.com/article/10.3390/microorganisms11081979/s1
https://www.mdpi.com/article/10.3390/microorganisms11081979/s1

Microorganisms 2023, 11, 1979 14 of 16

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Scheperjans, F.; Aho, V.; Pereira, P.A.B.; Koskinen, K.; Paulin, L.; Pekkonen, E.; Haapaniemi, E.; Kaakkola, S.; Eerola-Rautio,
J.; Pohja, M.; et al. Gut microbiota are related to Parkinson’s disease and clinical phenotype. Mov. Disord. 2015, 30, 350-358.
[CrossRef]

Unger, M.M.; Spiegel, J.; Dillmann, K.-U.; Grundmann, D.; Philippeit, H.; Biirmann, J.; FaBbender, K.; Schwiertz, A.; Schéfer,
K.H. Short chain fatty acids and gut microbiota differ between patients with Parkinson’s disease and age-matched controls.
Parkinsonism Relat. Disord. 2016, 32, 66-72. [CrossRef] [PubMed]

Petrov, V.A.; Saltykova, L.V.; Zhukova, I.A.; Alifirova, V.M.; Zhukova, N.G.; Dorofeeva, Y.B.; Tyakht, A.V.; Kovarsky, B.A.; Alekseev,
D.G.; Kostryukova, E.S.; et al. Analysis of Gut Microbiota in Patients with Parkinson’s Disease. Bull. Exp. Biol. Med. 2017, 162,
734-737. [CrossRef]

Minato, T.; Maeda, T.; Fujisawa, Y.; Tsuji, H.; Nomoto, K.; Ohno, K.; Hirayama, M. Progression of Parkinson’s disease is associated
with gut dysbiosis: Two-year follow-up study. PLoS ONE 2017, 12, e0187307. [CrossRef]

Felice, V.D.; Quigley, E.M.; Sullivan, A.M.; O'Keeffe, G.W.; O'Mahony, S.M. Microbiota-gut-brain signalling in Parkinson’s disease:
Implications for non-motor symptoms. Park. Relat. Disord. 2016, 27, 1-8. [CrossRef]

Li, S.S.; Zhu, A.; Benes, V.; Costea, P1.; Hercog, R.; Hildebrand, F.; Huerta-Cepas, J.; Nieuwdorp, M.; Salojarvi, ].; Voigt, A.Y.; et al.
Durable coexistence of donor and recipient strains after fecal microbiota transplantation. Science 2016, 352, 586-589. [CrossRef]

Chen, T.; Noto, D.; Hoshino, Y.; Mizuno, M.; Miyake, S. Butyrate suppresses demyelination and enhances remyelination.
J. Neuroinflammation 2019, 16, 165. [CrossRef]

Srivastav, S.; Neupane, S.; Bhurtel, S.; Katila, N.; Maharjan, S.; Choi, H.; Hong, J.T.; Choi, D.-Y. Probiotics mixture increases
butyrate, and subsequently rescues the nigral dopaminergic neurons from MPTP and rotenone-induced neurotoxicity. J. Nutr.
Biochem. 2019, 69, 73-86. [CrossRef]

Perez-Pardo, P; Kliest, T.; Dodiya, H.B.; Broersen, L.M.; Garssen, J.; Keshavarzian, A.; Kraneveld, A.D. The gut-brain axis in
Parkinson’s disease: Possibilities for food-based therapies. Eur. |. Pharmacol. 2017, 817, 86-95. [CrossRef] [PubMed]

Hill-Burns, E.M.; Debelius, ].W.; Morton, J.T.; Wissemann, W.T.; Lewis, M.R.; Wallen, Z.D.; Peddada, S.D.; Factor, S.A.; Molho, E.;
Zabetian, C.P; et al. Parkinson’s disease and Parkinson’s disease medications have distinct signatures of the gut microbiome.
Mowv. Disord. 2017, 32, 739-749. [CrossRef]

Keshavarzian, A.; Green, S.J.; Engen, P.A.; Voigt, RM.; Naqib, A.; Forsyth, C.B.; Mutlu, E.; Shannon, K.M. Colonic bacterial
composition in Parkinson’s disease. Mov. Disord. 2015, 30, 1351-1360. [CrossRef]

Aho, V.T.E,; Houser, M.C.; Pereira, P.A.B.; Chang, ].; Rudi, K,; Paulin, L.; Hertzberg, V.; Auvinen, P.; Tansey, M.G.; Scheperjans,
F. Relationships of gut microbiota, short-chain fatty acids, inflammation, and the gut barrier in Parkinson’s disease. Mol.
Neurodegener. 2021, 16, 6. [CrossRef]

Wallen, Z.D.; Demirkan, A.; Twa, G.; Cohen, G.; Dean, M.N.; Standaert, D.G.; Sampson, T.R.; Payami, H. Metagenomics of
Parkinson’s disease implicates the gut microbiome in multiple disease mechanisms. Nat. Commun. 2022, 13, 6958. [CrossRef]
[PubMed]

Lin, C.H.; Chen, C.C; Chiang, H.L.; Liou, ].M.; Chang, C.M.; Lu, T.P,; Chuang, E.Y; Tai, Y.C.; Cheng, C.; Lin, H.Y,; et al. Altered
gut microbiota and inflammatory cytokine responses in patients with Parkinson’s disease. |. Neuroinflammation 2019, 16, 129.
[CrossRef] [PubMed]

Cirstea, M.S; Yu, A.C,; Golz, E.; Sundvick, K.; Kliger, D.; Radisavljevic, N.; Foulger, L.H.; Mackenzie, M.; Huan, T.; Finlay, B.;
et al. Microbiota Composition and Metabolism Are Associated with Gut Function in Parkinson’s Disease. Mov. Disord. 2020, 35,
1208-1217. [CrossRef]

Yan, Z.; Yang, E; Cao, J.; Ding, W.; Yan, S.; Shi, W.; Wen, S.; Yao, L. Alterations of gut microbiota and metabolome with Parkinson’s
disease. Microb. Pathog. 2021, 160, 105187. [CrossRef] [PubMed]

Angot, E.; Brundin, P. Dissecting the potential molecular mechanisms underlying a-synuclein cell-to-cell transfer in Parkinson’s
disease. Park. Relat. Disord. 2009, 15 (Suppl. S3), S143-5147. [CrossRef]

Braak, H.; Riib, U.; Gai, W.P; Del Tredici, K. Idiopathic Parkinson’s disease: Possible routes by which vulnerable neuronal types
may be subject to neuroinvasion by an unknown pathogen. J. Neural. Transm. 2003, 110, 517-536. [CrossRef]

Sampson, T.R.; Debelius, ].W.; Thron, T.; Janssen, S.; Shastri, G.G.; Ilhan, Z.E.; Challis, C.; Schretter, C.E.; Rocha, S.; Gradinaru,
V.; et al. Gut Microbiota Regulate Motor Deficits and Neuroinflammation in a Model of Parkinson’s Disease. Cell 2016, 167,
1469-1480.e1412. [CrossRef] [PubMed]

Schwiertz, A.; Spiegel, J.; Dillmann, U.; Grundmann, D.; Biirmann, J.; Falbender, K.; Schifer, K.-H.; Unger, M.M. Fecal markers of
intestinal inflammation and intestinal permeability are elevated in Parkinson’s disease. Park. Relat. Disord. 2018, 50, 104-107.
[CrossRef]

Clairembault, T.; Leclair-Visonneau, L.; Coron, E.; Bourreille, A.; Le Dily, S.; Vavasseur, F.; Heymann, M.-F.; Neunlist, M.;
Derkinderen, P. Structural alterations of the intestinal epithelial barrier in Parkinson’s disease. Acta Neuropathol. Commun. 2015, 3,
12. [CrossRef] [PubMed]

Fang, X. Potential role of gut microbiota and tissue barriers in Parkinson’s disease and amyotrophic lateral sclerosis. Int. ].
Neurosci. 2016, 126, 771-776. [CrossRef]


https://doi.org/10.1002/mds.26069
https://doi.org/10.1016/j.parkreldis.2016.08.019
https://www.ncbi.nlm.nih.gov/pubmed/27591074
https://doi.org/10.1007/s10517-017-3700-7
https://doi.org/10.1371/journal.pone.0187307
https://doi.org/10.1016/j.parkreldis.2016.03.012
https://doi.org/10.1126/science.aad8852
https://doi.org/10.1186/s12974-019-1552-y
https://doi.org/10.1016/j.jnutbio.2019.03.021
https://doi.org/10.1016/j.ejphar.2017.05.042
https://www.ncbi.nlm.nih.gov/pubmed/28549787
https://doi.org/10.1002/mds.26942
https://doi.org/10.1002/mds.26307
https://doi.org/10.1186/s13024-021-00427-6
https://doi.org/10.1038/s41467-022-34667-x
https://www.ncbi.nlm.nih.gov/pubmed/36376318
https://doi.org/10.1186/s12974-019-1528-y
https://www.ncbi.nlm.nih.gov/pubmed/31248424
https://doi.org/10.1002/mds.28052
https://doi.org/10.1016/j.micpath.2021.105187
https://www.ncbi.nlm.nih.gov/pubmed/34530073
https://doi.org/10.1016/S1353-8020(09)70802-8
https://doi.org/10.1007/s00702-002-0808-2
https://doi.org/10.1016/j.cell.2016.11.018
https://www.ncbi.nlm.nih.gov/pubmed/27912057
https://doi.org/10.1016/j.parkreldis.2018.02.022
https://doi.org/10.1186/s40478-015-0196-0
https://www.ncbi.nlm.nih.gov/pubmed/25775153
https://doi.org/10.3109/00207454.2015.1096271

Microorganisms 2023, 11, 1979 150f 16

23.

24.

25.

26.

27.
28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

Gorecki, A.M.; Preskey, L.; Bakeberg, M.C.; Kenna, ].E.; Gildenhuys, C.; MacDougall, G.; Dunlop, S.A.; Mastaglia, F.L.; Akkari,
P.A.; Koengten, E; et al. Altered gut microbiome in Parkinson’s disease and the influence of lipopolysaccharide in a human
a-synuclein over-expressing mouse model. Front. Neurosci. 2019, 13, 839. [CrossRef] [PubMed]

Fu, S.-P; Wang, J.-F; Xue, W.-]; Liu, H.-M.; Liu, B.-R.; Zeng, Y.-L,; Li, S.-N.; Huang, B.-X,; Lv, Q.-K.; Wang, W.; et al. Anti-
inflammatory effects of BHBA in both in vivo and in vitro Parkinson’s disease models are mediated by GPR109A-dependent
mechanisms. J. Neuroinflammation 2015, 12, 9. [CrossRef] [PubMed]

Tieu, K; Perier, C.; Caspersen, C.; Teismann, P.; Wu, D.C.; Yan, S.D.; Naini, A.; Vila, M.; Jackson-Lewis, V.; Ramasamy, R.; et al.
D-beta-hydroxybutyrate rescues mitochondrial respiration and mitigates features of Parkinson disease. J. Clin. Investig. 2003, 112,
892-901. [CrossRef] [PubMed]

Cani, PD.; Osto, M.; Geurts, L.; Everard, A. Involvement of gut microbiota in the development of low-grade inflammation and
type 2 diabetes associated with obesity. Gut Microbes 2012, 3, 279-288. [CrossRef]

Newman, D.J.; Cragg, G.M. Natural products as sources of new drugs from 1981 to 2014. ]. Nat. Prod. 2016, 79, 629-661. [CrossRef]
Skelly, A.; Sato, Y.; Kearney, S.; Honda, K. Mining the microbiota for microbial and metabolite-based immunotherapies. Nat. Rev.
Immunol. 2019, 19, 305-323. [CrossRef]

Mathur, D.; Goyal, K.; Koul, V,; Anand, A. The Molecular Links of Re-Emerging Therapy: A Review of Evidence of Brahmi
(Bacopa monniera). Front. Pharmacol. 2016, 7, 44. [CrossRef]

Chakravarty, A.K.; Sarkar, T.; Masuda, K.; Shiojima, K.; Nakane, T.; Kawahara, N. Bacopaside I and II: Two pseudojujubogenin
glycosides from Bacopa monniera. Phytochemistry 2001, 58, 553-556. [CrossRef]

Thomas, R.B.; Joy, S.; Ajayan, M.S.; Paulose, C.S. Neuroprotective Potential of Bacopa monnieri and Bacoside A Against
Dopamine Receptor Dysfunction in the Cerebral Cortex of Neonatal Hypoglycaemic Rats. Cell. Mol. Neurobiol. 2013, 33,
1065-1074. [CrossRef] [PubMed]

Singh, B.; Pandey, S.; Yadav, S.K.; Verma, R.; Singh, S.P.; Mahdi, A.A. Role of ethanolic extract of Bacopa monnieri against
1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine (MPTP) induced mice model via inhibition of apoptotic pathways of dopaminergic
neurons. Brain Res. Bull. 2017, 135, 120-128. [CrossRef]

Singh, B.; Pandey, S.; Verma, R.; Ansari, J.A.; Mahdi, A.A. Comparative evaluation of extract of Bacopa monnieri and Mucuna
pruriens as neuroprotectant in MPTP model of Parkinson’s disease. Experiment 2016, 54, 758-766.

Peterson, C.T.; Sharma, V.; Iablokov, S.N.; Albayrak, L.; Khanipov, K.; Uchitel, S.; Chopra, D.; Mills, PJ.; Fofanov, Y.; Rodionov,
D.A; et al. 165 rRNA gene profiling and genome reconstruction reveal community metabolic interactions and prebiotic potential
of medicinal herbs used in neurodegenerative disease and as nootropics. PLoS ONE 2019, 14, €0213869. [CrossRef]

Peterson, C.T.; Vaughn, A.R.; Sharma, V.; Chopra, D.; Mills, PJ.; Peterson, S.N.; Sivamani, R.K. Effects of Turmeric and Curcumin
Dietary Supplementation on Human Gut Microbiota: A Double-Blind, Randomized, Placebo-Controlled Pilot Study. J. Evidence-
Based Integr. Med. 2018, 23. [CrossRef]

Peterson, C.T.; Pourang, A.; Dhaliwal, S.; Kohn, ].N.; Uchitel, S.; Singh, H.; Mills, PJ.; Peterson, S.N.; Sivamani, R.K. Modulatory
Effects of Triphala and Manjistha Dietary Supplementation on Human Gut Microbiota: A Double-Blind, Randomized, Placebo-
Controlled Pilot Study. J. Altern. Complement. Med. 2020, 26, 1015-1024. [CrossRef] [PubMed]

Callahan, B.J.; Mcmurdie, PJ.; Rosen, M.].; Han, A.W.; Johnson, A.J.A.; Holmes, S.P. DADA2: High-resolution sample inference
from Ilumina amplicon data. Nat. Methods 2016, 13, 581-583. [CrossRef] [PubMed]

Stoddard, S.F,; Smith, B.J.; Hein, R.; Roller, B.R.; Schmidt, T.M. rrnDB: Improved tools for interpreting rRNA gene abundance in
bacteria and archaea and a new foundation for future development. Nucleic Acids Res. 2015, 43, D593-D598. [CrossRef]
Overbeek, R.; Olson, R.; Pusch, G.D.; Olsen, G.J.; Davis, J.J.; Disz, T.; Edwards, R.A.; Gerdes, S.; Parrello, B.; Shukla, M.; et al.
The SEED and the Rapid Annotation of microbial genomes using Subsystems Technology (RAST). Nucleic Acids Res. 2014, 42,
D206-D214. [CrossRef]

Ashniev, G.A; Petrov, S.N.; Iablokov, S.N.; Rodionov, D.A. Genomics-Based Reconstruction and Predictive Profiling of Amino
Acid Biosynthesis in the Human Gut Microbiome. Microorganisms 2022, 10, 740. [CrossRef]

Rodionov, D.A.; Arzamasov, A.A.; Khoroshkin, M.S.; Iablokov, S.N.; Leyn, S.A.; Peterson, S.N.; Novichkov, P.S.; Osterman, A.L.
Micronutrient Requirements and Sharing Capabilities of the Human Gut Microbiome. Front. Microbiol. 2019, 10, 1316. [CrossRef]
Frolova, M.S.; Suvorova, I.A.; Iablokov, S.N.; Petrov, S.N.; Rodionov, D.A. Genomic reconstruction of short-chain fatty acid
production by the human gut microbiota. Front. Mol. Biosci. 2022, 9, 949563. [CrossRef]

Conlon, J.M.; Domin, J.; Thim, L.; DiMarzo, V.; Morris, H.R.; Bloom, S.R. Primary Structure of Neuromedin U from the Rat.
J. Neurochem. 1988, 51, 988-991. [CrossRef] [PubMed]

Bedarf, J.R.; Hildebrand, E; Coelho, L.P,; Sunagawa, S.; Bahram, M.; Goeser, E; Bork, P.; Wiillner, U. Functional implications of
microbial and viral gut metagenome changes in early stage L-DOPA-naive Parkinson’s disease patients. Genome Med. 2017, 9, 39.
[CrossRef] [PubMed]

Li, C.; Cui, L; Yang, Y.; Miao, J.; Zhao, X.; Zhang, J.; Cui, G.; Zhang, Y. Gut Microbiota Differs Between Parkinson’s Disease
Patients and Healthy Controls in Northeast China. Front. Mol. Neurosci. 2019, 12, 171. [CrossRef] [PubMed]

Zhang, F; Yue, L.; Fang, X.; Wang, G.; Li, C.; Sun, X,; Jia, X.; Yang, J.; Song, J.; Zhang, Y.; et al. Altered gut microbiota in Parkinson’s
disease patients/healthy spouses and its association with clinical features. Park. Relat. Disord. 2020, 81, 84-88. [CrossRef]

Li, Z,; Liang, H.; Hu, Y,; Lu, L.; Zheng, C.; Fan, Y.; Wu, B.; Zou, T.; Luo, X.; Zhang, X,; et al. Gut bacterial profiles in Parkinson’s
disease: A systematic review. CNS Neurosci. Ther. 2023, 29, 140-157. [CrossRef]


https://doi.org/10.3389/fnins.2019.00839
https://www.ncbi.nlm.nih.gov/pubmed/31440136
https://doi.org/10.1186/s12974-014-0230-3
https://www.ncbi.nlm.nih.gov/pubmed/25595674
https://doi.org/10.1172/JCI200318797
https://www.ncbi.nlm.nih.gov/pubmed/12975474
https://doi.org/10.4161/gmic.19625
https://doi.org/10.1021/acs.jnatprod.5b01055
https://doi.org/10.1038/s41577-019-0144-5
https://doi.org/10.3389/fphar.2016.00044
https://doi.org/10.1016/S0031-9422(01)00275-8
https://doi.org/10.1007/s10571-013-9973-0
https://www.ncbi.nlm.nih.gov/pubmed/23975094
https://doi.org/10.1016/j.brainresbull.2017.10.007
https://doi.org/10.1371/journal.pone.0213869
https://doi.org/10.1177/2515690X18790725
https://doi.org/10.1089/acm.2020.0148
https://www.ncbi.nlm.nih.gov/pubmed/32955913
https://doi.org/10.1038/nmeth.3869
https://www.ncbi.nlm.nih.gov/pubmed/27214047
https://doi.org/10.1093/nar/gku1201
https://doi.org/10.1093/nar/gkt1226
https://doi.org/10.3390/microorganisms10040740
https://doi.org/10.3389/fmicb.2019.01316
https://doi.org/10.3389/fmolb.2022.949563
https://doi.org/10.1111/j.1471-4159.1988.tb01837.x
https://www.ncbi.nlm.nih.gov/pubmed/3411332
https://doi.org/10.1186/s13073-017-0428-y
https://www.ncbi.nlm.nih.gov/pubmed/28449715
https://doi.org/10.3389/fnmol.2019.00171
https://www.ncbi.nlm.nih.gov/pubmed/31354427
https://doi.org/10.1016/j.parkreldis.2020.10.034
https://doi.org/10.1111/cns.13990

Microorganisms 2023, 11, 1979 16 of 16

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.
61.
62.

63.

Alonso, J.; Pavén, S.; Vidal, J.; Delgado, M. Advanced Comparison of Phased Array and X-rays in the Inspection of Metallic
Welding. Materials 2022, 15, 7108. [CrossRef]

Sharma, S.; Awasthi, A.; Singh, S. Altered gut microbiota and intestinal permeability in Parkinson’s disease: Pathological highlight
to management. Neurosci. Lett. 2019, 712, 134516. [CrossRef]

Karunaratne, T.B.; Okereke, C.; Seamon, M.; Purohit, S.; Wakade, C.; Sharma, A. Niacin and Butyrate: Nutraceuticals Targeting
Dysbiosis and Intestinal Permeability in Parkinson’s Disease. Nutrients 2020, 13, 28. [CrossRef]

Deng, Y.; Zhou, M.; Wang, ].; Yao, J.; Yu, J.; Liu, W.; Wu, L.; Wang, ].; Gao, R. Involvement of the microbiota-gut-brain axis in
chronic restraint stress: Disturbances of the kynurenine metabolic pathway in both the gut and brain. Gut Microbes 2021, 13,
1869501. [CrossRef]

Scott, S.A.; Fu, J.; Chang, P.V. Microbial tryptophan metabolites regulate gut barrier function via the aryl hydrocarbon receptor.
Proc. Natl. Acad. Sci. USA 2020, 117,19376-19387. [CrossRef] [PubMed]

Wakade, C.; Chong, R.; Bradley, E.; Morgan, J.C. Low-dose niacin supplementation modulates GPR109A, niacin index and
ameliorates Parkinson’s disease symptoms without side effects. Clin. Case Rep. 2015, 3, 635-637. [CrossRef] [PubMed]
Bachmann, C.G.; Guth, N.; Helmschmied, K.; Armstrong, V.W.; Paulus, W.; Happe, S. Homocysteine in restless legs syndrome.
Sleep Med. 2008, 9, 388-392. [CrossRef]

Perifian, M.T.; Macias-Garcia, D.; Jesus, S.; Martin-Rodriguez, J.F.; Mufioz-Delgado, L.; Jimenez-Jaraba, M.V.; Buiza-Rueda, D.;
Bonilla-Toribio, M.; Adarmes-Gémez, A.D.; Gémez-Garre, P; et al. Homocysteine levels, genetic background, and cognitive
impairment in Parkinson’s disease. J. Neurol. 2023, 270, 477-485. [CrossRef] [PubMed]

Pallavicini, F.B.; Bosatra, M.G.; Verde, G.; Emmi, V.; Braschi, A.; Raimondi, F.; Iotti, G.; Villa, S. Indications, clinical implications
and limitations in the use of a severity of illness index in intensive therapy. Minerva Anestesiol. 1987, 53, 565-569.

Hawkes, C.H.; Del Tredici, K.; Braak, H. Parkinson’s disease: A dual-hit hypothesis. Neuropathol. Appl. Neurobiol. 2007, 33,
599-614. [CrossRef] [PubMed]

Borghammer, P,; Just, M.K.; Horsager, J.; Skjeerbaek, C.; Raunio, A.; Kok, E.H.; Savola, S.; Murayama, S.; Saito, Y.; Myllykangas,
L.; etal. A postmortem study suggests a revision of the dual-hit hypothesis of Parkinson’s disease. Npj Park. Dis. 2022, 8, 166.
[CrossRef]

Vatanen, T.; Kostic, A.D.; D’hennezel, E.; Siljander, H.; Franzosa, E.A.; Yassour, M.; Kolde, R.; Vlamakis, H.; Arthur, T.D;
Héamaldinen, A.-M.; et al. Variation in Microbiome LPS Immunogenicity Contributes to Autoimmunity in Humans. Cell 2016, 165,
842-853. [CrossRef]

Ho, M.S. Microglia in Parkinson’s Disease. Adv. Exp. Med. Biol. 2019, 1175, 335-353. [CrossRef]

Wakade, C.; Chong, R.; Bradley, E.; Thomas, B.; Morgan, J. Upregulation of GPR109A in Parkinson’s Disease. PLoS ONE 2014, 9,
€109818. [CrossRef] [PubMed]

Wakade, C.; Giri, B.; Malik, A.; Khodadadi, H.; Morgan, J.C.; Chong, R K,; Baban, B. Niacin modulates macrophage polarization
in Parkinson’s disease. J. Neuroimmunol. 2018, 320, 76-79. [CrossRef] [PubMed]

Peterson, C.T.; Pérez-Santiago, J.; Iablokov, S.N.; Rodionov, D.A.; Peterson, S.N. Alteration of Community Metabolism by
Prebiotics and Medicinal Herbs. Microorganisms 2023, 11, 868. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.3390/ma15207108
https://doi.org/10.1016/j.neulet.2019.134516
https://doi.org/10.3390/nu13010028
https://doi.org/10.1080/19490976.2020.1869501
https://doi.org/10.1073/pnas.2000047117
https://www.ncbi.nlm.nih.gov/pubmed/32719140
https://doi.org/10.1002/ccr3.232
https://www.ncbi.nlm.nih.gov/pubmed/26273459
https://doi.org/10.1016/j.sleep.2007.06.016
https://doi.org/10.1007/s00415-022-11361-y
https://www.ncbi.nlm.nih.gov/pubmed/36169739
https://doi.org/10.1111/j.1365-2990.2007.00874.x
https://www.ncbi.nlm.nih.gov/pubmed/17961138
https://doi.org/10.1038/s41531-022-00436-2
https://doi.org/10.1016/j.cell.2016.04.007
https://doi.org/10.1007/978-981-13-9913-8_13
https://doi.org/10.1371/journal.pone.0109818
https://www.ncbi.nlm.nih.gov/pubmed/25329911
https://doi.org/10.1016/j.jneuroim.2018.05.002
https://www.ncbi.nlm.nih.gov/pubmed/29759143
https://doi.org/10.3390/microorganisms11040868
https://www.ncbi.nlm.nih.gov/pubmed/37110291

	Introduction 
	Materials and Methods 
	Study Participants and Sample Collection 
	Nervine Medicinal Herbs Examined in the Current Microbiome Study 
	Anaerobic Fecal Cultures 
	Chemically Defined Medium 
	Microbial DNA Isolation 
	16S rRNA Sequence Analysis 
	Genome-Wide Metabolic Reconstruction 

	Results 
	Diversity and Modulatory Effects of Medicinal Herbs 
	Phylogenetic Analysis and Inter-Personal Variable Responses to Nootropic Herbs 
	Nootropic Herb Supplementation Corrects Genus-Level Dysbioses Associated with PD 
	Interpersonal Variability of PD Microbiota to Medicinal Herbs 
	Gut Permeability and PD Microbiome 
	Vitamin Biosynthesis Potential 

	Discussion 
	Diversity and Modulatory Effects of Medicinal Herbs 
	Nootropic Herb Supplementation Corrects Genus-Level Dysbioses Associated with PD 
	Gut Permeability and PD Microbiome 
	Vitamin Biosynthesis Potential 
	Limitations and Conclusions 

	References

