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Taurisolo®, a Grape Pomace
Polyphenol Nutraceutical Reducing
the Levels of Serum Biomarkers
Associated With Atherosclerosis

Giuseppe Annunziata', Roberto Ciampaglia’, Maria Maisto ', Maria D’Avino?,
Domenico Caruso?, Gian Carlo Tenore ™ and Ettore Novellino’

" NutraPharmal.abs, Department of Pharmacy, University of Naples Federico Il, Naples, Italy, 2 Department of Internal
Medicine, Hospital Cardarelli, Naples, Italy

Trimethylamine-N-oxide (TMAQO) is a gut microbiota-derived metabolite recognized
as strongly related to cardiovascular diseases (CVD), mainly increasing the risk of
atherosclerosis development. Currently, no pharmacological approaches have been
licensed for reduction of TMAO serum levels and conventional anti-atherosclerosis
treatments only target the traditional risk factors, and the cardiovascular risk (CVR) still
persist. This underlines the need to find novel targeted strategies for management of
atherosclerosis. In this study we tested the ability of a novel nutraceutical formulation
based on grape pomace polyphenols (Taurisolo®) in reducing both the serum levels
of TMAO and oxidative stress-related biomarkers in humans (n = 213). After chronic
treatment with Taurisolo® we observed significantly reduced levels of TMAO (—49.78
and —75.80%, after 4-week and 8-week treatment, respectively), oxidized LDL (oxLDL;
—43.12 and —65.05%, after 4-week and 8-week treatment, respectively), and reactive
oxygen species (D-ROMs; —34.37 and —49.68%, after 4-week and 8-week treatment,
respectively). On the other hand, no significant changes were observed in control
group. Such promising, the results observed allow indicating Taurisolo® as an effective
nutraceutical strategy for prevention of atherosclerosis.

Clinical Trial Registration: This study is listed on the ISRCTN registry with ID
ISRCTN10794277 (doi: 10.1186/ISRCTN10794277).

Keywords: atherosclerosis, TMAO, oxidative stress, grape polyphenols, nutraceutical

INTRODUCTION

Atherosclerosis is among the main causes of mortality worldwide (1, 2). Several risk factors have
been associated with this chronic artery disease, including hypertension, dyslipidemia, obesity,
diabetes and cigarette smoking (1, 2). However, recently trimethylamine-N-oxide (TMAO) has
been recognized as novel proatherogenic factor closely involved in atherosclerosis development
and progression, beyond the other historically-known risk factors (2-8). This was confirmed by
clinical trials (3, 9).
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TMAO 1is a bioactive gut microbiota-derived metabolite
produced from the metabolism of food components, mainly
dietary choline, betaine, and carnitine (2, 3, 10). More specifically,
selected bacterial strains in gut microbiota (that express target
genes, including TMA lyases, carnitine oxygensae and betaine
reductase) produce trimethylamine (TMA) that, in turn, is
oxidized to TMAO by flavin monooxygenase 3 (FMO3) in liver
(2). In this sense, clinical trials reported that alterations in
microbiota composition are responsible for increased TMAO
levels in response to the diet (11). The clinic interest for
this metabolite derives from emerging evidence suggesting its
role in pathophysiology of cardiovascular diseases (CVD) (with
particular interest in atherosclerotic risk) (8, 12) and other
chronic pathological conditions (13-15).

It is widely reported in literature that TMAO is closely
linked to oxidative stress (OxS), as it is a highly oxidant and
reactive molecule (16). With OxS refers to an unbalance
between production and clearance of oxidants, mainly
reactive oxygen species (ROS) (17). It has been reported
that various pathological conditions, including obesity, diabetes,
hypertension or dyslipidemia, are responsible for increasing
levels of ROS (18, 19). Similarly, studies reported the strong
relationship between OxS and CVD, including atherosclerosis
(20-22). More specifically, atherosclerotic plaque formation
is triggered by molecular changes induced by inflammation
(i.e., increased circulating levels of cytokines) and OxS (i.e.,
increased circulating levels of ROS), resulting in generation of
oxidized-LDL (oxLDL) that accumulate in the sub-endothelium.
oxLDL, in turn, stimulate the production of adhesion molecules,
with recruitment of monocytes and T-cells, resulting in release
of pro-inflammatory cytokines and ROS. Main consequences
of this process are apoptosis and formation of foam cells,
with consequent atherosclerotic plaque production (23). It has
been noted that TMAO plays a crucial role in atherosclerosis
development acting on foam cell formation, endothelial
dysfunction, plaque instability and platelet activation (2).

Taking into account this evidence, thus, the use of therapeutic
strategies aimed to contrast the OxS is desirable, although no
specific antioxidant treatment has been recommended to prevent
cardiovascular complications (16). Similarly, conventional anti-
atherosclerosis pharmacological treatments only target the
traditional risk factors (2), and the cardiovascular risk (CVR)
still persist (24, 25), underlining the need to find novel targeted
strategies for management of atherosclerosis. In this sense, the
use of nutraceutical products with antioxidant properties (that
are generally characterized by no side-effects and no interactions
with drugs) might be preferable.

Among the food-derived bioactive compounds, polyphenols,
the largest class of phytochemicals (26), emerge for their cardio-
protective effects, exerted via different mechanisms of action,
mainly antioxidant and anti-inflammatory activities (27).

Aim of the study was to evaluate the effect of a novel
nutraceutical formulation based on grape pomace polyphenolic
extract (registered as Taurisolo®) in reducing the serum
levels of TMAO, oxLDL, and reactive oxygen metabolites
(ROMs) in human. The rationale behind this aim derives from
previous evidence demonstrating the ability of polyphenols to

reduce TMAO levels. In particular, very recently published
in vitro experiments demonstrated the ability of gallic acid
and chlorogenic acid to reduce significantly the production of
TMA in fecal slurry (28). Also, Chen and colleagues reported
the TMAO-reducing effect of resveratrol in animal model
(29). These referred polyphenols are present in Taurisolo®
composition. Moreover, it is historically known that polyphenols
exert a marked antioxidant activity through direct and indirect
mechanisms (30), including free radical scavenging. In particular,
through their benzene ring-bound hydroxyl groups, polyphenols
transfer an electron to free radicals, acting, thus, as “electron
donors” (31, 32). This property of polyphenols is responsible for
reduction of OxS in biological systems. Overall, this evidence
strongly supported our aim to test Taurisolo®.

METHODS
Study Population and Protocol

Study participants were recruited by public advertisement on
a local newspaper published in January-April 2019. Subjects
aged 18-75 years with body mass index (BMI) > 18.5 kg/m?
were eligible for enrolment. Exclusion criteria were: underweight
(BMI < 18.5 kg/mz), cancer, hepatic disease, renal disease,
heart diseases, type 1 diabetes mellitus, family history of chronic
diseases, drug therapy or supplement intake containing grape
polyphenols, heavy physical exercise (> 10 h/week), pregnant
women, women suspected of being pregnant, women who hoped
to become pregnant, breastfeeding, birch pollen allergy, use of
vitamin/mineral supplements 2 weeks prior to entry into the
study and donation of blood < 3 months before the study.

Subjects received oral and written information concerning
the study before they gave their written consent. Protocol,
letter of intent of volunteers, and synoptic document about
the study were submitted to the Scientific Ethics Committee
of AO Rummo Hospital (Benevento, Italy). The study was
approved by the committee (protocol 123512 of 18/06/2018)
and carried out in accordance with the Helsinki declaration
of 1964 (as revised in 2000). This study is listed on the
ISRCTN registry (www.isrctn.com) with ID ISRCTN10794277
(doi: 10.1186/ISRCTN10794277). The subjects were asked to
make records in an intake-checking table for the intervention
study and side effects in daily reports.

This study was designed as a monocentric, double-blind,
randomized, placebo-controlled, 2-arm parallel-group trial. The
study duration was 14 weeks: subjects underwent 2-week run-
in period (with administration of capsules containing only
excipients as placebo), followed by 8 weeks of intervention
(active or placebo), and 4 weeks of follow-up. The examinations
were performed in an outpatient setting. Clinic visits and blood
sampling were performed after 12h of fasting at weeks 0, 2,
6, 10, and 14. Subjects were informed not to drink alcohol or
perform hard physical activity 48 h prior to blood sampling. All
blood samples were taken in the morning and immediately after
measurement of heart rate and blood pressure. Blood samples
were collected in 10-mL EDTA-coated tubes (Becton-Dickinson,
Plymouth, UK) and plasma was isolated by centrifugation
(20 min, 2,200g, 4°C). All samples were stored at —80°C until
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I Assessed for eligibility (n=380) |

Ineligible patients (n=84)

Did not meet inclusion criteria (n=40)
Fulfilled exclusion criteria (n=30)
Other reasons (n=14)

Randomization (n=296) I

Weeks1to 2 l/

Allocated to run-in (n=148)
Received allocation (n=148)
Dropout due to lack of
compliance (n=10)

l

Weeks 3 to 10

Allocated to active group (n=138)
Received allocation (n=138)
Dropout due to lack of
compliance (n=27)

Run-in

Intervention
Allocation

Weeks11 to 14

Lost to follow-up due to lack of
compliance (n=3)

FAS (n=108)

Excluded from analysis due to

Full lack of compliance (n=0)
analysis set Included in sensitivity analysis
(n=108)

Follow-up

documentation available across the entire trial period. FAS, Full analysis set.

FIGURE 1 | Study flowchart. Study flowchart, according to the consolidated standards of reporting trials (CONSORT). The diagram shows enrolment and primary
efficacy endpoints based on patients’ diaries, from prescreening to data collection; and the extent of exclusions, loss to follow-up, and completeness of. Diary

l

Allocated to run-in (n=148)
Received allocation (n=148)
Dropout due to lack of
compliance (n=8)

l

Allocated to placebo (n=140)
Received allocation (n=140)
Dropout due to lack of
compliance (n=30)

Lost to follow-up due to lack of
compliance (n=5)

FAS (n=105)

Excluded from analysis due to
lack of compliance (n=0)
Included in sensitivity analysis
(n=108)

analysis. In addition to these five clinic visits, six standardized
telephone interviews were performed every 14 days starting from
the first clinic visit, to verify compliance and increase protocol
adherence. In particular, these interviews reminded patients to
complete their intake-checking table for the intervention study
and to record any treatment discontinuation, or adverse events
they might have experienced in the meantime (which were also
documented regularly on the case report forms during each
telephone and clinic visit). All patients underwent a standardized
physical examination, assessment of medical history (for up to 5

years before enrolment), laboratory examination, measurement
of blood pressure and heart rate, and evaluation of BMI. At
each clinic visit, patients had to complete three self-administered
questionnaires on quality-of-life aspects, and their diaries were
checked for data completeness and quality of documentation to
ensure patient comprehension of the diary items.

A total of 380 patients were enrolled. If a patient dropped
out before the intervention period, he or she was replaced
by the next eligible patient enrolled at the same center.
Subjects were randomly allocated into two intervention group:
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TABLE 1 | Baseline characteristics of study participants.

Characteristic All subjects (n = 213) Active group (n = 108) Placebo group (n = 105) p-value
Age (year) 61.81 + 11.98 60.94 + 13.55 62.70 + 10.11 0.287
Gender (M/F) 136/77 66/42 70/35
BMI (kg/m?) 29.11 + 4.18 2879 + 4.17 29.44 + 4.19 0.256
Smokers [yes (%)) 53.52 51.54 55.00 x2 =0.245,p = 0.623
Physical activity [yes (%)] 31 32.47 29.50 x2=0.207, p = 0.649
T2DM [yes (n.)] 60 28 32 %2 = 0.545, p = 0.460
Hypertension [yes (n.)] 74 39 35 x2=0.181,p = 0.670
TMAO (uM) 2.30+2.05 219+2.30 241 +£1.75 0.440
oxLDL (nEa/L) 800.78 + 185.61 795.96 + 189.18 805.75 + 185.75 0.701
D-ROMs (UCARR) 475.68 + 129.15 477.08 £ 135.38 474.24 £123.04 0.873
active group (400mg Taurisolo® twice daily) or placebo 5
(400 mg maltodextrins twice daily). Patients, clinicians, core = = Placebo
laboratories, and trial staff (data analysts, statisticians) were o4 < Taurisolo®
blind to treatment allocation. Additional information concerning I3 3
the study protocol, including study procedures and statistical 2
analyses, are detailed in the Supplementary Materials. s 2
@
01
(e}
Study Treatment o
The nutraceutical treatment consisted of 400 mg Taurisolo® P
twice daily. Taurisolo® is a nutraceutical supplement consisting & & o P R
. .o . & N W W 9
of a polyphenol extract obtained from Aglianico cultivar & & » & °
grape, collected during the autumn 2018 harvest. Firstly, the A <°
Department of Pharmacy, University of Naples Federico II
. . FIGURE 2 | Graphical representation of the TMAO serum levels at the different
(Naples, Italy), provided the supplement formulation, then . . o o
X . time points. Values are expressed as mean =+ standard deviation. Statistical
the large-scale production was accomplished by MB-Med significance was calculated with Student’s t-test; p < 0.05 was considered as
Company (Turin, Italy). For the polyphenol extract production, significant. *P < 0.0001, Taurisolo® group, compared to baseline.

grapes were extracted with water (50°C), and the solution
was filtrated and concentrated and underwent a spray-drying
process with maltodextrins as support (5-15%) to obtain
a fine microencapsulated powder. The polyphenol profile
of Taurisolo® was evaluated by High-Performance Liquid
Chromatography-diodearray detector (HPLC-DAD, Jasco Inc.,
Easton, MD, USA) analysis using the method described by
Giusti et al. (33): Ferulic acid 14.59 £ 0.98 ug/g, Resveratrol
12.55 £ 0.02 ng/g, Caffeic acid 35.00 £ 3.00 ug/g, p-coumaric
acid 122.75 & 2.77ng/g, Rutin 98.81 & 7.31g/g, Quercetin
135.41 + 4.69 Lg/g, Procyanidin B1 dimer 946.33 £ 55.20 pug/g,
Procyanidin B2 dimer 645.89 & 59.17 jg/g, Syringic acid 310.95
£ 0.01 ng/g, Epicatechin 1696.55 £ 109.60 pg/g, Gallic acid
199.46 & 4.59 pg/g; Catechin 2499.04 4= 307.41 g/g (34).

TMAO Serum Levels Quantification

TMAO serum levels were quantified by the LC-MS method
described by Annunziata et al. (35) and previously reported
(13-15, 36). Briefly, to 80 uL of plasma were added 160 pL
of methanol. The mixture was vortexed for 2min, and then
centrifuged at 12,000 g. The supernatant was collected and used
for the LC-MS analysis. The LC-MS system used, and method
conditions are detailed in Supplementary Materials.

Serum Levels of Oxidative Stress-Related

Biomarkers Quantification

Serum levels of reactive oxygen metabolites (D-ROMs)
and oxidized low-density lipoproteins (oxLDL) as oxidative
stress-related biomarkers were monitored. Both D-ROMs
and oxLDL analyses were carried out on an automated
analyzer (Free Carpe Diem, Diacron International,
Grosseto, Italy) using relative commercial kits (Diacron
International) according to the manufacturer’s instructions,
as previously reported (35, 37). Methods are detailed in
Supplementary Materials.

Statistics

All the experimental data were expressed as mean =+ standard
deviation (SD). Statistical analysis of data was carried out
by the Student’s t-test or Pearson correlation. The level of
significance (a-value) was 95% in all cases (P < 0.05). The
degree of linear relationship between two variables was measured
using the Pearson product moment correlation coeflicient (R).
Correlation coeflicients (R) were calculated using Microsoft
Office Excel.
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TABLE 2 | Serum levels of TMAO before and after 4-week and 8-week treatment with Taurisolo® in study participants stratified for gender.

Baseline t-4wk t-8wk
Mean + SD Mean + SD A% (vs. t0) p (vs. t0) Mean + SD A% (vs. t0) p (vs. t0)
Men (n = 66) 257 £2.71 1.43 +£1.41 —44.23 <0.0001 0.50 £ 0.38 —80.59 <0.0001
Women (n = 42) 211 +£1.53 1.21 £ 0.94 —42.89 <0.0001 0.61 £0.67 —71.22 <0.0001

Statistical significance was calculated with Student’s t-test; p < 0.05 was considered as significant.

TABLE 3 | Serum levels of TMAO before and after 4-week and 8-week treatment with Taurisolo® in study participants stratified for diagnosis of diabetes or hypertension.

Baseline t-4wk t-8wk
Mean + SD Mean + SD A% (vs. t0) p (vs. t0) Mean + SD A% (vs. t0) p (vs. t0)
Diabetes (n = 28) 3.71 £ 2.81 211 +£1.15 —43.15 <0.001 0.73 +0.67 —80.31 <0.0001
Hypertension (n = 39) 3.02 +£2.87 179+ 1.42 —40.84 0.0001 0.64 +0.64 —78.88 <0.0001
No-diabetes/No-hypertension (n = 41) 1.32+1.10 0.66 + 0.63 —49.82 <0.0001 0.40 +£0.32 —69.92 <0.0001

Statistical significance was calculated with Student’s t-test; p < 0.05 was considered as significant.

RESULTS

Enrolment and Subject Attrition

Subjects were enrolled during the months January-March 2019.
A total of 380 subjects were screened for eligibility; 84 subjects
did not pass the screening stage. Overall, 296 subjects were
randomized into active or placebo groups. Figure1l shows
the flow of participants through the trials together with the
completeness of diary information over the entire treatment
period. Figure 1 follows the CONSORT PRO reporting guideline
(38).

Baseline Characteristics of Study

Participants

Table 1 reports the demographic and clinical characteristics
assessed at the baseline visit of all study participants. Overall,
64% of subjects were male and, on average, middle-aged and
overweight. Type 2 diabetes mellitus (T2DM) and hypertension
were the most diagnosed diseases among the study participants
(28 and 35%, respectively), and for this reason they were
considered in further analysis.

TMAO-Reducing Effect of Taurisolo®

TMAO serum levels were monitored in all study participants at
run-in, before starting Taurisolo® treatment (baseline), after 4-
week treatment with both Taurisolo® or placebo, after 8-week
treatment with both Taurisolo® or placebo and after 4-week
follow-up (Figure 2). TMAO serum levels significantly reduced
after 4-week Taurisolo® treatment, from 2.91 & 2.30 uM to 1.10
+ 1.17 uM (—49.78%, p < 0.0001), and after 8-week Taurisolo®
treatment (0.53 = 0.53 uM, —75.85%, p < 0.0001). No significant
changes were observed in control group after treatment period
with placebo.

Subjects in active group were stratified for (i) gender, (ii)
diagnosis of diabetes or hypertension, (iii) body mass index
(BMI), and (iv) age. The effects of Taurisolo® on TMAO serum

levels are reported in Tables 2-5. Since no significant differences
were observed in control group, we performed this stratification
only for Taurisolo®-treated subjects.

The Effect of Taurisolo® in Reducing

Oxidative Stress-Related Biomarkers

Serum levels of oxLDL and D-ROMs were monitored in all
study participants at run-in, before starting intervention period
(baseline), after 4-week treatment with Taurisolo® or placebo,
after 8-week treatment with Taurisolo® or placebo and after 4-
week follow-up (Figure 3). oxLDL levels significantly reduced
after 4-week Taurisolo® treatment, from 795.95 + 186.74 WEq/L
to 452.78 £ 100.72 wEq/L (—43.12%, p < 0.0001), and after
8-week Taurisolo® treatment (278.15 + 24.48 uM, —65.05%,
p < 0.0001). Similar trend was also observed for D-ROM:s levels
that significantly reduced after 4-week Taurisolo® treatment,
from 477.08 + 135.38 UCARR to 313.09 £ 96.70 UCARR
(—34.37%, p < 0.0001), and after 8-week Taurisolo® treatment
(240.07 + 49.44 UCARR, —49.68%, p < 0.0001). No significant
changes were observed in control group after treatment period
with placebo.

Correlation Analysis Between Variations of
TMAO, oxLDL and DROMs After 8-Week

Treatment With Taurisolo®

A Pearson’s correlation analysis was performed between (i)
serum levels of TMAQO, oxLDL and D-ROMs (at baseline, after
4-week and 8-week Taurisolo® treatment) (Table 6) and (ii)
variations of these three parameters during both the 4-week and
8-week treatment periods (indicated as A% (baseline-t-4wk) and
A% (baseline-t-8wk, respectively) (Table 7). Since no significant
differences were observed in control group, we performed this
correlation analysis only for Taurisolo®-treated subjects.
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TABLE 4 | Serum levels of TMAO before and after 4-week and 8-week treatment with Taurisolo® in study participants stratified for BMI.

Baseline t-4wk t-8wk
Mean + SD Mean + SD A% (vs. t0) p (vs. t0) Mean + SD A% (vs. t0) p (vs. t0)
Normal weight (n = 57) 0.96 + 0.61 0.48 £0.29 —50.27 <0.0001 0.33+0.23 —65.53 <0.0001
Overweight (n = 21) 1.84 £0.59 1.30 £ 0.47 —29.27 <0.001 0.54 £0.29 —70.75 <0.0001
Grade | obesity (n = 16) 3.62 £0.88 2.04 £0.76 —43.68 <0.0001 0.72 £0.40 —80.12 <0.0001
Grade Il obesity (n = 14) 7.06 £2.45 3.75+0.73 —46.84 0.001 1.14 £1.00 —83.86 <0.0001
Statistical significance was calculated with Student’s t-test; p < 0.05 was considered as significant.
TABLE 5 | Serum levels of TMAO before and after 4-week and 8-week treatment with Taurisolo® in study participants stratified for age.
Baseline t-4wk t-8wk
Mean + SD Mean + SD A% (vs. t0) p (vs. t0) Mean + SD A% (vs. t0) p (vs. t0)
18-40 years (n = 14) 1.89 +£0.32 0.78 £ 0.56 —-58.92 <0.0001 0.75+0.33 —60.08 <0.0001
41-60 years (n = 31) 2.53 +£3.16 1.29 £1.32 —49.13 <0.001 0.65 + 0.80 —74.24 <0.001
>61 years (n = 63) 2.55+1.95 1.41+£1.29 —44.73 <0.0001 0.46 +£0.34 —81.87 <0.0001
Statistical significance was calculated with Student’s t-test; p < 0.05 was considered as significant.
= Placebo = Placebo
1500 . -~~~ 800 G
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FIGURE 3 | Graphical representation of the oxidative stress-related biomarkers serum levels at the different time points. Values are expressed as mean + standard
deviation. Statistical significance was calculated with Student’s t-test; p < 0.05 was considered as significant. *P <0.0001, Taurisolo® group, compared to baseline.

DISCUSSION

TMAO is a novel proatherogenic factor playing a crucial role
in development and progression of atherosclerosis via different
mechanisms (2), as schematically reported in Figure 4.

TMAO has been reported to up-regulate the expression of
scavenger receptor CD36 induced by oxLDL in macrophages
(39, 40); this promotes the transformation of macrophages into
foam cells (3, 8). This mechanism suggests the participation
of TMAO in the early stages of atherosclerotic plaque
formation. Once formed, atherosclerotic plaques are particularly
vulnerable to rupture (41), resulting in increased risk of
cardiovascular events (42, 43). A cohort study on patients
with coronary artery disease reported higher TMAO plasma
levels in patients with plaque rupture than in non-plaque
rupture ones (44), suggesting a close involvement of TMAO
in plaque instability (2). More specifically, TMAO seems

to contribute to microvessel formation within the plaques,
increasing their vulnerability to rupture (45). Also, TMAO levels
have been found to correlate positively with the percentage
of intermediate CD14++CD16+ monocytes (46). This subset
promotes both (i) new vessel formation within the plaque
via a pro-inflammatory mechanism (47) and (ii) plaque
rupture via overproduction of matrix metalloproteinases (48).
Notably, TMAO also exerts the pro-thrombrotic effect via
triggering the release of [Ca®T];, resulting in increased platelet
aggregation (49).

Recent evidence also indicated TMAO as key actor playing
a role in endothelial dysfunction (2). In particular, TMAO
seems to be involved in mechanisms increasing (i) OxS,
via promoting ROS generation and nitrogen oxide reduction
(50, 51) and (ii) inflammation, via down-regulation of II-
10 (50). Both pro-oxidant and pro-inflammatory activities of
TMAO have been indicated as responsible for the reduction in
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TABLE 6 | Correlation analysis between TMAO, oxLDL, and D-ROMs serum
levels in all study participants.

TMAO baseline TMAO t-4wk TMAO t-8wk

Coefficient p-value Coefficient p-value Coefficient p-value

oxLDL

Baseline 0.975 <0.0001 - - - -
t-4wk - - 0.969 <0.0001 - -
t-8wk - - - - <0.0001
D-ROMs

Baseline 0.975 <0.0001 - - - -
t-4wk - - 0.946 <0.0001 - -
t-8wk - - - - <0.0001

TABLE 7 | Correlation analysis between variations of TMAO, oxLDL, and D-ROMs
serum levels in all study participants.

TMAO A%
(Baseline-t-4wk)

TMAO A%
(Baseline-t-8wk)

Coefficient p-value Coefficient p-value
oxLDL
A% (Baseline-t-4wk) 0.757 <0.0001 - -
A% (Baseline-t-8wk) - - 0.221 <0.05
D-ROMs
A% (Baseline-t-4wk) 0.654 <0.0001 - -
A% (Baseline-t-8wk) - - 0.178 0.066

circulating endothelial progenitor cell observed in stable angina
patients (52).

Opverall, this evidence clarifies the role played by TMAO in
atherosclerotic risk and suggests this compound as a potential
target for management of atherosclerosis.

Taurisolo® Reduces Serum Levels of TMAO
The first aim of our study was to prove that chronic
administration of Taurisolo® reduced TMAO serum levels in
a large number of subjects. Results herein presented are in
line with our previous observations of the TMAO-reducing
effect of Taurisolo®. Both in healthy (36) and overweight/obese
subjects (35), indeed, we reported the ability of our nutraceutical
formulation to reduce the serum levels of TMAO after 4- and 8-
week treatment, respectively. In this study, Taurisolo® reduced
TMAO levels by 49.78% after 4 weeks, and 75.85% after 8 weeks
in all study participants. Similar trend was also maintained when
subjects were stratified for (i) gender, (ii) diagnosis of diabetes
or hypertension, (iii) body mass index (BMI), and (iv) age, as
reported in Tables 2-5.

Besides the very large number of papers published on
TMAO in last decades, no mechanisms have been proposed
for the potential TMAO-reducing effect of drugs or natural
compounds. However, studies reported in literature allow
speculating possible mechanisms of action. In particular, we
hypothesized two different ways by which polyphenols may

contribute to reduce TMAO serum levels: antioxidant and/or
microbiota remodeling activities.

Polyphenols exert their antioxidant activity through direct
and indirect mechanisms (30), in particular transferring an
electron to free radicals, acting, thus, as “electron donors”
(31, 32). In contrast, TMAO has been reported to act as an
“electron acceptor” in bacteria (53), leading to a so-called “redox
hypothesis,” where both polyphenols and TMAO are two actors
of the same redox reaction occurring at blood levels, and resulting
in a chemical reduction of TMAO to TMA.

The antioxidant potential of Taurisolo® has been
previously reported both in human (35) and rats (54).
Similarly, our previous evidence demonstrated a high
bioavailability of Taurisolo® polyphenols (36), due to the
use of microencapsulation in maltodextrins, a useful strategy
to enhance the absorption of polyphenols across the intestinal
barriers (26). It appears clear, thus, that, whether confirmed, the
“redox hypothesis” might be a possible mechanism of action for
the TMAO-reducing effect of Taurisolo®.

In addition to this hypothesis, we also proposed the so-called
“microbiota hypothesis” based on the ability of polyphenols to
modulate the growth of different bacterial strains. In particular,
it is reported in literature that grape polyphenols are capable to
reduce the growth of TMA-producing bacteria (i.e., Clostridia
and Bacteroides) (55, 56) and to increase that of non-TMA-
producing ones (i.e., Lactobacillus and Bifidobacterium) (29),
resulting in a remodeling of the gut microbiota. According to
our “microbiota hypothesis,” after chronic oral administration,
Taurisolo® polyphenols might contribute to reduction of TMAO
serum levels via blocking the colonic production of its precursor,
TMA. This, in turn, might be operated by the antimicrobial
activity against TMA-producing strains or a potential inhibition
of their metabolism, for example down-regulation/inhibition of
target genes/enzymes, such as TMA lyase, carnitine oxygenase
and betaine reductase, responsible for the TMA release from
food components. This hypothesis is again corroborated by the
nature of our nutraceutical formulation, administered in an acid-
resistant form. According to our previous investigations, the
use of acid-resistant formulation protects polyphenols against
degradation during the transit in the gastrointestinal tract, and
allows polyphenols reaching the intestine in an active form (57).

Undoubtedly, both redox and microbiological hypothesis,
need to be further investigated.

Taurisolo® Reduces Serum Levels of

Oxidative Stress-Related Biomarkers
In addition to the TMAO-reducing effect, we also investigated
the ability of Taurisolo® to reduce oxLDL and D-ROMs as OxS-
related biomarkers, since OxS is historically recognized as one of
the main risk factors for CVD. In this study, both oxLDL and
D-ROMs levels significantly reduced by 43.12 and 34.37% after
4-week and by 65.05 and 49.68% after 8-week treatment with
Taurisolo®, respectively.

Besides the well-established antioxidant potential of
polyphenols, several studies reported the ability of polyphenols
to contrast atherosclerosis progression via reduction of LDL
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FIGURE 4 | The role of TMAQ in atherosclerosis development and progression.

oxidizability (58, 59). In particular, polyphenols act as hydrogen
donors to a-tocopherol radicals, resulting in prevention of LDL
oxidation (60). Also, mechanistic studies reported that red wine
polyphenols inhibited copper-catalyzed LDL oxidation (61).
In line with both this evidence and data herein reported, we
previously demonstrated the ability of chronic treatment with
Taurisolo® to reduce circulating oxLDL in overweight/obese
subjects (35). As in the present study, circulating oxLDL were
monitored using the LP-CHOLOX test (Diacron, Grosseto,
Italy), aimed to measure the levels of lipid peroxidation-derived
hydroperoxides, mainly represented by oxidized cholesterol.
According to the manufacturer’s instructions, oxLDL levels are
defined: normal (with values <599 WEq/L), slightly high (with
values ranging from 600 to 799 WEq/L), moderately high
(with values ranging from 800 to 999 wEq/L) and very high
(with values >1,000 WEq/L) (62, 63). In agreement with this
classification, our results showed that a 8-week treatment with
Taurisolo® significantly reduced serum levels of oxLDL in all
study participants from a slightly high to normal level.

DROMs are stable and quantifiable oxygen metabolites
produced from free radical attacks operated at the expense of
biomolecules. The test used in the present study is based on
the concept that, according to the Fenton’s reaction, DROMs
contained in a serum generate, in presence of iron, alkoxyl
(R-O*) and peroxyl (R-OO*) radicals which, in turn, oxidize
an alkyl-substituted aromatic amine, producing a pink-colored
derivative ([A-NH2*]+), photometrically quantified (64-67).
DROMs, thus, are useful biomarkers of OxS, determined on the
basis of the following ranges: (i) normal: 250-300 UCARR, (ii)
border-line: 300-320 UCARR, (iii) low level of oxidative stress:
321-340 UCARR, (iv) middle level of oxidative stress: 341-400
UCARR, (v) high level of oxidative stress: 401-500 UCARR

and (vi) very high level of oxidative stress: >500 UCARR,
where 1 UCARR = 0.08 mg H,O,/dL (64-67). According to this
classification, our results showed that chronic treatment with
Taurisolo® significantly reduced OxS in all study participants,
from a very high to normal level.

Interestingly, our correlation analysis demonstrated that
TMAO serum levels correlated positively with circulating oxLDL
and DROMs at baseline and after 4- and 8-week treatment with
Taurisolo® (Table 6); similarly, variations of TMAO serum levels
during the nutraceutical treatment also correlated positively with
variation of oxLDL and DROMs levels (Table 7). This suggests,
on one hand, the link between this microbiota metabolite and
OxS-related biomarkers, and on the other hand that chronic
treatment with Taurisolo® may represent a valid nutraceutical
approach for cardioprotection.

This study, however, is not without limitations. Firstly, specific
cardiovascular examination aimed to test both progression or
regression of atherosclerotic changes have not been performed;
this is mainly due to both aims and design of this study.
Also, in this study we did not consider preoperative subjects
since no clinical evaluations of the atherosclerotic risk were
performed. More specifically, this is pilot study aimed to
demonstrate the efficacy of Taurisolo® to reduce specific serum
biomarkers that have been profoundly associated with the
atherosclerotic risk. However, further clinical trials investigating
the effects of Taurisolo® on plaque reduction and atherosclerosis
progression in high-risk patients are needed, and currently
ongoing. Moreover, the study of the microbiota would be
necessary to confirm our proposed microbiological hypothesis.
In this sense, however, according to our results it is plausible
to speculate that the observed reduction in TMAO serum levels
might be due to diminished intestinal production of TMA that, in
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turn, results from a Taurisolo® polyphenols-induced microbiota
remodeling. On the other hand, the relatively high sample size,
the presence of a control group and the consistent results and
correlation analysis may be useful for physicians, informing them
about a novel nutraceutical remedy for the treatment of high
cardiovascular risk-subjects.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included
in the article/Supplementary Material, further inquiries can be
directed to the corresponding author/s.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by Scientific Ethics Committee of AO Rummo Hospital
(Benevento, Italy). The patients/participants provided their
written informed consent to participate in this study.

REFERENCES

1. Benjamin EJ, Blaha M]J, Chiuve SE, Cushman M, Das SR, Deo R,
et al. Heart disease and stroke statistics2017 update: a report from
the American Heart Association. Circulation. (2017) 135:e146-603.
doi: 10.1161/CIR.0000000000000485

2. Zhu Y, Li Q, Jiang H. Gut microbiota in atherosclerosis: focus on
trimethylamine N-oxide. APMIS. (2020) 128:353-66. doi: 10.1111/apm.13038

3. Wang Z, Klipfell E, Bennett BJ, Koeth R, Levison BS, Dugar B, et al. Gut flora
metabolism of phosphatidylcholine promotes cardiovascular disease. Nature.
(2011) 472:57-65. doi: 10.1038/nature09922

4. Ahmadmehrabi S, Tang WHW. Gut
in cardiovascular diseases. Curr Opin
doi: 10.1097/HCO.0000000000000445

5. Yamashita T. Intestinal immunity and gut microbiota in atherogenesis. J
Atheroscler Thromb. (2017) 24:110-9. doi: 10.5551/jat.38265

6. Ascher S, Reinhardt C. The gut microbiota: An emerging risk factor for
cardiovascular and cerebrovascular disease. Eur ] Immunol. (2018) 48:564-75.
doi: 10.1002/ji.201646879

7. Jie Z, Xia H, Zhong SL, Feng Q, Li S, Liang S, et al. The gut microbiome
in atherosclerotic cardiovascular disease. Nat Commun. (2017) 8:845.
doi: 10.1038/s41467-017-00900-1

8. Koeth RA, Wang Z, Levison BS, Buffa JA, Org E, Sheehy BT, et al. Intestinal
microbiota metabolism of l-carnitine, a nutrient in red meat, promotes
atherosclerosis. Nat Med. (2013) 19:576-85. doi: 10.1038/nm.3145

9. Randrianarisoa E, Lehn-Stefan A, Wang X, Hoene M, Peter A, Heinzmann SS,
et al. Relationship of serum trimethylamine N-oxide (TMAO) levels with early
atherosclerosis in humans. Sci Rep. (2016) 6:26745. doi: 10.1038/srep26745

10. Ivashkin V, Kashukh YA. Impact of L-carnitine and phosphatidylcholine
containing products on the proatherogenic metabolite TMAO production and
gut microbiome changes in patients with coronary artery disease. Vopr Pitan.
(2019) 88:25-33. doi: 10.24411/0042-8833-2019-10038

11. Cho CE, Taesuwan S, Malysheva O V., Bender E, Tulchinsky NE Yan J,
et al. Trimethylamine-N-oxide (TMAO) response to animal source foods
varies among healthy young men and is influenced by their gut microbiota
composition: A randomized controlled trial. Mol Nutr Food Res. (2017)
61:324. doi: 10.1002/mnfr.201600324

12. Ussher JR, Lopaschuk GD, Arduini A. Gut microbiota metabolism of
l-carnitine and cardiovascular risk. Atherosclerosis. (2013) 231:456-61.
doi: 10.1016/j.atherosclerosis.2013.10.013

13. Barrea L, Annunziata G, Muscogiuri G, Di Somma C, Laudisio D, Maisto
M, et al. Trimethylamine-N-oxide (TMAO) as novel potential biomarker

microbiome and its role
Cardiol.  (2017) 32:761-6.

AUTHOR CONTRIBUTIONS

MD’A, DC, GT, and EN: conceptualization, validation,
and visualization. GA and RC: data curation. GA, RC,
and MM: formal analysis. EN: funding acquisition and
supervision. GA, RC, MM, MDA, DC, GT, and EN:

investigation. ~ GA:  writing—review and editing. All
authors contributed to the article and approved the
submitted version.

ACKNOWLEDGMENTS

The assistance of the staff is gratefully appreciated.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fcvm.
2021.697272/full#supplementary-material

of early predictors of metabolic syndrome. Nutrients. (2018) 10:1971.
doi: 10.3390/nul10121971

14. Barrea L, Muscogiuri G, Annunziata G, Laudisio D, Tenore GC, Colao A, et al.
A new light on vitamin d in obesity: A novel association with trimethylamine-
n-oxide (tmao). Nutrients. (2019) 11:1310. doi: 10.3390/nul11061310

15. Barrea L, Annunziata G, Muscogiuri G, Laudisio D, Di Somma C, Maisto
M, et al. Trimethylamine N-oxide, mediterranean diet, and nutrition in
healthy, normal-weight adults: also a matter of sex? Nutrition. (2019) 62:7-17.
doi: 10.1016/j.nut.2018.11.015

16. Pignatelli P, Menichelli D, Pastori D, Violi F. Oxidative stress and
cardiovascular disease: new insights. Kardiol Pol. (2018) 76:713-722.
doi: 10.5603/KP.a2018.0071

17. Sies H, Berndt C, Jones DP. Oxidative
of  biochemistry. ~ Annu  Rev  Biochem.
doi: 10.1146/annurev-biochem-061516-045037

18. Violi E Carnevale R, Loffredo L, Pignatelli P, Gallin JI. NADPH oxidase-2 and
atherothrombosis: insight from chronic granulomatous disease. Arterioscler
Thromb Vasc Biol. (2017) 37:218-25. doi: 10.1161/ATVBAHA.116.308351

19. Garramone A, Cangemi R, Bresciani E, Carnevale R, Bartimoccia S, Fante
E, et al. Early decrease of oxidative stress by non-invasive ventilation in
patients with acute respiratory failure. Intern Emerg Med. (2018) 13:183-90.
doi: 10.1007/s11739-017-1750-5

20. Steinberg D, Parthasarathy S, Carew TE, Khoo JC, Witztum JL.
Beyond cholesterol. Modifications of low-density lipoprotein that
increase its atherogenicity. N Engl ] Med. (1989) 320:915-24.
doi: 10.1056/NEJM198904063201407

21. Steinberg D. The LDL modification hypothesis of atherogenesis: an update. ]
Lipid Res. (2009) 50:5S376-81. doi: 10.1194/jlr.R800087-JLR200

22. Steinberg D, Witztum JL. History of discovery: oxidized low-density
lipoprotein and atherosclerosis. Arterioscler Thromb Vasc Biol. (2010)
30:2311-6. doi: 10.1161/ATVBAHA.108.179697

23. Violi E Loffredo L, Carnevale R, Pignatelli P, Pastori D. Atherothrombosis and
oxidative stress: mechanisms and management in elderly. Antioxidants Redox
Signal. (2017) 27:1083-124. doi: 10.1089/ars.2016.6963

24. Fihn SD, Gardin JM, Abrams J, Berra K, Blankenship JC, Dallas AP, et al.
2012 ACCF/AHA/ACP/AATS/PCNA/SCAI/STS guideline for the diagnosis
and management of patients with stable ischemic heart disease: Circulation.
(2012) 126:3097-137. doi: 10.1161/CIR.0b013e318277683

25. Fruchart JC, Sacks F, Hermans MP, Assmann G, Brown WYV, Ceska R, et
al. The residual risk reduction initiative: a call to action to reduce residual
vascular risk in patients with dyslipidemia. Am J Cardiol. (2008) 102:1K—34.
doi: 10.1016/j.amjcard.2008.10.002

stress: annual review
(2017)  86:715-48.

Frontiers in Cardiovascular Medicine | www.frontiersin.org

July 2021 | Volume 8 | Article 697272


https://www.frontiersin.org/articles/10.3389/fcvm.2021.697272/full#supplementary-material
https://doi.org/10.1161/CIR.0000000000000485
https://doi.org/10.1111/apm.13038
https://doi.org/10.1038/nature09922
https://doi.org/10.1097/HCO.0000000000000445
https://doi.org/10.5551/jat.38265
https://doi.org/10.1002/eji.201646879
https://doi.org/10.1038/s41467-017-00900-1
https://doi.org/10.1038/nm.3145
https://doi.org/10.1038/srep26745
https://doi.org/10.24411/0042-8833-2019-10038
https://doi.org/10.1002/mnfr.201600324
https://doi.org/10.1016/j.atherosclerosis.2013.10.013
https://doi.org/10.3390/nu10121971
https://doi.org/10.3390/nu11061310
https://doi.org/10.1016/j.nut.2018.11.015
https://doi.org/10.5603/KP.a2018.0071
https://doi.org/10.1146/annurev-biochem-061516-045037
https://doi.org/10.1161/ATVBAHA.116.308351
https://doi.org/10.1007/s11739-017-1750-5
https://doi.org/10.1056/NEJM198904063201407
https://doi.org/10.1194/jlr.R800087-JLR200
https://doi.org/10.1161/ATVBAHA.108.179697
https://doi.org/10.1089/ars.2016.6963
https://doi.org/10.1161/CIR.0b013e3182776f83
https://doi.org/10.1016/j.amjcard.2008.10.002
https://www.frontiersin.org/journals/cardiovascular-medicine
https://www.frontiersin.org
https://www.frontiersin.org/journals/cardiovascular-medicine#articles

Annunziata et al.

Anti-atherosclerotic Effect of Taurisolo®

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Annunziata G, Jiménez-Garcia M, Cap6 X, Moranta D, Arnone A, Tenore GC,
et al. Microencapsulation as a tool to counteract the typical low bioavailability
of polyphenols in the management of diabetes. Food Chem Toxicol. (2020)
139:111248. doi: 10.1016/j.fct.2020.111248

Poti E, Santi D, Spaggiari G, Zimetti E, Zanotti I. Polyphenol health effects on
cardiovascular and neurodegenerative disorders: a review and meta-analysis.
Int ] Mol Sci. (2019) 20:351. doi: 10.3390/ijms20020351

Iglesias-Carres L, Essenmacher LA, Racine KC, Neilson AP. Development
of a high throughput method to study the inhibitory effect of
phytochemicals on trimethylamine formation. Nutrients. (2021) 13:1466.
doi: 10.3390/nu13051466

Chen ML, Yi L, Zhang Y, Zhou X, Ran L, Yang J, et al. Resveratrol
attenuates trimethylamine-N-oxide (TMAO)-induced atherosclerosis by
regulating TMAO synthesis and bile acid metabolism via remodeling of the
gut microbiota. MBio. (2016) 7:€02210-15. doi: 10.1128/mBi0.02210-15
Sandoval-Acuna C, Ferreira J, Speisky H. Polyphenols and mitochondria: An
update on their increasingly emerging ROS-scavenging independent actions.
Arch Biochem Biophys. (2014) 559:75-90. doi: 10.1016/j.abb.2014.05.017

Bors W, Heller W, Michel C, Saran M. Flavonoids as antioxidants:
determination of radical-scavenging efficiencies. Methods Enzymol. (1990)
186:343-55. doi: 10.1016/0076-6879(90)86128-1

Amic D, Davidovic-Amic D, Beslo D, Rastija V, Lucic B, Trinajstic N. SAR
and QSAR of the antioxidant activity of flavonoids. Curr Med Chem. (2007)
14:827-45. doi: 10.2174/092986707780090954

Giusti E Caprioli G, Ricciutelli M, Vittori S, Sagratini G. Determination of
fourteen polyphenols in pulses by high performance liquid chromatography-
diode array detection (HPLC-DAD) and correlation study with
antioxidant activity and colour. Food Chem. (2017) 221:689-697.
doi: 10.1016/j.foodchem.2016.11.118

Martelli A, Flori L, Gorica E, Piragine E, Saviano A, Annunziata G, et al.
Vascular effects of the polyphenolic nutraceutical supplement taurisolo®:
focus on the protection of the endothelial function. Nutrients. (2021) 13:1540.
doi: 10.3390/nu13051540

Annunziata G, Maisto M, Schisano C, Ciampaglia R, Narciso V, Hassan
STS, et al. Effect of grape pomace polyphenols with or without pectin
on TMAO serum levels assessed by LC/MS-based assay: a preliminary
clinical study on overweight/obese subjects. Front Pharmacol. (2019) 10:575.
doi: 10.3389/fphar.2019.00575

Annunziata G, Maisto M, Schisano C, Ciampaglia R, Narciso V, Tenore
GC, et al. Effects of grape pomace polyphenolic extract (Taurisolo®)
in reducing tmao serum levels in humans: preliminary results from a
randomized, placebo-controlled, cross-over study. Nutrients. (2019) 11:139.
doi: 10.3390/nu11010139

Barrea L, Fabbrocini G, Annunziata G, Muscogiuri G, Donnarumma M,
Marasca C, et al. Role of nutrition and adherence to the mediterranean diet
in the multidisciplinary approach of hidradenitis suppurativa: Evaluation of
nutritional status and its association with severity of disease. Nutrients. (2019)
11:57. doi: 10.3390/nu11010057

Calvert M, Blazeby J, Altman DG, Revicki DA, Moher D, Brundage MD, et al.
Reporting of patient-reported outcomes in randomized trials: the CONSORT
PRO extension. JAMA. (2013) 309:814-22. doi: 10.1001/jama.2013.879

Geng ], Yang C, Wang B, Zhang X, Hu T, Gu Y, et al. Trimethylamine N-oxide
promotes atherosclerosis via CD36-dependent MAPK/JNK pathway. Biomed
Pharmacother. (2018) 97:941-7. doi: 10.1016/j.biopha.2017.11.016
Mohammadi A, Najar AG, Yaghoobi MM, Jahani Y, Vahabzadeh Z.
Trimethylamine-N-oxide treatment induces changes in the ATP-
binding cassette transporter Al and scavenger receptor Al in
murine macrophage J774A.1 cells. Inflammation. (2016) 39:393-404.
doi: 10.1007/s10753-015-0261-7

Rai V, Agrawal DK. The role of damage-and pathogen-associated molecular
patterns in inflammation-mediated vulnerability of atherosclerotic plaques.
Can ] Physiol Pharmacol. (2017) 95:1245-53. doi: 10.1139/cjpp-201
6-0664

Fuster V, Badimon L, Badimon JJ, Chesebro JH, Epstein FH. The pathogenesis
of coronary artery disease and the acute coronary syndromes. N Engl | Med.
(1992) 326:242-50. doi: 10.1056/NEJM199201233260406

Falk E, Shah PK, Fuster V. Coronary plaque disruption. Circulation. (1995)
92:657-71. doi: 10.1161/01.CIR.92.3.657

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

Fu Q, Zhao M, Wang D, Hu H, Guo C, Chen W, et al. Coronary plaque
characterization assessed by optical coherence tomography and plasma
trimethylamine-N-oxide levels in patients with coronary artery disease. Am
J Cardiol. (2016) 118:1311-5. doi: 10.1016/j.amjcard.2016.07.071

Virmani R, Kolodgie FD, Burke AP, Finn A V., Gold HK, Tulenko TN, et al.
Atherosclerotic plaque progression and vulnerability to rupture: Angiogenesis
as a source of intraplaque hemorrhage. Arterioscler Thromb Vasc Biol. (2005)
25:2054-61. doi: 10.1161/01.ATV.0000178991.71605.18

Haghikia A, Li XS, Liman TG, Bledau N, Schmidt D, Zimmermann
E et al. Gut microbiota-dependent trimethylamine N-oxide predicts
risk of cardiovascular events in patients with stroke and is related to
proinflammatory monocytes. Arterioscler Thromb Vasc Biol. (2018) 38:2225-
35. doi: 10.1161/ATVBAHA.118.311023

Jaipersad AS, Lip GYH, Silverman S, Shantsila E. The role of monocytes
in angiogenesis and atherosclerosis. ] Am Coll Cardiol. (2014) 63:1-11.
doi: 10.1016/j.jacc.2013.09.019

Newby AC. Metalloproteinase expression in monocytes and macrophages and
its relationship to atherosclerotic plaque instability. Arterioscler Thromb Vasc
Biol. (2008) 28:2108-14. doi: 10.1161/ATVBAHA.108.173898

Zhu W, Gregory JC, Org E, Buffa JA, Gupta N, Wang Z, et al. Gut microbial
metabolite TMAO enhances platelet hyperreactivity and thrombosis risk. Cell.
(2016) 165:111-24. doi: 10.1016/j.cell.2016.02.011

Chen H, Li J, Li N, Liu H, Tang J. Increased circulating trimethylamine N-
oxide plays a contributory role in the development of endothelial dysfunction
and hypertension in the RUPP rat model of preeclampsia. Hypertens
Pregnancy. (2019) 38:96-104. doi: 10.1080/10641955.2019.1584630

George TW, Waroonphan S, Niwat C, Gordon MH, Lovegrove JA. The
Glu298Asp single nucleotide polymorphism in the endothelial nitric oxide
synthase gene differentially affects the vascular response to acute consumption
of fruit and vegetable puree based drinks. Mol Nutr Food Res. (2012) 56:1014-
24. doi: 10.1002/mnfr.201100689

Chou RH, Chen CY, Chen IC, Huang HL, Lu YW, Kuo CS, et al
Trimethylamine N-oxide, circulating endothelial progenitor cells, and
endothelial function in patients with stable angina. Sci Rep. (2019) 12:4249.
doi: 10.1038/541598-019-40638-y

Barrett E. Bacterial reduction of trimethylamine oxide. Annu Rev Microbiol.
(1985) 39:131-49. doi: 10.1146/annurev.micro.39.1.131

Annunziata G, Jimenez-Garcia M, Tejada S, Moranta D, Arnone A,
Ciampaglia R, et al. Grape polyphenols ameliorate muscle decline reducing
oxidative stress and oxidative damage in aged rats. Nutrients. (2020) 12:1280.
doi: 10.3390/nu12051280

Selma M V., Espin JC, Tomds-Barberdn FA. Interaction between phenolics
and gut microbiota: role in human health. ] Agric Food Chem. (2009) 57:6485-
501. doi: 10.1021/jf902107d

Lee HC, Jenner AM, Low CS, Lee YK. Effect of tea phenolics and their
aromatic fecal bacterial metabolites on intestinal microbiota. Res Microbiol.
(2006) 157:876-84. doi: 10.1016/j.resmic.2006.07.004

Annunziata G, Maisto M, Schisano C, Ciampaglia R, Daliu P, Narciso V, et
al. Colon bioaccessibility and antioxidant activity of white, green and black
tea polyphenols extract after in vitro simulated gastrointestinal digestion.
Nutrients. (2018) 10:1711. doi: 10.3390/nul0111711

Chen JH, Lee MS, Wang CP, Hsu CC, Lin HH. Autophagic effects of Hibiscus
sabdariffa leaf polyphenols and epicatechin gallate (ECG) against oxidized
LDL-induced injury of human endothelial cells. Eur ] Nutr. (2017) 56:1963-
81. doi: 10.1007/s00394-016-1239-4

Suzuki-Sugihara N, Kishimoto Y, Saita E, Taguchi C, Kobayashi M, Ichitani M,
et al. Green tea catechins prevent low-density lipoprotein oxidation via their
accumulation in low-density lipoprotein particles in humans. Nutr Res. (2016)
36:16-23. doi: 10.1016/j.nutres.2015.10.012

Zhu QY, Huang Y, Tsang D, Chen ZY. Regeneration of a-tocopherol in human
low-density lipoprotein by green tea catechin. J Agric Food Chem. (1999)
47:2020-5. doi: 10.1021/jf9809941

Frankel EN, German JB, Kinsella JE, Parks E, Kanner J. Inhibition of oxidation
of human low-density lipoprotein by phenolic substances in red wine. Lancet.
(1993) 341:454-7. doi: 10.1016/0140-6736(93)90206-V

Macri A, Scanarotti C, Bassi AM, Giuffrida S, Sangalli G, Traverso CE, et al.
Evaluation of oxidative stress levels in the conjunctival epithelium of patients
with or without dry eye, and dry eye patients treated with preservative-free

Frontiers in Cardiovascular Medicine | www.frontiersin.org

July 2021 | Volume 8 | Article 697272


https://doi.org/10.1016/j.fct.2020.111248
https://doi.org/10.3390/ijms20020351
https://doi.org/10.3390/nu13051466
https://doi.org/10.1128/mBio.02210-15
https://doi.org/10.1016/j.abb.2014.05.017
https://doi.org/10.1016/0076-6879(90)86128-I
https://doi.org/10.2174/092986707780090954
https://doi.org/10.1016/j.foodchem.2016.11.118
https://doi.org/10.3390/nu13051540
https://doi.org/10.3389/fphar.2019.00575
https://doi.org/10.3390/nu11010139
https://doi.org/10.3390/nu11010057
https://doi.org/10.1001/jama.2013.879
https://doi.org/10.1016/j.biopha.2017.11.016
https://doi.org/10.1007/s10753-015-0261-7
https://doi.org/10.1139/cjpp-2016-0664
https://doi.org/10.1056/NEJM199201233260406
https://doi.org/10.1161/01.CIR.92.3.657
https://doi.org/10.1016/j.amjcard.2016.07.071
https://doi.org/10.1161/01.ATV.0000178991.71605.18
https://doi.org/10.1161/ATVBAHA.118.311023
https://doi.org/10.1016/j.jacc.2013.09.019
https://doi.org/10.1161/ATVBAHA.108.173898
https://doi.org/10.1016/j.cell.2016.02.011
https://doi.org/10.1080/10641955.2019.1584630
https://doi.org/10.1002/mnfr.201100689
https://doi.org/10.1038/s41598-019-40638-y
https://doi.org/10.1146/annurev.micro.39.1.131
https://doi.org/10.3390/nu12051280
https://doi.org/10.1021/jf902107d
https://doi.org/10.1016/j.resmic.2006.07.004
https://doi.org/10.3390/nu10111711
https://doi.org/10.1007/s00394-016-1239-4
https://doi.org/10.1016/j.nutres.2015.10.012
https://doi.org/10.1021/jf9809941
https://doi.org/10.1016/0140-6736(93)90206-V
https://www.frontiersin.org/journals/cardiovascular-medicine
https://www.frontiersin.org
https://www.frontiersin.org/journals/cardiovascular-medicine#articles

Annunziata et al.

Anti-atherosclerotic Effect of Taurisolo®

63.

64.

65.

66.

hyaluronic acid 0.15 % and vitamin B12 eye drops. Graefes Arch Clin Exp
Ophthalmol. (2015) 253:425-30. doi: 10.1007/s00417-014-2853-6

Mancini S, Mariani F, Sena P, Benincasa M, Roncucci L. Myeloperoxidase
expression in human colonic mucosa is related to systemic
oxidative balance in healthy subjects. Redox Rep. (2017) 22:399-407.
doi: 10.1080/13510002.2016.1277049

Cesarone MR, Belcaro G, Carratelli M, Cornelli U, De Sanctis MT, Incandela
L, et al. A simple test to monitor oxidative stress. Int Angiol. (1999) 18:127-30.
Alberti A, Bolognini L, Macciantelli D, Caratelli M. The
radical cation of  N,N-diethl-para-phenylendiamine: ~a  possible
indicator ~ of  oxidative biological ~ samples.  Res
Chem Intermed. (2000) doi: 10.1163/156856700
X00769

Trotti R, Carratelli M, Barbieri M, Micieli G, Bosone D, Rondanelli M, et al.
Oxidative stress and a thrombophilic condition alcoholics without severe liver
disease. Haematologica. (2001) 86:85-91.

stress in
26:253-67.

67.

Gerardi GM, Usberti M, Martini G, Albertini A, Sugherini L, Pompella A,
et al. Plasma total antioxidant capacity in hemodialyzed patients and its
relationships to other biomarkers of oxidative stress and lipid peroxidation.
Clin Chem Lab Med. (2002) 40:104-10. doi: 10.1515/CCLM.2002.019

Conflict of Interest: The 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.

Copyright © 2021 Annunziata, Ciampaglia, Maisto, D’Avino, Caruso, Tenore and
Novellino. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in
other forums is permitted, provided the original author(s) and the copyright owner(s)
are credited and that the original publication in this journal is cited, in accordance
with accepted academic practice. No use, distribution or reproduction is permitted
which does not comply with these terms.

Frontiers in Cardiovascular Medicine | www.frontiersin.org

11

July 2021 | Volume 8 | Article 697272


https://doi.org/10.1007/s00417-014-2853-6
https://doi.org/10.1080/13510002.2016.1277049
https://doi.org/10.1163/156856700X00769
https://doi.org/10.1515/CCLM.2002.019
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cardiovascular-medicine
https://www.frontiersin.org
https://www.frontiersin.org/journals/cardiovascular-medicine#articles

	Taurisolo®, a Grape Pomace Polyphenol Nutraceutical Reducing the Levels of Serum Biomarkers Associated With Atherosclerosis
	Introduction
	Methods
	Study Population and Protocol
	Study Treatment
	TMAO Serum Levels Quantification
	Serum Levels of Oxidative Stress-Related Biomarkers Quantification
	Statistics

	Results
	Enrolment and Subject Attrition
	Baseline Characteristics of Study Participants
	TMAO-Reducing Effect of Taurisolo®
	The Effect of Taurisolo® in Reducing Oxidative Stress-Related Biomarkers
	Correlation Analysis Between Variations of TMAO, oxLDL and DROMs After 8-Week Treatment With Taurisolo®

	Discussion
	Taurisolo® Reduces Serum Levels of TMAO
	Taurisolo® Reduces Serum Levels of Oxidative Stress-Related Biomarkers

	Data Availability Statement
	Ethics Statement
	Author Contributions
	Acknowledgments
	Supplementary Material
	References


