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Introduction

Increased nitrate intake from beetroot juice over
4 weeks affects nitrate metabolism, but not
vascular function or blood pressure in older adults
with hypertensiont

Rebeka Fejes, 12 13 Martin Lutnik, € £ Stefan Weisshaar,® Nina Pilat, € ¢
Karl-Heinz Wagner,? Hans-Peter Stliger,® Jonathan M. Peake,’

Richard J. Woodman,® Kevin D. Croft, @2 " Catherine P. Bondonno,
Jonathan M. Hodgson,' Michael Wolzt® and Oliver Neubauer (=) *2

The decline in vascular function and increase in blood pressure with aging contribute to an increased
cardiovascular disease risk. In this randomized placebo-controlled crossover study, we evaluated whether
previously reported cardiovascular benefits of plant-derived inorganic nitrate via nitric oxide (NO) translate
into improved vascular function and blood pressure-lowering in 15 men and women (age range: 56-71
years) with treated hypertension. We investigated the effects of a single ~400 mg-dose at 3 hours post-
ingestion (3H POST) and the daily consumption of 2 X ~400 mg of nitrate through nitrate-rich compared
with nitrate-depleted (placebo) beetroot juice over 4 weeks (4WK POST). Measurements included nitrate
and nitrite in plasma and saliva; endothelial-dependent and -independent forearm blood flow (FBF)
responses to acetylcholine (FBFach) and glyceryltrinitrate (FBFgTy); and clinic-, home- and 24-hour ambu-
latory blood pressure. Compared to placebo, plasma and salivary nitrate and nitrite increased at 3H and
4WK POST following nitrate treatment (P < 0.01), suggesting a functioning nitrate-nitrite-NO pathway in
the participants of this study. There were no differences between treatments in FBFac, and FBFgn-area
under the curve (AUC) ratios [AUC ratios after (3H POST, 4WK POST) compared with before (PRE) the
intervention], or 24-hour ambulatory blood pressure or home blood pressure measures (P > 0.05). These
findings do not support the hypothesis that an increased intake of dietary nitrate exerts sustained ben-
eficial effects on FBF or blood pressure in hypertensive older adults, providing important information on
the efficacy of nitrate-based interventions for healthy vascular aging. This study was registered under
ClinicialTrials.gov (NCT04584372).

dysfunction and high blood pressure (or hypertension) are
main risk factors for CVD.>" Developing effective lifestyle

Cardiovascular diseases (CVD) remain the leading cause of
morbidity, disability, and mortality in modern societies."* The
risk of CVD increases with aging.'”® Age-associated vascular
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interventions to promote, preserve or restore vascular function,
and to prevent or treat hypertension with advancing age is a
high priority for biomedical research.’ The diet composition
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has an important influence on cardiovascular health.® A
strong and consistent body of evidence from observational
studies has shown that dietary patterns rich in vegetables are
associated with a reduced CVD risk.>” Emerging data from
observational and experimental studies suggest that inorganic
nitrate is a key bioactive compound of vegetables in this
regard.®'° Dietary nitrate, found abundantly in green leafy
vegetables and some root vegetables, is an important source of
nitric oxide (NO), a signaling molecule that is central for
cardiovascular function.'®™**> Endogenously, NO is produced
by nitric oxidases (NOS), including endothelial NOS (eNOS),
but the vascular availability of NO is reduced during aging due
to oxidative stress, low-grade inflammation, an enhanced NO
degradation, and a decreased NO production by eNOS.°*! The
decreased NO bioavailability is associated with impaired vascu-
lar endothelial function, vascular aging, and an increased CVD
risk.>'>'* A growing and compelling body of evidence indi-
cates that achievable increases in the nitrate intake from plant
foods exert beneficial NO-mediated physiological effects on
the cardiovascular system.®*'' Previous intervention studies
from our group and others have reported favorable’* ™ or no
effects®® > of nitrate, most commonly from beetroot juice or
leafy green vegetables, on blood pressure'®*?*"?? and endo-
thelial function’*®2%2? in middle-aged and older adults
with'>16:18:20.22 op without'*'7'*?! CVD risk factors. In hyper-
tensive individuals on anti-hypertensive medication, the
efficacy of nitrate to improve blood pressure and vascular func-
tion is apparently dependent on the degree of blood pressure
elevation and vascular dysfunction and not anti-hypertensive
medication status.'®"®

Importantly, however, available information on whether an
increased nitrate intake over >4 weeks affects cardiovascular
health-related outcomes in older populations and populations
with an elevated risk for CVD is still incomplete.® There is
therefore a strong need to investigate the impact of chronic
nitrate intake on cardiovascular health in these population
groups. Furthermore, in only a few studies, both acute
(<24 hours) effects following the ingestion of a single nitrate
dose and longer-term effects after regular consumption of
nitrate from the same dietary source have been investigated."
This is noteworthy, considering that different physiological
mechanisms might be involved in the acute as compared with
the chronic cardiovascular effects of nitrate.”'" Another impor-
tant aspect is that in previous human studies, endothelial
function was mostly assessed by measuring brachial artery
flow-mediated dilatation (FMD).>*? This method provides a
measure of macrovascular (conduit artery) function,® but it
does not offer insights into microvascular (resistance artery)
function. This is worth noting, because the onset of the
decline in microvascular function might precede the decline
in macrovascular function.>***

To gain a better understanding on the effects of dietary
nitrate on resistance artery function, as reported herein, we
applied strain gauge plethysmography and measured forearm
blood flow (FBF) in response to the infusion of vasoactive sub-
stances into a brachial artery, as an accurate, reproducible,
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and commonly used method for assessing microvascular
function.>'*'*2% In particular, FBF measurement following
infusion of the endothelium-dependent vasodilator acetyl-
choline (ACh), an agonist for NO production through eNOS
(FBFach), is a clinically relevant measure of vascular endo-
thelial function.>*”*® FBF,¢y, is reduced with aging® and inde-
pendently predictive of future cardiovascular events and mor-
tality in men and women.>>?° In addition, measuring ‘endo-
thelium-independent’ responses of FBF in response to infu-
sion of the NO donor glyceryltrinitrate (GTN) (FBFgry) pro-
vides a measure of the vasodilatory responsiveness of vascular
smooth muscle cells in the arterial wall to NO.>*® Age-related
changes in the vascular smooth muscle tone and structural
components of the arterial wall may contribute to artery
stiffness and endothelial dysfunction.*®

The primary aim of this randomized, double-blind,
placebo-controlled crossover study was to test the hypothesis
whether an increased intake of dietary nitrate over 4 weeks
improves endothelial-dependent dilatation, as assessed by
measuring FBFcn, and lowers 24-hour ambulatory blood
pressure in middle-aged and older men and women with
treated hypertension. We also investigated the effects of
nitrate-rich versus nitrate-depleted beetroot juice following the
intake of a single dose (acute) and the regular consumption
over 4 weeks (chronic) on endothelial-dependent and -inde-
pendent mechanisms underlying vascular function, as
assessed by FBF,cn, and FBFgry, and blood pressure.

Materials and methods
Study participants

Fifteen ambulant men and women, between the ages of 56
and 71 years, who had been diagnosed with hypertension and
who were taking anti-hypertensive medication, completed this
study. The study was approved by the Ethics Committee of the
Medical University of Vienna (ethics number: EK 2238/2018)
and is publicly registered under ClinicalTrials.gov
(NCT04584372). All participants provided written, informed
consent before their enrolment into the study. Prior to the
enrolment, participants completed an examination by a
medical physician. This examination included collection of
information about medical history and current medications,
resting electrocardiography (ECG), anthropometric and blood
pressure measurements, and a routine laboratory analysis of
fasting blood and urine samples. Furthermore, they completed
validated physical activity->* and food frequency-question-
naires®® to obtain their physical activity level and baseline
dietary intake. For inclusion into the study, participants had to
have a resting mean systolic blood pressure between 130 and
170 mmHg, inclusive. Participants were excluded if there was
any evidence of acute or chronic disease such as symptomatic
cardiovascular or peripheral vascular disease, and if they had a
systolic blood pressure of <130 or >170 mm Hg or a diastolic
blood pressure of >110 mmHg, a fasting glucose of >7.0 mmol
L7%, or a body mass index (BMI, in kg m~?) of <18.5 or >35.

This journal is © The Royal Society of Chemistry 2024
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Additional exclusion criteria were consumption of >5 serves of
vegetables per day; consumption of a diet estimated to contain
>200 mg nitrate per day; being vegan or vegetarian; chronic
use of nitric oxide (NO) donors, organic nitrites/nitrates, silde-
nafil and related drugs, non-steroidal anti-inflammatory or
statin-related drugs; use of antibacterial mouthwash (to avoid
interference of the mouthwash with nitrate-reducing oral bac-
teria’®); use of antibiotics (within previous 2 months); a
change in drug therapy likely to influence blood pressure or
major secondary outcomes within the previous month, or the
likelihood that drug therapy would change during the study;
current or previous engagement in planned, structured, and
regular exercise training involving more than two hours of net
exercise time per week; current or recent (<6 months) loss or
gain of >6% of body weight; current or recent (<12 months)
regular smoking; and alcohol intake of >140 g per week for
women or >210 g per week for men and/or binge drinking
behavior.

Study overview

The study involved a randomized, double-blind, placebo-con-
trolled crossover design, with two 4-week treatment periods
separated by a 4-week washout period. The two treatments con-
sisted of a 4-week intervention with nitrate-rich beetroot juice
and a 4-week intervention with nitrate-depleted beetroot juice
(placebo), on the background of a low-nitrate diet and unal-
tered lifestyle (described below). The pre-defined primary end-
points were the FBFycp-area under the curve (AUC) ratio after
compared with before the 4-week (nitrate versus placebo) treat-
ment periods, and 24-hour ambulatory systolic blood pressure
before and after the 4-week (nitrate versus placebo) treatment
periods. Post- versus pre-intervention FBF-AUC ratios are

4 week-intervention

4-week washout period
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widely recognized as the most robust outcome measures of
bilateral strain gauge plethysmography.”®*® Monitoring
24-hour blood pressure is the preferred diagnostic method for
assessing (high) blood pressure.* The study design is summar-
ized in Fig. 1.

After the medical examination confirmed eligibility, the
participants were enrolled into the study and allocated to one
of the two study treatments via a computer-generated block
random assignment. Participants and all investigators involved
in this study were blind to the treatment allocation. For the
background diet, the participants were instructed to maintain
all meals as usual except for minimizing the intake of nitrate-
rich foods. A list of foods to avoid or limit was provided. They
were asked to maintain other lifestyle factors and medication
throughout the study period. Adherence to the study protocol
was verified by using standard questionnaires, including physi-
cal activity-*' and (modified) food frequency-questionnaires,?
at each of these visits. In addition to the screening visit, each
participant completed a total of 4 study visits for measure-
ments of resting blood pressure and FBF and collection of
blood and saliva samples at the Department of Clinical
Pharmacology of the Medical University of Vienna, located at
the Vienna General Hospital.

To examine the clinical outcome and any chronic effects of
the 4-week nitrate versus placebo treatments, the study visits
were scheduled on the first day (PRE) and in the morning after
the last day (4WK POST) of each of the intervention periods.
For all study visits, the participants were required to arrive at
the research clinic between 08:00 and 09:00 a.m. in a fasted
state following an overnight fast. In the 24 hours preceding
each of the visits, they were required to refrain from caffeine
and alcohol consumption and to avoid any strenuous exercise.

4 week-intervention

Nitrate

Medical
examination

Placebo

I
¥

Visit 1
PRE and 3H POST:

FBF, blood pressure,
blood/saliva collection

Fig. 1 Study design. FBF, forearm blood flow.
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Visit 2
4WK POST:

FBF, blood pressure,
blood/saliva collection

n‘.

Nitrate

¥
¥

Placebo

t t

Visit 3 Visit 4
PRE and 3H POST: 4WK POST:

FBF, blood pressure, FBF, blood pressure,
blood/saliva collection blood/saliva collection
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Prior to the study visits 4 weeks post-treatment, participants
consumed their final nitrate-rich or nitrate-depleted beetroot
juice >12 hours before these visits.

To examine any acute effects of nitrate-rich and nitrate-
depleted beetroot juice on the first day of each treatment, the
participants consumed their first dose (70 mL) of the allocated
nitrate-rich or nitrate-depleted beetroot juice on the first day of
each of the intervention periods at the clinic. They then con-
sumed a standardized, low-nitrate breakfast (80 g high-fiber
low-sugar cereal biscuits, 200 mL milk), as in our previous
study.'® In addition to the resting measurements and sample
collections in the fasted state, resting blood pressure and FBF
were measured, and blood and saliva were collected 3 hours
after beetroot juice consumption (3H POST).

Dietary intervention

The two treatments were as follows: (1) daily consumption of 2
x 70 mL nitrate-rich beetroot juice (70 mL with breakfast and
70 mL with dinner); (2) daily consumption of 2 x 70 mL
nitrate-depleted beetroot-juice as placebo (70 mL with break-
fast and 70 mL with dinner), both for a treatment period of 4
weeks. All products were obtained from the same supplier
(Beet It, James White Drinks Ltd., UK). According to the manu-
facturer batch analysis, 70 mL of nitrate-rich beetroot juice
contained 6.45 mmol (~400 mg) nitrate, whereas 70 mL of
nitrate-depleted beetroot juice contained <0.02 mmol nitrate.
The daily doses over the 4-week long treatment periods were
12.9 mmol (~800 mg) nitrate from 2 x 70 mL of nitrate-rich
beetroot juice, and <0.04 mmol nitrate from 2 x 70 mL of
nitrate-depleted beetroot juice.

Blood plasma and salivary nitrate and nitrite analysis

At each measuring time-point, blood was collected through a
21-gauge butterfly needle inserted into an antecubital vein.
Blood was collected into vacutainers (Greiner Bio-One GmbH,
Austria), containing lithium-heparin. For plasma analyses,
blood samples were centrifuged at 3500 rpm for 15 min at
4 °C. Saliva was collected through Salivette® tubes (Sarstaed
Ges.m.b.H., Austria), and centrifuged at 1000g for 2 min at
20 °C. Plasma and saliva were aliquoted and stored at minus
80 °C until analysis.

Nitrate and nitrite concentrations were measured in plasma
and saliva, using gas-chromatography-mass spectrometry with
>N-labeled nitrate and nitrite as internal standards, as pre-
viously described.>® In addition, the nitrate content of the
nitrate-rich and nitrate-depleted (placebo) beetroot juice bev-
erages were measured in our laboratory to confirm the accu-
racy of the manufacturer’s analysis, using the same method.

Forearm blood flow (FBF) measurements

Forearm blood flow (FBF) was assessed in both arms by strain
gauge plethysmography, as described previously.”® Briefly,
strain gauges, placed on both forearms, were connected to
plethysmographs (EC-6; D.E. Hokanson Inc., Bellevue, WA,
USA) for measurement of changes in forearm volume in
response to inflation of congesting cuffs on the upper arms to
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a supravenous pressure (45 mmHg). The distances from the
elbows to the strain gauges were measured to ensure a compatr-
able setting between study days. Measurements were recorded
for 9 seconds at 30-second intervals during repeated inflation
of the upper arm cuffs. The early linear increases of the curves
were used for FBF analysis using the NIVP3 software (version
5.27, D.E. Hokanson Inc., Bellevue, WA, USA) and are
expressed as ml min~' 100 mL™" forearm volume forearm
volume. All FBF measurements at each measuring-timepoint
(i.e., PRE, 3H POST, 4WK POST) during the nitrate and placebo
treatment periods were performed in a quiet room with an
ambient constant temperature of 23 °C (x1 °C). Participants
were in a supine position and a 27 gauge fine-bore needle (Sol
Care, Sol-Millennium Medical Inc., Lawrenceville, GA, USA)
was inserted into the brachial artery of the non-dominant arm
for intra-arterial administration of vasoactive substances.
Control 0.9% sodium chloride solution (Fresenius Kabi, Graz,
Austria) FBF measurements were recorded over 5 minutes fol-
lowed by assessing the response to the endothelium-depen-
dent vasodilator ACh (Miochol-E®, Bausch & Lomb Swiss AG,
Switzerland) at increasing doses of 25, 50 and 100 nmol min™*
(each for 3 minutes), respectively. To test smooth muscle func-
tion, the endothelium-independent dilator GTN (Nitro POHL,
G. Pohl-Boskamp GmbH & Co. KG, Germany; 4, 8 and 16 nmol
min~"; each for 3 min) was administered after a 15 minutes-
washout period to allow restoration of control FBF conditions.

Blood pressure measurements

Clinic blood pressure. Clinic blood pressure was measured
with an automatic device (Infinity Delta monitoring system;
Drigerwerk AG&Co, KGaA, Germany). Three measurements
were performed after >10 min of rest with two-minute breaks
in between in a quiet room in the clinic with an ambient con-
stant temperature of 23° C (+1° C). The mean of these three
measurements was used for analysis.

Home blood pressure. Participants were provided with a
digital blood pressure monitor (Boso medicus X, Bosch&Sohn,
Germany) and an appropriately sized upper arm cuff, and were
given appropriate instructions on its use before they com-
menced the study. Home blood pressure was measured and
recorded by each participant 3 times daily (shortly after waking
and before breakfast, 1-2 hours before dinner, and 1-2 hours
after dinner) for the entire study duration. Participants con-
ducted three blood pressure readings at each of the 3 daily
measuring time-points taking two-minute breaks in between.
The first measurement was omitted from the analysis, and the
mean of the second and third measurements was used for
data analysis. Mean blood pressure was assessed for each of
the entire 4 weeks long intervention periods.

24-hour ambulatory blood pressure. Ambulatory blood
pressure and heart rate were monitored for a 24-hour period
prior to all study visits (i.e., prior to and at the end of the
nitrate and placebo treatments), as described previously.>°
Recording was performed at 20 min intervals during the day
and 30 min intervals during the night, by using a 24-hour
blood pressure monitor (Boso TM-2430 PC 2, Bosch&Sohn,

This journal is © The Royal Society of Chemistry 2024
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Germany). Participants were given appropriate training and
instructions on the use of the monitors.

Statistical analysis

A sample size of n = 29 participants completing the study was
calculated based on the primary endpoints of FBFcy, for pro-
viding 80% power to detect a relative 20% difference in the
mean FBF,., AUC ratio (post- versus pre-intervention) and
differences of >2 mmHg in the mean 24-hour ambulatory sys-
tolic blood pressure with an o of 0.05, on the basis of data
from previous studies.>**®

With regards to the FBF data analysis, as described pre-
viously,*® FBF was calculated as ml min™" 100 mL™" forearm
volume, percent changes, AUC, and AUC ratios. The effects of
ACh or GTN (ie., mean of six measurements at each ACh or
GTN dose level) on FBF are expressed as percent changes of
ratios of the interventional (i.e., ACh or GTN-infused) arm
versus the control arm, with individual basal FBF ratios (i.e.,
the mean of 10 measurements during saline infusion) defined
as 100%. The FBF-AUCs were derived from the dose-effect
curves according to the linear trapezoidal rule restricted to the
range of active dosing consisting of three data points (i.e., 25,
50, 100 nmol min~"* for ACh, and 4, 8, 16 nmol min~" for GTN,
respectively).

Statistical analyses were performed using R Studio (RStudio
2022.12.0 + 353 “Elsbeth Geranium” release for Windows) and
Microsoft Excel (2019 MSO 64-Bit). The gathered data was orga-
nized and checked for completeness, accuracy, and missing
values. A repeated-measures linear mixed-model was used to
compare differences between treatments (nitrate versus
placebo) adjusted for baseline for each outcome variable, and
for investigating within treatment effects between baseline
(PRE) versus acute (3H POST) and chronic (4WK POST) values,
respectively. For the pre-defined primary outcomes (ie.,
FBF5ch-AUC ratio after compared with before the 4-week
nitrate versus placebo interventions, 24-hour ambulatory blood
pressure), the Tukey post hoc-correction was applied to account
for multiple comparisons. The sequence of the given treat-
ments was included as a fixed effect in the model to capture
any potential carryover effects resulting from the crossover
design. Statistical significance was set at a P-value of <0.05.
Data are presented as mean + standard deviation (SD), unless
stated otherwise.

Results
Study participants

The study started on January 1%, 2021, and final data were col-
lected on March 28™ 2023. Of the 409 participants pre-
screened for the study, 389 volunteers were excluded during
the pre-screening and the medical screening at the clinic
(mainly due to use of medications specified as exclusion cri-
teria), 20 were randomly assigned, 15 of whom completed the
study. Five participants dropped out from the study after ran-
domization due to reasons unrelated to the study. Details

This journal is © The Royal Society of Chemistry 2024
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about the participant recruitment are summarized in Fig. 2.
Table 1 shows baseline anthropometric and clinical character-
istics for the 15 participants completing the study.

Blood plasma and salivary nitrate and nitrite

Plasma and salivary concentrations of nitrate and nitrite at
baseline (PRE), 3H POST and 4WK POST following treatments
with nitrate-rich and nitrate-depleted beetroot juice are shown
in Fig. 3. Significant (~4- to 5-fold) increases in plasma con-
centrations of both nitrate and nitrite were observed at 3H
POST and 4WK POST following nitrate-rich beetroot juice treat-
ment, but not the placebo treatment, and plasma nitrate and
nitrite levels were significantly different between the treat-
ments (P < 0.001). Salivary nitrate and nitrite concentrations
increased (~3- to 4-fold) 3H POST and 4WK POST following
the nitrate treatment only, with significant differences between
the nitrate and placebo treatments (P < 0.001 for both
timepoints).

Forearm blood flow (FBF) measurements

There were no differences in basal FBF between the interven-
tional- and the control arm during intra-arterial saline infu-
sion (ESI Table 1}). The outcome of the nitrate versus the
placebo treatments on FBF responses to intra-arterial ACh
(FBFach) and GTN (FBFgry), analyzed and expressed as AUC
ratios after (3H POST, 4WK POST) compared with before (PRE)
the treatments is shown in Fig. 4. Post- versus pre-intervention
FBF ratios were not different between the nitrate and placebo
treatments. The FBF responses calculated as interventional-
versus control arm AUC in response to ACh (FBFscy,-AUC) and
GTN (FBFgrn-AUC) before (PRE) and after (3H POST, 4WK
POST) the nitrate versus placebo treatments are summarized in
Fig. 5. There were no differences between treatments arms.
Compared to baseline, FBF5c,-AUC and FBFgn-AUC increased
at 3H POST following the nitrate treatment (for both P < 0.05),
but not following the placebo treatment. ESI Fig. 11 presents
the percentage changes of vasodilation of the interventional
(i.e., ACh or GTN-infused) arm versus the control arm (FBF
ratio [%]) at different (ACh and GTN) dose levels at PRE, 3H
POST, and 4WK POST during the nitrate versus placebo treat-
ment periods.

Blood pressure measurements

The mean + SD measures for clinic, home-, and 24-hour ambu-
latory blood pressure at baseline and following the nitrate-rich
and nitrate-depleted beetroot juice treatments are presented in
Table 2. Systolic blood (SBP) and diastolic blood (DBP)
pressure measures were used to calculate mean arterial
pressure (MAP = DBP + [(SBP - DBP) x 0.33]). There were no
differences between the nitrate-rich and nitrate-depleted treat-
ments in home blood pressure or in 24-hour ambulatory blood
pressure measures. Relative to baseline, a decrease in systolic
and mean arterial clinic blood pressure was observed at 3H
POST following treatment with nitrate-rich beetroot juice (P <
0.05), and at 4WK POST after treatment with nitrate-depleted
beetroot juice (P < 0.05).
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Responded to advertisement:
n=512
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Did not respond to study

v
Pre-screened for eligibility:
n=409

v

participant information: n=103

Excluded: n=373
- Did not meet inclusion
criteria during pre-

v

v

Medical screening at clinic:
n=36

screening:
n=308

- Declined to participate
n=65

Did not meet inclusion criteria

v

Enrolled into study and
randomly assigned:
n=20

v

during medical screening:
n=16

Excluded from study: n=5
- Use of antibacterial

v

Completed study:
n=15

v

mouthwash or antibiotics
(dental problems):
n=1

- Unable to follow study
protocol:
n=1

- COVID-19 diagnosis during
the study:
n=2

- Change in blood pressure
drug therapy:
n=1

Fig. 2 Consort flow diagram for participant recruitment. Consort, consolidated standards of reporting trials.

Discussion

The primary finding of this randomized clinical study was that
the daily consumption ~800 mg of inorganic nitrate in the
form of 2 x 70 mL nitrate-rich beetroot juice, as compared
with nitrate-depleted beetroot juice (placebo), over a period of
4 weeks did not improve vascular function or lower 24-hour
ambulatory or home blood pressure in middle-aged and older
adults with treated hypertension. By measuring forearm blood
flow (FBF) in response to acetylcholine (FBFc) and glyceryltri-
nitrate (FBFgrn), We were able to assess whether nitrate affects
vasodilatory responses of peripheral resistance arteries
through endothelial-dependent and endothelial-independent
mechanisms. While post- versus pre-intervention ratios in
FBFach (as the primary outcome measure regarding FBF) and
FBFgrn Were not different between treatments, the intake of a
single dose of 70 mL beetroot juice containing ~400 mg of
nitrate increased FBF-AUCs (as secondary FBF outcome
measures) three hours following the intake, compared with

4070 | Food Funct, 2024,15, 4065-4078

baseline. Whether the latter suggests that nitrate exerts subtle
acute benefits on vascular function needs to be verified in
future investigations. From a practical perspective, our study
findings do not support our hypothesis that an increased
intake of inorganic nitrate from beetroot juice sustainably
improves vascular function and lowers blood pressure in this
population group.

This offers new information on the efficacy of nitrate-based
interventions for healthy vascular aging and adds important
knowledge to an active area of research on the physiological
and clinical effects of food components.

Biomarkers of nitrate intake and metabolism indicate
functioning nitrate-nitrite-NO pathway

Dietary nitrate exerts its physiological effects through stimu-
lation of the entero-salivary nitrate-nitrite-NO pathway.®**> In
this pathway, NO is generated following the intake of nitrate
contained in the diet (mainly vegetables) involving nitrate-to-
nitrite reduction by commensal bacteria in the mouth and

This journal is © The Royal Society of Chemistry 2024
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Table 1 Baseline anthropometric and clinical characteristics and medi-
cations of the study participants

Anthropometric and clinical characteristics Baseline values

Age (years) 62.5 +4.8
Sex (male : female) 10 men, 5 women
Body mass index (kg m™?) 26.5+3.7
Baseline systolic blood pressure (mmHg) 146.1 +10.1
Baseline diastolic blood pressure (mmHg) 90.0 + 8.8
Baseline mean arterial pressure (mmHg) 108.7 + 8.0
Baseline pulse (bpm) 67.1+7.8
Waist circumference (cm) 97.2 +14.3
Hip circumference (cm) 105 + 6.0
Medications
Angiotensin receptor blockers 10
Calcium channel blockers 7
Beta blockers 3
Alpha-1 blockers 2
Platelet aggregation inhibitors 1
Diuretics 2
Angiotensin-converting-enzyme inhibitors 2
Thyroid medications 2
Proton-pump inhibitors 1
Values are mean + SD (n = 15).
Plasma nitrate [umol/L]
Placebo Nitrate

500 500 B %

450 450 e e

400+

350

3001

250 *k *k

200+

150

100 &—'

T e

Saliva nitrate [umol/L]

Placebo Nitrate
# #
B - *kk *kk
12000
10000
8000 * *
6000 \\
4000
2000
0_
& & &
Q Q0 Qo
S
TN

View Article Online

Paper

further reduction of nitrite to NO by enzymatic and non-enzy-
matic mechanisms in the blood and tissues.®'** In the
present study, plasma and salivary nitrate concentrations
increased 3 hours after ingestion of the first 70 mL of nitrate-
rich beetroot juice (~400 mg nitrate) and were still elevated 4
weeks after daily consumption of 2 x 70 mL of this juice
(~800 mg nitrate per day), but not the placebo (Fig. 3). Plasma
and salivary nitrite levels also increased 3 hours following the
first dose and after the 4-week intervention with regular intake
of nitrate-rich beetroot juice. The observed increases in
plasma nitrate and nitrite suggest a functioning conversion of
nitrate to nitrite through the nitrate-nitrite-NO pathway in the
participants of this study, and that they were exposed to
increases in nitrate and its metabolites following increased
nitrate intake.

Nitrate and nitrite remained increased to more than 4-fold
levels in plasma and to more than 3-fold levels in saliva after
the 4-week nitrate intervention period (relative to baseline),
even though participants fasted overnight and consumed their
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Fig. 3 Plasma and salivary concentrations of nitrate and nitrite before (PRE), and 3 hours (3h post) after intake of the first dose of nitrate-rich
(nitrate; ~400 mg nitrate) versus nitrate-depleted (placebo) beetroot juice, and 4 weeks (AWK POST) after daily nitrate-rich (nitrate; ~800 mg nitrate)
versus nitrate-depleted (placebo) juice consumption. Group data (bars) are presented as mean + sd, and individual data are indicated with circles (n
= 15; 10 men, 5 women). PRE versus POST: *, p < 0.05; **, p < 0.01; ***, p < 0.001; nitrate versus placebo: #, p < 0.01; ##, p < 0.001. Data were com-

pared using a repeated-measures linear mixed-model.
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Fig. 4 POST- versus pre-intervention forearm blood flow (FBF)-area
under the curve (AUC) ratios for FBF measurements in response to
acetylcholine (ACH) or glyceryltrinitrate (GTN) 3 hours (3H POST) versus
baseline (PRE) and 4 weeks (AWK POST) versus PRE after the interven-
tions with nitrate-rich (nitrate) or nitrate-depleted (placebo) beetroot
juice. Data are presented as mean and 95% confidence interval (n = 15;
10 men, 5 women). Data were compared using a repeated-measures
linear mixed-model and a tukey post hoc-correction.

final juice beverage >12 hours before their study visit at the
end of this period (Fig. 3). Circulating nitrate and nitrite
depend on when nitrate is last ingested.”® Findings from pre-
vious studies indicated that plasma nitrate and nitrite
increased in a dose-dependent manner,*® reached peak levels
between 2-3 hours,*®*” remained elevated until 12 hours,*®
and returned to baseline 24 hours after the ingestion of single
doses of nitrate-rich beetroot juice in healthy individuals.?”
Data suggest that the half-life of nitrate in plasma is
5-6 hours.”® Whether endogenous nitrate reservoirs might

affect nitrate and nitrite in the circulation is
33,36

largely
Findings from previous clinical studies examin-
ing the effects of dietary nitrate intake over >4 weeks in
middle-aged and older adults with above-normal blood
pressure also showed increases in nitrate and nitrite in plasma
and saliva following overnight fasting at the end of the inter-
vention periods, although to varying extents.'®***' Compared

unknown.
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Fig. 5 Forearm blood flow (FBF) responses calculated as area under the
curve (AUC) in the interventional- versus control arm in response to
acetylcholine (FBFach,-AUC) and glyceryltrinitrate (FBFgrn-AUC) before
(PRE), and 3 hours (3H POST) and 4 weeks (4WK POST) after the inter-
ventions with nitrate-rich (nitrate) or nitrate-depleted (placebo) beetroot
juice. Group data (bars) are presented as mean + sd, and individual data
are indicated with circles (n = 15; 10 men, 5 women). PRE versus 3H
POST: *, p < 0.05. Data were compared using a repeated-measures
linear mixed-model.

2021 pitrate and nitrite levels 4

to data from some other studies,
weeks after the nitrate-based intervention in the current study
were relatively high. Possible factors that may explain vari-
ations in these findings include inter-individual variability in
pharmacodynamics, and differences in dose, form, and timing
of nitrate intake.”®*® In our study, the daily consumption of 2
x ~400 mg nitrate in the easily absorbable form of concen-
trated beetroot juice provided a constant and relatively high
dose of nitrate, which may have contributed to the observed
higher nitrate and nitrite levels. While the increase in nitrate
and nitrite in plasma and saliva increased the potential for an
augmented NO formation, this did not translate into sustained
clinical effects, as discussed below.

This journal is © The Royal Society of Chemistry 2024
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esis, the daily intake 2 x 70 mL of beetroot juice containing
~800 mg nitrate per day did not improve the endothelium-
dependent FBF response to chemical stimulation (i.e., ACh) in
middle-aged and older men and woman with hypertension.
Nor did the nitrate-based intervention affect the endothelium-
independent response in FBF. Potential factors that could
influence whether or how efficient an increased nitrate intake
improves vascular function include the dose of nitrate pro-
vided and the age and (vascular) health status of the partici-
pants.® The efficiency of converting nitrate into nitrite and NO
and the NO responsiveness of the vasculature may be dimin-
ished with aging."" The findings of our study suggest an
efficient conversion of nitrate into nitrite. However, it remains
possible that the further reduction of nitrite to NO or the vas-
cular NO responsiveness might have been attenuated or that
nitrate-derived NO might have interfered with eNOS activity
(discussed below). Another possibility for the variance in the
findings between previous studies and our investigation is that
resistance compared to conduit arteries respond differentially
to nitrate and NO. These aspects warrant further investigation.

Of note, compared to baseline, we observed within-group
increases in the FBF,., and FBFgrn responses calculated as
AUC in the interventional versus control arm (as secondary
endpoint measures) three hours following consumption of
70 mL of beetroot juice containing ~400 mg nitrate (Fig. 5).
Acute effects of nitrate on the vasculature have been mainly
attributed to peripheral vasodilation mediated by NO."*” As
an additional possible mechanism underlying the vasodilatory
effects of nitrate, the generation of NO through the nitrate-
nitrite-NO pathway may attenuate vascular oxidative stress by
scavenging superoxide anions (O,”) and by modulating the
activity of reactive oxygen species (ROS)-generating enzymes in
the vasculature.'* Nitric oxide is a free radical, which is
central to the mechanisms that underly physiological NO
signaling.”'! Nevertheless, NO is less reactive than other rad-
icals and can also act as an antioxidant by scavenging more
reactive radicals."' Thereby, the nitrate-derived NO might
improve the vascular ability of eNOS-derived NO and endo-
thelium-dependent relaxation, and consequently, increase
endothelium-dependent dilatation and blood blow, as
assessed by FBF,cp. Such effects on the NO bioavailability may
also explain the enhanced responsiveness to exogenous NO
donors such as GTN or SNP. Additional research is required to
verify whether our observations point toward subtle acute
effects of nitrate on vascular function, and whether even
smaller periodic improvements in vascular function could be
clinically relevant.

Hypertension is another main CVD risk factor, and there is
evidence that high blood pressure contributes to the greater
absolute risk of incident CVD in older compared with younger
adults.” With regards to dietary interventions to prevent or
treat hypertension, inorganic nitrate has been identified as a
plant compound that may importantly contribute to the blood
pressure-lowering effects of diets rich in plant foods, such as
the DASH (Dietary Approaches to Stop Hypertension) diet.®>
The reduction of blood pressure in normotensive and hyper-
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tensive individuals is the most consistent outcome of
increased  dietary nitrate consumption in  human
studies.®'"**7 Acute blood pressure-lowering effects of nitrate
have been reported in most previous studies investigating
blood pressure responses to single nitrate doses (ranging from
182 to 1488 mg nitrate) between 2 and 24 hours after
ingestion.®** However, findings on the longer-term effects on
blood pressure are mixed.>** A meta-analysis of 23 clinical
studies conducted prior to 2018 indicated a clear benefit of
nitrate on blood pressure, but this analysis also suggested that
the nitrate apparently has a greater effect on lowering resting
(clinic) blood pressure than 24-hour ambulatory blood
pressure.”?

In the present study, clinic systolic and mean arterial blood
pressure decreased 3 hours following the intake of the first
dose of beetroot juice containing ~400 mg nitrate, but not the
placebo (Table 2). Contrary to the acute responses, the daily
consumption of ~800 mg nitrate through beetroot juice over 4
weeks did not sustainably lower blood pressure (Table 2).
Instead, a reduction in clinic systolic and mean arterial blood
pressure was observed following the daily intake of nitrate-
depleted beetroot juice. It may be speculated that bioactive
compounds other than nitrate contained in the beetroot juice,
including betalains and flavonoids, may have affected blood
pressure.*® Nevertheless, while standard procedures were used
for measuring blood pressure at our clinic, data obtained from
clinic blood pressure measurements should be interpreted
with caution as individual blood pressure measurements tend
to vary in an unpredictable and random fashion.” To provide
more reliable blood pressure measures, the outcome of the
4-week treatment periods was therefore also assessed by home
and 24-hour ambulatory blood pressure measurements.
Twenty four-hour ambulatory blood pressure monitoring is
considered the ‘gold standard’ measurement of blood
pressure.” In other studies that monitored 24-hour ambulatory
blood pressure following regular nitrate consumption over a
period between 7 and 35 days, with daily doses ranging
between 165 and 600 mg,**"?* either reductions'® or no
changes in blood pressure***"** were observed in various
populations, including hypertensive middle-aged and older
adults.'®*%?!

The findings of the present study agree with several pre-
vious investigations that reported a lack of longer-term blood
pressure-lowering effects with home- and 24-hour ambulatory
blood pressure measurements.’®>! A possible mechanism for
why nitrate-based interventions do not consistently evoke sus-
tained effects on vascular function and blood pressure could
be an interaction of the dietary nitrate-nitrite-NO pathway with
the endogenous eNOS-dependent pathway.*> The data from
the current study do not enable firm conclusions about poss-
ible interactive effects of nitrate-derived NO with eNOS activity
and, specifically, about whether the daily dose of ~800 mg
nitrate with regular beetroot juice consumption was too high.
However, previous studies in animal models reported that very
high doses of nitrate from drinking water had no effect*® or
even attenuated*® ACh-mediated vasorelaxation. This supports
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the notion that NO derived from chronic higher-dosed nitrate
intake might interfere with endogenous vascular NO gene-
ration, possibly through negative feedback mechanisms
affecting eNOS expression and/or eNOS activity.*> Additional
research is required to investigate whether there is a dose
range in which nitrate from plant-derived sources might exert
more pronounced or consistent physiological and clinical
effects.

Conclusion

There are several aspects that warrant consideration from
theoretical and practical viewpoints. Recognizing the individ-
ual variation in some of our data, we might have been able to
detect subtle differences between the groups with a larger
sample size. Furthermore, acknowledging emerging data
suggesting differential responses to nitrate in men as com-
pared with women,*”*® a larger number of both male and
female study participants may have enabled us to assess if
there is any evidence of sex-related effects. Considering that we
pre-screened 409 volunteers and that 389 of them were
excluded during the screening procedures, mainly due to use
of medications specified as exclusion criteria, this made
recruiting eligible participants difficult. Stringent exclusion
criteria were used regarding concomitant medication use to
avoid interference of drugs with nitrate. However, this
approach also emphasizes the value of this study with regards
to its internal validity. In particular, we took thorough
measures to control factors known to affect nitrate metabolism
and Dbioactivation (including use of NO donors, organic
nitrates/nitrites, sildenafil and related drugs, antibacterial
mouthwash, antibiotics, as well as the background diet). Based
on estimations from the food frequency questionnaire data
(obtained at all four study days) and available databases,*>°
the nitrate intake from the background diet during the study
was low (i.e., 40 = 12 mg per day, values are mean + SD; unpub-
lished findings).

Further strengths of this clinical study include its strong
experimental design, the use of FBF measurements in
response to ACh and GTN, as well as 24-hour ambulatory
blood pressure monitoring combined with home blood
pressure measurements. These methods are widely considered
as ‘gold standard’-approaches for assessing vascular function
and blood pressure. From a practical viewpoint, the results of
our study suggest no long-term effects on vascular function or
blood pressure from the daily consumption of 2 x ~400 mg of
inorganic nitrate through beetroot juice in middle-aged and
older men and women with treated hypertension. Further
investigations are needed to examine why the increased
plasma and salivary nitrate and nitrite levels following the
4-week nitrate intervention period did not translate into sus-
tained clinical benefits. Future studies may focus on whether
there are thresholds in nitrate doses, below or above which in-
organic nitrate from vegetable sources is less effective.
Together, the findings from this study provide new infor-
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mation on the efficacy of vegetable juice-derived nitrate as a
nutritional adjuvant to improve vascular function, treat elev-
ated blood pressure, and counteract vascular aging in an older
population at a heightened CVD risk. These data form an
important basis for further translational research aimed at
‘refining’ such dietary interventions.
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