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Abstract: Alcohol consumption ranging from 1–2 drinks/day associates with a lower risk of coronary
heart disease in some studies. The underlying mechanisms are unclear. The Metabolic Imprints
of Alcoholic Beverages (MetAl) trial aimed to explore the short-term effects of moderate alcohol
consumption on cardiovascular biomarkers. A 2 × 3-week cross-over single-blinded intervention
trial investigating the effect of 1–2 drinks/day (~12–24 g) compared with abstention on 1H Nuclear
Magnetic Resonance-measured main lipoproteins and subfractions was performed in 26 healthy
adults. Volunteers were classified as occasional or habitual drinkers based on their habitual alcohol
intakes (<2 or ≥2 drinks/week). Compared with abstention, 1–2 drinks/day increased HDL2a-C
(p = 0.004), HDL3-C (p = 0.008), and HDL non-significantly (p = 0.19). Total apoA1 and apoA1 in
HDL and its subfractions increased (p < 0.05). Novel findings were a decreased apoB/apoA1 ratio
(p = 0.02), and increased HDL2a phospholipid content (p = 0.04). In women alone, the results were
similar but attenuated, and LDL-P decreased. Thus, changes in apoA1- and HDL-related biomarkers
occur within weeks in moderate drinkers. Compared with abstention, 1–2 drinks/day increased total
apoA1 more strongly than HDL-C and increased the cholesterol, apoA1, and phospholipid content
of several HDL subfractions. Whether this provides a cardiovascular benefit requires further study.
Clinicaltrials.gov: NCT03384147.
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1. Introduction

Moderate, regular intake of 1–2 alcoholic drinks per day compared with non-drinking
is associated with ~20% lower risk for coronary heart disease (CHD) in middle-aged men
and women [1–3]. The relationship is described with a J-curve and spans ischemic stroke [4],
type 2 diabetes [5], metabolic syndrome [6], and all-cause mortality [2,7]. The lowest CHD
risk appears to exist at alcohol intakes between 1–2 drinks per day (up to 30 g/day), even
though higher intakes also associate with a lower risk of CHD [2,3]. A lower mortality
risk is observed at up to 2 and 4 drinks per day in women and men, respectively [7]. The
advised maximal level of alcohol intake is generally up to 1 drink per day in women and
2 drinks per day in men in most countries [8].

Several short-term [9] and a few longer-term human alcohol intervention studies [10]
show changes in cardiovascular biomarkers, such as plasma lipoproteins. Despite such
effects of alcohol on lipoproteins, this may not translate into disease prevention or explain
the J-shaped curve characterizing alcohol intake and CVD risk, so these relationships
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remain to be fully elucidated [9,11]. Lipoproteins are usually considered central in the
primary and secondary prevention of cardiovascular disease (CVD) and in nutritional and
therapeutic therapies [12]. Human intervention studies consistently find increased levels
of high-density lipoprotein (HDL) cholesterol concentration (-C) and its major structural
protein, apolipoprotein A1 (apoA1), following alcohol consumption [9,13,14]. Furthermore,
HDL-C was a planned compliance marker in the Moderate Alcohol and Cardiovascular
Health (MACH15) trial [15]. HDL-C is inversely associated with CHD risk, but clinical
trials targeting to raise HDL-C have failed to document any cardiovascular benefit [16].

The relevance of lipoproteins in CVD may differ according to lipoprotein compo-
sition and size [17,18]. Lipoproteins are structurally dissimilar molecules with distinct
metabolic functions [19]. Interestingly, lipoprotein subfractions measured via proton (1H)
nuclear magnetic resonance (NMR) spectroscopy [20] were recently included in risk scores
predicting the incidence of type 2 diabetes [21] and cardiovascular events [22].

Several observational studies, but only a few intervention studies, have investigated
the effect of alcohol consumption on lipoprotein subfractions in different populations [23–28].
Results from intervention studies identifying new plausible lipoprotein biomarkers could
provide indirect, mechanistic evidence explaining the potential benefit of low-moderate
drinking on cardiovascular health. It is also uncertain how soon lipoproteins and their
subfractions change after a shift to moderate alcohol intake or to abstention.

We aimed to investigate the effects of 1–2 drinks of alcohol per day on cardiovascular
biomarkers in the cross-over intervention trial, Metabolic Imprints of Alcoholic Bever-
ages (MetAl). MetAl primarily aimed to investigate hormone and biomarker kinetics
as well as new sampling methods following short-term changes in alcohol intake (to be
published). Lipoproteins and apolipoproteins were included as secondary endpoints. In
the current analysis, we investigated changes in circulating levels of lipoproteins, lipopro-
tein subfractions, and apolipoproteins after short-term moderate alcohol intake compared
with abstention.

2. Materials and Methods
2.1. Study Design and Participants

The MetAl trial was a prospective, assessor-blinded, cross-over intervention trial. The
trial was with allocated intervention order based on self-reported habitual alcohol intake.
Between January and May 2016, non-alcohol naïve participants aged 20–70 years were
recruited from the Copenhagen area through poster boards at educational institutions and
study recruitment websites. Assessed via the Timeline Followback questionnaire, eligible
subjects were classified as habitual drinkers if their habitual alcohol intake (last 12 months)
were ≥2 drinks per week and no more than 1 drink per day in women and 2 drinks per day
in men. Participants with a habitual alcohol intake of <2 drinks per week were allocated to
the group of occasional drinkers.

MetAl was designed as a cross-over trial with no wash-out period, as the primary
aim was to investigate acute changes in alcohol biomarkers when going from abstention
to drinking and vice versa. The trial involved a 14-day run-in period, during which
participants were instructed to maintain their habitual alcohol intake. The run-in period
was planned to be four days in the protocol but changed to 14 days because here we
have data to evaluate alcohol intake through the 14 –day period as a more solid basis for
comparison. Figure 1 provides an overview of the study design and timeline. The MetAl
trial was registered at clinicaltrials.gov (NCT03384147) prior to study enrollment.
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Figure 1. Overview of the MetAl1 study design. Occasional drinkers: habitual alcohol
intake <2 drinks (~24 g) per week. Habitual drinkers: habitual alcohol intake ≥2 drinks (~24 g)
per week, max 1 drink per day for women and 2 drinks per day for men.

2.2. Eligibility Criteria

Eligible individuals had consumed alcohol within the preceding year and were able
to use a smartphone app for compliance registration. Volunteers were ineligible if they
were alcohol naïve or fulfilled one or more of the following criteria: past or current chronic
diseases; severe psychiatric illness; regular or frequent use of medication (except over-the-
counter drugs, contraceptive pills, and selective serotonin reuptake inhibitors). Additional
exclusion criteria were a history of alcohol abuse according to the Alcohol Use Disor-
ders Identification Test; intolerance or allergy to alcoholic beverages; liver blood function
tests >1.5 times the normal upper limit; a breast cancer risk score >5% at screening, assessed
via the Breast Cancer Risk Assessment Tool. Pregnant and lactating women, or women
planning pregnancy, were ineligible.

2.3. Study Procedures

Potential participants were pre-screened by telephone to assess general health, risk
behavior related to alcohol, and habitual alcohol intake. The Alcohol Use Disorders Identi-
fication Test questionnaire and the short Alcohol Dependence Scale (ADS) questionnaires
were administered at the screening visit. The volunteers were instructed in the study
procedures, including self-collection of urine and blood. Ten days later, beverages and
sampling materials were distributed to eligible subjects who initiated the last four days of
the run-in period while still keeping their habitual alcohol intake.

Subjects still eligible after the 14-day run-in period attended a baseline visit, at which
an extensive alcohol survey was administered, including the Yale-Brown Compulsive Scale
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for heavy drinking, the Timeline Followback, and the Alcohol Use Disorders Identification
Test questionnaires. The survey included details concerning habitual drinking patterns,
frequency of alcohol intake, and the amount consumed on each occasion. Problem behavior
with alcohol intake was also assessed. The participants were asked about any adverse
events related to alcohol intake at all study visits.

2.4. Intervention

The intervention was divided into a drinking and an abstention period, with a cross-
over between the two (Figure 1). Habitual drinkers initiated their intervention with three
weeks of abstention from days 0–21 (period 1) and reversed to three weeks of moderate
drinking from days 22–42 (period 2). The occasional drinkers followed the reverse order.
The alcohol intervention was 1 drink per day for women, and 2 for men, as women generally
have lower body weight and less body water compared with men [29].

The participants consumed five different alcoholic beverage types during the drinking
period, and the sequence of these five different types of beverages was randomly allocated
to each individual. The order of beverage types was randomized by random number
allocation using Rand() function in Excel to the study-ID numbers in advance of recruitment.
The recruiting personnel was blinded to the link between study ID and beverage order, and
the participants were provided with their study IDs in the order of recruitment. The codes
and periodic drink allocations were kept by staff involved only in the task of providing the
drinks to participants.

Each beverage type was consumed for 4–5 days, and the participant could choose
among different variants of each beverage type: cider (apple or pear), spirits (vodka, gin,
whiskey, or snaps), white wine (sweet or dry), red white (dry or not), and beer (regular
or strong). Other beverages than those offered within each category were allowed if the
required volume was consumed and the participants paid themselves for the beverages
(Table 1). One drink was defined as 12 grams of pure ethanol, regardless of beverage
type. The randomization of beverage type was performed to support biomarker devel-
opment related to different beverages (pending results) and to support the hypothesis
that the metabolic effects of moderate drinking are caused by ethanol per se and not by
specific beverages.

Table 1. Standard volumes of different types of alcoholic beverages corresponding to one drink.

Type Alcohol Volume % Volume of One Drink (mL) Alcohol Content (g) ∆

Pilsner beer 4.6 330 12

Strong beer 7.2–8 250 14.2–15.8

Cider 4.6 330 12

Red wine 12–15 130 12.3–15.4

White wine 12–15 130 12.3–15.4

Dessert wine 17–22 80 10.7–13.9

Gin 37–40 40 11.6–12.6

Whiskey 40–46 40 12.6–14.5

Snaps 40–46 40 12.6–14.5
∆ Estimation based on the density of alcohol of 0.789 g/cm3.

The alcoholic beverages were provided free of charge at the study visit before the
three-week drinking period, and the participants were instructed in standard volumes
of different alcoholic beverages, as described in Table 1. Self-reported compliance was
assessed via the Timeline Followback calendar interview with reports of drinking frequency
and number of drinks on each occasion [30]. Compliance during the run-in phase, the
drinking period, and the abstention period was assessed at the baseline visit and the study
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visits on days 21 and 42, respectively. The participants were asked to maintain all other
lifestyle behaviors during the study.

2.5. Analysis of Lipids and Lipoproteins Using 1H NMR Spectroscopy

Quantification of Lipids and Lipoproteins Based on 1H NMR Spectra

Proton (1H) NMR spectra were measured at the Department of Food Science (Uni-
versity of Copenhagen) using a Bruker Avance III 600 MHz NMR spectrometer equipped
with a 5 mm broadband inverse probe. The spectrometer was equipped with an automated
sample changer (SampleJetTM, Bruker BioSpin, Ettlingen, Germany) with sample cooling
(278 K) and preheating stations (298 K). A detailed description of the chemicals used and
the sample preparations is available in the Supplementary Material. Probe cooling was
controlled by the BCU05 (Bruker Cooling Unit from Bruker, Billerica, Massachusetts, U.S.),
with a temperature stability of 0.01 K. Data acquisition and processing were performed in
the TopSpin software (Bruker, Rheinstetten, Germany). Automation of the overall measure-
ment procedure was controlled by iconNMR™ (Bruker BioSpin, Rheinstetten, Germany).
All calibrations and experiments were completed using the Bruker in vitro diagnostics
research methods [31].

Briefly, 1D 1H NMR spectra were measured using the pulse sequence for water sup-
pression 1D NOESY (noesygppr1d, Bruker nomenclature) and 32 scans, which were collected
into 131,072 data points using a spectral width of 30 ppm, a 90◦ pulse, and a 4 s recycle
delay (d1). The receiver gain value was determined experimentally and kept constant for all
samples (RG = 90.5). After Fourier Transform, automatic phasing and baseline corrections
were performed for all samples, followed by exponential filtering (LB = 0.3 Hz). The reader
is referred to Dona et al. (2014) for further details on the instrument calibration and NMR
measurements [32]. NMR spectra were imported to the SigMa software [33], scaled to
their ERETIC signal [34], and aligned towards alanine’s doublet (1.507−1.494 ppm) using
icoshift [35]. Lipoprotein main fractions and subfractions were quantified according to
Khakimov et al. (2021) [36].

The densities of the lipoprotein fractions were as follows: very-low-density lipoprotein
(VLDL), <1.006 kg/L; intermediate-density lipoprotein (IDL), 1.006–1.019 kg/L; low-density
lipoprotein (LDL), 1.019–1.063 kg/L; and HDL, 1.063–1.210 kg/L. LDL was separated into
six fractions: LDL1, 1.019–1.031 kg/L; LDL2, 1.031–1.034 kg/L; LDL3, 1.034–1.037 kg/L,
LDL4, 1.037–1.040 kg/L, LDL5, 1.040–1.044 kg/L, LDL6, 1.044–1.063 kg/L. HDL was
separated into three subclasses: HDL2b, 1.063–1.100 kg/L; HDL2a, 1.100–1.125 kg/L; and
HDL3, 1.125–1.210 kg/L [37]. The apolipoprotein B (apoB) molecular weight of 550 kDa was
used for estimating the particle number concentration (-P) of apoB-containing lipoproteins
via the formula: particle number = (apoB-containing lipoprotein mg/dL × 10,000)/550.

2.6. Statistical Methods

Data and models were checked for normal distribution based on histograms, residual
plots, and normal probability plots. Continuous variables were presented in mean (±SD) for
normally distributed variables and median (range) for non-normally distributed variables.
Categorical variables were summarized using absolute numbers (%). We used non-paired
t-tests for continuous variables with normal distribution and The Mann–Whitney U test for
non-normally distributed variables in baseline analyses. Chi-squared test or Fisher’s exact
test was used for categorical variables. Before and after analyses for each group in each
period were analyzed with a paired t-test or Wilcoxon signed-rank test.

We used a mixed model for unbalanced, repeated measurements for testing the mean
change in lipoproteins and apolipoproteins following alcohol intake. The model included a
three-way period-time-treatment interaction term as a fixed effect and subjects as a random
effect. Treatment referred to either drinking or abstention, time covered before or after each
intervention, and period was defined as either period 1 (day 0 to the average of day 21 and
22), or period 2 (average of day 21 and 22 to day 42). The models were fitted with Residual
Maximum Likelihood, and available case analyses were performed for all outcomes.
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In the primary analysis, drinkers were compared with abstainers, independent of
group relationship and period. In the secondary analyses, the intervention and abstention
groups were compared in each of the two three-week periods. In sensitivity analyses,
models were adjusted for confounding by sex and grams of alcohol per kg body weight. In
addition, a period-subject interaction was included as a random effect. The same analyses
were performed in women only, i.e., occasional drinkers were compared with habitual
drinking women. Lastly, carry-over was evaluated by a t-test, comparing the between-
group averages of a variable after period 1 and period 2.

For descriptive purposes, correlations among all lipids and lipoproteins were illus-
trated in a heatmap. All analyses were performed in R (R Development Core Team, version
4.0.0) [38] with the extension packages multcomp [39], lme4 [40], ggplot2 [41], ggpubr [42],
and dplyr [43]. The significance tests were two-sided, and p values < 0.05 were considered
statistically significant.

Sample Size

The power calculation was based on the primary outcome, dehydroepiandrosterone
sulfate (DHEAS), which will be reported elsewhere. The analysis indicated that 24 partici-
pants would be required to detect a significant (10%) difference in DHEAS with a power
of 95% and a significance level of 0.05. Taking potential 10% non-compliance and 10%
drop-out into account, the recruitment goal was 30 volunteers.

3. Results
3.1. Baseline Characteristics

Between January and May 2016, 66 individuals were screened by telephone, and
29 were eligible for inclusion (Figure 2). Based on habitual alcohol intake at baseline,
12 participants were allocated to the occasional drinkers’ group and 17 to the habitual
drinkers’ group. One participant was initially classified as an occasional drinker but moved
to the habitual drinkers´ group before the intervention to join her partner among habitual
drinkers. She was classified as a habitual drinker before the initiation of any intervention
and is listed among habitual drinkers in the flowchart (Figure 2). Two occasional drinkers
and one habitual drinker dropped out during the first period of the study. Thus, in the final
analysis, 10 and 16 participants were included in the occasional drinkers´ and habitual
drinkers´ groups, respectively (Figure 2). Table 2 shows the included participants´ baseline
characteristics for occasional drinkers, habitual drinkers, and habitual female drinkers
only. The occasional drinkers´ group comprised women only, resulting in significant sex
and height differences between the groups. No participant reported antihypertensive or
lipid-lowering medication use. There were no differences between groups in plasma lipids
at baseline, but occasional female drinkers had higher BMI than female habitual drinkers.

Table 2. Baseline characteristics of MetAl participants by group.

Demographic Characteristics

A
Occasional
Drinkers
(n = 10)

B
Habitual
Drinkers
(n = 16)

p
B vs. A

C
Habitual

Drinkers—Women
(n = 9)

p
C vs. A

Age, median years (IQR) 30 (22–59) 32 (23–64) 0.38 29 (23–62) 0.90

Female, n (%) 10 (100) 9 (56) 0.02 9 (100) NA

Alcohol intake 14 days run-in,
mean drinks * (SD) 5.4 ± 7.3 12.7 ± 8.6 0.03 10.8 ± 7.2 0.12

Smoking status, n (%)

- Never smoked 6 (60) 9 (56) 0.86 5 (56) 0.84
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Table 2. Cont.

Demographic Characteristics

A
Occasional
Drinkers
(n = 10)

B
Habitual
Drinkers
(n = 16)

p
B vs. A

C
Habitual

Drinkers—Women
(n = 9)

p
C vs. A

- Former smoker 4 (40) 6 (38) 0.90 3 (33) 0.76

- Current smoker 0 (0) 1 (6) 0.42 1 (11) 0.28

Weight, mean kg (SD) 71 (±17) 69 (±15) 0.76 58 (±7) 0.05

Height, mean cm (SD) 166 (±6) 174 (±9) 0.01 168 (±5) 0.36

BMI, mean kg/m2 (SD) 26 (±5) 22 (±3) 0.10 21 (±2) 0.01

Waist circumference, mean cm (SD) 97 (±31) 83 (±10) 0.21 77 (±5) 0.08

HDL-C, mean mg/dL (SD) 62 (±15) 57 (±20) 0.53 63 (±20) 0.86

LDL-C, mean mg/dL (SD) 91 (±18) 90 (±22) 0.92 76 (±16) 0.08

TG, mean mg/dL (SD) 100 (±33) 105 (±46) 0.76 86 (±26) 0.33

TC, mean mg/dL (SD) 183 (±28) 179 (±33) 0.73 165 (±33) 0.24

Systolic BP, mean mmHg (SD) 108 (±9) 117 (±12) 0.07 112 (±10) 0.44

Diastolic BP, mean mmHg (SD) 70 (±6) 72 (±8) 0.68 71 (±8) 0.88

Pulse, mean bpm (SD) 75 (±10) 67 (±9) 0.07 70 (±9) 0.29

* ~12 grams of alcohol per drink. Occasional drinkers (n = 10): habitual alcohol intake <2 drinks (~24 g) per week.
Habitual drinkers (n = 16): habitual alcohol intake ≥2 drinks (~24 g) per week, max 1 drink per day in women
and 2 drinks per day in men. BMI: body mass index, BP: blood pressure, -C: cholesterol concentration, HDL:
high-density lipoprotein, IQR: interquartile range, LDL: low-density lipoprotein cholesterol, NA: not applicable,
SD: standard deviation, TC: total cholesterol, TG: triglyceride.
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3.2. Compliance and Adverse Events

Except for the three drop-outs, all women drank 1 drink per day (~12 g/day) and
men 2 drinks per day (~24 g/day) during the three-week intervention period (Table 1).
All volunteers kept their habitual drinking habits during the initial 10 days of the 14-day
run-in period. During the last 4 days, most participants were abstinent in both groups, but
the alcohol intake was significantly different between groups during the 14 days prior to
baseline, p = 0.03. The alcohol intake among women only was not different at baseline,
p = 0.12 (Table 2). During the three-week alcohol intervention, compliance was 100%
according to the self-reports obtained via the Timeline Followback interview on day 21 and
day 42 (Figure 1). A more detailed analysis of compliance via urine and other markers is
under preparation (Clinicaltrials.gov, no. NCT03384147).

Overall, side effects were minimal. Three participants dropped out; two had a stressful
lifestyle due to life-changing events and/or regular night shifts, and one felt uncomfortable
after alcohol consumption. Only the latter was related to the alcohol intervention per se.
No additional adverse events were reported.

3.3. Whole Plasma Lipids

In general, the lipoproteins main and subfractions were highly correlated (Supplementary
Figure S1. No significant effects were observed on total plasma levels of triglycerides, total
cholesterol, free cholesterol, cholesteryl esters, or phospholipid (Supplementary Table S1).

3.4. Lipoproteins and Lipoprotein Subfractions
3.4.1. Apolipoprotein A1 and High-Density Lipoprotein

As shown in Table 3, total plasma apoA1 levels increased following alcohol consump-
tion compared with abstention, p = 0.004 (Figure 3). ApoA1 in high-density lipoprotein
(HDL), HDL3, and HDL2a was also increased (Supplementary Figures S2–S4). Moder-
ate alcohol intake increased the cholesterol concentration of HDL3 and HDL2a, p < 0.008
(Figures 4 and 5) and the phospholipid content in HDL2a (Figure S5), but HDL2b-C and
HDL2b-apoA1 were unchanged (Figures S6 and S7). There was a non-significant 3.9 mg/dL
increase in overall HDL-C levels, p = 0.19 (Table 3, Figure S8), and the apoB/apoA1 ratio
decreased after moderate drinking compared with abstention, p = 0.02 (Table 3). Absolute
lipoprotein and apolipoprotein values before and after each intervention in periods 1–2 is
available in Supplementary Table S2.

Table 3. Effects of 1–2 drinks (~12–24 g) per day on NMR measured HDLs, apoA1, and HDL subfrac-
tions before and after alcohol intake or abstention and in drinking periods compared with abstention.

Period 1 Period 2 Period 1 + 2

∆Mean1 £ p ∆Mean2 ¤ p ∆Mean Drinking
vs. Abstention * p

Mean (95% CI) Mean (95% CI) Mean (95% CI)

HDL-C, mg/dL
Occ. vs. Hab.

All
−4.8 (−13.1–3.5) 0.26 −3.1 (−11.3–5.2) 0.46 −3.9 (−9.8–1.9) 0.19

HDL2b-C, mg/dL
Occ. vs. Hab.

All
−1.6 (−7.2–4.1) 0.59 2.3 (−3.4–7.9) 0.43 0.4 (−3.6–4.4) 0.86

HDL2a-C, mg/dL
Occ. vs. Hab.

All
−2.7 (−5.0–[−0.5]) 0.02 −1.9 (−4.1–0.3) 0.09 −2.3 (−3.9–[−0.7]) 0.004
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Table 3. Cont.

Period 1 Period 2 Period 1 + 2

∆Mean1 £ p ∆Mean2 ¤ p ∆Mean Drinking
vs. Abstention * p

HDL3-C, mg/dL
Occ. vs. Hab.

All
−1.6 (−3.2–0.09) 0.06 −1.6 (−3.2–0.04) 0.056 −1.6 (−2.7–[−0.4]) 0.008

HDL2b-TG, mg/dL
Occ. vs. Hab.

All
0.2 (−0.6–1.1) 0.62 −0.1 (−1.0–0.7) 0.77 0.04 (−0.6–0.6) 0.89

HDL2a-TG, mg/dL
Occ. vs. Hab.

All
−0.001 (−0.7–0.7) 0.99 −0.8

(−1.5–[−0.05]) 0.04 −0.4 (−0.9–0.1) 0.14

HDL-PL, mg/dL
Occ. vs. Hab.

All
−7.8 (−21.9–6.3) 0.28 −5.4 (−19.4–8.6) 0.45 −6.6 (−16.5–3.3) 0.19

HDL2b-PL, mg/dL
Occ. vs. Hab.

All
−3.5 (−13.8–6.7) 0.50 1.1 (−9.1–11.2) 0.83 −1.2 (−8.4–6.0) 0.74

HDL2a-PL, mg/dL
Occ. vs. Hab.

All
−4.5 (−9.7–0.78) 0.10 −3.3 (−8.5–1.9) 0.22 −3.9 (−7.6–[−0.2]) 0.04

ApoA1, mg/dL
Occ. vs. Hab.

All
−13.8 (−27.9–0.3) 0.055 −15.5

(−29.5–[−1.5]) 0.03 −14.7 (−24.6–[−4.7]) 0.004

HDL-apoA1, mg/dL
Occ. vs. Hab.

All
−12.1 (−24.7–0.4) 0.058 −12.1 (−24.5–0.4) 0.057 −12.1 (−21.0–[−3.3]) 0.007

HDL2b-apoA1, mg/dL
Occ. vs. Hab.

All
−3.4 (−12.0–5.1) 0.43 1.2 (−7.2–9.7) 0.78 −1.1 (−7.1–4.9) 0.72

HDL2a-apoA1, mg/dL
Occ. vs. Hab.

All

−5.6
(−10.2–[−1.0]) 0.02 # −5.3 (−9.8–[−0.7]) 0.02 −5.4 (−8.7–[−2.2]) 0.001 #

HDL3-apoA1, mg/dL
Occ. vs. Hab.

All
−3.2 (−7.9–1.5) 0.18 −7.8

(−12.4–[−3.1]) 0.001 −5.5 (−8.8–[−2.2]) 0.001

ApoB/apoA1, mg/dL
Occ. vs. Hab.

All
0.11 (0.03–0.19) 0.01 0.08 (−0.005–0.16) 0.07 0.09 (0.03–0.15) 0.002

Occasional drinkers (n = 10): habitual alcohol intake <2 drinks (~24 g) per week. Habitual drinkers (n = 16):
habitual alcohol intake ≥2 drinks (~24 g) per week, max 1 drink per day in women and 2 drinks per day in men.
£ ∆Mean1: mean change in occasional drinkers compared with mean change in habitual drinkers in period 1.
¤ ∆Mean2: mean change in occasional drinkers compared with mean change in habitual drinkers in period 2.
* Mean changes in lipids and lipoproteins in drinking participants compared with abstaining participants in both
periods, independent of group relationship. £,¤,* Values for drinking periods were subtracted from abstaining, and
negative numbers therefore indicate increased levels while drinking compared with abstaining. # Carry-over was
observed for this variable so the effect should be evaluated after period 1. Apo: apolipoprotein, -C: cholesterol
concentration, Hab: habitual, HDL: high-density lipoprotein, Occ: occasional, -PL: phospholipid concentration,
-TG: triglyceride concentration.
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men. Apo: apolipoprotein.
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Figure 4. Circulating HDL2a-C during 3 weeks in period 1 and 3 weeks in period 2. Occasional
drinkers (n = 10): habitual alcohol intake <2 drinks (~24 g) per week. Habitual drinkers (n = 16):
habitual alcohol intake ≥2 drinks (~24 g) per week, max 1 drink per day in women and 2 drinks per
day in men. -C: cholesterol concentration, HDL: high-density lipoprotein.
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Figure 5. Circulating HDL3-C during 3 weeks in period 1 and 3 weeks in period 2. Occasional
drinkers (n = 10): habitual alcohol intake <2 drinks (~24 g) per week. Habitual drinkers (n = 16):
habitual alcohol intake ≥2 drinks (~24 g) per week, max 1 drink per day in women and 2 drinks per
day in men. -C: cholesterol concentration, HDL: high-density lipoprotein.

3.4.2. Apolipoprotein B and Apolipoprotein B-Containing Lipoproteins

The NMR measurements were not reliable for predicting the concentration of individ-
ual apoB-containing lipoprotein subfractions, including triglyceride concentration (-TG) in
LDL2-5, and the phospholipid content of LDL4, due to insufficient performance of partial
least squares calibration models [36]. No effects on LDL-C, LDL-C subfractions or total
plasma apoB levels were found (Supplementary Table S3). However, LDL-TG and LDL1-TG
tended to decrease, p = 0.070 and p = 0.076. The IDLs, VLDLs, and the particle numbers of
apoB-containing lipoproteins were largely unchanged (Supplementary Tables S4 and S5).

3.4.3. Sensitivity Analyses

Adjusting for sex, gram of alcohol per kg body weight or inclusion of a period-subject
interaction as random effect did not change the p-values, but confounding test showed a
sex-difference in analyses for HDL-C; HDL2a-C; total apoA; HDL-apoA1; HDL2b-apoA1:
apoB/apoA1 ratio; and the phospholipid content of HDL2a (p < 0.05). Results in drinking
versus abstaining women showed similar directions as the overall results, but the p-values
were attenuated for all HDL-related outcomes (Supplementary Table S6). By contrast, the
apoB/apoA1 ratio was more robustly decreased compared with the analyses for both sexes
(p = 0.01), driven by the change in apoA1 content (p = 0.06) and a lower number of LDL
particles, LDL-P (p = 0.04) in drinking versus abstaining women (Supplementary Table
S6). No significant changes in any LDL-P subfractions or LDL-C measures were found in
the analyses of women only (p > 0.05). Carry-over was observed for one of the reported
variables, HDL2a-apoA1 (p < 0.05), so the effect on this marker should be evaluated only
after period 1; this did not affect the conclusions since HDL2a-apoA1 differed between
treatments already after period 1.
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4. Discussion

We analyzed outcomes of the MetAl intervention trial related to lipoproteins in healthy
adults after 3 weeks of moderate alcohol consumption compared with abstention in a cross-
over design. Similar to other studies [9], a trend towards an increasing effect on HDL-C
was found but did not reach significance. However, total plasma apoA1 and apoA1 in HDL,
HDL2a, and HDL3 were significantly higher in drinkers than abstainers. This confirms
overall compliance and suggests apoA1 as a more sensitive biomarker than HDL-C of low
doses of alcohol intake over a short duration. We also found increased cholesterol content
of HDL2a and HDL3. Among potentially novel findings were higher phospholipid levels in
HDL2a, a decreased apoB/apoA1 ratio, and a trend towards a lower LDL-TG and LDL1-TG
content. Analyses in women alone replicated these results, albeit the effects were weaker.
The decrease in the apoB/apoA1 ratio was more pronounced in women alone, explained
by a decrease in LDL particle number.

Increased HDL-C levels after an alcohol intake above 12 g/day have been found in
several intervention studies with healthy adults [9,13]. A recent meta-analysis of short-
term intervention studies and largely healthy individuals found a dose–response relation-
ship and a mean HDL-C difference of 2.8 (0.9–4.6) mg/dL for an alcohol intake between
12.5–29.9 g/day [9]. Likewise, the longest alcohol intervention study showed a 2.0 (1.6–2.2)
mg/dL HDL-C increase after 150 ml/d red wine compared with abstention for two years
in participants with well-controlled type 2 diabetes [10]. These results compare well with
the 3.9 (−1.9–9.8) mg/dL difference in HDL-C we observed after ~12–24 g/day. Still, it
seems likely that within only three weeks, the inter-individual variation in response was
too large for this difference to become significant (Table 3).

In accordance with the results of MetAl, Schäfer et al. [44] found positive associations
between moderate alcohol intake and HDL2b-C, HDL2a-C, and HDL3-C, with the strongest
association to HDL2a-C, when comparing alcohol doses of 5.1–30 g/day to 0–5 g/day. In
a recent systematic review, all HDL-C subfractions were increased after alcohol doses up
to 60/d. However, more observational studies reported positive associations for HDL3-C
than HDL2-C [28], suggesting a stronger change in the smallest HDL subfractions.

Alcohol has been suggested to raise HDL-C and the cholesterol carried by its subfrac-
tions via mechanisms like higher lipoprotein lipase activity [45], increased plasma apoA1
transport [46], reduced cholesteryl ester transfer protein (CETP) activity [47], or increased
cholesterol efflux capacity (CEC) [48]. Increased CEC was suggested as one of the main
mechanistic changes following alcohol intakes up to 60 g/day [28]. Whether a stimulated
CEC increases HDL-C is unknown. Epidemiological studies show a correlation between
HDL-C and CEC of ~0.4 in populations of healthy subjects and CAD patients [49,50],
indicating that HDL-C is not a robust measure of CEC. The HDL-C increase could result
from an interaction between increased apoA1 and CEC since apoA1 stimulates CEC [51]
and is highly correlated with HDL-C [52]. Total apoA1 and apoA1 in HDL and HDL
subspecies were increased in MetAl. The alcohol-induced apoA1 is related to increased
ethanol-induced hepatic apoA1 production [53,54] and has been ascribed to an upregulated
APOA1 gene expression at the transcription level mediated by acetate or acetyl-CoA [55].

Meta-analyses of intervention studies show increased plasma apoA1 levels following
alcohol intake after various doses of alcohol [9,10,13]. However, MetAl is one of the
first studies showing significantly increased apoA1 levels with an alcohol dose of only
~12 g/day and a relatively short duration [9]. Other studies have found apoA1 levels
increased following alcohol doses of 20–30 g/day after 10–14 days in before-and-after
analyses [47,56], or following low doses of alcohol (<15 g/day) with longer duration
studies, such as studies lasting 28 days [57] and 2 years [10].

The cardiovascular relevance of increased HDL subfractions and apoA1 remains
unresolved. HDL-C is inversely associated with but not causally related to CHD risk [58].
HDL3-C, rather than HDL2-C, may be responsible for the inverse association between
HDL-C and incident CHD, as shown in analyses of cohort studies, although attenuated
when adjusting for apoB [59]. HDL3-C has also been inversely, and HDL2-C directly, related
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to carotid plaques [60]. However, a review found no improved risk prediction for HDL2-C
or HDL3-C over HDL-C [17]. Interestingly, HDL particles could influence atherosclerosis
via mechanisms unrelated to the cholesterol cargo [19,61]. A cross-sectional study found
phospholipid enrichment associated with alcohol intake in all HDL fractions, including
HDL2a [44]. HDL phospholipid concentration may increase the ability of HDL to promote
CEC [62], and lipidomics analyses have a beneficial role in plaque stability and resilience to
rupture [63].

ApoA1 is also inversely associated with cardiovascular risk [64]. However, apoA1
could be more relevant in combination with apoB as a cardiovascular risk marker, reflecting
the relationship between atherogenic and anti-atherogenic lipoproteins [65]. The apoB to
apoA1 ratio has been suggested as superior to traditional risk markers in a case–control
study of acute myocardial infarction comprising >20.000 participants [66]. In MetAl, mod-
erate drinking decreased the apoB/apoA1 ratio overall and LDL-P in women. Given the in-
verse association between apoA1 [64] and HDL-C [58] and the causal relationship between
LDL-P and CVD risk [67], such lipoprotein changes might indicate a cardiovascular benefit
of moderate alcohol intake. However, other functions of lipoprotein constituents, including
apolipoprotein C3 and anti-inflammatory components, might be equally or even more
important for HDL and lipoprotein function and should be further investigated [68,69].

A decreased triglyceride content of LDL particles could also reflect a health advantage.
Under high triglyceride conditions such as insulin resistance, triglyceride-enriched VLDL
stimulates CETP and lipases and the consequent transfer of triglycerides from VLDL
to LDL, thereby raising LDL-TG. Subsequently, more small atherogenic LDL particles
are formed [70]. High LDL-TG could therefore reflect insulin-resistant states. Higher
LDL-TG levels are associated with low-grade systemic inflammation [71] and increased
risk of atherosclerotic CVD events in people with and without CVD, pre-diabetes and
diabetes [72–74]. Conversely, LDL-TG failed to independently predict CVD in secondary
analyses of an RCT [75]. However, alcohol doses of 22–24 g/day (~2 units) is associated
with a lower risk of type 2 diabetes [76], a condition often characterized by elevated
triglycerides [77], and alcohol in doses up to ~40 g/day over periods of 2–12 weeks
was found to improve glycemic markers [78]. Thus, a trend towards decreased LDL-TG
supports that 1–2 drinks per day (~12–24 g/day) could improve biomarkers related to
insulin resistance and type 2 diabetes.

Our study has several strengths, including the cross-over design and the NMR mea-
sured lipoproteins with quantitative and qualitative changes. In addition, we used many
different alcoholic beverages during the drinking period to ensure that alcohol per se
was studied. Besides, the participants demonstrated high compliance with the alcohol
intervention and abstention.

A small sample size, a short duration and a non-randomized design are among our
limitations, increasing the risk of confounding and allocation bias. The allocation into
groups of occasional and habitual drinkers was selected to improve chances for identifying
intake biomarkers for different alcoholic beverages but increases the risk of confounding
factors separating occasional drinkers from habitual drinkers. Despite this weakness, a
range of potential confounding factors was equally distributed between groups at baseline,
apart from obvious sex differences, including height. We found significant confounding
by sex in several analyses. Therefore, the analyses were replicated in women only, where
similar trends in the results were found.

The MetAl study was designed as a pilot study, and we did not monitor food intakes.
It is known that major changes in the intakes of fruit, vegetables or wholegrain can affect
plasma cholesterol even after a few weeks [79–81]. We asked volunteers not to make
major changes in their diets, but we cannot rule out that they made changes anyway, and
this might distort our results. Dietary changes in plant food intakes typically affect total
cholesterol and LDL-cholesterol without affecting HDL or its ratio with total cholesterol. It
is, therefore unlikely that such change could lead to the effects observed here, and changes
in diets would most likely cause random effects, which would reduce power.
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The energy contents of the alcoholic beverages offered differ, but correction for alcohol
contents did not affect conclusions in our sensitivity analyses. While beer intake increases
carbohydrate intakes by up to 26 g compared to days with strong liqueur, all volunteers
had all types of drinks in equal amounts during the alcohol exposure, and the study was
randomized with respect to the order of beverages. These factors are, therefore, less likely
to affect the results in the current study.

Another limitation is the open design, which was necessary as blinding alcohol con-
sumption is difficult [82].

The MetAl trial aimed to identify new alcohol biomarkers in blood, urine, and hair [83]
and was without a wash-out period due to the aim of exploring acute changes in intake
biomarkers with changes in alcohol intake. Therefore, the study is prone to carry-over
effects, and carry-over was observed for one variable, HDL2a-apoA1. Like several other
significant variables in our analysis, HDL2a-apoA1 was also significant after period 1, and
the carry-over effect is, therefore, without importance for our conclusions.

5. Conclusions

In summary, moderate alcohol intake raised plasma apoA1, apoA1 content of HDL
subfractions, and HDL-C subfractions in healthy adults. ApoA1 seems superior to HDL-C
as a compliance marker for short-term low alcohol intakes. Other cardiovascular biomark-
ers were also changed, including increased HDL2a phospholipid content and a decreased
atherogenic to anti-atherogenic lipoprotein ratio. The LDL particle number decreased in
women. These findings might indicate that moderate alcohol intake may affect lipoprotein
metabolism via changes in lipoproteins related to cholesterol efflux pathways and a mi-
nor extent, through cholesterol influx pathways. The results need confirmation in future
longer-term, randomized studies exploring sex-stratified effects.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/nu14235043/s1, Supplementary Methods: 1.1 Chemicals; 1.2 Blood
plasma sample preparations for NRM measurements. Supplementary Results: Figure S1: Circulating
HDL-apoA1 during 3 weeks in period 1 and 3 weeks in period 2; Figure S2: Circulating HDL3-
apoA1 during 3 weeks in period 1 and 3 weeks in period 2; Figure S3. Circulating HDL2a-apoA1
during 3 weeks in period 1 and 3 weeks in period 2; Figure S4: Circulating HDL2b-apoA1 during
3 weeks in period 1 and 3 weeks in period 2; Figure S5: Circulating HDL-C during 3 weeks in
period 1 and 3 weeks in period 2; Figure S6: Circulating HDL2b-C during 3 weeks in period 1 and
3 weeks in period 2; Figure S7: Circulating HDL2a-PL during 3 weeks in period 1 and 3 weeks in
period 2; Figure S8: Correlations among lipoproteins and lipoprotein subfractions; Table S1: Effects
of 1–2 drinks (~12–24 g) per day on NMR measured HDLs, apoA1, and HDL subfractions before and
after alcohol intake or abstention and in drinking periods compared with abstention—absolute levels
before and after interventions in periods 1–2; Table S2: Effects of 1 drink per day (~12 g) on NMR
measured HDLs, apoA1, and HDL subfractions before and after alcohol intake or abstention and
in drinking periods compared with abstention in women; Table S3: Effects of 1–2 drinks (~12–24 g)
per day on NMR measured whole plasma lipids before and after alcohol intake or abstention and
in drinking periods compared with abstention; Table S4: Effects of 1–2 drinks (~12–24 g) per day
on NMR measured LDLs, apoB, and LDL subfractions before and after alcohol intake or abstention
and in drinking periods compared with abstention; Table S5: Effects of 1–2 drinks (~12–24 g) per
day on NMR measured IDL and VLDL particles and subfractions before and after alcohol intake
or abstention and in drinking periods compared with abstention; Table S6: Effects of 1–2 drinks
(~12–24 g) per day on NMR measured apoB-containing particle numbers before and after alcohol
intake or abstention and in drinking periods compared with abstention.

https://www.mdpi.com/article/10.3390/nu14235043/s1
https://www.mdpi.com/article/10.3390/nu14235043/s1


Nutrients 2022, 14, 5043 15 of 19

Author Contributions: T.L.W.: formal analysis, methodology, visualization, writing—original draft,
writing—review and editing (lead). V.A.: data curation (lead), supervision (supporting), writing—
review and editing (supporting). B.K.: data curation (equal), supervision (supporting), writing—
review and editing (supporting). Z.Z.: investigation (equal), project administration (equal), writing—
review and editing (supporting). S.L.O.: investigation (equal), writing—review and editing (support-
ing). S.B.E.: supervision (supporting), writing—review and editing (supporting). L.O.D.: concep-
tualization (lead), funding acquisition, supervision (lead), writing—review and editing (equal). All
authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by a Ph.D. scholarship sponsored partly by a Carlsberg Founda-
tion Semper Ardens grant on biomarkers to L.O.D. [grant no CF15-0574], and in part by National
Institute on Alcohol Abuse and Alcoholism to L.O.D [grant no U10AA025286].

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki. All study procedures were approved by the Committees on Biomedical Research Ethics
for the Capital Region of Denmark (j.no. H-15016961, 13 January 2016) before study initiation.

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

Data Availability Statement: The data generated and analyzed for this study are can be accessed
upon request to the corresponding author.

Acknowledgments: We would like to thank the participants and laboratory staff (Sarah Fleischer
Ben Soltane) in MetAl for their essential contributions to the study.

Conflicts of Interest: Salaries for T.L.W and L.O.D. were partly supported by grants from the
Carlsberg Foundation Semper Ardens and the National Institute on Alcohol Abuse and Alcoholism.
The funders had no role in the planning or conduct of the study or interpretation of the results. The
authors, V.A., B.K., Z.Z., S.L.O. and S.B.E declare no conflict of interest.

Abbreviations

ApoA1: apolipoprotein A1, apoB: apolipoprotein B, BMI: body mass index, BP: blood pressure,
-C: cholesterol concentration, CEC: cholesterol efflux capacity, CETP: cholesteryl ester transfer pro-
tein, CHD: coronary heart disease, CVD: cardiovascular disease, Hab: habitual, HDL: high-density
lipoprotein, HDLx: HDL subfraction x, IDL: intermediate-density lipoprotein, IQR: interquartile
range, LDL: low-density lipoprotein, LDLx: LDL subfraction x, MetAl: Metabolic Imprints of Alco-
holic Beverages, NA: Not applicable, NMR: nuclear magnetic resonance, Occ: occasional, -P: particle
number concentration, -PL: phospholipid concentration, SD: standard deviation, -TG: triglyceride
concentration, VLDL: very-low-density lipoprotein.

References
1. Maclure, M. Demonstration of Deductive Meta-Analysis: Ethanol Intake and Risk of Myocardial Infarction. Epidemiol. Rev. 1993,

15, 328–351. [CrossRef] [PubMed]
2. Ronksley, P.E.; Brien, S.E.; Turner, B.J.; Mukamal, K.J.; Ghali, W. A Association of Alcohol Consumption with Selected Cardiovas-

cular Disease Outcomes: A Systematic Review and Meta-Analysis. BMJ 2011, 342, d671. [CrossRef] [PubMed]
3. Corrao, G.; Rubbiati, L.; Bagnardi, V.; Zambon, A.; Poikolainen, K. Alcohol and Coronary Heart Disease: A Meta-Analysis.

Addiction 2000, 95, 1505–1523. [CrossRef]
4. Reynolds, K.; Lewis, B.; Nolen, J.D.L.; Kinney, G.L.; Sathya, B.; He, J. Alcohol Consumption and Risk of Stroke. JAMA 2003, 289,

579. [CrossRef] [PubMed]
5. Li, X.; Yu, F.; Zhou, Y.; He, J. Association between Alcohol Consumption and the Risk of Incident Type 2 Diabetes: A Systematic

Review and Dose-Response Meta-Analysis 1. Am. J. Clin. Nutr. 2016, 103, 818–829. [CrossRef]
6. Sun, K.; Ren, M.; Liu, D.; Wang, C.; Yang, C.; Yan, L. Alcohol Consumption and Risk of Metabolic Syndrome: A Meta-Analysis of

Prospective Studies. Clin. Nutr. 2014, 33, 596–602. [CrossRef]
7. Di Castelnuovo, A.; Costanzo, S.; Bagnardi, V.; Donati, M.B.; Iacoviello, L.; De Gaetano, G. Alcohol Dosing and Total Mortality in

Men and Women. Arch Int. Med. 2006, 166, 2437–2445. [CrossRef] [PubMed]
8. International Alliance for Responsible Drinking (IARD). Drinking Guidelines: General Population. Available online: https:

//iard.org/science-resources/detail/Drinking-Guidelines-General-Population (accessed on 12 December 2020).

http://doi.org/10.1093/oxfordjournals.epirev.a036124
http://www.ncbi.nlm.nih.gov/pubmed/8174661
http://doi.org/10.1136/bmj.d671
http://www.ncbi.nlm.nih.gov/pubmed/21343207
http://doi.org/10.1046/j.1360-0443.2000.951015056.x
http://doi.org/10.1001/jama.289.5.579
http://www.ncbi.nlm.nih.gov/pubmed/12578491
http://doi.org/10.3945/ajcn.115.114389
http://doi.org/10.1016/j.clnu.2013.10.003
http://doi.org/10.1001/archinte.166.22.2437
http://www.ncbi.nlm.nih.gov/pubmed/17159008
https://iard.org/science-resources/detail/Drinking-Guidelines-General-Population
https://iard.org/science-resources/detail/Drinking-Guidelines-General-Population


Nutrients 2022, 14, 5043 16 of 19

9. Brien, S.E.; Ronksley, P.E.; Turner, B.J.; Mukamal, K.J.; Ghali, W.A. Effect of Alcohol Consumption on Biological Markers
Associated with Risk of Coronary Heart Disease: Systematic Review and Meta-Analysis of Interventional Studies. BMJ 2011,
342, d636. [CrossRef]

10. Gepner, Y.; Golan, R.; Harman-Boehm, I.; Henkin, Y.; Schwarzfuchs, D.; Shelef, I.; Durst, R.; Kovsan, J.; Bolotin, A.; Leitersdorf, E.;
et al. Effects of Initiating Moderate Alcohol Intake on Cardiometabolic Risk in Adults with Type 2 Diabetes: A 2-Year Randomized,
Controlled Trial. Ann. Int. Med. 2015, 163, 569–579. [CrossRef]

11. Pownall, H.J.; Rosales, C.; Gillard, B.K.; Gotto, A.M. Alcohol: A Nutrient with Multiple Salutary Effects. Nutrients 2015, 7,
1992–2000. [CrossRef]

12. Stone, N.J.; Robinson, J.G.; Lichtenstein, A.H.; Bairey Merz, C.N.; Blum, C.B.; Eckel, R.H.; Goldberg, A.C.; Gordon, D.; Levy,
D.; Lloyd-Jones, D.M.; et al. 2013 ACC/AHA Guideline on the Treatment of Blood Cholesterol to Reduce Atherosclerotic
Cardiovascular Risk in Adults: A Report of the American College of Cardiology/American Heart Association Task Force on
Practice Guidelines. J. Am. Coll. Cardiol. 2014, 63, 2889–2934. [CrossRef] [PubMed]

13. Rimm, E.B.; Williams, P.; Fosher, K.; Criqui, M.; Stampfer, M.J. Moderate Alcohol Intake and Lower Risk of Coronary Heart
Disease: Meta-Analysis of Effects on Lipids and Haemostatic Factors. BMJ 1999, 319, 1523–1528. [CrossRef] [PubMed]

14. Huang, Y.; Li, Y.; Zheng, S.; Yang, X.; Wang, T.; Zeng, J. Moderate Alcohol Consumption and Atherosclerosis: Meta-Analysis of
Effects on Lipids and Inflammation. Wien. Klin. Wochenschr. 2017, 129, 835–843. [CrossRef] [PubMed]

15. Spiegelman, D.; Lovato, L.C.; Khudyakov, P.; Wilkens, T.L.; Adebamowo, C.A.; Adebamowo, S.N.; Appel, L.J.; Beulens, J.W.J.;
Coughlin, J.W.; Dragsted, L.O.; et al. The Moderate Alcohol and Cardiovascular Health Trial (MACH15): Design and Methods
for a Randomized Trial of Moderate Alcohol Consumption and Cardiometabolic Risk. Eur. J. Prev. Cardiol. 2020, 27, 1967–1982.
[CrossRef] [PubMed]

16. Tall, A.R.; Rader, D.J. Trials and Tribulations of CETP Inhibitors. Circ. Res. 2018, 122, 106–112. [CrossRef] [PubMed]
17. Superko, H.R.; Pendyala, L.; Williams, P.T.; Momary, K.M.; King, S.B.; Garrett, B.C. High-Density Lipoprotein Subclasses and

Their Relationship to Cardiovascular Disease. J. Clin. Lipidol. 2012, 6, 496–523. [CrossRef] [PubMed]
18. Hoogeveen, R.C.; Gaubatz, J.W.; Sun, W.; Dodge, R.C.; Crosby, J.R.; Jiang, J.; Couper, D.; Virani, S.S.; Kathiresan, S.; Boerwinkle,

E.; et al. Small Dense Low-Density Lipoprotein-Cholesterol Concentrations Predict Risk for Coronary Heart Disease: The
Atherosclerosis Risk In Communities (ARIC) Study. Arterioscler. Thromb. Vasc. Biol. 2014, 34, 1069–1077. [CrossRef] [PubMed]

19. Camont, L.; Chapman, M.J.; Kontush, A. Biological Activities of HDL Subpopulations and Their Relevance to Cardiovascular
Disease. Trends Mol. Med. 2011, 17, 594–603. [CrossRef] [PubMed]

20. Aru, V.; Lam, C.; Khakimov, B.; Hoefsloot, H.C.J.; Zwanenburg, G.; Lind, M.V.; Schäfer, H.; van Duynhoven, J.; Jacobs, D.M.;
Smilde, A.K.; et al. Quantification of Lipoprotein Profiles by Nuclear Magnetic Resonance Spectroscopy and Multivariate Data
Analysis. TrAC—Trends Anal. Chem. 2017, 94, 210–219. [CrossRef]

21. Flores-Guerrero, J.L.; Gruppen, E.G.; Connelly, M.A.; Shalaurova, I.; Otvos, J.D.; Garcia, E.; Bakker, S.J.L.; Dullaart, R.P.F. A
Newly Developed Diabetes Risk Index, Based on Lipoprotein Subfractions and Branched Chain Amino Acids, Is Associated with
Incident Type 2 Diabetes Mellitus in the PREVEND Cohort. J. Clin. Med. 2020, 9, 2781. [CrossRef]

22. Rowland, C.M.; Shiffman, D.; Caulfield, M.; Garcia, V.; Melander, O.; Hastie, T. Association of Cardiovascular Events and
Lipoprotein Particle Size: Development of a Risk Score Based on Functional Data Analysis. PLoS ONE 2019, 14, 1–16. [CrossRef]

23. Muth, N.D.; Laughlin, G.A.; von Mühlen, D.; Smith, S.C.; Barrett-Connor, E. High-Density Lipoprotein Subclasses Are a Potential
Intermediary between Alcohol Intake and Reduced Risk of Cardiovascular Disease: The Rancho Bernardo Study. Br. J. Nutr. 2010,
104, 1034–1042. [CrossRef] [PubMed]

24. Parlesak, A.; Eckoldt, J.; Winkler, K.; Bode, C.J.; Schäfer, C. Intercorrelations of Lipoprotein Subfractions and Their Covariation
with Lifestyle Factors in Healthy Men. J. Clin. Biochem. Nutr. 2014, 54, 174–180. [CrossRef] [PubMed]

25. Haskell, W.L.; Camargo, C.; Williams, P.T.; Vranizan, K.M.; Krauss, R.M.; Lindgren, F.T.; Wood, P.D. The Effect of Cessation and
Resumption of Moderate Alcohol Intake on Serum High-Density-Lipoprotein Subfractions. A Controlled Study. N. Engl. J. Med.
1984, 310, 805–810. [CrossRef] [PubMed]

26. Masarei, J.R.L.; Puddey, I.B.; Rouse, I.L.; Lynch, W.J.; Vandongen, R.; Benin, L.J. Effects of Alcohol Consumption on Serum
Lipoprotein-Lipid and Apolipoprotein Concentrations. Results from an Intervention Study in Health Subjects. Atherosclerosis
1986, 60, 79–87. [CrossRef]

27. Burr, M.L.; Fehily, A.M.; Butland, B.K.; Bolton, C.H.; Eastham, R.D. Alcohol and High-Density-Lipoprotein Cholesterol: A
Randomized Controlled Trial. Br. J. Nutr. 1986, 56, 81–86. [CrossRef]

28. Wilkens, T.L.; Tranæs, K.; Eriksen, J.N.; Dragsted, L.O. Moderate Alcohol Consumption and Lipoprotein Subfractions: A
Systematic Review of Intervention and Observational Studies. Nutr. Rev. 2021. [CrossRef]

29. Goist, K.C.; Sutker, P.B. Acute Alcohol Intoxication and Body Composition in Women and Men. Pharmacol. Biochem. Behav. 1985,
22, 811–814. [CrossRef]

30. Sobell, L.C.; Sobell, M.B. Self-Report Issues in Alcohol Abuse: State of the Art and Future Directions. Behav. Assess. 1990, 12,
77–90.

31. Monsonis Centelles, S.; Hoefsloot, H.C.J.; Khakimov, B.; Ebrahimi, P.; Lind, M.V.; Kristensen, M.; De Roo, N.; Jacobs, D.M.; Van
Duynhoven, J.; Cannet, C.; et al. Toward Reliable Lipoprotein Particle Predictions from NMR Spectra of Human Blood: An
Interlaboratory Ring Test. Anal. Chem. 2017, 89, 8004–8012. [CrossRef]

http://doi.org/10.1136/bmj.d636
http://doi.org/10.7326/M14-1650
http://doi.org/10.3390/nu7031992
http://doi.org/10.1016/j.jacc.2013.11.002
http://www.ncbi.nlm.nih.gov/pubmed/24239923
http://doi.org/10.1136/bmj.319.7224.1523
http://www.ncbi.nlm.nih.gov/pubmed/10591709
http://doi.org/10.1007/s00508-017-1235-6
http://www.ncbi.nlm.nih.gov/pubmed/28762059
http://doi.org/10.1177/2047487320912376
http://www.ncbi.nlm.nih.gov/pubmed/32250171
http://doi.org/10.1161/CIRCRESAHA.117.311978
http://www.ncbi.nlm.nih.gov/pubmed/29018035
http://doi.org/10.1016/j.jacl.2012.03.001
http://www.ncbi.nlm.nih.gov/pubmed/23312047
http://doi.org/10.1161/ATVBAHA.114.303284
http://www.ncbi.nlm.nih.gov/pubmed/24558110
http://doi.org/10.1016/j.molmed.2011.05.013
http://www.ncbi.nlm.nih.gov/pubmed/21839683
http://doi.org/10.1016/j.trac.2017.07.009
http://doi.org/10.3390/jcm9092781
http://doi.org/10.1371/journal.pone.0213172
http://doi.org/10.1017/S0007114510001595
http://www.ncbi.nlm.nih.gov/pubmed/20426890
http://doi.org/10.3164/jcbn.13-78
http://www.ncbi.nlm.nih.gov/pubmed/24895480
http://doi.org/10.1056/NEJM198403293101301
http://www.ncbi.nlm.nih.gov/pubmed/6366553
http://doi.org/10.1016/0021-9150(86)90090-0
http://doi.org/10.1079/BJN19860087
http://doi.org/10.1016/j.clnesp.2021.09.253
http://doi.org/10.1016/0091-3057(85)90532-5
http://doi.org/10.1021/acs.analchem.7b01329


Nutrients 2022, 14, 5043 17 of 19

32. Dona, A.C.; Jiménez, B.; Schafer, H.; Humpfer, E.; Spraul, M.; Lewis, M.R.; Pearce, J.T.M.; Holmes, E.; Lindon, J.C.; Nicholson,
J.K. Precision High-Throughput Proton NMR Spectroscopy of Human Urine, Serum, and Plasma for Large-Scale Metabolic
Phenotyping. Anal. Chem. 2014, 86, 9887–9894. [CrossRef] [PubMed]

33. Khakimov, B.; Mobaraki, N.; Trimigno, A.; Aru, V.; Engelsen, S.B. Signature Mapping (SigMa): An Efficient Approach for
Processing Complex Human Urine 1H NMR Metabolomics Data. Anal. Chim. Acta 2020, 1108, 142–151. [CrossRef]

34. Akoka, S.; Barantin, L.; Trierweiler, M. Concentration Measurement by Proton NMR Using the ERETIC Method. Anal. Chem.
1999, 71, 2554–2557. [CrossRef] [PubMed]

35. Savorani, F.; Tomasi, G.; Engelsen, S.B. Icoshift: A Versatile Tool for the Rapid Alignment of 1D NMR Spectra. J. Magn. Reson.
2010, 202, 190–202. [CrossRef]

36. Khakimov, B.; Hoefsloot, H.C.J.; Mobaraki, N.; Aru, V.; Kristensen, M.; Lind, M.V.; Holm, L.; Castro-Mejía, J.L.; Nielsen, D.S.;
Jacobs, D.M.; et al. Human Blood Lipoprotein Predictions from 1 H NMR Spectra: Protocol, Model Performances, and Cage of
Covariance. Anal. Chem. 2022, 94, 628–636. [CrossRef]

37. Petersen, M.; Dyrby, M.; Toubro, S.; Engelsen, S.B.; Nørgaard, L.; Pedersen, H.T.; Dyerberg, J. Quantification of Lipoprotein
Subclasses by Proton Nuclear Magnetic Resonance–Based Partial Least-Squares Regression Models. Clin. Chem. 2005, 51,
1457–1461. [CrossRef]

38. R Core Team. R: A Language and Environment for Statistical Computing; Version 3.5.1; R Foundation for Statistical Computing:
Vienna, Austria, 2018.

39. Hothorn, T.; Bretz, F.; Westfall, P. Simultaneous Inference in General Parametric Models. Biometrical, J. 2008, 50, 346–363.
[CrossRef]

40. Bates, D.; Mächler, M.; Bolker, B.; Walker, S. Fitting Linear Mixed-Effects Models Using Lme4. J. Stat. Softw. 2015, 67, 1–48.
[CrossRef]

41. Wickham, H. Ggplot2: Elegant Graphics for Data Analysis. Springer-Verlag: New York, NY, USA, 2016; ISBN 978-3-319-24277-4.
42. Kassambara, A. Ggpubr: “ggplot2” Based Publication Ready Plots. 2018. Available online: https://rpkgs.datanovia.com/ggpubr/

(accessed on 20 November 2022).
43. Wickham, H.; François, R.; Henry, L.; Müller, K. Dplyr: A Grammar of Data Manipulation. 2018. Available online: https:

//CRAN.R-project.org/package=dplyr (accessed on 20 November 2022).
44. Schäfer, C.; Parlesak, A.; Eckoldt, J.; Bode, C.; Bode, J.C.; März, W.; Winkler, K. Beyond HDL-Cholesterol Increase: Phospholipid

Enrichment and Shift from HDL3 to HDL2 in Alcohol Consumers. J. Lipid Res. 2007, 48, 1550–1558. [CrossRef]
45. Nishiwaki, M.; Ishikawa, T.; Ito, T.; Shige, H.; Tomiyasu, K.; Nakajima, K.; Kondo, K.; Hashimoto, H.; Saitoh, K.; Manabe, M.;

et al. Effects of Alcohol on Lipoprotein Lipase, Hepatic Lipase, Cholesteryl Ester Transfer Protein, and Lecithin:Cholesterol
Acyltransferase in High-Density Lipoprotein Cholesterol Elevation. Atherosclerosis 1994, 111, 99–109. [CrossRef] [PubMed]

46. De Oliveira e Silva, E.R.; Foster, D.; Harper, M.M.; Seidman, C.E.; Smith, J.D.; Breslow, J.L.; Brinton, E.A. Alcohol Consumption
Raises HDL Cholesterol Levels by Increasing the Transport Rate of Apolipoproteins A-I and A-II. Circulation 2000, 102, 2347–2352.
[CrossRef]

47. Hagiage, M.; Marti, C.; Rigaud, D.; Senault, C.; Fumeron, F.; Apfelbaum, M.; Girard-Globa, A. Effect of a Moderate Alcohol Intake
on the Lipoproteins of Normotriglyceridemic Obese Subjects Compared with Normoponderal Controls. Metabolism. 1992, 41,
856–861. [CrossRef] [PubMed]

48. Beulens, J.W.J.J.; Sierksma, A.; van Tol, A.; Fournier, N.; van Gent, T.; Paul, J.-L.; Hendriks, H.F.J.J. Moderate Alcohol Consumption
Increases Cholesterol Efflux Mediated by ABCA1. J. Lipid Res. 2004, 45, 1716–1723. [CrossRef]

49. Khera, A.V.; Demler, O.V.; Adelman, S.J.; Collins, H.L.; Glynn, R.J.; Ridker, P.M.; Rader, D.J.; Mora, S. Cholesterol Efflux Capacity,
High-Density Lipoprotein Particle Number, and Incident Cardiovascular Events. Circulation 2017, 135, 2494–2504. [CrossRef]
[PubMed]

50. Saleheen, D.; Scott, R.; Javad, S.; Zhao, W.; Rodrigues, A.; Picataggi, A.; Lukmanova, D.; Mucksavage, M.L.; Luben, R.; Billheimer,
J.; et al. Association of HDL Cholesterol Efflux Capacity with Incident Coronary Heart Disease Events: A Prospective Case-Control
Study. Lancet Diabetes Endocrinol. 2015, 3, 507–513. [CrossRef] [PubMed]

51. Chistiakov, D.A.; Orekhov, A.N.; Bobryshev, Y.V. ApoA1 and ApoA1-Specific Self-Antibodies in Cardiovascular Disease. Lab.
Investig. 2016, 96, 708–718. [CrossRef]

52. Sacks, F.M.; Jensen, M.K. From High-Density Lipoprotein Cholesterol to Measurements of Function: Prospects for the Develop-
ment of Tests for High-Density Lipoprotein Functionality in Cardiovascular Disease. Arterioscler. Thromb. Vasc. Biol. 2018, 38,
487–499. [CrossRef]

53. Amarasuriya, R.N.; Gupta, A.K.; Civen, M.; Horng, Y.-C.; Maeda, T.; Kashyap, M.L. Ethanol Stimulates Apolipoprotein A-I
Secretion by Human Hepatocytes: Implications for a Mechanism for Atherosclerosis Protection. Metabolism 1992, 41, 827–832.
[CrossRef]

54. Dashti, N.; Franklin, F.A.; Abrahamson, D.R. Effect of Ethanol on the Synthesis and Secretion of ApoA-I- and ApoB-Containing
Lipoproteins in HepG2 Cells. J. Lipid Res. 1996, 37, 810–824. [CrossRef]

55. Khodja, Y.; Samuels, M.E. Ethanol-Mediated Upregulation of APOA1 Gene Expression in HepG2 Cells Is Independent of de
Novo Lipid Biosynthesis. Lipids Health Dis. 2020, 19, 1–13. [CrossRef]

56. Senault, C.; Betoulle, D.; Luc, G.; Hauw, P.; Rigaud, D.; Fumeron, F. Beneficial Effects of a Moderate Consumption of Red Wine on
Cellular Cholesterol Efflux in Young Men. Nutr. Metab. Cardiovasc. Dis. 2000, 10, 63–69.

http://doi.org/10.1021/ac5025039
http://www.ncbi.nlm.nih.gov/pubmed/25180432
http://doi.org/10.1016/j.aca.2020.02.025
http://doi.org/10.1021/ac981422i
http://www.ncbi.nlm.nih.gov/pubmed/21662801
http://doi.org/10.1016/j.jmr.2009.11.012
http://doi.org/10.1021/acs.analchem.1c01654
http://doi.org/10.1373/clinchem.2004.046748
http://doi.org/10.1002/bimj.200810425
http://doi.org/10.18637/jss.v067.i01
https://rpkgs.datanovia.com/ggpubr/
https://CRAN.R-project.org/package=dplyr
https://CRAN.R-project.org/package=dplyr
http://doi.org/10.1194/jlr.M600513-JLR200
http://doi.org/10.1016/0021-9150(94)90195-3
http://www.ncbi.nlm.nih.gov/pubmed/7840818
http://doi.org/10.1161/01.CIR.102.19.2347
http://doi.org/10.1016/0026-0495(92)90167-9
http://www.ncbi.nlm.nih.gov/pubmed/1640863
http://doi.org/10.1194/jlr.M400109-JLR200
http://doi.org/10.1161/CIRCULATIONAHA.116.025678
http://www.ncbi.nlm.nih.gov/pubmed/28450350
http://doi.org/10.1016/S2213-8587(15)00126-6
http://www.ncbi.nlm.nih.gov/pubmed/26025389
http://doi.org/10.1038/labinvest.2016.56
http://doi.org/10.1161/ATVBAHA.117.307025
http://doi.org/10.1016/0026-0495(92)90162-4
http://doi.org/10.1016/S0022-2275(20)37579-9
http://doi.org/10.1186/s12944-020-01309-4


Nutrients 2022, 14, 5043 18 of 19

57. Zheng, J.-S.; Yang, J.; Huang, T.; Hu, X.-J.; Luo, M.; Li, D. Effects of Chinese Liquors on Cardiovascular Disease Risk Factors in
Healthy Young Humans. Sci. World J. 2012, 2012, 1–9. [CrossRef] [PubMed]

58. Voight, B.F.; Peloso, G.M.; Orho-Melander, M.; Frikke-Schmidt, R.; Barbalic, M.; Jensen, M.K.; Hindy, G.; Hólm, H.; Ding, E.L.;
Johnson, T.; et al. Plasma HDL Cholesterol and Risk of Myocardial Infarction: A Mendelian Randomisation Study. Lancet 2012,
380, 572–580. [CrossRef] [PubMed]

59. Joshi, P.H.; Toth, P.P.; Lirette, S.T.; Griswold, M.E.; Massaro, J.M.; Martin, S.S.; Blaha, M.J.; Kulkarni, K.R.; Khokhar, A.A.; Correa,
A.; et al. Association of High-Density Lipoprotein Subclasses and Incident Coronary Heart Disease: The Jackson Heart and
Framingham Offspring Cohort Studies. Eur. J. Prev. Cardiol. 2016, 23, 41–49. [CrossRef]

60. Tiozzo, E.; Gardener, H.; Hudson, B.I.; Dong, C.; Della-Morte, D.; Crisby, M.; Goldberg, R.B.; Elkind, M.S.V.; Cheung, Y.K.; Wright,
C.B.; et al. High-Density Lipoprotein Subfractions and Carotid Plaque: The Northern Manhattan Study. Atherosclerosis 2014, 237,
163–168. [CrossRef] [PubMed]

61. Jensen, M.K.; Rimm, E.B.; Furtado, J.D.; Sacks, F.M. Apolipoprotein C-III as a Potential Modulator of the Association Between
HDL-Cholesterol and Incident Coronary Heart Disease. J. Am. Heart Assoc. 2012, 1, 1–10. [CrossRef] [PubMed]

62. Fournier, N.; Paul, J.L.; Atger, V.; Cogny, A.; Soni, T.; De La Llera-Moya, M.; Rothblat, G.; Moatti, N. HDL Phospholipid Content
and Composition as a Major Factor Determining Cholesterol Efflux Capacity from Fu5AH Cells to Human Serum. Arterioscler.
Thromb. Vasc. Biol. 1997, 17, 2685–2691. [CrossRef]

63. Meikle, P.J.; Formosa, M.F.; Mellett, N.A.; Jayawardana, K.S.; Giles, C.; Bertovic, D.A.; Jennings, G.L.; Childs, W.; Reddy, M.;
Carey, A.L.; et al. HDL Phospholipids, but Not Cholesterol Distinguish Acute Coronary Syndrome From Stable Coronary Artery
Disease. J. Am. Heart Assoc. 2019, 8. [CrossRef]

64. Karjalainen, M.K.; Holmes, M.V.; Wang, Q.; Anufrieva, O.; Kähönen, M.; Lehtimäki, T.; Havulinna, A.S.; Kristiansson, K.; Salomaa,
V.; Perola, M.; et al. Apolipoprotein A-I Concentrations and Risk of Coronary Artery Disease: A Mendelian Randomization Study.
Atherosclerosis 2020, 299, 56–63. [CrossRef]

65. Mehta, A.; Shapiro, M.D. Apolipoproteins in Vascular Biology and Atherosclerotic Disease. Nat. Rev. Cardiol. 2021, 0123456789.
[CrossRef]

66. McQueen, M.J.; Hawken, S.; Wang, X.; Ounpuu, S.; Sniderman, A.; Probstfield, J.; Steyn, K.; Sanderson, J.E.; Hasani, M.; Volkova,
E.; et al. Lipids, Lipoproteins, and Apolipoproteins as Risk Markers of Myocardial Infarction in 52 Countries (the INTERHEART
Study): A Case-Control Study. Lancet 2008, 372, 224–233. [CrossRef] [PubMed]

67. Sniderman, A.D.; Thanassoulis, G.; Glavinovic, T.; Navar, A.M.; Pencina, M.; Catapano, A.; Ference, B.A. Apolipoprotein B
Particles and Cardiovascular Disease: A Narrative Review. JAMA Cardiol. 2019, 1–9. [CrossRef]

68. Jensen, M.K.; Aroner, S.A.; Mukamal, K.J.; Furtado, J.D.; Post, W.S.; Tsai, M.Y.; Tjønneland, A.; Polak, J.F.; Rimm, E.B.; Overvad,
K.; et al. High-Density Lipoprotein Subspecies Defined by Presence of Apolipoprotein C-III and Incident Coronary Heart Disease
in Four Cohorts. Circulation 2018, 137, 1364–1373. [CrossRef] [PubMed]

69. Jia, C.; Anderson, J.L.C.; Gruppen, E.G.; Lei, Y.; Bakker, S.J.L.; Dullaart, R.P.F.; Tietge, U.J.F. High-Density Lipoprotein Anti-
Inflammatory Capacity and Incident Cardiovascular Events. Circulation 2021, 1935–1945. [CrossRef]

70. Miller, M. Low-Density Lipoprotein Triglycerides. J. Am. Coll. Cardiol. 2018, 72, 170–172. [CrossRef] [PubMed]
71. März, W.; Scharnagl, H.; Winkler, K.; Tiran, A.; Nauck, M.; Boehm, B.O.; Winkelmann, B.R. Low-Density Lipoprotein Triglycerides

Associated with Low-Grade Systemic Inflammation, Adhesion Molecules, and Angiographic Coronary Artery Disease: The
Ludwigshafen Risk and Cardiovascular Health Study. Circulation 2004, 110, 3068–3074. [CrossRef]

72. Jin, J.-L.; Zhang, H.-W.; Cao, Y.-X.; Liu, H.-H.; Hua, Q.; Li, Y.-F.; Zhang, Y.; Guo, Y.-L.; Wu, N.-Q.; Zhu, C.-G.; et al. Long-Term
Prognostic Utility of Low-Density Lipoprotein (LDL) Triglyceride in Real-World Patients with Coronary Artery Disease and
Diabetes or Prediabetes. Cardiovasc. Diabetol. 2020, 19, 152. [CrossRef]

73. Saeed, A.; Feofanova, E.V.; Yu, B.; Sun, W.; Virani, S.S.; Nambi, V.; Coresh, J.; Guild, C.S.; Boerwinkle, E.; Ballantyne, C.M.; et al.
Remnant-Like Particle Cholesterol, Low-Density Lipoprotein Triglycerides, and Incident Cardiovascular Disease. J. Am. Coll.
Cardiol. 2018, 72, 156–169. [CrossRef]

74. Ding, X.-H.; Ye, P.; Wang, X.-N.; Cao, R.-H.; Yang, X.; Xiao, W.-K.; Zhang, Y.; Bai, Y.-Y.; Wu, H.-M. The Predictive Value of Baseline
LDL-TG Level on Major Adverse Cardiovascular Events in a Followed up Cohort Population. Eur. Rev. Med. Pharmacol. Sci. 2017,
21, 1060–1064.

75. Albers, J.J.; Slee, A.; Fleg, J.L.; O’Brien, K.D.; Marcovina, S.M. Relationship of Baseline HDL Subclasses, Small Dense LDL and
LDL Triglyceride to Cardiovascular Events in the AIM-HIGH Clinical Trial. Atherosclerosis 2016, 251, 454–459. [CrossRef]

76. Baliunas, D.O.; Taylor, B.J.; Irving, H.; Roerecke, M.; Patra, J.; Mohapatra, S.; Rehm, J. Alcohol as a Risk Factor for Type 2 Diabetes:
A Systematic Review and Meta-Analysis. Diabetes Care 2009, 32, 2123–2132. [CrossRef] [PubMed]

77. Alexopoulos, A.-S.; Qamar, A.; Hutchins, K.; Crowley, M.J.; Batch, B.C.; Guyton, J.R. Triglycerides: Emerging Targets in Diabetes
Care? Review of Moderate Hypertriglyceridemia in Diabetes. Curr. Diab. Rep. 2019, 19, 13. [CrossRef] [PubMed]

78. Schrieks, I.C.; Heil, A.L.J.; Hendriks, H.F.J.; Mukamal, K.J.; Beulens, J.W.J. The Effect of Alcohol Consumption on Insulin
Sensitivity and Glycemic Status: A Systematic Review and Meta-Analysis of Intervention Studies. Diabetes Care 2015, 38, 723–732.
[CrossRef] [PubMed]

79. Dragsted, L.O.; Krath, B.; Haren GRVogel, U.B.; Vinggaard, A.M.; Loft, S.; Rasmussen, S.E.; Pedersen, A.; Sandstrom, B. Biological
Effects of Fruit and Vegetables. Proc. Nutr. Soc. 2006, 65, 1–8. [CrossRef] [PubMed]

http://doi.org/10.1100/2012/372143
http://www.ncbi.nlm.nih.gov/pubmed/22919307
http://doi.org/10.1016/S0140-6736(12)60312-2
http://www.ncbi.nlm.nih.gov/pubmed/22607825
http://doi.org/10.1177/2047487314543890
http://doi.org/10.1016/j.atherosclerosis.2014.09.002
http://www.ncbi.nlm.nih.gov/pubmed/25240111
http://doi.org/10.1161/JAHA.111.000232
http://www.ncbi.nlm.nih.gov/pubmed/23130121
http://doi.org/10.1161/01.ATV.17.11.2685
http://doi.org/10.1161/JAHA.118.011792
http://doi.org/10.1016/j.atherosclerosis.2020.02.002
http://doi.org/10.1038/s41569-021-00613-5
http://doi.org/10.1016/S0140-6736(08)61076-4
http://www.ncbi.nlm.nih.gov/pubmed/18640459
http://doi.org/10.1001/jamacardio.2019.3780
http://doi.org/10.1161/CIRCULATIONAHA.117.031276
http://www.ncbi.nlm.nih.gov/pubmed/29162611
http://doi.org/10.1161/CIRCULATIONAHA.120.050808
http://doi.org/10.1016/j.jacc.2018.03.541
http://www.ncbi.nlm.nih.gov/pubmed/29976290
http://doi.org/10.1161/01.CIR.0000146898.06923.80
http://doi.org/10.1186/s12933-020-01125-1
http://doi.org/10.1016/j.jacc.2018.04.050
http://doi.org/10.1016/j.atherosclerosis.2016.06.019
http://doi.org/10.2337/dc09-0227
http://www.ncbi.nlm.nih.gov/pubmed/19875607
http://doi.org/10.1007/s11892-019-1136-3
http://www.ncbi.nlm.nih.gov/pubmed/30806837
http://doi.org/10.2337/dc14-1556
http://www.ncbi.nlm.nih.gov/pubmed/25805864
http://doi.org/10.1079/PNS2005480
http://www.ncbi.nlm.nih.gov/pubmed/16441945


Nutrients 2022, 14, 5043 19 of 19

80. Ravn-Haren, G.; Dragsted, L.O.; Buch-Andersen, T.; Jensen, E.N.; Németh-Balogh, M.; Paulovicsová, B.; Bergström, A.; Wilcks, A.;
Licht, T.R.; Markowski, J.; et al. Intake of whole apples or clear apple juice has contrasting effects on plasma lipids in healthy
volunteers. Eur. J. Nutr. 2013, 52, 1875–1889. [CrossRef] [PubMed]

81. Marshall, S.; Petocz, P.; Duve, E.; Abbott, K.; Cassettari, T.; Blumfield, M.; Fayet-Moore, F. The Effect of Replacing Refined Grains
with Whole Grains on Cardiovascular Risk Factors: A Systematic Review and Meta-Analysis of Randomized Controlled Trials
with GRADE Clinical Recommendation. J. Acad. Nutr. Diet. 2020, 120, 1859–1883.e31. [CrossRef]

82. Conrad, M.; McNamara, P.; King, A. Alternative Substance Paradigm: Effectiveness of Beverage Blinding and Effects on Acute
Alcohol Responses. Exp. Clin. Psychopharmacol. 2012, 20, 382–389. [CrossRef]

83. Monošík, R.; Dragsted, L.O. Dried Urine Swabs as a Tool for Monitoring Metabolite Excretion. Bioanalysis 2018, 10, 1371–1381.
[CrossRef]

http://doi.org/10.1007/s00394-012-0489-z
http://www.ncbi.nlm.nih.gov/pubmed/23271615
http://doi.org/10.1016/j.jand.2020.06.021
http://doi.org/10.1037/a0029261
http://doi.org/10.4155/bio-2018-0042

	Introduction 
	Materials and Methods 
	Study Design and Participants 
	Eligibility Criteria 
	Study Procedures 
	Intervention 
	Analysis of Lipids and Lipoproteins Using 1H NMR Spectroscopy 
	Statistical Methods 

	Results 
	Baseline Characteristics 
	Compliance and Adverse Events 
	Whole Plasma Lipids 
	Lipoproteins and Lipoprotein Subfractions 
	Apolipoprotein A1 and High-Density Lipoprotein 
	Apolipoprotein B and Apolipoprotein B-Containing Lipoproteins 
	Sensitivity Analyses 


	Discussion 
	Conclusions 
	References

