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Background & aims: Diet and weight loss affect circulating metabolome. However, metabolite profiles
induced by different weight loss maintenance diets and underlying longer term weight loss maintenance
remain unknown. Herein, we investigated after-weight-loss metabolic signatures of two isocaloric 24-wk
weight maintenance diets differing in satiety value due to dietary fibre, protein and fat contents and
identified metabolite features that associated with successful weight loss maintenance.

Methods: Non-targeted LC-MS metabolomics approach was used to analyse plasma metabolites of 79

Keywords:
Weight loss
Weight maintenance

Obesity women and men (mean age + SD 49.7 + 9.0 years; BMI 34.2 + 2.5 kg/m?) participating in a weight
Diet management study. Participants underwent a 7-week very-low-energy diet (VLED) and were thereafter
LC-MS randomised into two groups for a 24-week weight maintenance phase. Higher satiety food (HSF) group
Metabolome consumed high-fibre, high-protein, and low-fat products, while lower satiety food (LSF) group consumed

isocaloric low-fibre products with average protein and fat content as a part of their weight maintenance
diets. Plasma metabolites were analysed before the VLED and before and after the weight maintenance
phase. Metabolite features discriminating HSF and LSF groups were annotated. We also analysed
metabolite features that discriminated participants who maintained >10% weight loss (HWM) and
participants who maintained <10% weight loss (LWM) at the end of the study, irrespective of the diet.
Finally, we assessed robust linear regression between metabolite features and anthropometric and food
group variables.

Results: We annotated 126 metabolites that discriminated the HSF and LSF groups and HWM and LWM
groups (p < 0.05). Compared to LSF, the HSF group had lower levels of several amino acids, e.g. glutamine,
arginine, and glycine, short-, medium- and long-chain acylcarnitines (CARs), odd- and even-chain
lysoglycerophospholipids, and higher levels of fatty amides. Compared to LWM, the HWM group in
general showed higher levels of glycerophospholipids with a saturated long-chain and a C20:4 fatty acid
tail, and unsaturated free fatty acids (FFAs). Changes in several saturated odd- and even-chain LPCs and
LPEs and fatty amides were associated with the intake of many food groups, particularly grain and dairy
products. Increase in several (lyso)glycerophospholipids was associated with decrease in body weight
and adiposity. Increased short- and medium-chain CARs were related to decreased body fat-free mass.
Conclusions: Our results show that isocaloric weight maintenance diets differing in dietary fibre, protein,
and fat content affected amino acid and lipid metabolism. Increased abundances of several phospholipid
species and FFAs were related with greater weight loss maintenance. Our findings indicate common and
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distinct metabolites for weight and dietary related variables in the context of weight reduction and

weight management.

The study was registered in isrctn.org with identifier 67529475.
© 2023 The Authors. Published by Elsevier Ltd. This is an open access article under the CC BY license

(http://creativecommons.org/licenses/by/4.0/).

Abbreviations

BMI body mass index

CAR acylcarnitine

ESI electrospray ionization

(F)FA (free) fatty acid

FFM body fat-free mass

FM body fat mass

HF high-fat

HSF higher satiety food

HWM higher weight loss maintenance

LC-(HR)MS liquid chromatography combined with (high-
resolution) mass spectrometry

LF low-fat

(L)PC(P)  (lyso)phosphatidylcholine (plasmalogen)
(L)PE(P)  (lyso)phosphatidylethanolamine (plasmalogen)
LSF lower satiety food

LWM lower weight loss maintenance

MW molecular weight

OCFA odd-chain fatty acid

PCA principal component analysis

QC quality control

qTOF quadrupole-time-of-flight

RT retention time

Trp tryptophan

WC waist circumference

VLED very-low-energy diet

1. Introduction

Diet is one of the key modifiable lifestyle-related exposures
affecting health [1]. Dietary patterns including consumption of
whole grain cereal, plant-based products, and low amounts of
saturated fats have beneficial effects on human health [2,3] and
may support weight management [4,5].

Human plasma metabolome reflects endogenous biological re-
actions, gut microbial activity, and environmental exposures, such
as diet-derived compounds [6]. Circulating metabolites act as sig-
nalling molecules and intermediates of glucose, lipid, and amino
acid metabolisms participating in multiple molecular pathways
related to health and disease [7]. For example, alterations in certain
plasma metabolite levels have been considered biomarkers of car-
diometabolic disease risk [8,9] and impairments or improvements
in glucose and lipid metabolism [10,11]. Dietary patterns [12,13]
and foods [14] affect the metabolome. Western diet high in refined
grains and saturated fats was discriminated by short-chain acyl-
carnitines (CARs), long-chain fatty acids (FAs), and several glycer-
ophospholipids from prudent diet high in vegetables and fruits
[13]. Moreover, metabolomics approach has proven to be sensitive
in identifying circulating biomarkers of individual foods [14].

Investigating metabolite features induced by dietary factors has
elicited growing interest among contemporary nutrition research.
However, the effect of diet on the metabolome has not been studied
extensively in the context of weight management. Caloric restric-
tion for 12 weeks with Mediterranean diet compared to low-fat diet
had beneficial effects on the circulating lipid profile [15]. Moderate
weight loss with New Nordic Diet higher in plant-based product,
whole grain, and fish content compared to an average Danish diet
for 26 weeks resulted in differences in e.g. amino acid metabolism
and plasma levels of sugar alcohols and ketone bodies, which re-
flected the healthy dietary pattern and greater weight loss achieved
with it [16].

The modulating effect of weight loss on plasma metabolite
levels is well established [17—20] typically affecting pathways
related to amino acid and lipid metabolism [17,18,21] — the path-
ways that are also affected by diet [22,23]. Nevertheless, studies
with long-term follow up of metabolic changes after weight loss are
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lacking. Understanding the consequences of weight loss-induced
metabolic changes after weight loss is important in order to deci-
pher the influence on weight loss maintenance. Previously, weight
loss-induced decrease in several lipid species was found to be
associated with adiposity regain during a 12-week weight main-
tenance phase [21]. Whether these metabolic signatures reflect
successful weight management after weight reduction for longer
time is yet to be elucidated.

Therefore, the aim of this study was to investigate in partici-
pants who had reduced their weight with very-low-energy diet
(VLED), the metabolic signatures of two isocaloric diets differing in
satiety value due to different dietary fibre, protein, and fat contents.
In addition, we wanted to examine which metabolic shifts were
associated with improved weight loss maintenance after the
weight loss phase. We also analysed in more detail whether the
changes in plasma metabolites during weight loss and weight loss
maintenance were associated with changes in anthropometric
variables and consumption of certain food groups in order to better
understand the underlying links between metabolic changes and
successful weight management and to dissect those from
diet—metabolite interactions.

2. Materials & methods
2.1. Participants

As reported before [24], 99 women and men from Kuopio region
in Eastern Finland participated in the study (Fig. 1). Inclusion
criteria was age of 30—65 years and body mass index (BMI) of
30—40 kg/m?. Eligibility was assessed through screening, and
subjects were excluded based on the following criteria: BMI >40 or
<30 kg/m?, type 1 or 2 diabetes, pregnancy, polycystic ovary syn-
drome, diagnosed eating disorder, kidney or thyroid dysfunction,
heart or liver disease, alcohol consumption >16 (women) or >24
(men) portions/week, neuroleptic or cortisone medication or any
other conditions that may prevent the participants from
completing the study. The study was conducted according to the
guidelines laid down in Declaration of Helsinki and all procedures
involving human subjects were approved by the Ethics Committee
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Invited to participate (n=101)

>I Declined to participate (n=2)

Very-low-energy diet (n=99)
(71 females, 28 males)

Discontinued intervention

A 4

for personal reasons (n=3)
(1 female, 2 males)

A 4

Randomised (n=96)
(70 females, 26 males)

v

|

}

Higher satiety food group (n=50)
(35 females, 15 males)

Lower satiety food group (n=46)
(35 females, 11 males)

Discontinued intervention
for personal resons (n=8)
(5 females, 3 males)

A 4

Discontinued intervention
for personal reasons (n=6)
(4 females, 2 males)

A 4

Completed the study (n=42)
(30 females, 12 males)

Completed the study (n=40)
(31 females, 9 males)

Excluded from analyses (n=2)
+ No metabolomics data (n=2)

y

Excluded from analyses (n=1)
* No metabolomics data (n=1)

A4

Analysed for outcome (n=40)

Analysed for outcome (n=39)

(28 females, 12 males)

(30 females, 9 males)

A4

Combined to form weight loss
maintenance groups (n=79)
(58 females, 21 males)

v

!

)

Analysed as Higher weight loss maintenance group (n=51)
(36 females, 15 males)

Analysed as Lower weight loss maintenance group (n=28)
(22 females, 6 males)

Fig. 1. Flow diagram of the study design.

of the District Hospital Region of Northern Savo (ethics no. 46/
2008). All participants signed written informed consent before
commencing the intervention.

2.2. Study design

This is a secondary analysis of a previously published parallel-
arm study [24]. The study design, randomisation procedure, sam-
ple size and energy level calculations, and detailed descriptions of
the weight maintenance protocol have been published earlier
[24,25]. Briefly, for seven weeks, all the participants adhered to a
VLED consuming commercial products providing 600 kcal/day
(Nutrifast, Leiras Finland) as well as low-energy vegetables and
energy-free beverages. Thereafter, they were randomised (strati-
fied by age and sex) to two intervention groups for a 24-week
weight maintenance phase. As a part of their weight maintenance
diet, higher satiety food (HSF) group consumed food products that
were pre-evaluated as having a higher satiety value, and lower
satiety food (LSF) group consumed isocaloric food products with
lower predetermined satiety value. Satiety values of the interven-
tion food products were based on evaluations conducted in sepa-
rate laboratory tests before the intervention (for detailed
description see [24]). The products were selected among
commercially available food items and among products that were
under product development by Finnish food manufacturers. They
represented typical Finnish staple food groups: bread, cheese,
yoghurt, cold cuts, and vegetable patty (Supplemental Table 1). The
foods the HSF group consumed had higher dietary fibre and protein
and lower fat content and included whole grain cereal products and
low-fat (LF) dairy and meat products, whereas the foods the LSF
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group consumed had lower dietary fibre and protein and higher fat
content and included refined grain cereal products and average/
high-fat (HF) dairy and meat products. The intervention food
products comprised about 30% of the individually calculated energy
content of the weight maintenance diet. The rest of the diet was
compiled of freely selected foods by the participants.

Both study groups received the same information about the
weight maintenance phase. These comprised written instructions
about daily amounts of intervention food products to be consumed
and a suggestion of daily amounts of freely selected foods according
to the energy level of the diet. However, the participants were
advised to consume the freely selected foods ad libitum according
to their hunger sensations. In addition, they were instructed to aim
at maintaining the weight reduction achieved during the VLED
without any further weight loss and to keep their physical activity
level unaltered throughout the study. The participants participated
in group dietary counselling sessions led by a registered dietitian
five times during the VLED, one time after the VILED, and one time
at the beginning of the weight maintenance phase.

2.3. Weight loss maintenance groups

We have reported earlier that the amount of maintained weight
loss did not differ between the HSF and LSF groups at the end of the
study [24,25]. However, there was great inter-individual variability
in the weight loss maintenance during the weight maintenance
phase (range in relative body weight change during the weight
maintenance phase: —8.8% - +9.8%) [24]. Thus, in addition to
investigating the metabolic signatures of different diet groups (i.e.
HSF and LSF groups), we examined whether metabolic signatures
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differ between those participants who maintained >10% weight
loss (higher weight loss maintenance group, HWM) and those
participants who maintained <10% weight loss (lower weight loss
maintenance group, LWM) at the end of the study. The 10% weight
loss maintenance threshold was chosen as it has been proposed of
defining the long-term successful weight loss maintenance [26].
Consequently, metabolite features that discriminated these groups
during the weight maintenance phase were analysed.

2.4. Assessment of diet

Food intake was measured by the use of dietary records covering
four consecutive days including one weekend day. Dietary records
were collected before the VLED (baseline) and at weeks 6, 12, 18,
and 24 after the beginning of the weight maintenance phase. Food
intake was calculated by food groups using the Micro Nutrica®
dietary analysis software version 2.5 (The Social Insurance Insti-
tution of Finland). The software is built upon nutrient composition
data of foods available in Finland. Food intake was analysed as
consumption of food group expressed as grams per day. The soft-
ware provided 13 main food groups and 71 subgroups which were
combined to form 15 food groups of the interest of this study: (1)
grain products with >6% of fibre (whole grain), (2) grain products
with <6% of fibre (refined grain), (3) vegetables (excluding po-
tatoes), (4) fruits and berries, (5) LF (semi-)liquid dairy products
(products with <1% of fat; LF dairy), (6) HF (semi-)liquid dairy
products (products with >1% of fat; HF dairy), (7) fermented dairy
products (excluding cheese), (8) cheese, (9) red and processed
meat, (10) sausages, (11) fish and shellfish (fish), (12) butter and
vegetable oil-butter mixtures (butter), (13) margarines and vege-
table oils (excluding coconut oil), (14) sugars, sweets, chocolates,
ice cream, and sugar-sweetened beverages (sugar sources), and (15)
alcoholic beverages.

2.5. Collection of blood samples and anthropometric measurements

The participants came to laboratory visits at the University of
Eastern Finland for blood sampling and measurements of body
height, weight, body composition, and waist circumference (WC)
after an overnight fast before the VLED at baseline, before the
beginning of the weight maintenance phase (week 0), and at 12 and
24 weeks after the beginning of the weight maintenance phase.
They were instructed to abstain from alcohol consumption and
vigorous exercise for 48 h and 24 h prior the measurements,
respectively. Body weight was measured using a digital scale (Vogel
& Halke, Hamburg, Germany) and body height using a wall-
mounted stadiometer. Body composition was measured using
bioelectrical impedance (STA/BIA Body Composition Analyzer,
Akern Bioresearch Srl, Firenze, Italy). WC was measured halfway
between the lowest crib and iliac crest. Blood samples were frozen
and stored in —70 °C. Metabolite profiles were analysed from
plasma samples collected before the VLED at baseline, week 0, and
week 24. Hence, in this study, we excluded anthropometric data
collected at week 12 from the analyses that follow.

2.6. Metabolomics analysis

Liquid chromatography combined with high-resolution mass
spectrometry (LC-HRMS) was utilised for non-targeted metab-
olomics [27,28]. Briefly, sample (100 pul) were thawed on ice and
mixed with ice-cold acetonitrile (400 pl) to precipitate plasma
proteins. Samples were then centrifuged (700xg for 5 min at 4 °C)
and the supernatants were collected and transferred to LC-HRMS. A
pooled sample was injected after every 12 samples throughout the
analysis for quality control (QC). In addition, a solvent blank was
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prepared and injected at the beginning of the sequence. Samples
were randomised before the analysis. In addition, at the beginning
and end of the sample analysis, data-dependent product ion scans
(MS2) were acquired for each mode.

Amphiphilic metabolites were studied using an ultra-high per-
formance liquid chromatography (Vanquish Flex UHPLC system,
Thermo Scientific, Bremen, Germany) coupled online to high-
resolution mass spectrometry (HRMS, Q Exactive Focus, Thermo
Scientific, Bremen, Germany) [28]. The sample (2 pl) was injected
onto a reversed phase column (Zorbax Eclipse XDBC1S,
2.1 x 100 mm, 1.8 um, Agilent Technologies, Palo Alto, CA, USA) and
gradient elution technique was used. Mass spectrometry was
equipped with heated electrospray ionization (ESI). The positive
and negative ionization modes were used to acquire the data from
120 to 1100 (my/z).

For the analysis of hydrophilic compounds, we used an ultra-
high performance liquid chromatography (1290 LC system, Agi-
lent Technologies, Waldbronn, Karlsruhe, Germany) coupled online
to high-resolution mass spectrometry (HRMS, 6540 UHD accurate-
mass quadrupole-time-of-flight (qTOF) mass spectrometry, Agilent
Technologies, Waldbronn, Karlsruhe, Germany) [27]. The sample
(2 ul) was injected onto a column (HILIC, Acquity UPLC® BEH Amide
1.7 um, 2.1 x 100 mm, Waters Corporation, Milford, MA, USA) and
gradient elution technique was used. Mass spectrometry was
equipped with a heated ESI source. For data acquisition, an
extended dynamic range mode was used in both positive and
negative ion modes from 50 to 1600 (m/z).

2.7. Statistical analyses for metabolomics data/feature selection

Peak detection and alignment were performed in MSDIAL ver.
4.18 [29]. Peaks were collected on m/z value range 50—1500 and all
retention times (RTs) were considered. For the peak alignment
across samples, the RT tolerance was set to 0.05 min, and the m/z
tolerance was set to 0.015 Da. The final data matrix contained
12,179 spectral features. Data analysis was conducted separately on
each four analytical modes in R version 3.6.3 [30]. The pre-
processing procedure is described in more detail in Kldvus et al.
(2020) [31]. In summary, the features were corrected for LC-MS-
derived drift pattern. The features were log-transformed, and reg-
ularised cubic spline regression was fit separately for each feature
on the QC samples; the smoothing parameter was chosen from an
interval between 0.5 and 1.5 using leave-one-out cross validation to
prevent overfitting. Missing values were imputed using random
forest imputation [32].

The focus of the metabolic shifts was on the 24-week weight
maintenance phase (from week 0 to week 24) after the weight loss
period. Relevant features to be annotated were found using MUVR
[33] with PLS-DA predicting each target variable and choosing the
maximal set of predictive features. For comparison of the HSF and
LSF groups, a multi-level MUVR model was used; here, the pre-
dictors were changes in metabolite feature levels across the 24-
week weight maintenance phase, and the predicted variable was
the dietary group. For comparison of HWM and LWM participants, a
binary target variable was used, 1 indicating at least 10% weight loss
at the end of the study (final weight <0.9 x baseline weight) and 2
indicating lower than 10% weight loss. Next, the relationship be-
tween the target variables and relevant features were analysed
with feature-wise linear mixed models. Feature levels were used as
the dependent variables. The time points (week 0/week 24), group
(HSF/LSF; HWM/LWM) and their interaction factors were used as
fixed effects and the subjects were used as a random effect. For both
the PLS-DA models and the feature-wise linear mixed models, age
and sex were used as covariates. The models were run multiple
times with and without different covariates. For identification,
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features that showed differences (unadjusted models p-value
<0.05) between the study groups (HSF, LSF) and/or between the
higher and lower weight loss maintainers (HWM, LWM) were
selected. The data were further filtered according to RT (>0.5 min).
The filtered data set contained 1920 spectral features that were
qualified for metabolite identification. Of these, 817 features were
significant in the HSF-LSF comparison, and 1185 features were
significant in the HWM-LWM comparison.

2.8. Metabolite identification

Metabolites were annotated based on RT, exact mass, and MS2
spectra (Supplemental Table 3). MS-DIAL [29], Agilent MassHunter
Qualitative Analysis B.07.00, and FreeStyle 1.8 SP1 softwares were
used to explore the MS2 data. MS2 spectra were compared with
spectra that were available in in-house standard library or in
electronic databases (HMDB, LIPID MAPS, METLIN). Arachidamide
was identified based on Divito et al. (2012) [34]. Metabolite iden-
tification confidence levels were determined based on the classi-
fication of Chemical Analysis Working Group Metabolomics
Standards Initiative: level I refers to validated identification based
on a reference standard, level II refers to putative identification
using fragmentation data that is available in literature and data-
bases, level Ill refers to a putative compound characterisation based
on the observed physicochemical characteristics of the metabolite
feature, and level IV refers to an unknown metabolite [35].

2.9. Statistical analysis

The annotated metabolites, anthropometric and food intake
data were further investigated in the study population. Descriptive
data are expressed as mean + standard deviation (continuous
variables) and counts (categorical variables). P-value <0.05 in-
dicates statistical significance. Differences in baseline anthropo-
metric and food intake data between the groups were tested using
Pearson Chi-Square test for categorical data and independent
samples t test and Mann—Whitney U test for normally and non-
normally distributed continuous data, respectively. Linear mixed
models were used to investigate differences in the changes in di-
etary and anthropometric variables between the groups
(Supplemental Methods). Group x time interaction was used as a
fixed effect, participant as a subject with random intercept, and age,
sex, and energy intake (food groups analyses) as fixed covariates.
Variable transformations were performed when needed to fulfil the
linearity assumption between the outcome and predictor variables
(Supplemental Methods). In case of a significant fixed effect, post
hoc comparisons of within-group changes and between-group
differences in the outcome variables were calculated.

Robust linear regression [36] was used to investigate whether
changes in metabolite abundances (outcome) were related to
changes in anthropometric variables or the mean consumption of
food groups (predictor) (Supplemental Methods). The associations
were investigated in the study groups pooled into one sample and
separately during the VLED and weight maintenance phase. Me-
tabolites with a p-value <0.005 that discriminated the HSF and LSF
groups and the HWM and LWM groups were chosen for these an-
alyses. Age, sex, smoking, baseline metabolite abundance (when
modelling VLED phase) or change in metabolite abundance during
the VLED (when modelling weight maintenance phase) were
entered as covariates in the models. In addition, the models with
food groups as predictors included change in BMI and the mean
energy intake during the weight maintenance phase as covariates.
p-values obtained from the regression analyses were adjusted us-
ing Benjamini-Hochberg method to account for multiple testing.
However, the results shown are based on the unadjusted p-values
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from robust linear regression models due to loss of several signif-
icant associations while using the adjusted p-values (also shown in
Supplemental Table 4). Standardised regression coefficients were
visualised in a heatmap with complete linkage hierarchical clus-
tering using Euclidean distance.

Finally, principal component analyses (PCAs) using orthogonal
Varimax rotation were conducted using the variables with at least
one significant association with another variable in the regression
analyses. PCAs were performed separately for VLED and weight
maintenance phase (Supplemental Methods). The number of
components was determined by eigenvalue >1, examining scree
plots, and the interpretability of the components. Variables with
standardised factor loadings >0.3 were considered when inter-
preting the components.

Analyses were conducted using R version 4.0.3 [30]. “ImerTest”-
package [37] was used for linear mixed modelling, rlm function in
“MASS”-package [38] for robust regression modelling, and
“sfsmisc”-package [39] for calculating p-values. PCAs were con-
ducted with principal function in the “psych”-package [40].

3. Results

3.1. Participant characteristics and changes in anthropometric
measurements during the study

Eighty-two participants completed the whole study. Metab-
olomics data were missing from three participants. The remaining
79 participants (58 women, 21 men) form the study population of
this study (Fig. 1). They were 49.7 + 9.0 (mean + SD) years old and
had a BMI of 34.2 + 2.5 kg/m? at baseline.

3.1.1. HSF vs. LSF

The baseline characteristics and changes in anthropometric
variables in the HSF and LSF groups have been reported earlier
[24,25]. In short, the groups did not differ in anthropometric or
demographic variables at baseline. During the VLED, the whole
study population reduced weight by 12.1 + 3.5 kg (p < 0.0001,
paired samples t test). During the weight maintenance phase, the
HSF and LSF groups were equally successful in maintaining the
reduced weight without any statistically significant differences in
any of the anthropometric variables between the groups (p-values
for group and group x time interaction from linear mixed models,
range: 0.351-0.997 [25]). At the end of the study, the whole study
population had lost 11.0 + 4.8 kg of body weight, 7.6 + 3.6 kg of
body fat mass (FM), 3.4 + 2.4 kg of body fat-free mass (FFM),
4.0 + 2.7 percentage points of fat percent, and 10.7 + 3.9 cm of WC
from the baseline measurements (p < 0.0001 for all).

3.1.2. HWM vs. LWM

The division of participants according to the 10% weight loss
maintenance threshold resulted in 51 participants (36 women, 15
men) in the HWM and 28 participants (22 women, 6 men) in the
LWM group. At baseline, there were no differences between these
groups in mean age, anthropometric variables, or participants
randomised to HSF and LSF groups (p > 0.05 for all) (Table 1). As
expected, linear mixed models adjusted for age and sex showed
significant effect of group x time interaction on all anthropometric
variables (Table 1). Based on post hoc analyses, VLED induced
similar changes in body weight and FFM in the HWM and LWM
groups. Instead, BMI, FM, fat percent, and WC decreased more in
the HWM group compared to the LWM group. During the weight
maintenance phase, all anthropometric variables increased in the
LWM group, whereas they did not change in the HWM group
(Table 1).
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Table 1
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Baseline characteristics and anthropometric measurements of the study participants divided into groups according to a 10% weight loss maintenance threshold.

Higher weight loss maintenance group® (n = 51)

Lower weight loss maintenance group® (n = 28) Group x time

Baseline 0 wk 24 wk Baseline 0 wk 24 wk F(df) p

Intervention groups, HSF/LSF  27/24 13/15 72 =03 0.580
Sex, female/male 36/15 22/6 72 =06 0.442
Age, years 50.5+9.2 483 + 8.6 t=1.0 0.299
Weight, kg 96.0 + 12.5 82.7 + 9.7° 82.4 + 10.6° 945+ 11.0 84.5 + 9.4° 88.2 + 10.5°" 472 (2,154.0) <0.0001
BMI, kg/m? 340+24 29.3 + 2.0°P 292 +2.1° 346+ 28 30.8 +2.3°P 32.2 + 2.6 50.0 (2, 154.0) <0.0001
FM, kg 374+ 6.7 28.1 + 6.3°° 27.9 £ 6.1° 393 + 6.1 31.9 +5.1°P 34.7 + 5.8°° 32.1(2,152.9) <0.0001
FFM, kg 58.6 + 11.2 54.6 + 9.2¢ 54.5 + 10.0 55.4 + 9.3 52.6 + 8.3¢ 53.5 + 8.6 9.1(2,153.0)  0.0002
FM, % 39.2 + 6.0 34.1 + 6.6°° 34.0 + 6.4° 41.6 +5.0 37.8 + 5.0°° 39.4 + 5.0°° 14.1 (2,153.0) <0.0001
Waist circumference, cm 104.6 + 10.2 92.2 + 84°° 92.0 +9.2° 106.0 + 9.4 95.5 + 8.6°° 98.2 + 10.2° 19.7 (2, 153.0) <0.0001

Values for continuous variables are mean =+ standard deviation and for categorical variables counts.
Baseline differences between the groups were tested using Pearson Chi-Square test for categorical data and Independent samples ¢ test (normally distributed variables) and

Mann—Whitney U test (non-normally distributed variables) for continuous data.

For repeated outcome measures, effect of group x time -interaction was tested using linear mixed models adjusted for age and sex. F statistics and p values for the interaction

term are presented.

Abbreviations: FFM: body fat-free mass; FM: body fat mass; HSF, Higher satiety food group; LSF, lower satiety food group.
2 Higher weight loss maintenance group: maintained weight loss >10% of initial body weight; lower weight loss maintenance group: maintained weight loss <10% of initial

body weight.

b Between-group difference in the variable in the given study week is statistically significant (p < 0.05).
¢ Within-group difference in the variable between the given study week and the previous study week is statistically significant (p < 0.05).

3.2. Differences in the consumption of food groups between the
study groups

3.2.1. HSF vs. LSF

As expected, the consumption of food groups related to the
intervention food products differed between the study groups
during the whole weight maintenance phase (Table 2). The HSF
group consumed more whole grains and LF dairy and less refined
grains, HF dairy, and sausages than the LSF group. The consumption
of red and processed meat was higher in the HSF group compared
to the LSF group at baseline (difference in the median (IQR) con-
sumption: 49.6 (12.4) g/d, p = 0.007) but not at any week of the
weight maintenance phase.

3.2.2. HWM vs. LWM

Only the consumption of HF dairy changed differently in the
HWM and LWM groups during the study (Supplemental Table 2).
Post hoc comparisons of study weeks showed that the consumption
increased from baseline to week 6 in the LWM group. However,
there were no statistically significant between-group differences in
HF dairy consumption between the groups at any study week.

3.3. Metabolite profiles of higher and lower satiety food groups

During the 24-week weight maintenance phase, the weight
maintenance diet affected especially the metabolism of amino acids
and fatty acyls (Supplemental Table 3; Fig. 2; Supplemental Fig. 1).
The HSF diet induced changes in arginine biosynthesis and meta-
bolism and in glycine metabolism. Arginine was increased in both
groups, and glycine was decreased in both groups. However, the
level of both arginine and glycine remained lower in the HSF group
in comparison to the LSF group at the end of the weight mainte-
nance phase. Glutamine and ornithine were reduced in the HSF
group during the weight maintenance phase, while the same me-
tabolites were increased in the LSF group. At the end of the weight
maintenance phase, glutamine and ornithine were on lower level in
the HSF group in comparison to LSF group. Phenylalanine was
increased in both groups, but the increase was steeper in the HSF
group.

For fatty acyls, several short-, medium, and long-chained CARs
were found to be reduced in both groups during the weight
maintenance phase, but the reduction was more pronounced in the
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HSF group (Supplemental Fig. 1). As an exception, CAR 11:0, CAR
12:0 and CAR 12:1 were increased in the LSF group, while being
reduced in the HSF group. In addition, aminobutyric acid betaine, a
precursor of L-carnitine was found to be increased in the LSF group
and reduced in the HSF group after the weight maintenance phase.
During the VLED, CARs were increased in both groups.

During the weight maintenance phase, certain fatty amides
(Supplemental Table 3; Supplemental Fig. 1) were increased in the
HSF group, while their level was reduced in the LSF group. Some
glycerophospholipids, namely odd- and even-chained lysophos-
phatidylcholines (LPC) and C18 lysophosphatidylethanolamines
(LPE), indicated that this compound group was affected by the di-
etary intervention (Supplemental Fig. 1). In general, phospholipids
were on a slightly lower level in the HSF group in comparison to the
LSF group at the end of the weight maintenance phase.

3.4. Metabolite profiles of weight loss maintenance groups

When the HWM group and the LWM groups were compared for
the metabolic shifts during the 24-week weight maintenance
period, phospholipids were the largest category of metabolites that
showed statistically significant differences (Supplemental Table 3;
Fig. 3; Supplemental Fig. 2). These included phosphatidylcholines
(PC), phosphatidylethanolamines (PE) LPCs, and LPEs. Seventeen
out of 25 phospholipids that were on significantly different levels in
the HWM and LWM groups and were identified on FA tail level
contained a 16:0, an 18:1, and/or a 20:4 FA tail. PEs and PCs with
odd-chain FA (OCFA) tails (PE(20:4/17:2), PC(17:0/18:2), PC(15:0/
20:5), PC(17:2/20:4)) were on higher levels in the HWM group in
comparison to the LWM group both after the VLED and after the
weight maintenance phase (Supplemental Fig. 2).

Identified free fatty acids (FFAs) were unsaturated FFAs except
for C16:0 FFA (Supplemental Table 3). FFAs also showed an overall
higher abundance in the HWM group in comparison to the LWM
group and tended to increase after the VLED and decrease after the
weight maintenance phase (Supplemental Fig. 2). The C16:0 FFA
was increased in the HWM group after the VLED but in the LWM
group the level was decreased. After the weight maintenance
phase, this FFA was decreased in both groups.

In the weight maintenance phase, amino acid metabolism
showed differences between the groups. For example, creatine was
on a lower level in the HWM group in comparison to the LWM
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Table 2

Food intake (g/day) in the study groups at baseline and at 6, 12, 18, and 24 weeks after the beginning of the weight maintenance phase.

Higher satiety food group (n = 40)

Lower satiety food group (n = 39)

Group X time

Baseline 6 wk 12 wk 18 wk 24 wk Baseline 6 wk 12 wk 18 wk 24 wk F(df) p
Grain products with >6% fibre 99.0 +502 1392 +354%¢ 1421 +39.87 1314 +47.79 1350+435% 972+610 91.8+4687 97.1+469% 920+554% 89.7+57.6° 6.6(4,295.9) <0.0001
Grain products with <6% fibre 111.8 + 649 565 +37.0% 545 +4019 667 +462¢ 528 +3667 1258+73.7 1049 +4687 1159 +57.09 1192 +43.79 113.8 +51.6° 4.2 (4,298.3) 0.003
Vegetables 166.8 + 100.3 250.6 + 152.0  249.0 + 149.2 223.7 + 1323 207.6 + 133.8 165.6 + 73.7 2559 + 149.8 2084 + 101.4 1925+ 988 2144 +124.0 1.7 (4,294.1) 0.154
Fruits and berries 1422 + 123.1 1355+ 1852 2221 +161.0 207.4 + 1833 1345+ 1063 142.7 + 1084 191.1 + 1129 247.0 + 1629 214.6 + 153.7 149.1 + 855 0.6 (4,294.1) 0.627
Low-fat (semi-)liquid dairy 275.8 + 194.7 322.8 + 141.2%% 3535 + 153.9¢ 383.6 + 175.19 363.3 + 176.6% 228.0 + 213.7 184.0 + 175.8% 230.5 + 188.1¢ 190.5 + 197.8" 160.7 + 128.7¢ 6.4 (4, 294.8) <0.0001
High-fat (semi-)liquid dairy 107.7 + 94.8° 68.8 + 7219  67.5+ 549 687 +83.5% 60.8+646% 1849 + 1359 220.8 + 91.6% 211.8 + 69.0¢ 241.3 + 123.6¢ 250.5 + 108.5¢ 6.2 (4, 297.0) <0.0001
Fermented dairy 1234+ 152.5 2285+ 924  2315+93.6 2434+ 1195 2357 +101.1 1273 + 1150 2193 +116.1 2402 + 1150 211.7 + 953 2198 + 842 1.2 (4,296.3) 0.291
Cheese 376 +£29.7 594 +27.3° 66.9 + 2839 609+2329 580+201 367+299 547 +335° 500+274% 486+21.1¢ 51.6+241 2.5 (4,296.3) 0.045
Red and processed meat? 121.9 + 62.9° 855 +49.9 857+37.2 1028 +750 1103 +64.7 86.1+703° 855+481 832+416 943 +535 832+482  1.6(4,296.4) 0.175
Sausage® 354+477 96+160%¢ 83 +135¢ 164 + 2429 247 +334% 368+480 389+242% 453+2819 523+378% 4814317 7.4(4,297.8) <0.0001
Fish and shellfish? 4914599 235+275 3424392 374+514 285+349 445+496 285+307 328+280 298+420 36.1+377  1.0(4,297.3) 0424
Butter and vegetable oil-butter 114 + 8.2 59+54 82+58 6.9 + 6.8 6.1 £5.5 149 + 133 82+82 8.1+8.0 84 +88 7.1 +64 1.2 (4, 295.3) 0.298
spreads
Margarine and vegetables oils 205+153  17.3 +122 241+231 226+171 228+162 152+149 13.0+108 181 +121 157 +104 157 +144 0.3 (4,296.2) 0.862
Sugar, sweets, chocolates, ice cream, 154.7 + 188.0 60.6 + 113.8 61.8 +106.2 83.0+172.0 120.6 +248.6 1293 +122.0 43.6 +59.8 46.0 + 55.3 41.8 +51.0 36.0 +39.7 1.7 (4, 292.2) 0.150
and sugar-sweetened beverages”
Alcoholic beverages” 3257 + 3440 1149 + 2382 99.3 + 1498 1023 + 163.7 1989 + 3604 189.4 +280.2 558 + 123.6 88.0+ 1847 97.7+259.1 569 +130.8 0.3 (4, 295.2) 0.866

Values are mean + standard deviation.

Baseline differences between the groups were tested using independent samples t test (normally distributed variables) and Mann—Whitney U test (non-normally distributed variables).

Effect of group x time -interaction was tested using linear mixed models adjusted for age, sex, and mean energy intake during the weight maintenance phase. F statistics and p values for the interaction term are presented.

@ Square root transformed values were used in the analysis.

b
c
d
e

Log(natural) transformed values were used in the analysis.
Statistically significant difference between the groups at baseline (high-fat liquid dairy products, p = 0.009, red and processed meat, p = 0.007).
Between-group difference in the dietary variable in the given study week is statistically significant (p < 0.05).
Within-group difference in the dietary variable between the given study week and previous study week is statistically significant (p < 0.05).
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Fig. 2. Examples of metabolites with significantly different levels (p < 0.05) between the higher satiety food group (HSF, n = 40, blue line) and the lower satiety food group (LSF,
n = 39, red line). The abundances (arbitrary units) are given at baseline, before the weight maintenance phase (WM), and after the weight maintenance phase. Vertical bars indicate
95% confidence intervals. Abbreviations: CAR, acylcarnitine; LPC, lysophosphatidylcholine.

1133



M. Naatanen, A. Karlund, S. Mikkonen et al.

PC(P-16:0/20:4)

7.0x10%
- 210%
= <10%
6.0x10%
8
s
T 5.0x10%
5
S
4.0x10%
3.0x10% : : .
F ~ &
& & &
& o &
LPC(20:1)
2.0x107
* - 210%
= <10%
1.5x107]
@
8
2
] 7
S 1.0x107
3
2
5.0x10%
« & <~
o‘ve & Qg,'*
& & &
PC(18:0/20:4)
2.5x107
: - =10%
- <10%
2.0x10]
1.5x107
8
c
o
T
£
3
2
1.0x107
5.0x10°
z\\o” & R
& & &
& & &

Fig. 3. Examples of metabolites whose abundances were on significantly different levels (p < 0.05) between the higher weight loss maintenance group (n = 51, blue line) and the
lower weight loss maintenance group (n = 28, red line). The abundance levels are given at baseline, before the weight maintenance phase (WM), and after the weight maintenance

Abundance

Abundance

Abundance

Clinical Nutrition 42 (2023) 1126—1141

PC(P-18:0/20:4)

7.0x10%
- >10%
- <10%
6.5x10%
6.0x10%+
5.5x100%-
5.0x10%-
4.5x10% T T T
& & &
L &° &
PC(18:0/20:3)
4.0x10%
- =10%
= <10%
3.0x10%
2.0x10%
1.0x10%
0 T T T
& & &
2 & &
& «° &
PE(20:4117:2)
4.0x107-
- >10%
- <10%
3.0x107
2.0x1071
1.0x107
T T T
N ~ &
& @ o
& &° &

phase. Vertical bars indicate 95% confidence intervals. Abbreviations: (L)PC(P), (lyso)phosphatidylcholine (plasmalogen); PE, phosphatidylethanolamine.

1134



M. Naatanen, A. Karlund, S. Mikkonen et al.

group. Tryptophan (Trp) was also on a significantly lower level in
the HWM group; further, Trp carbonyl metabolite kynurenine was
less abundant while Trp indolyl metabolite hydroxyindoleacetic
acid was more abundant in the HWM group in comparison to the
LWM group. Both Trp and kynurenine were first decreased after the
VLED and then increased again during the weight maintenance
phase in both groups. Instead, hydroxyindoleacetic acid was first
increased in both weight maintainer groups after the VLED and
then decreased after the weight maintenance phase.

3.5. Changes in metabolite abundances associated with
anthropometric and food group variables in regression analyses

Next, we wanted to investigate in more detail food—metabolite
associations in the context of VLED and weight maintenance,
because there may be an underlying effect of diet on the metab-
olome in our study population. For the purpose, 54 metabolites that
discriminated the HSF and LSF groups and/or the HWM and LWM
groups having a p-value <0.005 were selected (Supplemental
Table 4). The metabolites were subjected for robust linear regres-
sion analyses to investigate whether the changes in the abundances
of these metabolites were associated with the changes in anthro-
pometric variables (i.e. body weight, BMI, FM, FFM, fat percent, and
WC) or food group consumption (Supplemental Table 4). Twenty-
six metabolites (13 of which were glycerophospholipids) showed
association with both anthropometry and food groups (Fig. 4). Ten
metabolites were associated with food group variables only, and 13

Clinical Nutrition 42 (2023) 1126—1141

with anthropometric variables only of which none were specific to
the weight maintenance phase. Of the food groups, most pro-
nounced were whole and refined grains and LF and HF dairy (Fig. 5).
An inverse association was more frequent than a positive one be-
tween the changes in metabolite abundances and anthropometric
variables, indicating an increase in the metabolite abundance with
a decrease in body weight, BMI, FM, FFM, body fat percent or WC
and vice versa.

3.5.1. Glycerophospholipids

Changes in odd-chain LPCs (LPC(17:0), LPC(17:1)) during the
weight maintenance phase were inversely associated with the
mean consumption of whole grains, LF dairy, and margarin and
vegetable oils, while they had a positive association with refined
grains, HF dairy, and butter (latter with LPC(17:1) only) (Fig. 5). The
change in LPC(17:0) abundance was inversely related with the
changes in body weight, BMI, FM, fat percent, and WC during the
weight maintenance phase. On the contrary, the change in
LPC(17:1) had a positive association with the changes in body
weight, BMI, and FFM during the VLED. The changes in the abun-
dances of lysoglycerophospholipids with a C16:0 or a C18:0 FA tail
(LPC(P-18:0), LPE(18:0), and LPE(P-16:0)) were inversely associated
with LF dairy consumption; LPC(P-18:0) additionally with red and
processed meat consumption, and LPE(18:0) with fruit and berries
consumption. All these three compounds had an inverse relation-
ship with the changes in some or all anthropometric variables,
especially adiposity indices FM, fat percent and WC (Fig. 5).

Weight loss maintenance
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Fig. 4. Venn diagram of changes in metabolite abundances common and distinct for weight loss, weight loss maintenance, and consumption of food groups. The arrows indicate the
average direction of change (1 = increase, | = decrease, < = no change) in the metabolite abundance in the whole study population (n = 79) during the very-low-energy diet/
during the weight maintenance phase. Abbreviations: CAR, acylcarnitine; (L)PC(P), (lyso)phosphatidylcholine (plasmalogen); (L)PE(P), (lyso)phosphatidylethanolamine (plasmal-

ogen); MW, molecular weight.
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Changes in three unknown phospholipids and identified glyc-
erophospholipids with a saturated and a C20:4 FA tails as well as
unsaturated FFAs showed negative associations with the changes in
body weight, BMI, and adiposity indices (FM, fat percent, WC)
during the VLED and/or weight maintenance phase (Fig. 5). On the
contrary, the change in PC(18:0/20:3) abundance was positively
related to the changes in body weight, BMI, FM, WC, and FFM
during the VLED, and with FFM during the weight maintenance
phase.

3.5.2. Acylcarnitines and carnitine-related compounds

CAR(12:0;0) and a carnitine derivative with molecular weight
(MW) 385.2819 showed a positive relationship with the mean
consumption of sausages (Fig. 5). The r-carnitine precursor ami-
nobutyric acid betaine had a direct association with refined grains
and HF dairy and an inverse association with LF dairy. During the
VLED phase, CARs with short- or medium-chain FA tail were
inversely associated with the reduction of body weight, BMI, FFM,
and WC (Fig. 5).

3.5.3. Other compounds

Changes in the abundance of fatty amides erucamide, pipericine,
and stearamide had a direct association with the consumption of
whole grains and cheese and an inverse association with refined
grain and sausage consumption (Fig. 5). Of amino acids and pep-
tides, the change in creatine abundance had a direct relationship
with the changes in body weight, BMI, WC, and FFM during the
VLED, while the change in glycine abundance showed an inverse
association with changes in fat percent and WC (Fig. 5).

3.6. Principal component analysis

PCA was conducted in order to examine whether the univariate
relations between metabolites and anthropometry or food groups
found in the regression analyses form combinations when
considering all the variables simultaneously.

From the VLED data, PCA identified five components explaining
57% of the variance in the data (Supplemental Table 5). Component
1 was characterised by a negative correlation with the changes in
body weight and FFM and a positive correlation with the changes in
the abundances of FFAs, short- or medium-chain CARs, and glyc-
erophospholipids with a saturated and a C20:4 FA tail (Fig. 6).
Component 2 presented a negative correlation with the changes in
adiposity and a positive correlation with the abundance changes in
LPCs, LPEs, unknown phospholipids, and cinnamoylglycine.
Component 3 presented a positive correlation with the changes in
body weight, FFM, PC(18:0/20:3), creatine and other amino acids
and derivatives. Component 4 was characterised by a positive
correlation with the changes in the abundances of PCs, PEs and
plasmalogens, and component 5 by a positive correlation with the
changes in the abundances of fatty amides.

From the weight maintenance phase data, five components
explained 54% of the variance in the data (Supplemental Table 6).
Component 1 presented a negative correlation with the changes in
the abundances of odd-chain LPCs and a positive correlation with
the changes in the abundances of FFAs, CARs, PCs with a saturated
and a C20:4 FA tail (Fig. 7). Component 2 presented a positive
correlation with the changes in the abundances of LPCs, LPEs, a
variety of unknown and known phospholipids. Component 3 pre-
sented a positive correlation with the consumption of whole grains
and cheese, as well as the changes in the abundances of fatty am-
ides, creatine, and PC(18:0/20:3). Component 4 was characterised
by a positive correlation with the consumption of red and pro-
cessed meat and the changes in body adiposity and a negative
correlation with LPC(17:0) and cinnamoylglycine. Component 5
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showed positive correlation with the consumption of refined
grains, HF dairy, and sausages as well as the changes in the abun-
dances of odd-chain LPCs and a negative correlation with the
consumption of whole grains and LF dairy.

4. Discussion

In participants who had undergone weight loss on VLED, HSF
diet widely affected amino acid and lipid metabolism compared to
LSF diet. Regardless of diet, HWM compared to LWM participants
showed alterations especially in lipid metabolism, specifically in FA
and glycerophospholipid metabolism. Regression analyses con-
ducted in the whole study population showed that changes in
various metabolite abundances were associated with dietary and
anthropometric variables, showing both common and distinct
metabolites for diet and anthropometry, with both positive and
negative associations. In the regression analyses, metabolites spe-
cific for weight maintenance were not found, since all associations
found during the weight maintenance phase were also found dur-
ing the VLED. PCA showed that the reduction in anthropometric
measures clustered highly with several metabolites, whereas the
same was not observed for dietary variables during the weight
maintenance phase. The results indicated that severe perturbation
of energy balance and thereby great reduction of body weight
achieved in 7 weeks may be more prominent modifier of the
metabolome than dietary factors during maintenance of the
reduced weight.

4.1. Amino acid metabolism and fatty amides associated with
dietary factors

In our study, arginine levels were lower and urea levels higher in
the HSF compared to the LSF group after the weight maintenance
phase. In previous studies, pathways related to arginine meta-
bolism, a urea cycle intermediate, have changed due to weight loss
[41] and changes in the amount and quality of dietary protein [23].
High protein intake can lead to increased urea production from
arginine [23]. Higher uridine level in the HSF group may indicate
increased amino acid flux due to consumption of higher protein
foods [23].

Some fatty amides increased in the HSF compared to the LSF
group during the weight maintenance phase. Moreover, increased
abundances of erucamide, pipericine, and stearamide were asso-
ciated with higher whole grain and cheese consumption, partly
explaining the differences in these compounds between the HSF
and LSF groups. Erucamide resembles oleoylethanolamide [42], an
endocannabinoid analogue which induces satiety and reduces
weight gain [43]. Our observation is interesting since whole grains
and cheese were among the higher satiety foods. Whole grains and
cheese are rich in dietary fibre and protein, respectively, which
induce greater satiety than refined grains and lower protein foods
[44,45]. The mechanisms behind the association between dietary
factors and fatty amides remains to be elucidated.

4.2. Glycerophospholipids were widely affected by the intervention

We observed that glycerophospholipids, especially LPCs and
LPEs, were on different levels in the HSF and LSF groups. Glycer-
ophospholipids also constituted the largest metabolite group
whose levels differed between the HWM and LWM groups. LPCs
and LPEs with a C16:0, C18:0 or an OCFA tail were mostly affected
by diet, specifically grain and dairy products. In line with previous
findings [8,46—48], increased abundances of LPC(17:0) and
LPC(17:1) were associated with higher HF dairy and LPC(17:0) with
lower red and processed meat consumption. Interestingly, they
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Fig. 5. Heatmap of associations between changes in metabolite abundances and (1) changes in anthropometric variables during the VLED, (2) changes in anthropometric variables
during the weight maintenance phase, and (3) mean consumption of food groups during the weight maintenance phase in the whole study population (n = 78—79). Metabolites
that were significantly associated with at least one predictor variable are presented in the heatmap. The blocks indicate standardised regression coefficients (estimate) obtained
from robust linear regression analyses. Red blocks indicate positive estimates and blue blocks indicate negative estimates. The analyses were adjusted for age, sex, smoking, baseline
metabolite abundance (when modelling VLED phase)/change in the metabolite abundance during the VLED (when modelling weight maintenance phase). Models with food group
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Fig. 6. Network plot of principal component analysis of the very-low-energy diet data (relative change for body weight and delta for all other variables) using Varimax rotation
(n = 79). Component numbers are shown in circles. The direction and magnitude of variable loadings into each component are deciphered by the colour and width and length of the
network edges, respectively. Green indicates a positive loading and red indicates a negative loading. The width and length of the edges increase and decrease, respectively, with
increasing loading. Abbreviations: CAR, acylcarnitine; (L)PC(P), (lyso)phosphatidylcholine (plasmalogen); (L)PE(P), (lyso)phosphatidylethanolamine (plasmalogen); PL, unknown

phospholipid; MW, molecular weight.

were associated with lower whole grain intake. Circulating OCFAs
are proposed of originating from dairy fat [49], endogenous
metabolism [50], or gut microbial-derived propionate [51]. Our
finding of inverse association between LPC(17:0) and whole grain
intake contradicts the evidence of C17:0 FA production from pro-
pionate derived from gut microbial fermentation of dietary fibre
[51]. Previously, a direct correlation between whole grain or fibre
intake and C17:0-containing lipid levels was found [9,47,52].
However, we and other studies [46,47] found OCFA-containing
lipids to be associated with several food groups suggesting
possible role of dietary patterns instead of individual foods in
affecting their levels. Moreover, our study differs from the previous
studies because of the effect of weight loss contributing to the
shown results. Our regression analyses showed that body weight
and adiposity were negatively related with LPC(17:0) during the
weight loss and maintenance phases. The same has also been
observed before [53]. Interestingly, our PCA clustered red and
processed meat intake with increased adiposity and decreased

LPC(17:0), suggesting that LPC(17:0) is related to dietary pattern
supporting weight maintenance and cardiovascular health. Satu-
rated OCFAs may have different biological activity than saturated
even-chain FAs, indicated by their association with decreased car-
diometabolic disease risk [9,47,54,55].

Increased (lyso)glycerophospholipids with a saturated even-
chain and a C20:4 FA tail were related to decreased body weight
and adiposity in the regression analyses, especially during the
VLED. Previous studies have confirmed association between glyc-
erophospholipids and weight loss or BMI [53,56—58], although the
direction of the associations has varied. Our PCA results validate the
inverse association between most glycerophospholipids and
adiposity. Glycerophospholipids constitute most cell membrane
lipids and provide FAs for eicosanoid synthesis, producing cell-
signalling molecules lysophospholipids [59]. The inverse relation-
ship with decreased adiposity may indicate the release of tissue
lipids due to negative energy balance. On the contrary, we found
that PC(18:0/20:3) levels paralleled with changes in body weight

variables were further adjusted for change in BMI and the mean energy intake during the weight maintenance phase. Statistically significant (p < 0.05) associations are presented
with grey circles indicating -log p-value. The changes in metabolite abundances and anthropometric variables were calculated by subtracting the value at the beginning of the given
study phase from the value at the end of the corresponding study phase. For body weight, percentage change in relation to the body weight at the beginning of the given study
phase was used. Abbreviations: CAR, acylcarnitine; (L)PC(P), (lyso)phosphatidylcholine (plasmalogen); (L)PE(P), (lyso)phosphatidylethanolamine (plasmalogen); MW, molecular

weight; VLED, very-low-energy diet; WM, weight maintenance phase.
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Fig. 7. Network plot of principal component analysis of the weight maintenance phase data (relative change for body weight, mean consumption for food group variables and delta
for all other variables) using Varimax rotation (n = 77). Component numbers are shown in circles. The direction and magnitude of variable loadings into each component are
deciphered by the colour and width and length of the network edges, respectively. Green indicates a positive loading and red indicates a negative loading. The width and length of
the edges increase and decrease, respectively, with increasing loading. Abbreviations: CAR, acylcarnitine; (L)PC(P), (lyso)phosphatidylcholine (plasmalogen); (L)PE(P), (lyso)
phosphatidylethanolamine (plasmalogen); PL, unknown phospholipid; MW, molecular weight; Uk, unknown lipid compound.

and FFM during the weight loss and maintenance phases, sug-
gesting that FFM relates to circulating PC(18:0/20:3) levels more
strongly than FM. Higher PC(18:0/20:3) levels have previously been
positively correlated with BMI [53], increased type 2 diabetes risk
[9] and cholesterol levels [60], indicating an interplay between
PC(18:0/20:3), body weight, and cardiometabolic health.

4.3. Acylcarnitines indicated interaction between weight reduction
and diet

Previously, short- and medium-chain CARs have been asso-
ciated with red and processed meat intake [12,61,62] reflecting
dietary FAs and protein sources [60,63]. Here we showed that
most CARs showed slightly steeper reduction in the HSF
compared to the LSF group in the weight maintenance phase.
Increased abundances of CAR(12:0; O) and carnitine derivative
MW 385.2819 were related to higher sausage consumption,
indicating the association with processed meat, as shown pre-
viously, which may partly explain the milder reduction in CARs in
the LSF group. CARs with variable FA chain lengths increased
during the VLED, in general, while during the weight mainte-
nance phase, the levels decreased. In the HWM group, the
identified CARs increased more compared to the LWM group
during the VLED. These observations suggest that weight loss-
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induced changes in CAR levels are modified by dietary patterns
during weight loss maintenance.

We also found that CAR levels were inversely related with body
weight and FFM in the regression analyses during the VLED. CAR
levels typically increase during weight loss [ 17,63,64]. The secretion
of FFAs from visceral fat has been proposed to influence increased
CAR levels [17], and previously, increased hydroxylated short-chain
and some long-chain CAR levels correlated with decreased FFM
after a 12-week weight loss intervention [64]. CARs are compo-
nents of B-oxidation of FAs in mitochondria [65]. During negative
energy balance, lipid oxidation increases [66], and the low insulin
level leads to inefficient suppression of CAR formation [11]. Thus,
increased CAR levels may represent increased lipolysis and
enhanced FA oxidation in FFM due to negative energy balance.

4.4. Strengths and limitations

The strength of this study was the use of non-targeted metab-
olomics that enabled discovering novel compounds related to diet
and body weight loss maintenance, instead of pre-defined set of
metabolites. The inclusion of both weight loss and maintenance
phases together with the variation in weight outcomes in the study
population enabled investigating metabolites that may underlie
successful weight loss maintenance. Measuring food intake four
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times during the weight maintenance phase allowed detecting
possible transient changes in food consumption. The study has also
certain limitations. The intervention foods comprised 30% of the
participants’ daily energy requirements. Fully controlled diets and
thereby differences in the consumption of several other food
groups might have been detected as differences across wider range
of compound classes. However, the possibility to select most of the
food items freely made the diets better representatives of the diets
of free-living people. Further, the inclusion of more sample
collection points would allow for an improved assessment of
metabolic changes when changing from one diet to another. The
study population consisted of middle-aged white people, limiting
the generalisation of the results to other populations.

5. Conclusion

We demonstrated that diets with differing satiety values and
consisting of foods with differing grain product quality and dairy
and meat fat contents induced differences in lipid and amino acid
metabolism in people who in average maintained an extensive
weight reduction for 24 weeks. Furthermore, irrespective of diet,
participants who maintained at least 10% weight loss at the end of
the study showed differences especially in glycerophospholipid
metabolism compared to participants who maintained less than
10% weight loss. In general, lysoglycerophospholipids with a satu-
rated even-chain or an OCFA moiety and fatty amides showed the
most consistent associations with whole grain and dairy products.
A wide range of glycerophospholipids were inversely associated
with body adiposity measures, while CARs were inversely associ-
ated with measures of FFM and WC. Overall, our findings indicate
common and distinct metabolites for weight- and diet-related
variables in the context of weight reduction and weight manage-
ment thereafter. Moreover, changes in body composition may have
different metabolic effects than changes in body weight. Our results
provide evidence of metabolic signature in individuals with greater
weight loss maintenance as well as of food items associated with
favourable or adverse health outcomes. Thus, our findings lay
ground for future investigation on the interaction of weight, diet,
and metabolic pathways on health.

Funding statement

This research was supported by the Finnish Funding Agency for
Technology and Innovation and Finnish food manufacturers (Atria
Plc, Fazer Group Ltd, Arla Ingman Ltd, Valio Ltd, Sinebrychoff Ltd,
Vaasan Ltd, Foodfiles Ltd, Leiras Finland Ltd) (no. 40100/07), the
SalWe Research Program for Mind and Body (Tekes, no. 1104/10),
the Academy of Finland (no. 286028; no. 325022, SM; no. 321716
and 334,814, KH), Olvi-foundation (no. 201910702, MK), Juho
Vainio Foundation (no. 202010290, MN), Jane and Aatos Erkko
Foundation (KH), and Lantmannen research Foundation (KH). This
project has received funding from the European Union’s Horizon
2020 research and innovation programme under grant agreement
No 874739. The LC-MS facility has received support from Biocenter
Finland and Biocenter Kuopio.

Author contribution

MK and LK designed and planned the study, acquired the data
and critically revised the manuscript for important intellectual
content. KH, OS, and ML managed the LC-MS metabolomics. A
Klavus conducted preprocessing and statistical analyses of metab-
olomics data. A Karlund identified the metabolites. MN analysed
the final data with consultancy from SM. MN and A Kdrlund drafted

1140

Clinical Nutrition 42 (2023) 1126—1141

the manuscript and had primary responsibility for final content. All
authors read, commented, and approved the final manuscript.

Conflicts of interest

The authors declare no conflict of interest.

Acknowledgments

The authors acknowledge Ms Eeva Lajunen for her laboratory
assistance, Marika Lyly PhD for her participation in designing the
study and conducting the satiety tests of the intervention foods,
and Vilma Liikonen BSc for participating in calculation of dietary
data. Miia Reponen and Juulia Kuparinen are acknowledged for
operating the LC-MS instruments.

Appendix A. Supplementary data

Supplementary data to this article can be found online at
https://doi.org/10.1016/j.clnu.2023.05.011.

References

[1] Imamura F, Micha R, Khatibzadeh S, Fahimi S, Shi P, Powles ], et al. Dietary
quality among men and women in 187 countries in 1990 and 2010: a sys-
tematic assessment. Lancet Global Health 2015;3:e132—42.

Lankinen M, Schwab U, Kolehmainen M, Paananen ], Poutanen K,
Mykkédnen H, et al. Whole grain products, fish and bilberries alter glucose and
lipid metabolism in a randomized, controlled trial: the Sysdimet study. PLoS
One 2011;6:e22646.

Ushula TW, Mamun A, Darssan D, Wang WYS, Williams GM, Whiting SJ, et al.
Dietary patterns and the risks of metabolic syndrome and insulin resistance
among young adults: evidence from a longitudinal study. Clin Nutr 2022;41:
1523-31.

Poulsen SK, Due A, Jordy AB, Kiens B, Stark KD, Stender S, et al. Health effect of
the New Nordic Diet in adults with increased waist circumference: a 6-mo
randomized controlled trial. Am J Clin Nutr 2014;99:35—45.

Zhu R, Fogelholm M, Poppitt SD, Silvestre MP, Mgller G, Huttunen-Lenz M,
et al. Adherence to a plant-based diet and consumption of specific plant
foods—associations with 3-year weight-loss maintenance and car-
diometabolic risk factors: a secondary analysis of the PREVIEW intervention
study. Nutrients 2021;13:3916.

Dunn WB, Broadhurst DI, Atherton HJ, Goodacre R, Griffin JL. Systems level
studies of mammalian metabolomes: the roles of mass spectrometry and
nuclear magnetic resonance spectroscopy. Chem Soc Rev 2011;40:387—426.
Rinchen MM, Ivanisevic ], Giera M, Siuzdak G. Identification of bioactive
metabolites using activity metabolomics. Nat Rev Mol Cell Biol 2019;20:
353-67.

Calderén-Pérez L, Sudrez-Garcia S, Pedret A, Suarez M, Llauradé E, Rubid L,
et al. Serum lysophospholipidome of dietary origin as a suitable susceptibility/
risk biomarker of human hypercholesterolemia: a cross-sectional study. Clin
Nutr 2022;41:489—-99.

de Mello VD, Paananen J, Lindstrom ], Lankinen MA, Shi L, Kuusisto ], et al.
Indolepropionic acid and novel lipid metabolites are associated with a lower
risk of type 2 diabetes in the Finnish Diabetes Prevention Study. Sci Rep
2017;7:46337.

Heianza Y, Sun D, Li X, DiDonato JA, Bray GA, Sacks FM, et al. Gut microbiota
metabolites, amino acid metabolites and improvements in insulin sensitivity
and glucose metabolism: the POUNDS Lost trial. Gut 2019;68:263—70.
Mihalik SJ, Goodpaster BH, Kelley DE, Chace DH, Vockley ], Toledo FGS, et al.
Increased levels of plasma acylcarnitines in obesity and type 2 diabetes and
identification of a marker of glucolipotoxicity. Obesity 2010;18:1695—700.
Bagheri M, Willett W, Townsend MK, Kraft P, Ivey KL, Rimm EB, et al. A lipid-
related metabolomic pattern of diet quality. Am ] Clin Nutr 2020;112:
1613-30.

Chandler PD, Balasubramanian R, Paynter N, Giulianini F, Fung T, Tinker LF,
et al. Metabolic signatures associated with Western and Prudent dietary
patterns in women. Am | Clin Nutr 2020;112:268—83.

Hanhineva K, Lankinen MA, Pedret A, Schwab U, Kolehmainen M, Paananen J,
et al. Nontargeted metabolite profiling discriminates diet-specific biomarkers
for consumption of whole grains, fatty fish, and bilberries in a randomized
controlled trial. ] Nutr 2015;145:7—17.

Ristic-Medic D, Kovacic M, Takic M, Arsic A, Petrovic S, Paunovic M, et al.
Calorie-restricted Mediterranean and low-fat diets affect fatty acid status in
individuals with nonalcoholic fatty liver disease. Nutrients 2021;13:15.
Khakimov B, Poulsen SK, Savorani F, Acar E, Giirdeniz G, Larsen TM, et al. New
Nordic Diet versus average Danish diet: a randomized controlled trial

[2

3

[4

(5

[6

(7

8

[9

[10]

[11]

[12]

[13]

[14]

[15]

[16]


https://doi.org/10.1016/j.clnu.2023.05.011
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref1
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref1
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref1
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref1
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref2
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref2
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref2
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref2
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref2
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref3
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref3
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref3
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref3
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref3
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref4
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref4
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref4
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref4
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref5
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref5
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref5
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref5
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref5
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref5
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref5
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref6
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref6
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref6
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref6
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref7
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref7
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref7
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref7
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref8
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref9
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref9
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref9
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref9
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref9
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref10
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref10
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref10
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref10
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref11
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref11
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref11
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref11
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref12
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref12
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref12
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref12
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref13
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref13
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref13
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref13
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref14
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref14
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref14
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref14
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref14
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref15
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref15
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref15
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref16
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref16

M. Naatanen, A. Karlund, S. Mikkonen et al.

[17]

[18]

[19]

[20]

[21]

[22]

(23]

[24]

[25]

[26]

[27]

[28]

[29]

[30]

[31]

[32]
[33]

(34]

[35]

[36]
[37]
(38]
[39]
[40]

[41]

[42]

revealed healthy long-term effects of the New Nordic Diet by GC-MS blood
plasma metabolomics. ] Proteome Res 2016;15:1939—54.

Kang M, Yoo HJ, Kim M, Kim M, Lee JH. Metabolomics identifies increases in
the acylcarnitine profiles in the plasma of overweight subjects in response to
mild weight loss: a randomized, controlled design study. Lipids Health Dis
2018;17:237.

Aleman JO, lyengar NM, Walker JM, Milne GL, da Rosa JC, Liang Y, et al. Effects
of rapid weight loss on systemic and adipose tissue inflammation and
metabolism in obese postmenopausal women. ] Endocr Soc 2017;1:625—37.
Geidenstam N, Al-Majdoub M, Ekman M, Spégel P, Ridderstrale M. Metabolite
profiling of obese individuals before and after a one year weight loss program.
Int ] Obes 2017;41:1369—78.

Bihlmeyer NA, Kwee LC, Clish CB, Deik AA, Gerszten RE, Pagidipati NJ, et al.
Metabolomic profiling identifies complex lipid species and amino acid ana-
logues associated with response to weight loss interventions. PLoS One
2021;16:e0240764.

Papandreou C, Garcia-Gavilan ], Camacho-Barcia L, Toft Hansen T, Harrold JA,
Sjodin A, et al. Changes in circulating metabolites during weight loss are
associated with adiposity improvement, and body weight and adiposity
regain during weight loss maintenance: the SATIN study. Mol Nutr Food Res
2021;65:2001154.

Lankinen M, Schwab U, Kolehmainen M, Paananen ], Nygren H, Seppdnen-
Laakso T, et al. A healthy Nordic diet alters the plasma lipidomic profile in
adults with features of metabolic syndrome in a multicenter randomized di-
etary intervention. ] Nutr 2016;146:662—72.

Durainayagam B, Mitchell CJ, Milan AM, Zeng N, Sharma P, Mitchell SM, et al.
Impact of a high protein intake on the plasma metabolome in elderly males:
10 week randomized dietary intervention. Front Nutr 2019;6:180.

Karhunen L, Lyly M, Lapveteldinen A, Kolehmainen M, Laaksonen DE,
Lahteenmadki L, et al. Psychobehavioural factors are more strongly associated
with successful weight management than predetermined satiety effect or
other characteristics of diet. ] Obes 2012;2012:274068.

Nadtanen M, Kolehmainen M, Laaksonen DE, Herzig KH, Poutanen K,
Karhunen L. Post-weight loss changes in fasting appetite- and energy balance-
related hormone concentrations and the effect of the macronutrient content
of a weight maintenance diet: a randomised controlled trial. Eur ] Nutr
2021;60:2603—16.

Wing RR, Hill JO. Successful weight loss maintenance. Annu Rev Nutr 2001;21:
323—41.

Pekkinen J, Olli K, Huotari A, Tiihonen K, Keski-Rahkonen P, Lehtonen M, et al.
Betaine supplementation causes increase in carnitine metabolites in the
muscle and liver of mice fed a high-fat diet as studied by nontargeted LC-MS
metabolomics approach. Mol Nutr Food Res 2013;57:1959—68.

Noerman S, Kokla M, Koistinen VM, Lehtonen M, Tuomainen TP, Brunius C,
et al. Associations of the serum metabolite profile with a healthy Nordic diet
and risk of coronary artery disease. Clin Nutr 2021;40:3250—62.

Tsugawa H, Cajka T, Kind T, Ma Y, Higgins B, Ikeda K, et al. MS-DIAL: data-
independent MS/MS deconvolution for comprehensive metabolome anal-
ysis. Nat Methods 2015;12:523—6.

R Core Team. R: a language and environment for statistical computing. R
foundation for statistical computing; 2021.

Klavus A, Kokla M, Noerman S, Koistinen VM, Tuomainen M, Zarei I, et al.
“notame”: workflow for non-targeted LC-MS metabolic profiling. Metabolites
2020;10:135.

Stekhoven DJ, Bithlmann P. MissForest—non-parametric missing value
imputation for mixed-type data. Bioinformatics 2012;28:112—8.

Shi L, Westerhuis JA, Rosén ], Landberg R, Brunius C. Variable selection and
validation in multivariate modelling. Bioinformatics 2019;35:972—80.

Divito EB, Davic AP, Johnson ME, Cascio M. Electrospray ionization and
collision induced dissociation mass spectrometry of primary fatty acid amides.
Anal Chem 2012;84:2388—94.

Sumner LW, Amberg A, Barrett D, Beale MH, Beger R, Daykin CA, et al. Pro-
posed minimum reporting standards for chemical analysis chemical analysis
working group (CAWG) metabolomics standards initiative (MSI). Metab-
olomics 2007;3:211-21.

Maronna RA, Martin RD, Yohai Victor J, Salibidn-Barrera M. Robust statistics:
theory and methods (with R). 2nd ed. Hoboken, NJ: Wiley; 2019.
Kuznetsova A, Brockhoff PB, Christensen RHB. ImerTest package: tests in
linear mixed effects models. ] Stat Software 2017;82:1-26.

Venables WN, Ripley BD. Modern applied statistics with S. 4th ed. New York:
Springer; 2002.

Maechler M. sfsmisc: utilities from “Seminar fuer Statistik” ETH Zurich. 2021.
R package version 1.1-12.

Revelle W. psych: procedures for psychological, psychometric, and person-
ality research. 2022. R package version 2.2.5.

Sohn M]J, Chae W, Ko JS, Cho JY, Kim JE, Choi JY, et al. Metabolomic signatures
for the effects of weight loss interventions on severe obesity in children and
adolescents. Metabolites 2022;12:27.

Li MM, Jiang ZE, Song LY, Quan ZS, Yu HL. Antidepressant and anxiolytic-like
behavioral effects of erucamide, a bioactive fatty acid amide, involving

1141

[43]

[44

[45]

[46]

(471

[48]

[49]

Clinical Nutrition 42 (2023) 1126—1141

the hypothalamus—pituitary—adrenal axis in mice. Neurosci Lett 2017;640:
6—12.

Aviello G, Matias I, Capasso R, Petrosino S, Borrelli F, Orlando P, et al. Inhib-
itory effect of the anorexic compound oleoylethanolamide on gastric
emptying in control and overweight mice. ] Mol Med 2008;86:413—22.
Cioffi I, Ibrugger S, Bache ], Thomassen MT, Contaldo F, Pasanisi F, et al. Effects
on satiation, satiety and food intake of wholegrain and refined grain pasta.
Appetite 2016;107:152—8.

de Carvalho KMB, Pizato N, Botelho PB, Dutra ES, Gongalves VSS. Dietary
protein and appetite sensations in individuals with overweight and obesity: a
systematic review. Eur ] Nutr 2020;59:2317—32.

Saadatian-Elahi M, Slimani N, Chajes V, Jenab M, Goudable ], Biessy C, et al.
Plasma phospholipid fatty acid profiles and their association with food in-
takes: results from a cross-sectional study within the European Prospective
Investigation into Cancer and Nutrition. Am J Clin Nutr 2009;89:331—46.
Prada M, Wittenbecher C, Eichelmann F, Wernitz A, Drouin-Chartier JP,
Schulze MB. Association of the odd-chain fatty acid content in lipid groups
with type 2 diabetes risk: a targeted analysis of lipidomics data in the EPIC-
Potsdam cohort. Clin Nutr 2021;40:4988—99.

Nestel PJ, Mellett N, Pally S, Wong G, Barlow CK, Croft K, et al. Effects of low-
fat or full-fat fermented and non-fermented dairy foods on selected cardio-
vascular biomarkers in overweight adults. Br ] Nutr 2013;110:2242-9.
French EA, Bertics S, Armentano LE. Rumen and milk odd- and branched-
chain fatty acid proportions are minimally influenced by ruminal volatile
fatty acid infusions. ] Dairy Sci 2012;95:2015—26.

[50] Jenkins B, de Schryver E, van Veldhoven PP, Koulman A. Peroxisomal 2-

[51]

[52]

[53]

[54]

[55]

[56]

(571

[58]

[59]

[60]

[61]

[62]

[63]

[64]

[65]

(66]

hydroxyacyl-CoA lyase is involved in endogenous biosynthesis of heptade-
canoic acid. Molecules 2017;22:1718.

Weitkunat K, Schumann S, Nicke D, Hornemann S, Petzke K], Schulze MB, et al.
0dd-chain fatty acids as a biomarker for dietary fiber intake: a novel pathway
for endogenous production from propionate. Am ] Clin Nutr 2017;105:
1544-51.

Pertiwi K, Kiipers LK, Wanders AJ, de Goede ], Zock PL, Geleijnse JM. Associ-
ations of dairy and fiber intake with circulating odd-chain fatty acids in post-
myocardial infarction patients. Nutr Metab 2019;16:78.

Noerman S, Klavus A, Jarveld-Reijonen E, Karhunen L, Auriola S, Korpela R,
et al. Plasma lipid profile associates with the improvement of psychological
well-being in individuals with perceived stress symptoms. Sci Rep 2020;10:
2143.

Forouhi NG, Koulman A, Sharp SJ, Imamura F, Kroger ], Schulze MB, et al.
Differences in the prospective association between individual plasma phos-
pholipid saturated fatty acids and incident type 2 diabetes: the EPIC-InterAct
case-cohort study. Lancet Diabetes Endocrinol 2014;2:810-8.

Laursen ASD, Dahm CC, Johnsen SP, Schmidt EB, Overvad K, Jakobsen MU.
Adipose tissue fatty acids present in dairy fat and risk of stroke: the Danish
Diet, Cancer and Health cohort. Eur ] Nutr 2019;58:529—39.

Heimerl S, Fischer M, Baessler A, Liebisch G, Sigruener A, Wallner S, et al.
Alterations of plasma lysophosphatidylcholine species in obesity and weight
loss. PLoS One 2014;9:e111348.

Cirulli ET, Guo L, Leon Swisher C, Shah N, Huang L, Napier LA, et al. Profound
perturbation of the metabolome in obesity is associated with health risk. Cell
Metabol 2019;29:488—500.

Palau-Rodriguez M, Garcia-Aloy M, Minarro A, Bernal-Lopez MR, Brunius C,
Gomez-Huelgas R, et al. Effects of a long-term lifestyle intervention on
metabolically healthy women with obesity: metabolite profiles according to
weight loss response. Clin Nutr 2020;39:215—24.

Tan ST, Ramesh T, Toh XR, Nguyen LN. Emerging roles of lysophospholipids in
health and disease. Prog Lipid Res 2020;80:101068.

Tovar |, de Mello VD, Nilsson A, Johansson M, Paananen ], Lehtonen M, et al.
Reduction in cardiometabolic risk factors by a multifunctional diet
is mediated via several branches of metabolism as evidenced by
nontargeted metabolite profiling approach. Mol Nutr Food Res 2017;61:
1600552.

Wedekind R, Kiss A, Keski-Rahkonen P, Viallon V, Rothwell JA, Cross A], et al.
A metabolomic study of red and processed meat intake and
acylcarnitine concentrations in human urine and blood. Am ] Clin Nutr
2020;112:381-8.

Cheung W, Keski-Rahkonen P, Assi N, Ferrari P, Freisling H, Rinaldi S, et al.
A metabolomic study of biomarkers of meat and fish intake. Am J Clin Nutr
2017;105:600-8.

Rousseau M, Guénard F, Garneau V, Allam-Ndoul B, Lemieux S, Pérusse L, et al.
Associations between dietary protein sources, plasma BCAA and short-chain
acylcarnitine levels in adults. Nutrients 2019;11:173.

Schooneman MG, Napolitano A, Houten SM, Ambler GK, Murgatroyd PR,
Miller SR, et al. Assessment of plasma acylcarnitines before and after weight
loss in obese subjects. Arch Biochem Biophys 2016;606:73—80.

Reuter SE, Evans AM. Carnitine and acylcarnitines: pharmacokinetic, phar-
macological and clinical aspects. Clin Pharmacokinet 2012;51:553—72.
Heilbronn LK, Smith SR, Martin CK, Anton SD, Ravussin E. Alternate-day
fasting in nonobese subjects: effects on body weight, body composition, and
energy metabolism. Am J Clin Nutr 2005;81:69—73.


http://refhub.elsevier.com/S0261-5614(23)00153-X/sref16
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref16
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref16
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref17
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref17
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref17
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref17
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref18
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref18
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref18
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref18
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref18
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref19
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref19
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref19
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref19
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref19
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref20
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref20
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref20
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref20
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref21
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref21
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref21
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref21
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref21
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref21
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref21
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref22
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref22
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref22
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref22
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref22
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref22
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref23
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref23
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref23
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref24
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref24
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref24
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref24
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref24
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref24
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref24
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref25
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref26
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref26
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref26
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref27
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref27
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref27
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref27
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref27
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref28
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref28
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref28
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref28
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref29
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref29
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref29
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref29
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref30
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref30
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref31
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref31
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref31
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref32
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref32
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref32
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref32
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref33
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref33
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref33
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref33
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref34
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref34
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref34
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref34
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref35
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref35
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref35
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref35
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref35
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref36
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref36
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref36
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref37
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref37
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref37
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref38
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref38
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref39
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref39
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref40
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref40
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref41
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref41
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref41
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref42
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref42
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref42
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref42
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref42
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref42
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref42
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref43
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref43
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref43
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref43
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref44
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref44
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref44
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref44
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref45
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref45
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref45
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref45
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref46
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref46
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref46
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref46
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref46
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref46
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref47
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref47
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref47
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref47
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref47
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref48
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref48
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref48
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref48
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref49
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref49
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref49
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref49
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref50
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref50
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref50
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref51
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref51
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref51
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref51
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref51
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref52
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref52
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref52
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref53
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref53
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref53
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref53
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref53
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref53
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref54
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref54
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref54
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref54
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref54
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref54
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref55
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref55
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref55
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref55
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref56
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref56
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref56
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref57
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref57
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref57
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref57
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref58
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref58
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref58
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref58
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref58
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref58
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref58
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref59
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref59
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref60
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref60
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref60
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref60
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref60
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref61
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref61
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref61
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref61
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref61
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref62
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref62
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref62
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref62
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref63
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref63
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref63
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref63
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref63
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref64
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref64
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref64
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref64
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref65
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref65
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref65
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref66
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref66
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref66
http://refhub.elsevier.com/S0261-5614(23)00153-X/sref66

	Metabolic profiles reflect weight loss maintenance and the composition of diet after very-low-energy diet
	1. Introduction
	2. Materials & methods
	2.1. Participants
	2.2. Study design
	2.3. Weight loss maintenance groups
	2.4. Assessment of diet
	2.5. Collection of blood samples and anthropometric measurements
	2.6. Metabolomics analysis
	2.7. Statistical analyses for metabolomics data/feature selection
	2.8. Metabolite identification
	2.9. Statistical analysis

	3. Results
	3.1. Participant characteristics and changes in anthropometric measurements during the study
	3.1.1. HSF vs. LSF
	3.1.2. HWM vs. LWM

	3.2. Differences in the consumption of food groups between the study groups
	3.2.1. HSF vs. LSF
	3.2.2. HWM vs. LWM

	3.3. Metabolite profiles of higher and lower satiety food groups
	3.4. Metabolite profiles of weight loss maintenance groups
	3.5. Changes in metabolite abundances associated with anthropometric and food group variables in regression analyses
	3.5.1. Glycerophospholipids
	3.5.2. Acylcarnitines and carnitine-related compounds
	3.5.3. Other compounds

	3.6. Principal component analysis

	4. Discussion
	4.1. Amino acid metabolism and fatty amides associated with dietary factors
	4.2. Glycerophospholipids were widely affected by the intervention
	4.3. Acylcarnitines indicated interaction between weight reduction and diet
	4.4. Strengths and limitations

	5. Conclusion
	Funding statement
	Author contribution
	Conflicts of interest
	Acknowledgments
	Appendix A. Supplementary data
	References


