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Abstract

Background: The identification of biomarkers for the early diagnosis of Parkinson’s Disease (PD) might
improve treatment and avoid complications. However, the search of such biomarkers is a real challenge.
The main reason for this is that finding samples for that purpose is not an easy task. In this work, we
propose a set of reliable samples for the identification of biomarkers for the early diagnosis of PD. In fact,
the original source of these samples can be searched for similar purposes when dealing with other
diseases.

Materials and methods: Case-control study included 12 plasma samples of subjects that subsequently
developed PD and 21 plasma samples of matched healthy controls from the Spanish EPIC-Navarra
cohort, part of the European Prospective Investigation into Cancer and Nutrition (EPIC)-Spain study. All
the case samples were provided by healthy volunteers who were followed up for a mean of 15.9 (+ 4.1)
years and developed PD disease later on. Therefore, these sample are ideal for the search of early
biomarkers of PD. We used an analytical multiplatform based on liquid chromatography and tandem
mass spectrometry in order to find significant differences in the amounts of previously reported
metabolites that are altered when the disease has been established and diagnosed.

Results: Out of all 40 analytes that were studied, seven significant metabolites were observed. Benzoic
acid, palmitic acid, oleic acid, stearic acid, myo-inositol, sorbitol and quinolinic acid were significantly
changed in subjects that developed PD. These metabolites are closely related to mitochondrial
dysfunction, the oxidative stress and the mechanisms of energy production, which might indicate that
these mechanisms are already affected before disease onset.

Conclusions: We propose the samples from the EPIC study as reliable and priceless samples for the
search of early biomarkers of PD, although many other diseases can be also studied as long as the
information stored about the participants recorded such details. As a proof of concept, we showed that
these samples were useful for the study of metabolites that may be altered before the participants
developed PD. This might also be a starting point in the establishment of a well-founded panel of
metabolites that can be used for the early detection of this disease.

1. Background

Metabolomics is an important well stablished tool able to provide useful insights of unknown
biochemical mechanisms and possible biomarkers for various disorders [1]. Understanding altered
metabolic pathways and metabolites provides a better knowledge of underlying biological alterations.
This information might improve the treatment strategies for these alterations and, more importantly, can
be used for disease prediction and diagnosis. The metabolic profiles for neurodegenerative and
neuropsychiatric disorders and the related metabolic pathways are still unclear [2, 3], as it is the case for
Parkinson’s disease (PD). However, not everything is unknown in this challenge and some studies have

Page 3/21



shown an association between certain metabolites and several metabolic pathways in PD [2—-4], which
are summarized here:

 Alterations in the tryptophan and kynurenine metabolism have been associated with the appearance
of psychiatric symptoms and the development of PD. Certain metabolites, as part of this metabolic
pathway, showed decreased levels in several biological fluids, such as tryptophan [4, 5], kynurenic
acid (KA) [5, 6] and quinolinic acid (QA) [5, 6], while kynurenine [2], hydroxytryptophan [2] and
xanthurenic acid showed an elevation in early stage PD [2]. Besides, the ratios of kynurenine/QA,
KA/kynurenine and 3-hydroxykynurenine/KA seemed to be altered in the development of PD [4-6].
Due to the significance of this metabolic pathway, it is assumed that disruption of tryptophan and
kynurenine metabolism might lead to a neurotoxicity associated to PD [7].

e Dopamine and norepinephrine metabolism plays and important role in PD development and
progression. It is known that dopaminergic loss in the substantia nigra is one of the biggest
hallmarks of PD [4, 5]. All the metabolites associated to this metabolic pathway that have been
observed to be altered in PD were decreased, including dopamine [6], 3,4-dihydroxyphenylalanine
(LDOPA) [5], 3,4-dihydroxyphenylacetic acid (DOPAC) [5], 3,4-dihydoxyphenylglycol [5] and
norepinephrine [6].

» The involvement of the tricarboxylic acid cycle (TCA) with dopamine metabolism has been observed.
It is assumed that TCA cycle might be associated with dopaminergic loss due to mitochondrial
dysfunction and alterations in energy production [5]. In fact, several metabolites involved in the TCA
cycle have been observed to be altered in PD, such as pyruvic acid [4, 5], citric acid [5], isocitric acid
[8], succinic acid [5] and malic acid [8].

» Sugars and its derivatives, such as fructose [9], mannose [4, 5, 9], galactitol [10], sorbitol [5], threonic
acid [9], myoinositol [8] and gluconic acid [8] were also reported as increased in subjects with PD.
Monosaccharides has an important role in protein glycosylation and glycation. It is assumed that
increased levels of fructose might indicate pathological accumulation of so called “advanced
glycation products”, which cause oxidative stress in the early stage of PD due to production of
reactive oxygen species. Moreover, alterations in threonic acid together with fructose and mannose
might be helpful due to their role in immunity, oxidative stress and processes of
glycosylation/glycation in the early stage of PD [9].

e Several amino acids and related compounds have been observed at altered levels in PD too,
including valine [4, 5], methionine [4], threonine [4], serine [4], alanine [4, 5], pyroglutamic acid [11],
while ratio of uric acid and creatinine was changed in different stages of PD [12]. Alterations in
amino acid metabolism indicate involvement of mitochondrial dysfunction in PD [4]. Changes in
branched chain amino acids (valine, leucine, isoleucine) might also implicate on changes in protein
synthesis, mitochondrial biogenesis, autophagy, as well as with other disease, including
mitochondrial respiratory disease [4]. These findings largely indicate involvement of mitochondrial
dysfunction in PD pathogenesis.
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e Furthermore, metabolites involved in fatty acid metabolism, including fatty acids,
glycerophospholipids, carnitines and bile acids have also been shown certain impairments,
indicating inflammation, increased rate of oxidative stress, impaired brain metabolism or
mitochondrial dysfunction [3, 4, 13—16]. Fatty acids mostly show reduction in PD patients, possibly
due to their vulnerability to the oxidative stress that cause lipid peroxidation and structural damages
of fatty acids [17]. In particular, the fatty acids and related compounds that showed changes in PD
subjects were stearic acid [4, 5], oleic [4, 5], linoleic acid [5], palmitic acid [4, 5], palmitoleic acid [5],
methylmalonic acid, ethylmalonic acid, and suberic acid [8].

e Implication of oxidative stress in PD development and progression has also been seen in increased
levels of markers of oxidative stress, such as 8-hydroxyguanosine (8-OHG) and 8-Hydroxy-2'-
deoxyguanosine (80HdG) [5], but also in reduced levels of endogenous antioxidant, uric acid [4].
However, as it is already mentioned, changes of metabolites, part of different metabolic pathways,
such as fatty acid and sugar metabolism have also shown alterations that might be a result of
oxidative stress.

 Uric acid, together with xanthine, hypoxanthine, inosine and adenine is part of purine metabolism. It
represents the final product of the aforementioned metabolic pathway and has a protective role
against cell death and damages caused by oxidative stress [4, 5, 18]. It is observed that people with
lower levels of uric acid in the brain, serum or plasma have higher risks to develop PD. Therefore, low
levels of uric acid might be a potential biomarker for the early diagnosis of PD [18-21]. Other
metabolites belonging to the pathway of the purine metabolism, such as guanosine, inosine,
xanthine and hypoxanthine have been reported at reduced levels [4].

e Other compounds, including alcohols, hydroxy acids and amines, including methylhistamine [22],
propylene glycol [5], dehydroascorbic acid [9] and trimethylamine [23] have also been altered in PD
patients. However, mechanisms that lead to these changes are still unclear.

It is noteworthy that these metabolic pathways have been related to PD from subjects with an already
established disorder. This means these metabolites have been found in patients who had already
developed and had a positive diagnostic for PD at the time when those studies were carried out. A
fundamental reason for this is that the symptoms start with the neurodegeneration and this is a difficulty
when looking for reliable samples to study the earliest stages of the disease. Unsurprisingly, for PD as
well as for other neurodegenerative disorders, the early diagnosis of the disorder is the greatest challenge.
The main point is to detect the disorder before the neurodegeneration starts in order to proceed with an
adequate early treatment. In these regards, the scientists have not been able to find a set of metabolites
that are altered before the disease is established.

The complication of finding biomarkers for detecting a disease before it emerges is to find reliable
samples to be used. The studies published so far are mainly focused on biomarkers for early stages of
PD [24-26]. The difficulty of this studies relies on the identification of patients who have recently
developed PD, in the earliest possible stage. The diagnosis must be done carefully, in order to avoid
confounding symptoms that might relate with other diseases or conditions. For that reason, the diagnosis
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must always wait longer than desired, until the symptoms are unequivocal. Sadly, this implies the neuron
degeneration has already started. This is not, therefore, an early diagnosis of PD, done before the disease
is settled and any symptoms are shown. Anyhow, this approach entails a great advance, since
diagnosing PD in a very early stage can also improve the treatment and life quality of the patients.

In this scenario, a set of samples is highlighted for their capacity to be used as true samples for the study
of early stages of PD. The plasma samples used in this study were obtained from the European
Prospective Investigation into Cancer and Nutrition (EPIC). In this study, focused on investigating the
effects of several factor and the incidence of cancer and other chronic diseases, more than half a million
participants from 10 European countries were recruited and followed up for almost 15 years. It is possible
to research the bank sample in order to find who of those donors were not diagnosed for a particular
disease at the time of sample collection and developed the disease afterwards, during the monitoring
period of the study, over those mentioned 15 years. We used a subset of these samples from healthy
participants (not diagnosed of PD or showing any PD-related symptoms) at baseline, that were
researched by expert epidemiologists in order to identify donors who had not a diagnosed PD and did not
show any PD-related symptoms at the time of sample collection, but who developed PD later on. These
samples are, therefore, of an extraordinary value for studying biomarkers that are altered before PD
shows any symptoms and the neurodegeneration begins. Counting on those samples, we considered that
investigating those metabolites that are known to be altered when PD is established can be a good
starting point for finding biomarkers for the early diagnosis of the disease.

This work is a proof of concept based, therefore, in two premises. The first one is the ability of the EPIC
samples to reveal early biomarkers for PD, considering the unique nature of those samples. The second
premise is that some of these early biomarkers for PD can also observed altered in later stages of the
developed disease, meaning that some of the markers for stablished PD could also be used as
biomarkers for the early diagnosis of PD. Based on these two premises, the aim of this article was to
study the EPIC samples using liquid chromatography and mass spectrometry methodologies for finding
metabolites that can be used as early biomarkers of PD.

2. Results

The analytical performance of the five chromatographic methods is shown in the supplementary material
in the section “Method validation”. Out of all 40 analytes that were analyzed, seven significant
metabolites were observed (t-test, p < 0.05). Benzoic acid, palmitic acid, oleic acid, stearic acid, myo-
inositol, sorbitol and quinolinic acid were significantly changed in subjects that later developed PD. While
fatty acids, myo-inositol and sorbitol were significantly decreased, benzoic and quinolinic acid were
significantly increased in PD subjects. Despite the assumption that decreased levels of uric acid represent
risk for PD development [21], in this study the difference in uric acid levels between subjects that later
developed PD and healthy control subjects was not observed (Table 1).
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Table 1. List of analyzed metabolites together with their p-values, log,FC values, VIP, p(corr) scores and
AUC scores. In green, the significant metabolites found in this work. In blue, other compound that did not
fulfill criteria for signification but are also included in the discussion because of their relatively significant
values.

Metabolic pathway/ class Metabolites p-value logz FC VIP plcorr) AUC
D-methionine 0.3653 0.10 0.28 0.05 0.606
Sering 0.6553 0.03 0.80 0.26 0.577
. . o Threoning 0.3898 -0.08 0.63 0.22 0.614
Amino acids and derivatives Valine 0.3725 0.06 0.40 013 | 0571
Alanine 0.3450 -0.19 0.50 0.35 0.613
Creatinine 0.0619 0.21 1.34 0.31 0.688
Pyroglutamic acid 0.2814 -0.13 0.71 0.28 0.651
Tryptophan 0.9767 0.01 0.11 0.05 0.503
Kynurenic acid 0.9877 -0.01 0.68 0.12 0.505
Tryptophan and kynurenine metabolism
Benzoic acids and derivotives
Bile ocids Deoxycholic acid 0.3085 0.24 0.32 0.03 0.615
Uric acid 0.5773 -0.10 0.81 0.25 0.536
Hypoxanthine 0.6508 -0.71 0.72 0.28 0.553
Purine metabolism Xanthine 0.8366 -0.01 0.36 0.01 0.548
Inosine 0.4830 -1.53 0.76 0.26 0.582
Guangosine 0.7943 -0.08 0.31 0.00 0.503
Fotty acid and dicarboxylic acid
metabalism Suberic acid 0.0593 0.32 1.03 0.28 0.720
Methylmalonic acid 0.2759 0.04 1.30 0.28 0.627
Ethylmalonic acid 0.5404 -0.10 0.55 0.32 0.571
Galactitol 0.0570 -0.90 1.21 0.25 0722
Sugars ond aothers D-Gluconic add 0.5835 -0.10 0.67 0.06 0.545
Threonic acid 0.7249 0.07 0.60 0.05 0.582
Pyruvic acid 04958 -0.37 0.40 0.02 0.614
TCA cycle ﬂ-kE‘FD.ISDC?pI'DIE acid 0.6345 0.03 0.76 0.02 0.556
Succinic acid 0.6186 0.03 0.95 0.11 0.558
Malic acid 0.0936 0.11 1.08 0.14 0.656
Amings Methylhistamine 0.9611 -0.03 0.15 0.06 0.506
Trimethylamine 0.3191 -0.18 1.17 0.45 0.610
Alcahels ond palyals Propylene ghycol 0.0607 -0.49 1.50 0.40 0.683
. . . " Dopamine 0.9609 -0.06 0.66 0.21 0.505
Dopomine ond norepinzphrine metabolism 3,4?3 ihydroxyphenylacatic acid 0.2210 0.23 0.78 010 | 0643
Gamma butyroloctones Dehydroascorbic acid 0.9639 0.06 0.33 0.10 0.505

3. Discussion

Parkinson's disease is a complex, heterogeneous neurodegenerative disorder with an expected risen
prevalence up to 9 million in 2030 [27]. Thus, an increasing number of PD patients might cause a high
financial and social burden [28]. Clinical diagnosis of PD is usually established when first parkinsonian
symptoms appear and when there is already a significant dopaminergic loss [9]. Therefore, due to the
lack of biomarkers for early diagnosis of PD, targeting metabolites that could be involved in PD
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development and progression might improve therapeutic efficiency and provide a better understanding of
the underlying molecular mechanisms that lead to PD development [27], as well as improving the quality
life of patients and relieve pressure on medical services.

3.1. A multi-platform for the analysis of metabolites
associated to PD

To find metabolites that are related to PD in samples from healthy volunteers, who developed PD over the
time after the sample collection, is a real challenge that requires analytical sensitivity and selectivity. In
this study we developed and partially validated five liquid chromatography-tandem mass spectrometry
(LC-MS/MS) methods for the analysis of metabolites that are known to be altered in PD. lon pairing
chromatography, reverse phase liquid chromatography (RPLC) and hydrophilic interaction liquid
chromatography (HILIC) have been used in order to provide a wide coverage of the analytes that were
selected to be analyzed, which have many different chemical natures. Tandem mass spectrometry has
been chosen in order to provide the highest selectivity and sensitivity in the analysis. The analytical
performance of the methods has been adequate for most of the analyzed metabolites, which has been
evaluated by studying the linearity, the repeatability, the intermediate precision and the sensitivity in terms
of limit of detection (LOD) and limit of quantitation (LOQ). All this ensures the quality of the obtained
data for the studied metabolites.

3.2. The altered metabolites

Out of the 40 studied compounds related to PD, seven statistically significant (p < 0.05) metabolites have
been observed in PD subjects compared with healthy control subjects. Benzoic acid, palmitic acid, oleic
acid, stearic acid, myo-inositol, sorbitol and quinolinic acid were significantly changed in PD subjects.

Altered levels of sugar alcohols, galactitol and sorbitol, might indicate alterations in the sugar
metabolism, especially in galactose metabolism. It is assumed that increased glucose levels could
overcome glycolysis capacity, which cause conversion of glucose to sorbitol. Another altered metabolite
that was significantly altered is myo-inositol, which also plays an important role in sugar metabolism. It is
known that altered levels of myo-inositol, together with altered levels of sorbitol might be associated with
changes in polyols metabolic pathways, including glucose metabolism and glycolysis [8]. Alterations of
glycolysis and sugar metabolism imply on potential involvement of metabolic pathways that participate
in the energy production in pathogenesis of PD [10]. Besides, malabsorption of sorbitol might be
associated with gastrointestinal dysfunction. Bacterial overgrowth causes changes in gut mucosa, what
leads to sugar malabsorption [29]. Bacterial overgrowth, as well as other gastrointestinal dysfunctions
are typical among subjects with PD. Up to 80% of PD patients show some signs of gastrointestinal
impairments, which usually appear in the early stage of PD [30]. Altered levels of galactitol and sorbitol in
subjects with PD have been observed in other studies too [10]. While we obtained decreased levels of
galactitol and sorbitol, Ahmad and colleagues (2009) showed decreased levels of galactitol but increased
levels of sorbitol [8]. However, even inconsistent results indicate possible association of PD pathogenesis
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with dysfunction of sugar metabolism and energy production and therefore represent potential
biomarkers for early diagnosis of PD. While we found decreased levels of myo-inositol, Ahmad and
colleagues (2009) found its levels increased in subjects with Parkinson [8]. Such changes indicate
possible involvement of mitochondrial dysfunction in altered energy metabolism in the early stage of
Parkinson’s disease or even before the illness has appeared.

Decreased levels of fatty acids in subjects with PD have been observed in this study. Palmitic, oleic and
stearic acids were significantly decreased. Such a result is in correspondence with other studies that
found reduction in fatty acids levels among PD patients [4]. Havelund et al. (2017) found, among other,
decreased levels of palmitic, oleic and stearic acid in subjects with PD [4]. The metabolism of fatty acids
has repeatedly been associated to the development and pathogenesis of PD. Changes in fatty acids
might be associated with mitochondrial dysfunction [4, 5, 31], neuroinflammation [13], alterations in
apoptotic signaling [32], as well as with oxidative stress [13]. Oxidative stress cause production of
reactive oxygen species that affect fatty acids, making them more vulnerable for lipid peroxidation and
causing membrane impairments, as well as loss of integrity [17]. Therefore, these changes in the
metabolism of fatty acid could help to understand the progression of PD and the involved species could
be potential biomarkers for early diagnosis of the disease.

In this study reduced levels of propylene glycol has been observed, while Ahmad et al. (2009) found
propylene glycol levels in PD statistically elevated [8]. Propylene glycol is part of several metabolic
pathways including glycine, serine, tyrosine and pyruvate metabolism, which dysregulation are
associated to Parkinson’s disease [2, 3]. These metabolic pathways are related to dopamine and energy
metabolism. It is known that the dysregulation of dopamine metabolism is characteristic for PD,
including dopaminergic loss [4, 5]. Through mitochondrial dysfunction and dysregulation of energy
metabolism, TCA cycle is associated with dopamine metabolism, while pyruvate is one of the metabolites
that plays an important role in the TCA cycle. Therefore, altered levels of propylene glycol and its
implication in several metabolic pathways, such as pyruvate, glycine metabolism, which are mutually
interconnected, might indicate that the energy and dopamine metabolism are disrupted in the early stage
of PD. Another altered metabolite indicates involvement of TCA cycle in PD pathogenesis. In this study,
increased levels of succinic acid have been observed in PD subjects. Succinic acid is a part of TCA cycle,
which is assumed to be downregulated in the early phases of PD [5]. These alterations of the TCA cycle
might be result of mitochondrial dysfunction, as well as impairments in energy production. However, due
to some inconsistent results, further research of potential implication of this metabolic pathway is
necessary.

Quinolinic acid is an intermediate compound in the tryptophan-kynurenine metabolic pathway [7].
Kynurenine is the main intermediate compound and it can be metabolized in two ways by two kynurenine
aminotransferase isoenzymes to kynurenic acid, which acts as neuroprotective agent, or to 3-
hydroxykynurenine, and quinolinic acid, which are neurotoxic. Increased levels of quinolinic acid cause
neuron excitation by activation of NMDA receptors, which consequently leads to excitotoxicity, increased
inflammation and eventually to the neuronal death [33]. It is known that degeneration of dopaminergic
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neurons in the substantia nigra in Parkinson’s disease is a result of excitotoxcicity. Recent studies [6, 34]
showed that altered kynurenine pathways and its metabolites are present in plasma and cerebrospinal
fluid respectively in subjects with PD. This is in correspondence with our finding of altered levels of
quinolinic acid. Dysfunction of tryptophan and kynurenine pathway might result in increased oxidative
stress, as well as neuroinflammation that would lead to neurodegenerative processes characteristic for
PD. Therefore, increased levels of quinolinic acid in the subjects that later developed PD might indicate
alterations in the kynurenine pathway in the early stage, before first PD symptoms appear and might
represent potential biomarker for early diagnosis or future improved treatment, that could target
kynurenine to 3-hydroxykynurenine conversion [7].

Globally, the metabolites that have been found to be significantly altered in this study are related to
mitochondrial dysfunction, the oxidative stress and the mechanisms of energy production. Considering
that all the volunteers enrolled in this study were healthy at the time of sample collection, these finding
might imply that these processes begin to be affected before PD shows any symptoms. This information
is of great relevance for a disease such as PD, in which the definition of a metabolite panel that can be
used for the early diagnosis of the disease has been sought for decades. Counting with the necessary
tools for defining and studying such panels enables effective clinical managements, ensures early
treatments and reduces the chances of complications.

3.3. EPIC samples for finding biomarker for the early
diagnosis of PD

We are aware of the limitations of the study, in particular, in terms of the sample size. Therefore, these
metabolites should be validated in larger studies. However, what we consider the most important aspect
of the present work, is the use of true reliable samples that allow for well-founded biomarkers for the early
diagnosis of PD. The samples used in this work are of invaluable importance. They were obtained from
the large prospective EPIC study, in which volunteers were followed up for years, not just for cancer
events, which was the main objective of the study, but for the development of many other chronic
diseases such as cardiovascular disease, type 2 diabetes, PD and also mortality or even healthy ageing.
We want to highlight that the samples included in this study, which include plasma, serum, leukocytes,
and erythrocytes, are searchable and researchers can apply for their collection and use in their research
studies. This work used samples from the EPIC cohort in Navarra (Spain). Among the 8084 participants
enrolled in this cohort (Fig. 1), 36 were found to be suitable for our study. Two other EPIC-Spain cohorts
have undergone the ascertainment of PD cases, for a total of 25,016 participants and 69 PD cases
occurred during over 15 years of follow-up. However, Spain has a total of 5 cohorts, counting up to 41438
participants, who donated the different sample types mentioned before. And ours is just one of the 10
participating countries. All this, considered together, provides multiple options worth of investigation. In
fact, the EPIC study can be branched in endless ways, which keep the project well alive.

One of the premises of this work was that some of the metabolites that are altered in conditions of
established PD might also be altered before and, therefore, could be used as biomarkers for the early
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diagnosis of PD. In order to study such a premise, reliable samples must be used. In these regards, the
samples from the EPIC study were a great opportunity for the evaluation of panels of metabolites that
might be altered in subjects before they developed a disease. Being aware of the small cohort studied in
this work, we have also limited our study to certain compounds that were found altered in previous
studies. This does not exclude the possibility that other metabolic pathways could be altered before the
disease is stablished and other studies of different natures should be performed, such as untargeted
studies, which aims for the blind discovery of differential metabolites.

4. Conclusion

This work was conceived as a proof of concept that shows the possibilities of the EPIC samples for
finding biomarkers for the early diagnosis of PD. The fact that all the donors of these samples were
healthy at the time of the sample collection make these sample of trusted value for such a purpose. We
consider the samples stored in the different cohorts of the EPIC study can also be used for many other
purposes, since massive data, such as life conditions, development of diseases, time of death or survival
are stored for all the participants, who were followed up for 15 years. These samples can be searched in
order to find healthy donors for a particular disease, who developed that particular disease over the time.
In our opinion, the possibilities of these samples are almost endless, and these samples are of extreme
value for those researchers looking for small changes that occur before a disease is stablished.

We provided adequate analytical techniques for the metabolites to be studied, which has ensured to have
a wide panel of metabolites to be evaluated. We have confirmed that some of the metabolites that are
altered in PD seem to be also altered before the disease shows any symptoms. These significant
metabolites indicate possible association of mitochondrial dysfunction, alteration in energy metabolism
and tryptophan metabolism, as well as oxidative stress as the molecular mechanisms that could lead to
the development and progression of a complex neurodegenerative disorder, such as PD.

We are aware of the limitations of this study: these findings should be confirmed in bigger studies and
other biological pathways should also be investigated for finding reliable biomarkers for the diagnosis of
PD, a disease of which the early diagnosis has always been a great challenge.

5. Methods
5.1. Subjects recruitment

The study was conducted at the Centre for Metabolomics and Bioanalysis (CEMBIO) in Madrid, Spain.
This case-control study included plasma samples from one Spanish cohort (EPIC-Navarra), part of the
EPIC study. EPIC is a prospective multi-center cohort study, including around half a million healthy
volunteers collected from 23 different centers in 10 European countries. Subjects were recruited from
1992 to 2000 and monitored for 15 years with the aim of researching chronic disorders. Biological
samples, including plasma, serum, erythrocytes and leukocytes were collected and stored in liquid
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nitrogen. Our study included 12 case plasma samples, from subjects who had developed Parkinson's
disease from the sampling time to June 2011, and 21 corresponding control samples. Incident PD cases
were ascertained by record linkage with health databases to identify potential cases, followed by
individual revision of the medical history by expert neurologists in order to establish the diagnosis based
on the available clinical records [35]. Cases and controls have been matched by follow-up time, age, sex,
body mass index and center. Diagnosis of Parkinson’s disease was established through record linkage
with health databases, for participants fulfilling at least two of the following criteria: 1) Primary Care
records using either codes 332 of ICD-9, or codes N87 of the International Classification of Primary Care;
2) registration of prescriptions, including subjects with at least one prescription of any of the N04-
antiparkinsonian drugs of the ATC/DDD index (NO4-antiparkinsonian drugs; NO4A-anticholinergic agents;
N04B-dopaminergic agents); 3) mortality record using codes 332 of the ICD-9 for PD; 4) the Minimum
Basic Data Set (CMBD) using codes 332 of the ICD-9 for the EP; 5) death certificates with the G20 code of
the ICD-10.

5.2 Sample preparation

The straws containing the plasma of each sample were removed from the freezer and slowly thawed on
ice. Subsequently, they were opened and transferred to 500 uL Eppendorf tubes, which were kept
constantly on ice. They were vortexed for 2 minutes. 100 pL of plasma were transferred to an Eppendorf
tube and 300 pL of a cold mixture (-20°C) of methanol:ethanol (1:1, v/v) were added for deproteinization.
After stirring the samples for 1 minute, they were incubated on ice for 5 minutes and vortexed for another
1 minute. Samples were centrifuged for 20 minutes, at 13200 rpm and at 4°C. Finally, 100 pL of
supernatant were transferred to an HPLC vial for analysis.

5.3. Preparation of blanks and calibration samples

Blank samples were prepared in the same way as the plasma samples. 300 pL of methanol:ethanol (1:1,
v/v) were added to 500 pL Eppendorf tubes with 100 pL of Mili-Q water. The protocol continued with a
centrifugation at 13200 rpm for 20 min. The supernatant was transferred to the HPLC vial for analysis.
Calibration samples were prepared from 1000 ppm stock solutions in methanol:ethanol (1:1, v/v).

5.4. Analytical setup

The study was conducted using 5 different LC-MS/MS methods according to the detectability of the
analytes (see Table 2 and section “Chromatographic method” in the supplementary material). Briefly, one
ion-pairing method, two HILIC methods and two RPLC methods were used combined with tandem mass
spectrometry in a triple quadrupole. These methods were partially validated according to the information
provided in the section “Methods validation” in the supplementary material.
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Table 2

Analytical methods used and their corresponding systems, columns and mobile phases.

System

Column

Mobile
phase
A

Mobile
phase

lon-pairing

1200 Infinity
6460 QqQ

Zorbax Extended

C18 (2.1x150
mm, 1.8 pm)

97% water and
3% methanol,
10mM TBA,
15mM acetic
acid

10mM TBA,
15mM acetic

acid in methanol

HILIC A

1260 Infinity I
6470 QqQ

XBridgeBEH
Amide 2.5
micron (2.1 x
100 mm, 2.5

pm)

0.1% Formic
acid prepared
in water, pH 9
(NH3)

0.1% Formic
acid prepared
in ACN

HILIC B

1260 Infinity I
6470 QqQ

XBridgeBEH
Amide 2.5
micron (2.1 x
100 mm, 2.5

pm)

5mM
Ammonium
formate
prepared in
water

Acetonitrile

RPLC A

1260 Infinity
Il

6470 QqQ

Zorbax
Eclipse, XDB,
C18 (4.6 x
150 mm, 5

pm)

0.1% Formic
acid prepared
in water

0.1% Formic
acid prepared
in methanol

RPLC B

1260 Infinity
Il

6470 QqQ

Zorbax
Eclipse, XDB,
C18 (4.6 x
150 mm, 5

um)

0.5% Formic
acid prepared
in water

0.5% Formic
acid prepared
in methanol

5.5. Metabolites and methods

According to the information provided in the introduction, the following analytes were included in this
study. Due to the chemical diversity of these metabolites, the analytes were distributed in the 5 analytical
methods above-described based on their detectability and selectivity, as it is shown in Table 3.
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Table 3

List of studied metabolites and their retention times in the assigned chromatographic method.

Metabolic pathway/ class

Amino acids and derivatives

Benzoic acids and derivatives

Bile acids

Purine metabolism

Fatty acid and dicarboxylic acid metabolism

Sugars and others

TCA cycle

Tryptophan and kynurenine metabolism

Amino acids and derivatives

Amines

Purine metabolism

Amino acids and derivatives

*RT = retention time expressed in minutes

Metabolites [RT"]
Creatinine [1.193]
Pyroglutamic acid [6.937]
Benzoic acid [15.113]
Deoxycholic acid [20.894]
Hypoxanthine [1.950]
Xanthine [2.523]

Inosine [4.623]
Guanosine [4.896]
Palmitic acid [22.446]
Oleic acid [22.559]
Stearic acid [23.252]
Suberic acid [14.951]
Methylmalonic acid [12.097]
Ethylmalonic acid [13.059]
Myoinositol [1.294]
Succinic acid [12.097]
Malic acid [12.806]
Tryptophan [7.513]
Kynurenic acid [14.589]
Valine [12.068]

Alanine [10.207]
Methylhistamine [11.941]
Trimethylamine [4.409]
Uric acid [8.763]
D-methionine [3.298]

Methods

lon-pairing

HILIC A

HILIC B
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Metabolic pathway/ class

Tryptophan and kynurenine metabolism
Alcohols and polyols

Dopamine and norepinephrine metabolism
TCA cycle

Sugars and others

Gamma butyrolactones

Sugars and others

Tryptophan and kynurenine metabolism

*RT = retention time expressed in minutes

Metabolites [RT"] Methods

Serine [4.155]

Threonine [3.893]
3-hydroxykynurenine [3.439]
Propylene glycol [3.375] RPLC A
Dopamine [3.482]
3,4-dihydroxyphenylacetic acid [5.345]
Pyruvic acid [2.625]

H-ketoisocaproic acid [5.339]

Threonic acid [2.314]
Dehydroascorbic acid [6.229] RPLCB
Galactitol [2.227]

Sorbitol [2.227]

D-Gluconic acid [2.249]

Quinolinic acid [3.807]

Kynurenine [5.312]

5.6. Data treatment and statistical analysis

After the chromatogram inspection, the obtained data were treated with the MassHunter Quantitative
Analysis software (Agilent MassHunter Quantitative Analysis 10.0) for the determination of the area of
each peak. Microsoft Office Excel was used for quantitation, doing also a blank subtraction. The p-values
(t-test or Wilcoxon/Mann-Whitney test, Microsoft Office Excel and SPSS, respectively) were calculated for
each metabolite. Log,FC was calculated according to the following formula:

log,FC = log, (averageCASES / averageCONTROLS)

Multivariate statistics were also performed in this study. Supervised Orthogonal Partial Least Square -
Discriminant analysis (OPLS-DA) was performed. Volcano plots plotting variable importance in the
projection (VIP) in OPLS-DA model against corrected p-values [p(corr), loading values scaled as
correlation coefficients values] were generated. Variables with absolute p(corr) lower than 0.3 show a low
correlation, while value between 0.3 and 0.5 show an intermediate correlation.
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Metabolites with p-values less than 0.05, VIP score > 1 and p(corr) = 0.3 were considered significant.

ROC curves and the area under the curve (AUC) for the studied metabolites were obtained in
Metaboanalyst 5.0 [36].

List Of Abbreviations

AUC, area under the curve.

DOPAC, 3,4-dihydroxyphenylacetic acid.

EPIC, European Prospective Investigation into Cancer and Nutrition.
HILIC, hydrophilic interaction liquid chromatography.

HPLC, high performance liquid chromatography.

KA, kynurenic acid.

LC-MS/MS, liquid chromatography-tandem mass spectrometry.
LDOPA, 3,4-dihydroxyphenylalanine.

LOD, limit of detection.

LOQ, limit of quantitation.

OPLS-DA, Supervised Orthogonal Partial Least Square — Discriminant analysis.
PD, Parkinson's Disease.

QA, quinolinic acid.

RPLC, reverse phase liquid chromatography.

RT, retention time.

TCA, tricarboxylic acids cycle.

VIR, variable importance in the projection.

Declarations

e Ethics approval and consent to participate

Page 16/21



The EPIC study protocol was approved by the International Agency for Research on Cancer (IARC) Ethics
Committee. The current research has been conducted according to the ethical standards of the
institutional and/or national research committee and with the 1964 Helsinki declaration and its later
amendments or comparable ethical standards.

All participants voluntarily agreed to take part and gave written informed consent.
e Consent for publication

Not applicable.
e Availability of data and materials

All data generated or analyzed in this study are included in this article. Other data that are relevant to this
article are available from the corresponding author upon reasonable request. Competing interests

The authors declare that they have no competing interests.
e Funding

The EPIC study received financial support from the International Agency for Research on Cancer
(AEP/93/06), the European Commission (S0-97-200302-05F02, SP23-CT-2005-006438), the Health
Research Fund (FIS) of the Spanish Ministry of Health, the Red Tematica de Investigaciéon Cooperativa de
Centros de Cancer (RTICCC C03/10, RD06/0020), the Consortium for Biomedical Research in
Epidemiology and Public Health (CIBERESP), the participating Regional Governments of Andalusia,
Basque Country, Murcia and Navarra, and the Catalan Institute of Oncology (ICO). This work was
furthermore supported by the Ministry of Health of the Basque Government, Exp 201611098

e Authors' contributions

MK prepared the samples, developed the analytical methods, analyzed the samples, did the
corresponding data analysis and wrote the first draft of the manuscript. JS assisted with the method
development and corrected the manuscript draft. CB supervised the whole analytical process and helped
with the data evaluation.

AB, PA, EA, JMH and JMI were involved in study concept and design.
EA, JMH, PA, AB, MDC, MEE and AVA were involved in data acquisition.
AB, PA, EA, JMH, JMI and EA were involved in data interpretation.

AB, PA and JMI were involved in the work supervision.

AB, PA, EA, JMH, MEE, AVA, MDC, JMI and EA were involved in critical revision of the manuscript for
important intellectual content.

Page 17/21



All authors read and approved the final manuscript.

Acknowledgements

The authors thank the founding sources for their support to this project.

References

.

10.

11.

12.

.Naz S, Garcia A, Barbas C. Multiplatform analytical methodology for metabolic fingerprinting of lung

tissue. Anal Chem. 2013;85(22):10941; doi:10.1021/ac402411n.

. Luan H, Liu LF, Meng N, Tang Z, Chua KK, Chen LL, et al. LC-MS-based urinary metabolite signatures

in idiopathic Parkinson's disease. J Proteome Res. 2015b;14(1):467-78; doi:10.1021/pr5008071.

. Luan H, Liu LF, Tang Z, Zhang M, Chua KK, Song JX, et al. Comprehensive urinary metabolomic

profiling and identification of potential noninvasive marker for idiopathic Parkinson's disease. Sci
Rep. 20154a;5:13888; doi:10.1038/srep13888.

. Havelund JF, Heegaard NHH, Feergeman NJK, Gramsbergen JB. Biomarker Research in Parkinson's

Disease Using Metabolite Profiling. Metabolites. 2017;7(3):E42; doi:10.3390/metabo7030042.

. Shao Y, Le W. Recent advances and perspectives of metabolomics-based investigations in

Parkinson’s disease. Mol Neurodegener. 2019;14(3):1-12; doi:10.1186/s13024-018-0304-2.

. Chang K-H, Cheng M-L, Tang H-Y, Huang C-Y, Wu Y-R, Chen C-M. Alternations of Metabolic Profile and

Kynurenine Metabolism in the Plasma of Parkinson’s Disease. Mol neurobiol. 2018; 55:6319-28;
doi:10.1007/s12035-017-0845-3.

. Szabo N, Tamas Kincse Z, Toldi J, Vecsei L. Altered tryptophan metabolism in Parkinson's disease: A

possible novel therapeutic approach. J Neurol Sci. 2011;310:256-60; doi:10.1016/j.jns.2011.07.021.

. Ahmed SS, Santosh W, Kumar S, Christlet HT. Metabolic profiling of Parkinson's disease: evidence of

biomarker from gene expression analysis and rapid neural network detection. J Biomed Sci.
2009;16:63; doi:10.1186/1423-0127-16-63.

. Trezzi J-P, Galozzi S, Jaeger C, Barkovits K, Brockmann K, Maetzler W, et al. Distinct Metabolomic

Signature in Cerebrospinal Fluid in Early Parkinson’s Disease. Mov Disord. 2017; 32(10):1-8;
doi:10.1002/mds.27132.

Wuolikainen A, Jonsson B Ahnlund M, Antti H, Marklund SL, Moritz T, et al. Multi-platform mass
spectrometry analysis of the CSF and plasma metabolomes of rigorously matched amyotrophic
lateral sclerosis, Parkinson's disease and control subjects. Mol Biosyst. 2016;12(4):1287-98; doi:
10.1039/c5mb00711a.

Trupp M, Jonsson P, Ohrfelt A, Zetterberg H, Obudulu O, Malm L, et al. Metabolite and Peptide Levels
in Plasma and CSF Differentiating Healthy Controls from Patients with Newly Diagnosed Parkinson's
Disease. J Parkinsons Dis. 2014;4(3):549-60; doi: 10.3233/JPD-140389.

Zhong L-L, Song Y-Q, Tian X-Y, Cao H, Ju, K-J. Level of uric acid and uric acid/creatinine ratios in
correlation with stage of Parkinson disease. Medicine (Baltimore). 2018; 97(26): €10967;

Page 18/21



13

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

doi:10.1097/MD.0000000000010967.

. Willkommen D, Lucio M, Moritz F, Forcisi S, Kanawati B, Smirnov KS, et al. Metabolomic

investigations in cerebrospinal fluid of Parkinson's disease. PLoS One. 2018;13(12):e0208752,;
doi:10.1371/journal.pone.0208752.

Saiki S, Hatano T, Fujimaki M, Ishikawa KI, Mori A, Qji Y, et al. Decreased long-chain acylcarnitines
from insufficient B-oxidation as potential early diagnostic markers for Parkinson's disease. Sci Rep.
2017;7(1):7328; doi: 10.1038/s41598-017-06767-y.

Burté F, Houghton D, Lowes H, Pyle A, Nesbitt S, Yarnall A, et al. Metabolic profiling of Parkinson's
disease and mild cognitive impairment. Mov Disord. 2017;32(6):927-32; doi:10.1002/mds.26992.

Hasuike Y, Endo T, Koroyasu M, Matsui M, Mori C, Yamadera M, et al. Bile acid abnormality induced
by intestinal dysbiosis might explain lipid metabolism in Parkinson’s disease. Med Hypotheses.
2020;134:109436; d0i:10.1016/j.mehy.2019.109436.

Dias V, Junn E, Mouradian MM. The role of oxidative stress in Parkinson's disease. J Parkinsons Dis.
2013;3(4):461-91; doi:10.3233/JPD-130230.

Davis JW, Grandinetti A, Waslien Cl, Ross GW, White LR, Morens DM. Observations on serum uric acid
levels and the risk of idiopathic Parkinson's disease. Am J Epidemiol. 1996;144(5):480-4;
doi:10.1093/oxfordjournals.aje.a008954.

de Lau LML, Koudstaal PJ, Hofman A, Breteler MM. Serum uric acid levels and the risk of Parkinson
disease. Ann Neurol. 2005;58(5):797-800; doi:10.1002/ana.20663.

Weisskopf MG, O'Reilly E, Chen H, Schwarzschild MA, Ascherio A. Plasma urate and risk of
Parkinson's disease. Am J Epidemiol. 2007;166(5):561-7; doi: 10.1093/aje/kwm127.

Annanmaki T, Muuronen A, Murros K. Low plasma uric acid level in Parkinson's disease. Mov Disord.
2007;22(8):1133-7; doi: 10.1002/mds.21502.

Lozeva V, Tuomisto L, Tarhanen J, Butterworth RF. Increased concentrations of histamine and its
metabolite, tele-methylhistamine and down-regulation of histamine H3 receptor sites in autopsied
brain tissue from cirrhotic patients who died in hepatic coma. J Hepatol. 2003;39(4):522-7;
doi:10.1016/s0168-8278(03)00353-2.

Uversky VN, Li J, Fink AL. Trimethylamine-N-oxide-induced folding of a-synuclein. FEBS Lett. 2001,
509(1):31-5; doi:10.1016/s0014-5793(01)03121-0.

Wu Y, Weidong L, Jankovic J. Preclinical biomarkers of Parkinson disease. Arch Neurol. 2011;
68(1):22-30; doi:10.1001/archneurol.2010.321.

Youn J, Lee S-B, Lee HS, Yang HS, Park J, Kim JS, et al. Cerebrospinal Fluid Levels of Autophagy-
related Proteins Represent Potentially Novel Biomarkers of Early-Stage Parkinson's Disease. Sci Rep.
2018;8(1):16866; doi:10.1038/s41598-018-35376-6

Dos Santos MC, Scheller D, Schulte C, Mesa IR, Colman P, Bujac SR, et al. Evaluation of cerebrospinal

fluid proteins as potential biomarkers for early stage Parkinson’s disease diagnosis. Plos One.
2018;13(11):e0206536; doi:10.1371/journal.pone.0206536.

Page 19/21



27. Mellick GD, Silburn PA, Sutherland GT, Siebert GA. Exploiting the potential of molecular profiling in
Parkinson's disease: current practice and future probabilities. Expert Rev Mol Diagn.
2010;10(8):1035-50; doi:10.1586/erm.10.86.

28. von Campenhausen S, Bornschein B, Wick R, Botzel K, Samaio C, Poewe W, et al. Prevalence and
incidence of Parkinson's disease in Europe. Eur Neuropsychopharmacol. 2005;15(4):473-90;
doi:10.1016/j.euroneuro.2005.04.007.

29. Nucera G, Gabrielli M, Lupascu A, Lauritano EC, Santoliquido A, Cremonini F, et al. Abnormal breath
tests to lactose, fructose and sorbitol in irritable bowel syndrome may be explained by small
intestinal bacterial overgrowth. Aliment Pharmacol Ther. 2005;21(11):1391-5; d0i:10.1111/j.1365-
2036.2005.02493.x.

30. Scheperjans F, Aho V, Pereira PA, Koskinen K, Paulin L, Pekkonen E, et al. Gut microbiota are related to
Parkinson's disease and clinical phenotype. Mov Disord. 2015;30(3):350-8; doi:10.1002/mds.26069.

31. LeWitt PA, Li J, Lu M, Guo L, Auinger P. Metabolomic biomarkers as strong correlates of Parkinson
disease progression. Neurology. 2017;88(9): 862-9; doi:10.1212/WNL.0000000000003663.

32. Hirsch EC, Vyas S, Hunot S. Neuroinflammation in Parkinson's disease. Parkinsonism Relat Disord.
2012;18(1): S210-2; doi:10.1016/S1353-8020(11)70065-7.

33. Lim CK, Fernandez-Gomez FJ, Braidy N, Estrada C, Costa C, Costa S, et al. Involvement of the
kynurenine pathway in the pathogenesis of Parkinson’s disease. Prog Neurobiol. 2017;155: 76-95;
doi:10.1016/j.pneurobio.2015.12.009.

34. lwaoka K, Otsuka C, Maeda T, Yamahara K, Kato K, Takahashi K,et al. Impaired metabolism of
kynurenine and its metabolites in CSF of parkinson’s disease. Neurosci Lett. 2020;714:134576;
doi:10.1016/j.neulet.2019.134576.

35. Gallo V, Brayne C, Forsgren L, Baker RA, Petersson J, Hansson O, et al. Parkinson's Disease Case
Ascertainment in the EPIC Cohort: The NeuroEPIC4PD Study. Neurodegener Dis. 2015;15(6):331-8;
doi: 10.1159/000381857.

36. MetaboAnalyst5.0 - user-friendly, streamlined metabolomics data analysis,
https://www.metaboanalyst.ca. Accessed 17 May 2021.

Figures

Page 20/21


https://www.metaboanalyst.ca/

10 European countries

Mmt1e19e

l

5 Spanish cohorts = 41438 participants

l

¢ & & o 0 8 8 e & 0 & 0 0 0 e & 0 08 8 0 e & 0 & & 0 0

Mt Meeeet | M AR

“EPIC Navarra” cohort = 8084 participants

PN

e @ & . o

12 PD subjects 21 healthy
control subjects

Figure 1

Schematic structure of the EPIC study and the samples used in the present study.
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