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Abstract

Biofluid biomarkers of age-related macular degeneration (AMD) are still lacking, and their
identification is challenging. Metabolomics is well-suited to address this need, and urine is a
valuable accessible biofluid. This study aimed to characterize the urinary metabolomic signatures
of patients with different stages of AMD and a control group (>50 years). It was a prospective,
cross-sectional study, where subjects from two cohorts were included: 305 from Coimbra, Portugal
(AMD patients 7= 252; controls 7= 53) and 194 from Boston, United States (AMD patients n=
147; controls n= 47). For all participants, we obtained color fundus photographs (for AMD
staging) and fasting urine samples, which were analyzed using 'H nuclear magnetic resonance
(NMR) spectroscopy. Our results revealed that in both cohorts, urinary metabolomic profiles
differed mostly between controls and late AMD patients, but important differences were also
found between controls and subjects with early AMD. Analysis of the metabolites responsible for
these separations revealed that, even though distinct features were observed for each cohort, AMD
was in general associated with depletion of excreted citrate and selected amino acids at some stage
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of the disease, suggesting enhanced energy requirements. In conclusion, NMR metabolomics
enabled the identification of urinary signals of AMD and its severity stages, which might represent
potential metabolomic biomarkers of the disease.
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INTRODUCTION

Age-related macular degeneration (AMD) is an aging disease of the eye, which is currently
the leading cause of adult blindness in developed countries and ranks third worldwide. In
2040, AMD is expected to affect 288 million people.! AMD natural history typically
comprises “dry” early and intermediate forms, which in some people can progress to late
forms, namely atrophic (geographic atrophy, GA) and/or neovascular form (choroidal
neovascularization or “wet” AMD).23 It is well-established that the pathogenesis of AMD is
multifactorial, involving an interplay between genetic and environmental risk factors;*
however, the reasons for the occurrence of disease and its progression remain only partially
understood.? Furthermore, reliable biofluid biomarkers of the disease are still lacking in
AMD.

Our group hypothesized that metabolomics could be an appropriate approach to address the
current lack of biomarkers in AMD.56 Metabolomics is the global profiling of small
molecules (<1 kDa), or metabolites, comprised in a biological system.” Importantly,
metabolites are the downstream product of the cumulative effects of the genome and
environmental exposures, so that the metabolome is expected to closely represent the health
state of a human subject organism and its phenotype. This approach has been useful in many
diseases,? including other multifactorial conditions such as Alzheimer’s disease, cancer, and
recently, AMD. Metabolomics platforms are highly cost-effective,® with two main
techniques currently available: mass spectrometry (MS) and nuclear magnetic resonance
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spectroscopy (NMR).10-12 Both approaches have strengths and weaknesses, and they can
together provide a global overview of the human metabolome. NMR spectroscopy has
important advantages,13 namely, the ability to reuse samples, high reproducibility, and
minimal sample preparation requirements.

While most metabolomics research to identify biofluid biomarkers of disease has been
carried out on blood samples,14-18 urine has been also used because of its easy accessibility
and noninvasiveness.1®-23 Compared to blood, urine composition is not regulated by
homeostatic mechanisms and greater variation of endogenous metabolites can occur.24
Although this adds an additional challenge, it also means that urine may better reflect
changes in human metabolism, and thus better mirror disease states. This has been widely
shown in cancer,19:22.25-29 cardiovascular,3%:31 brain32 and prenatal diseases,23:33 among
others.34:35

In ophthalmology, there has been limited research on the role of metabolomics and existing
reports have mostly addressed blood or ocular fluids.3¢ Osborn et al.3” pioneered the
application of metabolomics to AMD using MS to compare plasma samples of patients with
a subtype of advanced AMD (choroidal neovascularization) to controls. Our group was, to
our knowledge, the first to study the metabolomic profile of the different stages of AMD
(early, intermediate, and late) using NMR® and MS8. With both techniques, we observed
some separation between different AMD stages and controls, based on the subjects’ plasma
metabolomic profiles. The emerging and promising subject of metabolomics to characterize
AMD has been reviewed very recently, covering applications not only to biofluids but also to
tears, vitreous, and aqueous humor.38

To the best of our knowledge, no metabolomic urinary signatures of AMD patients have
been described. Therefore, this study aims to characterize the urine metabolomic signatures
of patients with AMD and controls, considering different stages of the disease (early,
intermediate, and late), in two distinct cohorts (United States and Portugal), to search for
potential urine metabolic biomarkers of AMD for use in diagnosis and staging.

MATERIALS AND METHODS

Study Design and Protocol

As described by our group,® this study is part of a cross-sectional, observational study
performed at Massachusetts Eye and Ear (MEE), Harvard Medical School, Boston, United
States, and the Faculty of Medicine of the University of Coimbra (FMUC), Coimbra,
Portugal, in collaboration with the Association for Innovation and Biomedical Research on
Light and Image (AIBILI) and the “Centro Hospitalar e Universitario de Coimbra”,
Coimbra, Portugal. The clinical protocol was conducted in accordance with HIPAA (Health
Insurance Portability and Accountability Act) requirements and the tenets of the Declaration
of Helsinki and was approved by the Institutional Review Boards of MEE, FMUC and
AIBILI, and by the Portuguese National Data Protection Committee (CNPD). All subjects
enrolled in the study provided signed informed consent forms.
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From January 2015 to July 2016, in both study sites (Boston and Coimbra), subjects
diagnosed with AMD and a control group aged =50 years, without any macular pathology,
were recruited. The Portuguese (FMUC/AIBILI) study population was derived from a
population-based cohort study,3? where all subjects with an established diagnosis of any
stage of AMD were invited to participate. Subjects without signs of AMD in a prior
evaluation3® were also invited and included as controls if they remained without the disease
in a subsequent evaluation (see criteria below). At MEE (Boston), participants were
recruited at the Retina Service and the Comprehensive Ophthalmology and Optometry
Services, at their regular appointments. For both cohorts, the following exclusion criteria
were applied: diagnosis of any other vitreoretinal disease, active uveitis or ocular infection,
significant media opacities that precluded the observation of the ocular fundus, refractive
error equal or greater than 6 diopters of spherical equivalent, past history of retinal surgery,
history of any ocular surgery or intraocular procedure (such as laser and intraocular
injections) within the 90 days prior to enrolment, and diagnosis of diabetes mellitus, with or
without concomitant diabetic retinopathy.

All participants underwent a comprehensive eye exam, including best-corrected visual acuity
(BCVA), current refraction, intraocular pressure, slit lamp biomicroscopy, and dilated fundus
exam. A standardized medical history questionnaire was designed specifically for this study,
40 including self-reported data on smoking habits, weight and height (used to calculate body
mass index). Recruited subjects were imaged with 7-field, nonstereoscopic color fundus
photographs (CFP) either with a Topcon TRC-50DX (Topcon Corporation, Tokyo, Japan) or
a Zeiss FF-450Plus (Carl Zeiss Meditec, Dublin, CA) camera.

AMD Diagnosis and Grading

For AMD diagnosis and staging, two of three independent experienced graders analyzed all-
field 2 CFP, according to the AREDS classification system.4142 In case of disagreement, a
senior author (RS or DH) established the final categorization. Images taken with Topcon
cameras were evaluated with IMAGEnet 2000 software (version 2.56; Topcon Medical
Systems) and those obtained with a Zeiss camera were observed using VISUPAC (version
4.5.1; Carl Zeiss Meditec). Images were standardized using software developed by our
group.*3 The most recent AREDS2 definitions*2 were applied, namely, that the standard disc
diameter equals 1800 xm (rather than 1500 pm), which affects the size of the ETDRS grid
and of the standard drusen circles; and that geographic atrophy (GA) is present if the lesion
has a diameter equal or larger than 433 ym (AREDS circle 1-2) and at least two of the
following features are present: absence of RPE pigment, circular shape, or sharp margins
(thus meaning that the involvement of the central fovea is not a requirement). Therefore, the
following groups were established and used for further assessments:#142 controls—presence
of drusen maximum size < circle CO and total area < C1; early AMD—drusen maximum
size = CO but < C1 or presence of AMD characteristic pigment abnormalities in the inner or
central subfields; intermediate AMD—presence drusen maximum size = C1 or of drusen
maximum size = CO if the total area occupied is > 12 for soft indistinct drusen and > O2 for
soft distinct drusen; late AMD—presence of GA according to the criteria described above
(GA or “dry” late AMD) or evidence of neovascular AMD (choroidal neovascularization,

J Proteome Res. Author manuscript; available in PMC 2021 January 27.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnue Joyiny

1duosnuen Joyiny

Lains et al. Page 5

CNV or “wet” AMD). For participants with different stages in the two eyes, the worst of the
two was considered as the subjects’ classification.

Sample Collection and NMR Analysis

The present study is cross-sectional, and it relied on a single urine collection per individual,
following exactly the same protocols in the two cohorts under study. In the abovementioned
study visits, fasting urine samples were collected in the morning for all participants into
sterile cups. Within a maximum of 20 min, urine aliquots of 1.5 mL (MEE) and 5 mL
(FMUC/AIBILI) were transferred into sterile cryovials and stored at =80 °C. Urine samples
from MEE were shipped to Portugal for metabolomic profiling in dry ice (through TNT
Express, USA, Inc). Samples arrived frozen in less than 48 h and were immediately stored at
—80 °C until NMR analysis. Prior to analysis, samples were thawed at room temperature,
and 800 yL was centrifuged (4500g, 5 min). Then, 60 xL of 1.5 M KH,PO4/D,0 phosphate
buffer pH 7.00, 0.1%Na*/3-trimethylsilylpropionic acid (TSP) was added to 540 /1 of
supernatant, followed by buffering and pH adjustment to 7.00 + 0.02 with KOD (4 M) or
DCI (4 M). The mixture was again centrifuged (4500g, 5 min), and 550 zL was transferred
to a5 mm NMR tube.

NMR spectra were acquired at 300 K, on a Bruker Avance |11 spectrometer operating at
500.13 MHz for proton and equipped with a 5 mm TXI probe. For each sample, a standard
1D 1H NMR spectrum was acquired, using a “noesyprld” (Bruker library) pulse sequence
with water suppression during the relaxation delay (4 s) and mixing time (100 ms). Other
acquisition parameters were as follows: spectral width 10081 Hz, 64 k data points and 128
transients. All free induction decays were multiplied by a 0.3 Hz line-broadening factor prior
to Fourier Transformation. Spectra were manually phased, baseline corrected, and internally
referenced to TSP at §0.00 ppm. All peak assignments were carried out with basis on 1D
and 2D NMR experiments and consultation of the Bruker Biorefcode spectral database
(BBIORFCODE-2-0-0 data-base, Bruker Biospin, Rheinstetten, Germany), as well as other
existing databases** and literature reports.2945 Statistical Total Correlation Spectroscopy
(STOCSY) was also used to aid peak assignment.46

Statistical Analysis

Statistical descriptive and inference methods (¢test, Fisher-exact test, Chi-square test, and
density distribution) were used to describe the clinical and demographic characteristics of
the study populations.

For NMR data analysis, the spectral region between 9.50-0.30 ppm was considered, after
exclusion of water and urea spectral regions (4.54-5.08 and 5.53-6.10 ppm, respectively)
(Amix 3.9.14, Bruker BioSpin, Rheinstetten, Germany). Spectra were aligned using
recursive segment-wise peak alignment*’ (Matlab 7.12.0, The MathWorks, Inc.), normalized
to total area and scaled to unit variance (SIMCA-P 11.5, Umetrics, Umea, Sweden).

Multivariate analysis included both principal component analysis (PCA) and partial least-

squares discriminant analysis (PLS-DA). PLS-DA model robustness was assessed by Monte
Carlo Cross Validation (MCCV) using 500 iterations, enabling % values (predictive power),
number of Latent Variables (LV), and confusion matrices of original and randomly permuted
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classes to be retrieved.#849 Sensitivity (% sens.), specificity (% spec.), and classification
rates (% CR) were computed, and the predictive power of each model was further assessed
using Receiver Operating Characteristic (ROC) curve analysis, a function of the true positive
rate (TPR or sensitivity) and false positive rate (FPR or 1-specificity).>0 Additionally,
variable selection was performed as previously described:29 namely, spectral variables were
selected through the intersection of three conditions: VIP > 1 and VIP/VIPcvSE > 1 and |b/
bcvSE| > 1. After variable selection, PLS-DA was reapplied and resubmitted to MCCV. For
all models, the peaks/metabolites and unassigned spectral regions contributing to class
discrimination were integrated in the original spectra (Amix 3.9.14, Bruker BioSpin,
Rheinstetten, Germany) and normalized to total spectral area. Integrals were compared
through the Wilcoxon test (p < 0.05, confidence level 95%)>°! and effect size values
calculated.>? P-values were corrected for multiple comparisons using the Bonferroni
correction, which defines a significance cutoff dependent on the number of resonances
simultaneously tested.

Study Population Demographics

We have included a total of 499 subjects, 305 (61.1%) from Coimbra and 194 (38.9%) from
Boston. Table 1 presents the clinical and demographic characteristics of both study cohorts.
As expected, age significantly differed between patients with AMD (particularly at
intermediate and late stages) and the control group, for both cohorts (p-values for Coimbra:
0.048 for controls/early AMD; 5.6 x 1076 for early/intermediate AMD; 1.7 x 107° for
intermediate/late AMD; p-values for Boston: 0.80 for controls/early AMD; 0.020 for early/
intermediate AMD; 0.010 for intermediate/late AMD). No significant differences (p-value
>0.05) were observed for gender, BMI, and smoking habits. Figure S1 presents the
histograms of these covariates, as a function of AMD stage. As shown, the larger
intermediate AMD groups comprised a wider ranges of variance for age; hence, this group
was used to evaluate the effects of age on disease metabolomic signatures, as described
below. In terms of other comorbidities (Table S1), our study groups were mostly well-
balanced, except for the percentage of subjects with thyroid disease in the Coimbra cohort,
which differed significantly between intermediate and late AMD groups; and with thyroid
and cardiovascular disease in the Boston cohort, which differed between early and
intermediate AMD stages. These differences might introduce confounding effects on our
assessments, as discussed later.

Multivariate Analysis of NMR Data

Figure 1 shows the average urine 'H NMR spectra of control and late AMD subjects in each
cohort. These spectra reflect the expected complex composition of urine (a complete list of
metabolites is shown in Table S2), and some visual changes between control and late AMD
groups (arrows in Figure 1b,d), for each cohort. The spectra also indicate that the spectral
profile of equivalent groups seems to differ slightly between cohorts. In order to investigate
this and decide if subsequent analysis should address the two cohorts jointly or separately,
control groups alone and late AMD groups alone were compared between cohorts (Figure
S2). Indeed, PCA and PLS-DA of control groups alone (Figure S2a) revealed significant a
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priori differences in urinary metabolic profile between Coimbra and Boston (Q? of PLS-DA
model = 0.599) and a similar observation was noted for late AMD groups (Figure S2b, Q2 of
PLS-DA model = 0.619). PLS-DA loadings analysis confirmed important differences in
Coimbra controls, compared to Boston controls, namely, significantly higher levels of
formate (p-value 1.1 x 1079), creatine (p-value 9.2 x 1073), taurine (p-value 3.4 x 1077),
dimethylamine (DMA\) (p-value 8.2 x 1073), and additional changes in several unassigned
signals. Furthermore, late AMD patients in Coimbra, compared to Boston, exhibited many
of the above changes, with the addition of lower ascorbate levels (p-value 1.8 x 107°) and
other changes in unassigned resonances. These results indicated that local characteristics
(e.g., genetic, environmental) play an important role on urinary metabolic profile, potentially
masking AMD effects if joint cohorts are considered. Such becomes clearer in the
comparison of all controls (both cohorts) and all AMD patients (both cohorts) (Figure S3),
where no meaningful group separation is observed, even after data reduction through
variable selection and repeated subsequent PLS-DA (2 = 0.19). Similar comparisons
carried out for each cohort separately provided some improvement in group separation
(Table 2, right; ¢% = 0.38 and 0.22 for variable-selected spectra for Coimbra and Boston,
respectively), indicating that separate analysis of cohorts will more probably unveil clearer
AMD metabolic markers, than joint cohort analysis. As shown below, our analysis also took
into account the different AMD stages and the impact of age differences on metabolic
profile.

Initial unsupervised analysis of each cohort using PCA did not show any significant
separation between controls and patients. PLS-DA considering the control group and the
three different AMD stages (Figure S4) showed that, in both cohorts, controls (blue) differed
mostly from late AMD (purple) patients, and a large degree of overlap was noted between
early (red) and intermediate (green) AMD stages. The metabolic changes accompanying the
different stages of AMD in the two cohorts were further investigated through pairwise PLS-
DA modeling. From the corresponding quality parameters obtained for full resolution
spectra (Table 2, left) and variable-selected spectra (Table 2, right), it is clear that the urinary
metabolic changes occurring with AMD are small for both cohorts, and only become visible,
in some cases, after variable-selection (Q? = 0.40). For the full resolution spectra (Table 2,
left), satisfactory models were obtained only for late AMD patients compared to controls, in
both cohorts (Q? = 0.51, sens 79% and spec 76% for Coimbra; and 2 = 0.30, sens 71% and
spec 66% for Boston), and none of the remaining comparisons (either between AMD stages
or for (all AMD patients) vs controls or late vs early AMD) provided meaningful group
separations.

Considering variable-selected spectra only, the Coimbra cohort showed satisfactory group
separation between controls and early AMD patients (% = 0.40, sens. 80% and spec. 77%)
(Figure 2a, Table 2), suggesting that some variations occur early on, with potential value in
AMD early diagnostics. Other comparisons revealed that late AMD vs controls provided the
strongest PLS-DA model (2 = 0.58, sens. 90% and spec. 80%) (Figure S5a). It is
interesting to note that, compared to our own previous results on the plasma of similar albeit
smaller cohorts® (Table 2, right column), urine spectra seem to provide better group
separation than plasma. On the other hand, in the Boston cohort, group separations were
weaker (¢? < 0.36) (Figure 2b, Table 2), with early vs intermediate AMD groups hinting

J Proteome Res. Author manuscript; available in PMC 2021 January 27.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnue Joyiny

1duosnuen Joyiny

Lains et al.

Page 8

some separation, although with low specificity (Q? = 0.36, sens. 89% and spec. 69%).
Comparison between late AMD and controls again provided a satisfactory PLS-DA model
(2 = 0.37, sens. 77% and spec. 77%) (Figure S5b), although notably not as strong as for the
Coimbra cohort. In this cohort, the performance of models based on urine seems to fall short
of that of plasma, which produced more robust PLS-DA models (2 = 0.49) between AMD
stages,® although the cohorts considered differed in size, as noted before.

In order to assess how age contributed to the observed differences between late AMD and
controls, PCA and PLS-DA were applied to the larger intermediate AMD groups, defining
age groups above and below the median age for each cohort. The results showed no class
separation with age, with PLS-DA models showing no predictive power (¢? < 0), which
meant that age does not impact significantly on the metabolic profile of our subjects, as
viewed by NMR. However, detailed spectral analysis suggested tendencies for older subjects
in the Coimbra cohort (age >75) to excrete less creatinine (p= 0.0172) and valine (p=
0.0067), and slightly more acetone (p = 0.0043), whereas older subjects in the Boston cohort
(age >71) excreted slightly less tyrosine (p= 0.0314). Importantly, these differences were
too small to determine any meaningful separation between AMD groups, therefore enabling
us to hypothesize that the spectral changes responsible for the shift seen in Figures 2 and S4
are not significantly related to age differences, but mainly to AMD itself. Although gender
ratio was found not to differ significantly between groups (Table 1) and, therefore, gender-
related metabolic differences should not contribute largely to our results, we have identified
the following differences in the urine of women compared to men: (i) in Coimbra: less
citrate (o= 1.4 x 1077) and c/s-aconitate (p = 0.024), and more hippurate (p = 0.026) and
dimethylamine (DMA) (p= 0.019); and (ii) in Boston: less creatinine (p= 1.0 x 107%),
taurine (p = 0.021) and tyrosine (o =0.032).

Metabolites Responsible for Group Separations in PLS-DA

To interpret the observed group separations in each cohort, analysis of loadings plots and
peak integration was carried out to identify specific metabolites the levels of which were
changed (Table 3). In the Coimbra cohort, as expected given the relatively higher model
predictive powers ((?), a greater number of changes was noted between patients with early
AMD and controls. This was based on decreased levels of 4-hydroxyphenylacetate (4-HPA),
formate, s-inositol and sucrose, as well as important changes in unassigned spectral regions
at 62.86-2.87, 2.87-2.88. The later reflected an interesting shift of an aliphatic feature
(Figure S6a), which was not pH related (pH = 7.00 £ 0.02 for all sample groups), and which
affected in particular the transition between controls and early AMD (Figure S6b). Although
still unassigned, this feature is relevant in distinguishing the two groups and remains
significant upon Bonferroni correction for multiple comparisons (see footnote b in Table 3).
In the cohort from Coimbra, comparison between intermediate and early AMD revealed a
small increase in sucrose levels and small decreases in A-methylnicotinamide (NMND) (in
intermediate AMD). In addition, comparison between late and intermediate AMD revealed
differences in valine, citrate and in the unassigned & 2.87-2.88 region. Distinction between
late AMD and controls (Table 3) was mainly due to decreased levels of formate (noted in
Figure 1), NMND and aliphatic regions at 6 2.86-2.87, 2.87-2.88.
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In the Boston cohort, the early stage of AMD was weakly distinguished from controls by
increased levels of citrate and changes in three unassigned metabolites (U1 to U3) (Table 3).
Since 21% of the early stage AMD group also had cardiovascular disease, compared with
4% in controls (Table S1), the urine spectra of those patients were closely inspected. This
analysis revealed the absence of any significant changes in citrate and U1-U3 (p-values
>0.05), thus suggesting that the changes observed should indeed be related to AMD. In this
cohort, stronger differences were noted between intermediate and early AMD stages, with
increased levels of ascorbate (the most relevant change even after Bonferroni correction, see
footnote b in Table 3), decreased levels of several amino acids (glycine, lysine, tyrosine),
citrate, creatinine, 2-hydroxyisobutyrate (2-HIBA), pyruvate and several unassigned
resonances. Again, consideration of the spectra corresponding to the subjects with thyroid
disease (21% and 6% in intermediate and early AMD, respectively, Table S1) showed that
none of these metabolites/resonances were significantly changed (p-values >0.05), which
confirmed that the changes listed in Table 3 should indeed be due to AMD. Finally, only
small increases in DMA and 2 unassigned regions characterized the separation between late
and intermediate AMD stages in the Boston cohort. Patients with late AMD were clearly
distinguished from controls by increased levels of ascorbate (Table 3), along with two
unassigned features.

Comparison of NMR Plasma and Urine Results

The heatmap in Figure 3 illustrates the metabolic changes between AMD stages in both
cohorts, considering both urine and plasma results, the latter obtained for a subset of the
cohorts presented in this paper.® In such heatmap, hot and cold colors represent metabolite
increases and decreases, respectively, and both statistically relevant changes and qualitative
changes (or tendencies) are shown. Notably, although a large part of the metabolic signatures
seems to be population-dependent, the significant decreased levels of excreted amino acids
(valine in Coimbra, and glycine, lysine and tyrosine in Boston) and citrate (after an initial
increasing tendency in both cohorts) seem to be common features of AMD for both cohorts
(footnote d in Table 3, Figure 3). Furthermore, the importance of a large numbers of
unassigned peaks in urinary signatures becomes clear.

DISCUSSION

We present the first urine metabolomics study of AMD patients and controls, where 499
subjects were included from two independent cohorts (Coimbra, Portugal and Boston,
United States). An initial comparison between cohorts identified strong inherent differences
in urinary profiles, thus potentially masking AMD markers if analysis of joint cohorts was to
be followed. Subsequent analysis of each cohort separately demonstrated that the clearest
separations in urine NMR metabolomic profiles were observed between late AMD patients
and controls, and not as a reflection of age differences. However, important differences were
also seen between the early stages of the disease and the control groups. Even though the
metabolites responsible for these separations differed between the two study cohorts,
common changes were seen on the excreted levels of citrate and selected amino acids in both
study groups.
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In the cohort from Coimbra, changes were observed when comparing patients with early
AMD and controls. These mostly involved metabolite decreases (e.g., formate, 4-HPA, s-
inositol. sucrose), with the exception of an unknown at 6 2.86-2.8, which was increased.
Interestingly, for this comparison, urine spectra produced better group separation than
observed for plasma by NMR, in a similar (although smaller) cohort.? The biochemical
relationship between the changes observed in the two biofluids is not straightforward, but in
both biofluids, amino acids and organic acids, together with a list of unassigned resonances
in urine and lipids in plasma, seem to represent important features of early AMD.
Comparison between early and intermediate AMD did not show many metabolic changes,
whereas in late AMD a tendency for decreased excretion of several metabolites was
observed, namely for citrate, valine and unassigned aliphatic metabolite(s) (at 6§ 2.86-2.88).

In the Boston cohort, the general performance of urine NMR metabolomics was weaker than
noted for plasma.® Indeed, we observed relatively little change between early AMD and
controls. Despite this, larger changes were seen between early and intermediate AMD
stages, including an important increase in ascorbate, a general decrease in amino acids and
other organic acids (including citrate, in common with the Coimbra cohort), and some
relevant variations in unassigned resonances. Interestingly, in our previous work® we verified
that the plasma NMR profile for early vs intermediate AMD also showed a tendency for
amino acids decrease; this persisted in plasma from intermediate to late AMD (alanine,
glutamine, histidine), contrary to urine which showed a slight increasing tendency for amino
acids in late AMD.

The variability in the metabolic profiles of the two cohorts emphasises the need to further
assess the influence of genetic and environmental factors in our results . However, as
mentioned, in this study we have observed some common features between the two cohorts
regarding citrate (increased in early stages, followed by a decrease at later stages) and
selected amino acids (decreased): valine (glucogenic amino acid) in the Coimbra cohort, at
late AMD stages; and glycine (glucogenic amino acid), lysine (ketogenic amino acid) and
tyrosine (glucogenic/ketogenic amino acid) in the Boston cohort, at intermediate AMD
stages. These results are in broad agreement with the previously proposed AMD-specific
disturbances assessed by NMR metabolomics of decreased plasma levels of histidine
(glucogenic amino acid), fatty acids and proteins.> Moreover, the decreased levels of
excreted glucogenic amino acids in both cohorts, at some stage of the disease, suggest that
AMD may induce the use of these amino acids to convert into tricarboxylic acid (TCA)
cycle intermediates and/or pyruvate possibly to promote gluconeogenesis, for increased
energy production. In addition, ketone bodies production may also be activated to some
extent, through ketogenic amino acids (lysine and tyrosine, in the Boston cohort) and lipid
oxidation (leading to depletion in plasma lipids in both cohorts),” in order to activate TCA
cycle and gluconeogenesis in extrahepatic tissues. This is consistent with the depletion of
acetoacetate and S-hydroxybutyrate (ketone bodies) observed in the plasma of AMD patients
from Coimbra.> Therefore, in general, our NMR results suggest that AMD subjects are
likely to undergo activation of energy metabolism, perhaps concomitantly with
gluconeogenesis. However, the precise dynamics of the process in relation to AMD staging
remains to be established, as it seems to be population-dependent, and additional studies are
needed to further clarify the association between urine and plasma signatures and their
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biological relevance. In addition to these findings, each cohort showed other strong apparent
AMD-specific excretory features, which are potentially important as AMD biomarkers,
namely: (i) marked changes in still unassigned aliphatic moieties in the Coimbra cohort,
which helped differentiate early AMD from controls, and (ii) increased levels of ascorbate in
the Boston cohort, which may be related to oxidative stress® in patients with intermediate
AMD and which remain important in late AMD compared to controls.

Importantly, in our study we identified age (both cohorts), and cardiovascular and thyroid
diseases (Boston cohort) as potentially important confounding factors between particular
study groups. However, none of these factors explained the group separations found, thus
suggesting that the observed changes refer to AMD itself. In any case, within the metabolic
signatures related to AMD, lower excretion of valine (Coimbra cohort) and tyrosine (Boston
cohort) may be partially associated with age. In relation to gender, some metabolites could
be weakly related to urine metabolic profile, but only some were present in the AMD
signatures: citrate (decreased in women) in the Coimbra cohort, and creatinine and tyrosine
(also decreased in women) in the Boston cohort. Hence, it could be argued that the decreases
seen in these compounds in AMD patients could originate from the high female/male ratios
characterizing these cohorts. However, the facts that (i) no statistical differences were found
in female/male ratios between groups (p-value >0.05) and that (ii) the remainder gender-
related metabolites found (cis-aconitate, hippurate, DMA, taurine) were not part of the AMD
signatures, lead us to propose that the noted decreases in citrate, valine and tyrosine are
mainly related to AMD, rather than gender.

One of the largest strengths of this study relates to the inclusion of two cohorts with different
geographic origins. Interpopulation studies are particularly important in human metabolomic
studies, especially when analyzing urine, which has a highly variable composition. This
enables a better assessment of potential confounders capable of masking disease-related
metabolite changes, and helps to establish the degree of biomarker specificity to each
population. However, this study is not without limitations. First, its cross-sectional design
hinders the assessment of causality and evolution of AMD-related metabolomic fingerprints
over time. In addition, the biological relevance of biofluid metabolomics in relation to the
ocular tissue in AMD was not assessed, and we also did not assess how the observed
changes in urine compare to changes with other age-related diseases. Demographics and
prior medical history were collected through a self-reporting questionnaire, which allows for
the possibility of some degree of response bias, and our cohorts were mostly composed of
Caucasian subjects, which limits the external validity of our study. Other limitations relate to
the difficulty in identifying many unassigned NMR features that are part of the marker
signatures for AMD, and in unambiguously interpreting the changes observed. We also did
not consider information on different medication intake, genetics or dietary data, the latter
possibly relating to variations in metabolites known to potentially relate to diet/gut
microflora (e.g., 4-HPA, s-inositol, sucrose, 2-HIBA, creatinine (meat products), and DMA
(fish products)). Finally, here we have assessed the two cohorts separately and compared the
findings between them; we suggest that, in future studies with larger sample sizes and for
which differences in local characteristics may be accounted for, cohort integration, and
training-validation sets definition may be attempted. The above limitations need to be
addressed in future work, which could include other techniques of metabolite detection,
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assessment of genetic and environmental influences in metabolomic profiles, and a
longitudinal follow-up of AMD patients.

CONCLUSIONS

We report, for the first time a urine cross-sectional NMR metabolomics study of two
independent cohorts of AMD patients and controls. Our results demonstrated that, although
urine metabolic profile is, apparently, markedly sensitive to environmental/genetic
characteristics, in general, AMD seems to lead to a depletion of excreted citrate and selected
amino acids, at some stage of the disease. These changes may suggest an enhancement in
energy requirements in AMD patients and the consequent guidance of TCA cycle
intermediates toward gluconeogenesis; this is also consistent with indication of ketone
bodies being used to trigger energy production in extrahepatic tissues and lipids oxidation,
as previously reported in plasma. Further work is needed to explore and validate these
findings, which have the potential to develop accessible and reliable biomarkers of AMD.
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Figure 1.
Average 'H NMR spectra of urine of controls (a,c) and late AMD groups (b,d) for Coimbra

(a,b) and Boston (c,d) cohorts. Peak numbering identifies the main assignments: 1, ile; 2,
leu; 3,val; 4, B-HBA (B-hydroxybutyrate); 5, 3-HIVA (3-hydroxyisovalerate); 6, lactate; 7,
thr; 8, 2-HIBA (2-hydroxyisobutyrate); 9, ala; 10, acetate; 11, PAG (phenylacetylglutamine);
12, p-CS (p-cresol sulfate); 13, citrate; 14, DMA (dimethylamine); 15, creatine; 16,
creatinine; 17, carnitine; 18, TMAQO (trimethylamine-A~oxide); 19, tau; 20, gly; 21,
hippurate; 22, trigonelline; 23, NMND (A~methyl nicotinamide), 24, ascorbate; 25, glucose;
26, furoylglycine; 27, 2-Py (A~methyl-2-pyridone-5-carboxamide); 28, 4-HPA (4-
hydroxyphenylacetate); 29, tyr; 30, 4-OH-hippurate (4-hydroxyhippurate); 31, formate.

J Proteome Res. Author manuscript; available in PMC 2021 January 27.



1duosnuepy Joyiny 1duosnuely Joyiny 1duosnue Joyiny

1duosnue Joyiny

Lains et al.

Page 17

Remaining assignments are shown in Table S2. The three-letter code is used for amino acids.
Arrows indicate some visual changes. *: removed water and urea spectral regions.
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Figure 2.
PLS-DA scores plot for pairwise models for variable-selected spectra of urine from the a)

Coimbra cohort (circles): left, controls (blue, 7=52) vs early AMD (red, 7= 54); middle,
early AMD (red, 7= 56) vs intermediate AMD (green, /7= 141); right, intermediate AMD
(green, n=141) vs late AMD (purple, n=54), and b) Boston cohort (diamonds): left,
controls (blue, 7= 46) vs early AMD (red, 7= 30); middle, early AMD (red, n= 33) vs
intermediate AMD (green, n= 64); right, intermediate AMD (green, n= 63) vs late AMD
(purple, n=43). @2 value and MCCYV results are shown for each model.
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Figure 3.

Heatmap of urine (left) and plasma (right) based on previous results® metabolite changes
related to AMD in (a) Coimbra and in (b) Boston cohorts. C: controls, E: early AMD, I:
intermediate AMD, L: late AMD, a.a.: amino acids, 0.a.: organic acids, Un.: unassigned
peaks and regions, 3-letter code used for amino acids, 2-HIBA: 2-hydroxyisobutyrate, 4-
HPA: 4-hydroxyphenylacetate, cho: choline, DMA: dimethylamine, S-HBA: 5
hydroxybutyrate, FA: fatty acids, NMND: A-methylnicotinamide. & metabolite whose level
may be affected by age to some extent, °: metabolite related to diet and/or gut microflora. *
p-value <0.05; ** pvalue <0.01; *** p-value <0.001.
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