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Assessing the Metabolic Variations of Invasive and Noninvasive
Unilateral Retinoblastoma Patients
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ABSTRACT: Retinoblastoma (Rb) is a pediatric eye cancer
which if diagnosed at later stages can lead to Rb invasion into the
choroid, optic nerve, sclera, or beyond, with the potential of
undergoing metastasis. Cancer cells, including Rb cells, reprogram
their metabolic circuits for their own survival and progression,
which provides a great opportunity to monitor the extent of Rb
progression based on metabolic differences. Henceforth, the
present study aims to map the metabolic variations in patients
with invasive (primarily enucleated eyes with high-risk histopatho-
logical features) and noninvasive (eyes salvaged with treatment)
unilateral retinoblastoma (Rb) using nuclear magnetic resonance
(NMR) based serum metabolomics. Quantification of differential
metabolites in the serum obtained from 9 patients with invasive
and 4 with noninvasive unilateral Rb along with 6 controls (no retinal pathology) was carried out using 'H NMR spectroscopy. A
total of 71 metabolites, such as organic acids, amino acids, carbohydrates, and others, were identified in the serum obtained from 9
patients with invasive and 4 with noninvasive unilateral Rb. Partial least-squares discriminant analysis (PLS-DA) models depicted
distinct grouping of invasive and noninvasive Rb patients and controls. Differential metabolic fingerprints were observed for invasive
and noninvasive Rb patients based on their biostatistical analyses with respect to controls. Remarkable perturbation was observed
among various metabolites such as 4-aminobutyrate, 2-phosphoglycerate, O-phosphocholine, proline, Sn-glycero-3-phosphocholine
(Sn-GPC), and O-phosphoethanolamine in noninvasive and invasive Rb patients with most of the effects being heightened in the
latter group. Metabolic changes unique to invasive and noninvasive Rb patients were also observed. Multivariate receiver operating
characteristics (ROC) analysis unveiled the highest accuracy and potency of ROC models 2 and 5 to distinguish the noninvasive and
invasive Rb from controls, respectively. Metabolites identified in the serum of patients with invasive and noninvasive Rb may aid in
advancing our knowledge about Rb tumor biology. Differential aberrant metabolic variations in patients with invasive Rb compared

[l Metrics & More | @ Supporting Information

NMR based Serum metabolomics

Controls

| |”'§.\>‘,)l| -

......
Non-invasive| Serum samples

Rb patients

Invasive
Rb patients

to those with noninvasive Rb may guide the decision of enucleation versus globe salvage.

1. INTRODUCTION

Retinoblastoma (Rb) is an ocular malignancy which
predominantly occurs in young children." The occurrence
rate of Rb is around 1 in every 16000—20000 live births
worldwide.” Rb constitutes 3% of all the pediatric cancers and
is mostly diagnosed below 5 years of age.” The root cause of
Rb is hereditary/sporadic mutations in both alleles of the RB1
gene (first identified tumor suppressor gene) as explained by
Knudson in the 1970s." Hereditary Rb is an outcome of
germline mutation in one allele followed by a sporadic
mutation in another allele of the RB1 gene and is characterized
by a multifocal-bilateral tumor. In contrast, sporadic Rb is a
result of two separate somatic mutations in alleles of the Rb1
gene of developing retinal cells. Sporadic Rb patients mostly
develop unifocal—unilateral tumors. It has been recognized
that 60% of Rb cases are unilateral, and 15% of them are
hereditary.” This indicates that all the nonhereditary cases are
unilateral, although not all the unilateral cases are supposed to
be nonhereditary.
© 2024 The Authors. Published by
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Rb patients are also categorized into noninvasive and
invasive Rb patients on the basis of their clinical behavior.’
Noninvasive Rb patients exhibit tumors constricted within the
retina and subretinal space, and vitreous and invasive Rb
implies tumor invasion into the choroid, optic nerve, sclera, or
beyond with the potential of undergoing metastasis.” Several
prognostic and treatment modalities including enucleation,
cryotherapy, chemotherapy, brachytherapy, intraarterial che-
motherapy, intravitreal chemotherapy, and systemic chemo-
therapy have been developed for Rb over the past few
decades.® Management of noninvasive Rb patients aims at
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vision/eye salvage. In contrast, the primary enucleation along
with chemotherapy is carried out in invasive Rb patients owing
to their high-risk histopathological features.” Invasive Rb
patients are prone to metastasize tumors in distant organs and
affect the survival rate.'® Hence, there is a dire need for the
early diagnosis of invasive Rb patients to facilitate their timely
diagnosis and for optimal treatment decisions in order to save
their vision/eye/life. On this note, it is imperative to assess the
differential characteristic features of invasive Rb patients with
respect to noninvasive Rb patients using a noninvasive
screening strategy that will aid in the development of early
diagnostic/prognostic markers for Rb invasion.

Serum based metabolomics is a noninvasive screening
technique to scrutinize cancer patients on the basis of their
distinct metabolic profiles."' It is based on the notion that
cancer cells essentially reprogram their metabolic circuits for
their survivability and progression.'>'® Further, it has also been
found that metabolic phenotypes evolve with tumor initiation
and progression.'* This has greatly attracted researchers across
the globe to define degrees of cancer invasiveness by exploiting
their distinct metabolic vulnerabilities. Numerous metabolic
studies have indicated metabolite-specific aberrations among
noninvasive and invasive versions of differential cancers
including breast cancer, duct cancer, lung cancer, bladder
cancer, etc.””~"” Considering the importance of metabolites in
tumor invasion and progression, it is imperative to perform
systematic and thorough investigations of metabolic disparities
among the Rb patients with varying degrees of tumor invasion.

Henceforth, the present study unraveled the metabolic
differences among the noninvasive and invasive unilateral Rb
patients using NMR based serum metabolomics with the aim
to identify key metabolites involved in Rb invasion. The results
depicted distinct metabolic profiles of noninvasive and invasive
Rb patients with respect to controls. Interestingly, both
invasive and noninvasive Rb patients showed synonymic
patterns of expression of metabolites as compared to controls.
However, the extent of metabolic perturbations was discrete
among both Rb patients’ subtypes. Further, univariate
statistical analysis displayed metabolic aberrations that were
unique for noninvasive and invasive Rb patients. Specific
upregulation in the serum levels of ornithine, betaine, and
glucose in noninvasive Rb patients and a unique upsurge of
lactate, taurine, methanol, and pyruvate were observed in
invasive Rb patients. Furthermore, biomarker investigations
revealed a panel of metabolic features with high predictive
diagnostic/prognostic value. Multivariate ROC analysis
revealed the excellent power of ROC model 2 which combines
the expression of 2-phosphoglycerate, 4-aminobutyrate, 2-
hydroxybutyrate, ornithine, and O-phosphoethanolamine to
distinguish noninvasive Rb patients from controls. Contrasting
to this, ROC model S which combines the panel of 36
metabolic features displayed the highest predictive accuracy for
distinguishing invasive Rb patients from controls.

Altogether, the snapshot of such metabolic differences
among noninvasive and invasive Rb patients enhanced our
understanding of the underlying mechanism of Rb invasion
and laid the foundation for the development of future
diagnostic/prognostic biomarkers for the timely and effective
treatment of both noninvasive and invasive Rb patients.

2. RESULTS

2.1. Patient Demographical Features. The study
included 13 unilateral Rb patients including 4 with noninvasive
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Rb and 9 with invasive Rb and 6 controls (NCs). The eyes
with invasive Rb revealed high risk histological features
including massive choroidal invasion (n = 3), postlaminar
optic nerve invasion (n = 4), and extrascleral extension (n = 2)
(Figure 1).

(A) (e Y

(B) “(D)

Figure 1. High-risk histopathological features in invasive retino-
blastoma (Hematoxylin & Eosin stain). (A) Massive choroidal
invasion, (B) massive multifocal choroidal invasion, (C) postlaminar
optic nerve invasion, and (D) extra scleral tumor extension.

All of the invasive Rb patients had undergone primary
enucleation for advanced Rb. Detailed demographic and
clinical features of patients involved in the study are
summarized in Table 1.

2.2. Exploring Metabolic Aberrations among Non-
invasive and Invasive Rb Patients. NMR based serum
metabolomics analysis was performed to assess the metabolic

Table 1. Demographic Details of All of the Rb Patients and
Controls Involved in the Study along with Histopathological
High-Risk Features in Those with Invasive Rb”

Sex Age Category Histopathology HRF (as
Sample (/M) (years) (NRB/IRB) indicated using HC)
Rbl F 3 IRB Extrascleral invasion
Rb2 M 3 IRB Extrascleral invasion
Rb3 M 3 IRB Massive choroidal invasion
Rb4 M 3 IRB Massive choroidal invasion
RbS F 2 IRB Post laminar optic nerve
invasion
Rb6 F 2 IRB Post laminar optic nerve
mvasion
Rb7 M 11 months IRB Post laminar optic nerve
mvasion
Rb8 F 6 IRB Post laminar optic nerve
invasion
Rb9 F 4 IRB Massive choroidal invasion
Rb10 M 3 months NRB NA
Rb11 M S NRB NA
Rb12 F S months NRB NA
Rb13 M 4 NRB NA
C1 M 1 C NA
Cc2 M 8 C NA
C3 F S C NA
C4 M 6 months C NA
CSs F S C NA
Ccé F 9 C NA

“Abbreviations used are as follows. NRB: noninvasive Rb and IRB:
invasive Rb patients, C-controls, HRF: High Risk features, HC:
histochemistry, NA: not applicable.
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Figure 2. Schematic representing the stack of '"H NMR spectra obtained for serum samples from (A) noninvasive (blue), (B) invasive (green) Rb
patients, and (C) controls (red). Assigned metabolites are highlighted. Water region from & 4.6 to 4.9 ppm is omitted from each spectrum to
increase the spectral resolution. The following abbreviations used are as follows: 2-PG, 2-phosphoglycerate.
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Figure 3. Multivariate statistical analysis of controls, noninvasive, and invasive Rb patients. (A) Representative partial least-squares discriminant
(PLS-DA) score plot generated on the basis of a concentration data set of 71 metabolites assigned in the 'HNMR spectra of serum from controls,
noninvasive, and invasive Rb patients. Semitransparent ovals red (controls), green (noninvasive), and blue (invasive) represent a 95% confidence
interval. (B) VIP score plot depicting the significantly discriminatory metabolites among noninvasive and invasive Rb patients with respect to
controls. Three lines of vertical boxes on the right display metabolic variations in controls and noninvasive and invasive Rb patients.

variations among noninvasive and invasive unilateral Rb
patients with respect to controls (NC). Further, perturbations
in metabolic pathways associated with both noninvasive and
invasive Rb patients were unraveled. Additionally, attempts
were also made to identify diagnostic markers for both
noninvasive and invasive Rb patients.

2.2.1. Analyzing the Circulatory Metabolites in Sera of
Noninvasive and Invasive Rb Patients. CPMG NMR spectra
for each serum sample were annotated with a metabolite as per
their chemical shift assignment. 71 distinct metabolites
belonging to different categories including carbohydrates,
organic acids, amino acids, and their derivatives, nucleic
acids, and others were assigned based on chemical shift data of
differential metabolites available in the human metabolome
database and 500 MHz metabolite spectral library present in
Chenomx. A stack of CPMG spectra for invasive Rb,
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noninvasive Rb, and control with a few metabolite annotations
is shown in Figure 2.

Unsupervised statistical analysis (PCA analysis) was
performed using a normalized metabolite concentration data
set to obtain an initial trend of different groups. Both 2D and
3D PCA score plots depict distinct groups of controls and Rb
patients. Under chosen conditions, an optimal separation
between noninvasive and invasive Rb patients was not
observed. Hence, supervised statistical analysis (PLSDA) was
carried out. The PLSDA score plot displayed distinct clusters
of both invasive and noninvasive Rb patients and controls,
which clearly implies the metabolic differences among different
study groups (Figure 3A). This was further confirmed by the
statistical significance measures (R* = 096, Q* = 0.52)
obtained as a result of S-fold cross validation of the attained
PLSDA model (Figure S1). Based on the PLSDA model,
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Figure 4. Box cum whisker plots of the most compelling serum metabolites differentiating noninvasive and invasive Rb patients from controls. Each
box represents a significantly distinct metabolite obtained using VIP score plot analysis performed on the basis of the PLSDA model generated for
controls versus noninvasive and invasive Rb patients. In a given box plot, the horizontal line within the box, top, and bottom borders represents the
median, 75th, and 25th percentiles, respectively, while upper and lower whiskers display the 95th and Sth percentiles, respectively. The following
abbreviations were used: 2-HB: 2-hydroxybutyrate, 2-PG: 2-phosphoglycerate, 3-HB: 3-hydroxybutyrate, GABA: 4-aminobutyrate, Sn-GPC: Sn-

glycero-3-phosphocholine.

circulatory metabolites with high potency of discrimination
between noninvasive and invasive Rb patients from controls
were identified using a variable of importance (VIP) score plot
analysis (Figure 3B). Metabolites possessing VIP scores more
than 1.0 are contemplated as discriminatory features
significantly contributing toward the obtained discriminatory
model. In contrast to NCs, sera of noninvasive and invasive Rb
patients showed irregularities in the level of 18 metabolites
including 2-phosphoglycerate, proline, ribose, o-phosphocho-
line, 4-aminobutyrate, sn-glycero-3phosphocholine, lactate, o-
phosphocholine, mannitol, serine, taurine, methanol, 2-
hydroxybutyrate, homoserine, succinate, glucose, ethanol, and
3-hydroxybutyrate (Figure 3B).

Further, quantitative variations of metabolites among
noninvasive and invasive Rb patients with respect to controls
were assessed using the Box cum Whisker plots as shown in
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Figure 4. These box plots provided a clear view of up or down
regulation patterns of specific metabolites in noninvasive/
invasive Rb patients. Metabolites including 2-phosphoglycer-
ate, glucose, lactate, succinate, taurine, 2-hydroxybutyrate,
GABA, proline, and methanol showed an upregulation in the
sera of Rb patients, while mannitol, ribose, o-phosphocholine,
o-phosphoethanolamine, sn-glycerophosphocholine (Sn-GPC),
serine, 3-hydroxy butyrate, homoserine, and serine displayed
lower expression in Rb patients. Interestingly, a similar pattern
of up-/downregulation of metabolites has been exhibited by
noninvasive and invasive Rb subgroups. However, the extent of
such metabolic variations among noninvasive and invasive Rb
patients is quite distinct, indicating unequivocal metabolic
disturbances associated with invasiveness of the disease. Heat
maps were generated for the 25 topmost significantly
discriminatory features providing an overall snapshot of
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Figure 5. Heat map displaying an overview of metabolic variations of the top 25 distinct metabolites in serum from controls, noninvasive, and
invasive Rb patients. The X axis displays serum samples from controls (Lanes 1—6), noninvasive (Lanes 7—11), and invasive (Lanes 12—19) Rb
patients. Color variation displays the variation in metabolite concentration, with dark blue and dark red colors specifying the most elevated and the
most reduced metabolic concentrations. Level of significance (p-value) for the metabolite was set to <0.0S.

metabolic aberrations associated with Rb patients’ subgroups
(Figure 5). Heat maps clearly revealed distinct metabolic
expression profiles among sera from noninvasive and invasive
Rb subgroups in contrast to controls. Overall, 8 metabolites
showed low expression in Rb patients, while higher expression
was marked among the remaining 17 metabolites in sera from
Rb subgroups as compared to NCs (Figure S). These
metabolic variations are consistent with those obtained using
PLS-DA analysis.

Additionally, fold change analysis was also carried out for
distinct subgroups including noninvasive Rb versus controls
and invasive Rb versus controls with an aim to identify the
significant metabolic alterations with fold change threshold
value >1.4 and level of significance, p-value, <0.05. Sixteen
metabolites with FC value >1.4 were observed that were
common among both Rb patient subgroups. Metabolites
including 2-phosphoglycerate, GABA, 2-hydroxybutyrate, pro-
line, caprate, asparagine, and succinate were found to be
elevated in both noninvasive and invasive Rb patients.
Contrastingly, o-phosphocholine, o-phosphoethanolamine, sn-
glycerophosphocholine, homoserine, ribose, mannitol, and
serine showed significant depletion in sera of both Rb
subgroups (Table 2). Noninvasive Rb patients displayed
specific upregulation in the levels of ornithine, betaine, and
glucose with fold change values of 2.23, 1.52, and 2.07,
respectively. In sharp contrast, a unique upsurge in the serum
levels of lactate, taurine, methanol, and pyruvate was markedly
prominent in invasive Rb patients (Table 2). Altogether, this
implies that both noninvasive and invasive Rb patients share
the pattern of metabolic distortions discriminating Rb patients

from NCs. However, there are some metabolic specificities
associated with degrees of severity of the disease as dictated by
the metabolic modulations that solely belong to the non-
invasive/invasive Rb patients.

2.2.2. Decoding the Metabolic Pathways Disturbed in
Noninvasive and Invasive Rb Patients. We sought to
determine the metabolic pathways specifically disturbed in
noninvasive and invasive Rb patients. Hence, pairwise pathway
impact analysis has been performed for noninvasive Rb
patients and invasive Rb patients with respect to controls
(Figure 6). Both noninvasive and invasive Rb patients showed
perturbation in 48 metabolic pathways (Tables S1 and S2); the
most significantly disturbed metabolic pathways with —log
10(p) value >0.5 and pathway impact value >0.1 were quite
different among both Rb subgroups. Both noninvasive and
invasive Rb patients shared significant disturbance among 7
metabolic pathways including (1) butanoate metabolism, (2)
arginine and proline metabolism, (3) alanine, aspartate, and
glutamate metabolism, (4) glutathione metabolism, (5)
glycerophospholipid metabolism, (6) cysteine and methionine
metabolism, and (7) taurine and hypotaurine metabolism.
Although both noninvasive and invasive Rb patients displayed
similar pathway impact values (corresponding to pathway
topology), —log 10(p) values, which directly correlate with
pathway enrichment, were quite distinct for commonly
perturbed metabolic pathways (Table 3). These changes
imply the signatory metabolic perturbations pertaining to
unilateral Rb patients regardless of their Rb invasion status.

Apart from these common pathways, both Rb subgroup
patients displayed distortions in specific metabolic pathways.
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Table 2. Summary of Discriminatory Metabolites among
Noninvasive (NI) and Invasive (IN) Rb Patients with
Respect to Controls (Ctrls) as Assessed Using a Univariate
Fold Change Analysis™

Relative Fold Change

S. No. Metabolites Ctrls vs NI Rb  Ctrls vs IN_Rb
1 2-Phosphoglycerate 3.31 3.16
2 o-Phosphocholine 0.32 0.32
3 4-Aminobutyrate 2.89 2.26
4 2-Hydroxybutyrate 2.49 1.78
S Ornithine 223 -

6 Proline 2.15 2.25

7 o-Phosphoethanolamine 0.48 0.45

8 Glucose 2.07 -

9 sn-GPC 0.49 0.50
10 Homoserine 0.55 0.60
11 Ribose 0.55 0.55
12 Caprate 1.77 1.54
13 Mannitol 0.58 0.65
14 Succinate 1.71 1.58
15 Asparagine 1.71 1.23
16 Serine 0.59 0.60
17 Betaine 1.52 -

18 Lactate - 1.95
19 Taurine - 1.64
20 Methanol - 1.57
21 Pyruvate - 1.54

“The threshold fold change value was set to 1.5, and log 2(FC) values
with p-value < 0.05 were taken into consideration. Fold change values
greater than 1 and less than 1 of the metabolites implies their
elevation and depreciation, respectively, in the serum of Rb patients’

subtypes.

Noninvasive Rb patients reflected prominent disturbance in
pathways related to starch and sucrose metabolism, galactose
metabolism, tryptophan metabolism, and arginine biosynthesis.
Interestingly, six additional metabolic pathways including (1)
glycine, serine, and threonine metabolism, (2) phenylalanine,
tyrosine, and tryptophan biosynthesis, (3) phenylalanine
metabolism, (4) histidine metabolism, (S) glycolysis/gluco-
neogenesis, and (6) pyruvate metabolism marked specific
dysregulation among invasive Rb patients (Table 3). Such a
distinct observation evidently points toward the association of
severe metabolic disturbances associated with the advancement
of disease in invasive Rb patients. Altogether, both multi-
variate/univariate analysis and pathway impact analysis
revealed the pattern of both shared and specific metabolic
distortions associated with noninvasive and invasive Rb patient
subgroups. This exquisitely confirms that the degrees of
metabolic aberrations are highly specific to the underlying
pathophysiological conditions of the Rb patients’ subgroups.

2.2.3. Evaluating Serum Metabolic Profiles as a
Diagnostic Tool for Noninvasive and Invasive Rb Patients.
The potential of serum metabolic profiles as diagnostic
biomarkers to distinguish noninvasive and invasive Rb patients
from controls was assessed by using both multivariate and
classical univariate receiver operating characteristic (ROC)
analysis.

Multivariate ROC analyses demonstrate the potential of the
combination of metabolic features as diagnostic biomarkers.
For noninvasive Rb patients versus controls, multivariate ROC
analysis displayed S models while taking into consideration the

combination of 3, 5, 10, 20, 36, and 71 metabolic features,
respectively. The second ROC model that was generated using
a combination of § metabolic features displayed the highest
AUC value (0.97) with a confidence interval (CI) of (0.66—1)
(Figure 7A) along with the highest predictive accuracy
(92.5%) (Figure 7B). The top 15 metabolic features along
with their frequency generated on the basis of the ROC model
are shown in Figure 7C. ROC model 2 implies the excellent
ability of the combination of 2-phosphoglycerate, 4-amino-
butyrate, 2-hydroxybutyrate, ornithine, and o-phosphoethanol-
amine to distinguish noninvasive Rb patients from controls.
Additionally, multivariate analysis for invasive Rb patients with
respect to controls revealed the fifth model which considers the
panel of 36 metabolic features possessing the highest AUC
value (0.97), confidence interval of 0.9 to 1.0, and predictive
accuracy of 92%, making this the best ROC model (Figure
8A—C). The top 36 metabolic features, a combination of
which has high discriminating potency among invasive Rb
patients and controls, are displayed in Figure 8C. Multivariate
ROC analysis for noninvasive Rb versus invasive Rb patients
revealed the third ROC model (AUC: 0.68, CI: 0.03—1) as the
best model, which combines 10 metabolic features for
differentiating the Rb subgroups (Figure S2A—C). This
model with predictive accuracy of 57.1% is modest to
distinguish Rb subgroup patients.

Further, classical univariate ROC analysis was also carried
out to determine the potency of individual circulatory
metabolites in serum to serve as diagnostic biomarkers for
Rb patient subgroups. ROC curves of metabolites including 2-
phosphoglycerate, 2-hydroxybutrate, GABA, ornithine, glucose,
ascorbate, tryptophan, and N-acetyl aspartate with AUC values
>0.9 displayed high power to discriminate noninvasive Rb
patients from controls (Figure S3). In contrast, metabolic
features including 2-phosphoglycerate (AUC: 1, 95% CI: 1—
1), GABA (AUC: 1, CL: 1—1), 2-HB (AUC: 0.98, 95% CI:
0.8—1), tryptophan (AUC: 0.94, 95% CI: 0.73—1), and o-
phosphocholine (AUC: 0.92, 95% CI: 0.74—1) reflected their
potential to differentiate invasive Rb patients (Figure S4). The
discriminatory metabolic features (2-phosphoglycerate, GABA,
2-HB, and tryptophan) are common among both noninvasive
and invasive Rb patients; hence, speculating these individual
metabolic variations is an unreliable means for diagnosing
invasive Rb patients. This clearly suggests that it is essential to
consider the panel of metabolic features for monitoring the
invasiveness of a tumor in Rb patients. Additionally, univariate
ROC analysis to distinguish noninvasive and invasive Rb
patients was also performed. Metabolites including glutamate
(AUC: 1, 95% CI: 0.88—1), ornithine (AUC: 1, 95% CI:
0.88—1), N-acetylaspartate (AUC: 0.88, 95% CI: 0.59—1),
lactate (AUC: 0.83, 95% CI: 0.55—1), propylene glycol (AUC:
0.83, 95% CI: 0.41—1), alanine (AUC: 0.80, 95% CI: 0.41—1),
and GABA (AUC: 0.80, 95% CI: 0.44—1) were found to
possess distinctive potency for Rb patient subgroups (Figure
S5). Among these metabolites, the elevated levels of lactate,
propylene glycol, and alanine and decreased levels of
glutamate, ornithine, N-acetyl aspartate, and GABA were
observed in sera from invasive Rb patients in contrast to that
from noninvasive Rb patients, which is in line with previously
defined univariate (fold change) and multivariate (PLSDA)
analysis. Altogether, these results suggest that these metabolic
features may serve as valuable diagnostic/prognostic tools for
screening Rb patients’ subgroups.
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Figure 6. Pathway impact analysis of (A) noninvasive and (B) invasive Rb patients with respect to controls. Each circle represents the metabolic
pathway perturbed as a result of metabolic aberration associated with Rb patient subtypes. The vertical and horizontal axis represents —log 10(p)
and pathway impact values, respectively. —Log 10(p) corresponds to pathway enrichment, variation of which is indicated by the gradient of node
colors ranging from red to yellow. Pathway impact value is related to topological features of the metabolic pathway and is directly proportional to

the diameter of circular nodes.

3. DISCUSSION

Metabolic heterogeneity is a hallmark for all cancer types,
including Rb. Rb cells, like other cancer cells, rewire their
metabolic circuit to meet the increasing bioenergetic demands
to support their cellular growth and progression.'”'® It is well
established that metabolic vulnerabilities evolve along the axis
of tumor progression.lg’19 Hence, it is speculated that
metabolic fuel requirements are quite distinct among the
noninvasive and invasive versions of Rb. Exploring the
metabolic evolutionary trajectory across distinct Rb patients’
subgroups provides new avenues for the early diagnostic and
prognostic markers associated with Rb invasion. Recent work
on serum based metabolic profiling of Rb patients provided a
snapshot of metabolic differences among unilateral and
bilateral Rb patients.”” To the best of our knowledge, none
of the studies have focused on studying the metabolic
disturbances associated with Rb invasion using serum samples.
Hence, elucidation of the metabolic evolution from non-
invasive to invasive Rb with the aim to identify noninvasive
diagnostic and prognostic markers for distinct Rb patients is an
aspect of clinical significance.

In the current study, attempts were made to get insights into
the metabolic fingerprints specific to noninvasive and invasive
Rb while providing a glimpse of the metabolic evolutionary
mechanism underlying the invasion of Rb. Detailed analysis
revealed distinct levels of aberration in circulating metabolites
in serum from noninvasive and invasive Rb patients (Figure 9).
Major metabolites commonly perturbed among both sub-

groups include 2-phosphoglycerate, lactate, 4-aminobutyrate,
o-phosphoethanolamine, o-phosphocholine, sn-glycerophos-
phocholine, and proline. Disturbed levels of ornithine and
betaine were marked in noninvasive Rb patients, while
pyruvate, lactate, and taurine showed unique alterations in
invasive Rb patients. Additionally, the perturbation in
metabolic pathways specific to both Rb subgroups along with
9 commonly altered pathways related to amino acids and
membrane metabolites were also identified. Around 7
metabolic pathways specifically in invasive and 2 in non-
invasive Rb patients were found to be disturbed with respect to
controls. Interestingly, higher metabolic abnormalities were
observed among invasive Rb patients, thus highlighting the
severity of disease in invasive Rb patients with a high
propensity to undergo metastasis. The implications of such
metabolic differences reflected in noninvasive and invasive Rb
phenotypes are discussed in detail.

Alterations in the circulating metabolites related to energy
metabolic pathways, including glucose, mannitol, ribose,
lactate, and succinate, were observed in both invasive and
noninvasive Rb patients. Lower levels of mannitol and ribose
imply their utilization to meet energy requirements. Increased
2-phosphoglycerate, a glycolytic pathway intermediate, implies
that sugars are undergoing glycolysis. However, due to the
dampened glycolytic pathway in Rb patients as mentioned by
previous reports,” sugars are not completely metabolizing
which supports the observation of increased 2-phosphogly-
cerate levels in the serum of both noninvasive and invasive Rb
patients. Contrary to this, particularly invasive Rb patients
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Table 3. Comparative Analysis of Significantly Perturbed
Metabolic Pathways (—log 10(p) Values >0.5 and Pathway
Impact Value >0.1) among Noninvasive and Invasive Rb
Patients with Respect to Controls

Noninvasive Rb Invasive Rb
patients vs patients vs
controls controls
—lo —lo
S.No. Metabolic pathways perturbed 10(p) Impact 10(p) Impact
1 Glycerophospholipid 1.76 0.11 3.85 0.11
metabolism
Butanoate metabolism 3.80 0.14 2.31 0.14
3 Arginine and proline 2.58 0.57 2.03 0.57
metabolism
4 Alanine, aspartate, and 3.30 0.51 1.86 0.51
glutamate metabolism
S Taurine and hypotaurine 0.56 0.43 1.64 0.43
metabolism
6  Cysteine and methionine 0.58 0.22 1.03 0.22
metabolism
7  Phenylalanine, tyrosine, and - - 0.83 1.00
tryptophan biosynthesis
8 Phenylalanine metabolism - - 0.83 0.36
9 Glycine, serine, and threonine - - 0.80 0.53
metabolism
10 Glycolysis/gluconeogenesis - - 0.69 0.13
11 Glutathione metabolism 1.87 0.36 0.65 0.36
12 Pyruvate metabolism - - 0.60 0.30
13 Histidine metabolism - - 0.51 0.41
13 Starch and sucrose metabolism  2.04 0.43 - -
14 Galactose metabolism 1.35 0.39 - -
15 Tryptophan metabolism 0.93 0.17 - -
16  Arginine biosynthesis 0.77 0.14 - -

showed lower glucose and higher lactate levels. This implies
that in the case of invasive Rb glucose undergoes complete
glycolysis, and pyruvate is converted into lactate, even in
aerobic conditions, which is consistent with previous reports
on other solid tumors.’*~** In general, normal body cells
convert glucose into lactate, especially under anaerobic
conditions. In contrast, cancer cells preferentially metabolize
glucose to lactate even under aerobic conditions, which is
known as Warburg’s effect/aerobic glycolysis.”>*® This is the
characteristic feature of many solid tumors including glioma,
breast, head, and neck cancer.”*™>* Elevated lactate levels
initiate acidosis in the tumor microenvironment, thereby
promoting tumor invasion and metastasis of solid tumors.”” A
lower level of rise in 2-phosphoglycerate is marked in invasive
Rb patients as compared to noninvasive Rb patients. This
indicates that the glycolytic pathway may not be completely
attenuated in the case of invasive Rb patients so as to fulfill
their requirements of lactate to promote tumor invasion and
immunosuppression. Elevated succinate, a TCA cycle inter-
mediate, has been marked in both noninvasive and invasive Rb
patients. Extracellular succinate is known to augment cancer
growth, angiogenesis, metastasis, and immune evasion using
SUCNR-1 mediated signaling pathways.”® Serum succinate has
been suggested as an important biomarker for lung cancer.”
Elevated pyruvate levels were specifically observed in invasive
Rb patients, indicating significant mitochondrial metabolic
perturbations linked with invasion of Rb. Pyruvate, a master
fuel for the TCA cycle, is obtained as an end product of
glycolysis and additionally via multiple resources in cells.”’
Thus, perturbations in pyruvate levels in serum can be

correlated to invasive Rb patients with an increased energy
burden.

Decreased levels of o-phosphoethanolamine, o-phosphocho-
line, and sn-glycerophosphocholine were observed in sera from
noninvasive and invasive Rb patients. This implies the
disturbance of the glycerophospholipid pathway, perturbation
of which has been marked in many cancer types.’"** Both o-
phosphoethanolamine and o-phosphocholine, being the
precursors of phosphatidylethanolamine and phosphatidylcho-
line, participate in the synthesis of membranes required for
cancer cell proliferation. sn-Glycerophosphocholine, which is
known to makeover the declined levels of choline, was found
to be downregulated. This depicts its conversion into choline, a
precursor of glycerophospholipids, imperative constituents in
biological membranes.”*

Serum levels of amino acids and their derivatives including
proline, serine, homoserine, taurine, and GABA were found to
be disturbed in both noninvasive and invasive Rb patients.
Amino acids are key players in cell signaling events, protein
synthesis, and nucleotide biosynthesis and also act as energy
sources. Dysregulation of circulatory levels of amino acids
supports cancer growth and metastasis. Proline is known to
regulate the crosstalk between cancer cells and the tumor
microenvironment (TME). Secreted proline is correlated to
tumor progression owing to its involvement in collagen
synthesis, a major component of the extracellular matrix
(ECM) in the tumor microenvironment.”* Higher fold change
of proline in invasive than in noninvasive Rb patients implies
the distinguished role of proline in tumor invasion/metastasis
in an invasive Rb phenotype. Meanwhile, decreased levels of
serine and homoserine were observed in both of the Rb
subgroups. Serine serves as a source of carbon in one-carbon
metabolism, which results in biosynthesis of lipids, proteins,
and nucleic acids via a series of complex chemical
reactions.>”*® Indeed, homoserine is an intermediate in the
biosynthesis of threonine, methionine, and isoleucine. Further,
perturbed glutamate levels were observed in invasive Rb
patients which might be pointing toward its utilization in the
synthesis of other biomolecules required for cancer growth and
progression. Glutamate is an important amino acid that is
involved in the synthesis of a-keto acids through its carbon
skeleton to meet ATP and fatty acid requirements, and its
nitrogen is used for purine and pyrimidine synthesis.
Additionally, glutamate acts as a precursor of proline,
ornithine, and arginine and aids in the synthesis of other
nonessential amino acids via Kerb’s cycle. Importantly,
glutamate is also a precursor of glutathione which is an
imperative antioxidant that is used by the cancer cells to
scavenge the highly elevated free radical sgecies to further
promote cancer cell growth and progression.”’

An increased amount of taurine in invasive Rb patients is in
accordance with a previous study by Kohe et al, who
correlated the high taurine levels with highly differentiated
invasive Rb phenotype.®® It is interesting to note the increased
secreted forms of GABA in both Rb patient subtypes, in
contrast to controls. Elevated GABA levels correlate with the
prevalence of immune-suppressive activities, halting the CD8+
T cell penetration in the tumor microenvironment. Moreover,
GABA is also known to activate GABA receptors present on
tumor cells, which triggers f-catenin signaling and promotes
tumor growth.”~** Intriguingly, invasive Rb patients displayed
lower levels of GABA than noninvasive Rb, implying the
utilization of GABA in metastasizing the tumor cells to other
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Figure 7. Multivariate ROC analysis to assess the diagnostic potency of automated selected metabolic features for differentiating noninvasive Rb
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predictive model 2 (best model) are shown (C).

parts of the eye, which is consistent with the reports marking
the importance of GABA in metastasis of cancerous cells.”

Elevated levels of ornithine have been observed specifically
among noninvasive Rb patients. Ornithine is obtained as a
byproduct of enzymatic conversion of arginine into urea and
ornithine. Ornithine is metabolized by ornithine decarboxylase
(ODC) to synthesize polyamines including spermidine,
putrescine, or spermine, which in turn facilitates tumor growth
and progression.”® A growing body of evidence demonstrates
the close association of elevated arginase levels and their
downstream metabolites with the tumor progression.” ODC
silencing using siRNA in human Y79 retinoblastoma cells
showed significant reduction in polyamine synthesis and was
suggested as a therapeutic target for Rb.**

Increased serum betaine observed in noninvasive Rb patients
agrees with the study that showed the patients with elevated

betaine levels are at high risk of cancer development.”” The
major sources of betaine in the body are diet as well as
endogenous synthesis via oxidative conversion of choline into
betaine aldehyde via mitochondrial choline dehydrogenase
followed by the oxidation of betaine aldehyde to betaine
through betaine aldehyde dehydrogenase.’® Accumulation of
betaine in serum due to excess endogenous synthesis/dietary
intake has been associated with increased incidence of cancer
by Xie et al."’ However, heterogeneous serum betaine levels
have been observed among distinct cancer types.”' ~>* Further,
ROC analysis confirmed that the panel of metabolites serves as
a better diagnostic marker for the detection of invasive Rb
patients as compared to individual metabolites for diagnosing
noninvasive Rb patients. Collectively, our study provides a
metabolic landscape pertaining to noninvasive and invasive Rb
patients and thereby enhances our understanding of metabolic
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disturbances associated with invasive progression of Rb and
provides opportunities to translate basic research to precisely
design diagnostics, prognostics, and therapeutic measures for
the disease.

4. CONCLUSIONS

This study aided in gaining insights into the potent metabolites
and their associated metabolic pathways that play key roles in

40091

Rb tumor invasion and progression. Metabolic assessment
across noninvasive and invasive Rb patients is essential to
provide novel therapeutic targets to block Rb progression and
invasion to the central nervous system and metastasis to the
distant organs. Differential metabolic profiles of noninvasive
and invasive Rb patients with respect to controls were
depicted. Synonymic patterns of expression of metabolites
were observed among noninvasive and invasive Rb patients;
however, the extent of perturbation is quite distinct, with the
effect being heightened in invasive Rb patients. ROC analysis
outlined the efficacy of a panel of metabolites to differentiate
distinct groups of noninvasive and invasive Rb patients from
controls. The current study is also not devoid of limitations
owing to its small sample size and heterogeneity. This warrants
conducting this important piece of work with large patient
cohorts in both categories (invasive as well as noninvasive Rb
patients) as well as cross-validating the outcomes using other
omics strategies. Such a metabolic landscape provides new
avenues for clinical oncologists to tailor specific therapeutics
for distinct Rb subgroups and avoid superfluous surgical
procedures.

5. MATERIALS AND METHODS

5.1. Sample Collection. The study was conducted after
seeking formal permission from the institutional Review Board
committee (IRB) (LEC-BHR-P-01-21-575) of LVPEI (L.V.
Prasad Eye Institute) and followed the principles underlying
the Declaration of Helsinki. Written consent forms duly signed
by the parents of the participating patients were attained. Rb
was detected based on the clinical data obtained from the
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patients using a combination of B-scan ultrasonography, orbital
imaging, and examination under anesthesia. A total of 13
patients with unilateral Rb were included in this study.
Noninvasive Rb was defined as an intraocular tumor limited to
the retina with or without subretinal/vitreous seeds in which
the eyes were salvaged with conservative treatment. Invasive
Rb was defined as those eyes with advanced Rb who
underwent primary enucleation and were confirmed to have
at least one high-risk histopathology feature. The extent of
invasion of tumor in invasive Rb patients was confirmed using
histological examinations under a light microscope. The
formalin (10%) fixed enucleated eyes from Rb patients were
embedded into the paraffin wax using the standard protocol,
and each section of the eye was stained using H&E
(hematoxylin and eosin) staining. Slides were examined
under a microscope to determine the high-risk histopathology
features. High-risk histopathology features were defined as
massive (>3 mm) choroidal invasion, postlaminar optic nerve
invasion, a combination of prelaminar/laminar optic nerve and
minor (<3 mm) choroidal invasion, scleral invasion, and
microscopic extrascleral extension. Blood samples were
obtained from all patients, of which 4 had noninvasive Rb
and 9 had invasive Rb. To perform comparative analysis, blood
samples were also acquired from 6 patients with no reported
signs of retina-related pathology. These 6 patients served as
controls for this analytical study. All the blood samples (2 mL
each) were processed in serum separator containers to obtain
serum. Each blood sample was subjected to centrifugation for
1S min, at 2000g, while maintaining a temperature of 4 °C.
Supernatant was separated from cellular debris (collected at
the bottom of the tube) and was transferred into a
microcentrifuge tube (1.5 mL) followed by storage at —80
°C. Experiments were performed using 300 xL serum aliquots
that were lyophilized and stored at —80 °C.

5.2. NMR Sample Preparation and Data Acquisition.
NMR samples were prepared as described previously.” In
brief, samples were prepared by dissolving the lyophilized
serum samples in 600 uL of sodium phosphate buffer (buffer
strength: 20 mM, prepared in 100% D,O, deuterium oxide)
possessing 0.9% NaCl. Resultant NMR samples were subjected
to centrifugation at 6708¢ for S min at room temperature
before transferring 500 L of it into a S mm NMR tube. 1 mM
TSP (3-trimethylsilylpropanoic acid, 60 L), a chemical shift
indicator, was added in a coaxial tube to make a final
concentration of 100 uM.>> The TSP-containing tube was
inserted into the NMR tube. "H NMR spectra were recorded
for all of the serum samples at 298 K using a high-resolution
Bruker NMR spectrometer (with S00 MHz 'H frequency).
The Carr—Purcell-Meiboom—Gill (cpmgprld) pulse se-
quence with water presaturation was used to attain the 'H
NMR spectra.56’57 Spectral measurements for each serum
sample were carried out using 20 ppm spectral width, 1536
acquisition scans, and a 4 s relaxation delay.

5.3. NMR Data Processing and Metabolite Profiling.
Standard Fourier transformation processing was applied to
manually process each CPMG-NMR spectrum in Bruker’s
TopSpin 4.0.6 software, specifically designed for processing
NMR data. Calibration of each 'H NMR spectrum was
performed using a singlet peak at 0 ppm, which corresponds to
the TSP signal. Further, each spectrum was subjected to phase
and baseline corrections manually. The processed '"H NMR
spectrum was exported to a processor module of the ChenomX
NMR suite 8.4 for further baseline corrections (Chenomx Inc.,

Edmonton, Canada). The assignment of peaks was carried out
in the profiler module of Chenomx. Metabolites assigned to
the respective peaks in Chenomx are based on the combination
of chemical shift data contained in the human metabolome
database (HMDB) and the 500 MHz NMR chemical shift
database.>® Further, a concentration data set representing the
concentration of each metabolite estimated with respect to
TSP was obtained using Chenomx. Metabolomics data has
been submitted to the Indian Metabolome data archive
(IMDA) of the Indian Biological Data Center (IBDC)
(https://ibdc.dbtindia.gov.in/) and is accessible using acces-
sion ID: IMS_100010.

5.4. Statistical Analysis. Preprocessing of the metabolite
concentration data set was performed using the combination of
normalization parameters as described in our previous work.”’
All the statistical analysis was performed on the normalized
metabolite concentration data set using the platform of
metaboanalyst (V5.0).>” Following data normalization, un-
supervised principal component analysis was performed to
obtain an overview of metabolomics data, detection of variable
groups, and outliers.” Further, supervised partial least-squares
(PLS) discriminant analysis (DA) was carried out for the
identification of metabolites with the potential of discrim-
ination among different Rb patients’ groups. The performance
of the PLS-DA score plot was assessed using a S-fold cross-
validation and permutation test. Qualitative assessment of the
model was performed on the basis of a combination of three
measures including R?, Q% and prediction accuracy.”’ The
variable importance of projection (VIP) score plot defining the
group discriminating metabolites was generated based on the
attained PLS-DA model.”> Box cum Whisker plots of the top
20 metabolites possessing a VIP score greater than 1.0 were
prepared. Heat maps were retrieved by employing an
unsupervised hierarchical clustering methodology that is
based on an algorithm known as Euclidean and Ward linkage.
Fold change values of distinct metabolites among different
pairs of groups (control vs noninvasive Rb patients, control vs
invasive Rb patients, and noninvasive vs invasive Rb patients)
were computed using a threshold value of 1.4 and p-value of
0.0S.

The metabolite concentration data set was subjected to a
pathway impact analysis module of Metaboanalyst.”” This
module integrates the outcomes of pathway enrichment and
pathway topology analysis to identify the perturbed metabolic
pathways. Metabolic connections among different pathways
were identified based on an inbuilt Homo sapiens metabolic
library in the KEGG pathway database.®® Further, metabolites
with high significance value and diagnostic potential were
retrieved using receiver operating characteristic (ROC) curve
analysis coupled with a student-f test, employing the biomarker
analysis module of Metaboanalyst. The AUC (area under
curve) of ROC curves was employed to identify the effective
diagnostic value of metabolites. The support vector machine
(SVM) algorithm was employed for the evaluation and ranking
of all the important variables. p-Values (level of significance)
were set at p < 0.05, and the categorical variables were
expgissed as percentage while continuous variables as mean +
SD.
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