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ABSTRACT

Background: Previous studies have demonstrated that cancer cells harbor unique metabolic characteristics
relative to healthy counterparts. The current study is a prospective ex-vivo HR-MAS NMR analysis of
malignant colorectal cancer (CRC) tissue specimens and its corresponding benign tissues.

Objective: To assess the HR-MAS Spectroscope qualitatively & to analyze significant difference between
the normal, benign and malignant intestinal mucosa.

Materials and Methods: Between November 2013and January 2016, 36 consecutive patients with
confirmed CRC were recruited to a prospective observational study. Fresh tissue samples were obtained
from center of tumor and 5 cm from tumor margin from surgical resection specimens. Samples were run
in duplicate where tissue volume permitted to compensate for anticipated sample heterogeneity. Typically,
the sample was packed into a 4 mm ZrO2 rotor of 50 ul capacity; a volume of 20ul of D20 having 0.03%
TSP was used as a chemical shift reference. The sample-rotor-setup was then transferred into the HR-MAS
NMR probe for analysis.

Results: A total of 36 spectra were acquired (center of tumor, n = 18; 5 cm from tumor margin, n = 18).
The malignant clustering occurs due to increased Val (0.90ppm), Lac (1.34ppm), Ala(1.48ppm) levels
of acetate (1.90ppm), glutamate (2.35ppm), taurine (3.23 ppm), choline containing compounds (3.20-
3.22ppm), glycine (3.56ppm), lactate (4.12ppm) and @-H of Leu, Ileu, Val, Lys, Ala (3.76-3.79ppm . In
addition unique metabolic profiles were observed for tumors of differing T-stage. The information gathered
from clustering in PCA had highly suggested that malignancy induces metabolic perturbations at cellular
levels.

Conclusions: HR-MAS NMR profiling demonstrates cancer-specific metabolic signatures in CRC and
reveals metabolic differences between benign and malignant tumors. In addition, this approach reveals that
tumor metabolism undergoes modification during local tumor advancement, offering potential in future
staging and therapeutic approaches.

This is an Open Access (OA) journal, and articles are distributed under the terms of the Creative Commons
Attribution-NonCommercial-ShareAlike 4.0 License, which allows others to remix, tweak, and build upon
the work non-commercially, as long as appropriate credit is given and the new creations are licensed under
the identical terms.

For reprints contact: reprint@ipinnovative.com

1. Introduction

Colorectal cancer (CRC) is already the third leading cause
of cancer death in the world, and its incidence is steadily
rising in developing nations. Also known as colorectal

epithelial cells of the large intestine. Worldwide, colorectal
cancer (CRC) is the second most common malignancy and
is a leading cause of cancer associated death in many
developed countries. Among CRC, 65% of CRC are rectal
cancer which is located in the lower end of colon.

adenocarcinoma, CRC usually emerges from the glandular,
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The cancer arises when certain cells of the epithelium
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that confer on them a selective advantage.! With
abnormally heightened replication and survival, these
hyper-proliferative cells give rise to a benign adenoma,
which may then evolve into carcinoma and metastasize over
decades.

Colorectal cancer was the most increased cause of cancer
death over a 25 year period, with a 4.8 fold increase
observed in males and a 3.6 fold increase observed in
females. Similarly, the incidence of cancer also increased
by 43% in males and 32% in females.

Pre-symptomatic screening aims to detect early stage
CRC or its precursor lesions for improved cancer specific
survival and reduced treatment related morbidity.

Unfortunately, only about 37% of CRC remain localized
at the time of diagnosis. Five year survival rate of rectal
cancer patients is 93.5 % for stage I, 87.4% for stage 1I,
58.2% for stage III, and 8.1% for stage IV.?

The reason that result in late diagnosis and therapy as
well as disappointing low survival rate include ineffective
screening tools and guidelines, cancer detection at an
advanced stage, limited survival achieved with palliative
chemotherapy alone for patients with metastatic or
unresectable disease. Therefore early and accurate diagnosis
of rectal cancer is critical for patient survival and improving
therapeutic options for different stages of rectal cancer.

Present diagnostic and screening methods of CRC, such
as colonoscopy, flexible sigmoidoscopy, double contrast
barium enema, virtual colonoscopy, fecal occult blood test,
fecal based DNA test, and serum based protein markers
such as carcinoembryonic antigen (CEA), have certain
limitations and shortfalls in their own way.

Metabolomics is an emerging field of research
downstream of transcriptomics, genomics, and proteomics,
which mainly involves the multicomponent analysis of
biological fluids, tissues and cell extracts. It is currently
used as a model of research in many disciplines of
medicine, including disease diagnosis3’4 biomarker
screening>® nutritional intervention’ and safety assessment
of chemical.®® Three powerful analytical techniques are
commonly applied to assay and quantify metabolites,
including liquid chromatography (LC) coupled with mass
spectrometry (MS), gas chromatography MS (GC/MS) and
nuclear magnetic resonance (NMR). 10 NMR has been used
extensively since 1970s. It has some advantages over MS in
metabolic application, including non-destructive analysis,
the relative ease of sample preparation, the potential to
identify a broad range of compounds and the capacity
for the supply of structural information for unknown
compounds. 12 Until now, only several NMR-based
studies using patient colorectal cancer tissues have been
reported. ''3 However, the number of patient tissues in
these studies was limited, which cannot provide accurate
and comprehensive information of CRC metabolites.
Moreover, discriminating metabolites involved in the

different pathological stages of rectal cancer have not been
investigated. Therefore, it will be valuable to perform
metabolic profiling of human rectal cancer tissues in aiding
molecular diagnosis and providing novel insights into rectal
cancer.

We in this present study investigated the difference
between normal and cancerous colorectal tissue using HR-
MAS spectroscopy.

2. Aims and Objectives

1. To obtained malignant, benign, and normal intestinal
tissue from patients/subject.

2. To assess the HR-MAS Spectroscope qualitatively &
to analyze significant difference between the normal,
benign and malignant intestinal mucosa.

3. Materials and Methods

The current study is a prospective ex-vivo HR-MAS
NMR analysis of malignant colorectal cancer (CRC) tissue
specimens and its corresponding benign tissues.

3.1. Inclusion criteria
All fresh cases of large & small bowel malignancy will be
included in our study.

3.2. Exclusion criteria

All the patient who have received

chemo/radiation therapy.

neoadjuvant

3.3. Chemicals

D20 (99.96 atom% deuterium-enriched, with 0.03%
sodium-3-(trimethylsilyl)-2,2,3,3-d4-propionate (TSP))
was purchased from Sigma-Aldrich Inc. (St. Louis, MO,
USA). All other chemicals used were of reagent grade with
the highest purity commercially available, unless otherwise
mentioned.

3.4. Clinical Methods

Tissue specimens (n=36) were obtained from 18 patients
who were enrolled with a written consent to participate in
the study that was approved by the ethics committee at King
George’s Medical University, Lucknow. The mean + SD age
of 18 patients who were suffering from colorectal cancer
was 50+8.2 years. None of the patients were dehydrated
and/or anaemic (mean Hb 11.2g/dL) at the time of surgery.
During surgery, two tissue samples weighing 100-200 mg
and comprising of tumor and adjacent benign region were
obtained from each patient. Sampling was purely based on
visual screening by the surgeon. Both tumor and benign
region were sampled. All these tissue samples were stored in
high-quality plastic vials and snap-frozen in liquid nitrogen
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at the time of surgery, to stop all the enzymatic and
consequent metabolic activities and were then stored at -
80°C till the NMR experiments were performed.

3.5. Tissue Samples

The stored tissues were thawed and washed with D20 prior
to NMR analysis, to remove other impurities. The tissues
were then dissected carefully and the inner-core (30-40
mg of wet-weight) of the tissues was taken for HR-MAS
NMR experiments, to ensure that acquired spectra exhibits
resonances from tumor only. Typically, the sample was
packed into a 4 mm ZrO2 rotor of 50 ul capacity; a volume
of 20 ul of D20 having 0.03% TSP was used as a chemical
shift reference. The sample-rotor-setup was then transferred
into the HR-MAS NMR probe.

3.6. Magnetic Resonance Spectroscopy

The proton HR-MAS NMR spectra were recorded on a
Bruker Avance 400 MHz spectrometer equipped with a 4
mm HR-MAS 1H-13C dual probehead with magic-angle
gradient, operating at a proton frequency of 400.13 MHz. In
all NMR experiments, the samples were spun at 4.0 kHz in
order to eliminate the signals arising due to rotation side-
bands. Proton NMR spectra with water suppression were
acquired using one-dimensional NOESY pulse-sequence
with the following experimental parameters: mixing time
7m of 100ms, total relaxation time of 3.99 s, spectral width
of 8250.8 Hz, 128 transients with a total recording time of
9 min. Additionally, one-dimensional CPMG (Carr-Purcell-
Meiboom-Gill) 4 experiment with water suppression was
recorded with an echo-time of 160 ms for each tissue
sample. The sample temperature was maintained at 283K
using cooled nitrogen gas during the acquisition of the
spectra.

The two-dimensional COSY experiment with water
suppression was carried out on a few tissue specimens
with the following experimental parameters: A spectral
width of 4807.69 Hz, 2.2s relaxation delay, 128 transients,
and 256 tl increments were acquired corresponding to
a total acquisition time of 7hr. The raw data was zero-
filled up to 512w with sine-bell window function prior to
double Fourier transformation. Two-dimensional gradient
1H-13C HSQC experiment was performed using adiabatic
pulses on few tissue specimens with water suppression.
For this experiment, a total relaxation delay of 1.6s was
used; 128 transients were averaged for each tl increment
corresponding to a total acquisition time of 8hr. The raw
data was zero-filled up to 1024 w and weighted with 90°
shifted square-sine-bell window function prior to double
Fourier transformation. One-dimensional CPMG spectra
with pre-saturation were acquired for few tumor tissues for
observing time dependent sample decay, if any. However,
no significant differences were observed in the spectral

metabolite pattern even after subjecting the tissue specimens
for approximately one hour long NMR measurements which
is supported by earlier HR-MAS studies on cancer tissue
specimens. '>1¢ Furthermore, the tissue specimens showing
only lipid resonances (comprising of benign region) were
re-dissected from the main sample and again subjected to
NMR measurements, so as to eliminate the probability of
analyzing any wrong section of tissue.

3.7. Histopathology

After spectroscopic analysis, the tissue samples were
initially fixed in 10% formalin, and were further embedded
using paraffin. Smm sections at 100 ym intervals were taken
to include the whole tissue specimen and were stained using
haematoxylin and eosin. Sections were assessed whether or
not a tissue specimen proved to be malignant.

3.8. NMR Data Reduction and Pattern Recognition

Both NOESY and CPMG spectra were acquired from tissue
samples but only CPMG spectra were subjected for further
multivariate analysis as a clear profile of small metabolite
biomarkers is obtained due to suppressed resonances from
high molecular weight components. Since variations in
small metabolite concentrations represent corresponding
alterations in intracellular processes, region from 0.56-
5.72ppm was considered for Principal Component Analysis
(PCA). The spectral complexity of CPMG spectra were
reduced by binning the region of 5.72-0.56ppm after
removing of the water region (5.02-4.68ppm) to 437
continuous integral segments of equal width of 0.01 ppm
by using AMIX software (version 3.7.10, Bruker BioSpin,
Switzerland). The data obtained was mean centered, scaled
to unit variance and then normalized by dividing each
integral segment by total area of the spectrum in order
to compensate for the differences in overall metabolite
concentration between individual tissue specimens. This
resulted in a data matrix, which was then exported to
‘The Unscrambler X’ Software package (Version 10.0.1,
Camo ASA, Norway) for multivariate analysis. PCA was
performed on data matrix for the detection of any separation
trends using full validation method.

4. Results and Data Analysis

4.1. NMR Spectral Assignments

The HR-MAS proton spectra provided well-resolved
resonances for most of the commonly observed metabolites
that were assigned on the basis of previously reported
values available in the literature. '’~!° The two-dimensional
COSY and HSQC experiments were performed on few
tissue samples to confirm the assignments of resonance in
our spectra (supplementary material, Table 2). The singlet
signal at 3.03 ppm, arising due to the methyl group of
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creatine, was used as an internal chemical shift reference.
Apart from prominently observed lipid resonances,
the small metabolites identified include leucine (Leu),
isoleucine (Ileu), valine (Val), lysine (Lys), alanine (Ala),
lactate (Lac), threonine, acetate (Ace), glutamate (Glu),
glutamine, methionine, aspartic acid, citrate, asparagine,
tyrosine, phenylalanine, ethanolamine, choline (Cho),
phosphocholine (PCho), glycerophosphocholine, myo-
inositol, taurine, a- and f-glucose, triglyceride, glycine
(Gly) and creatine (Cr).

4.2. Statistical interpretation

The present work has been undertaken with an
aim of correlating spectral metabolite profiles with
clinicopathological status of patients. Since pathological
processes are likely to induce simultaneous changes in
an ensemble of metabolites, alteration in the level of a
single metabolite may not provide the required insight
regarding the biochemical processes occurring at cellular
level. Hence, prior to investigating aforesaid correlations,
the ensemble of CPMG spectra was subjected to PCA. The
3D PCA score plot having 91% of the explained variance,
provided a clear cut group separation (Figure 1) indicating
that the metabolic variation in the malignant tissues are
distinctively different. The first (PC1) principal component
corresponding loading plot has been shown in Figure-2.

Variations occurring in the metabolic profile of malignant
and non-malignant tissue specimens could be seen based on
clustering of spectra in the PC score-plot. The PCA scores
were highly suggestive of group separation. In addition, the
altered levels of those metabolites which were responsible
for such clustering; in fact, variables contributing to
similar information have grouped themselves together
in a cluster. The malignant clustering occurs due to
increased Val (0.90ppm), Lac (1.34ppm), Ala(1.48ppm)
levels of acetate (1.90ppm), glutamate (2.35ppm), taurine
(3.23 ppm), choline containing compounds (3.20-3.22ppm),
glycine (3.56ppm), lactate (4.12ppm) and @-H of Leu, Ileu,
Val, Lys, Ala (3.76-3.79ppm).

The information gathered from clustering in PCA
had highly suggested that malignancy induces metabolic
perturbations at cellular levels.

5. Discussion

The neoplastic alterations in Kreb’s cycle and consequent
alterations in normal cellular processes eventually result
in malignancy. Humans continue to succumb to cancer,
as manifestation of first malignancy increases the risk of
recurrence in nearby cells. The initial lesion announces
a general susceptibility to adjacent tissues and, therefore,
analysis of margins and bed of tumor may define the extent
of tumor dispersion, thereby aiding in improved prognosis.
If the affected margins are not resected properly, they may
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result in recurrence and therapeutic failure, making the
situation worse. This study aims to define the potential
of HR-MAS NMR spectroscopy for a better post-surgical
management of CRC patients by defining the malignancy
status. The two important findings of this study are: (i)
increased levels of Ace, Glu, Lac, Cho, PCho, Gly, Tau,
Leu, Ileu, Val, Lys, Ala and decreased levels of fatty acids
in malignant tumors as obtained from the loading plots of
PCA analysis and (ii) the metabolic alterations of malignant
tumors could be distinctly identified from the non-malignant
tissues by 'H HR-MAS NMR spectroscopy, which may
acknowledge the presence of residual disease in neighboring
tissues after resection of the tumor.

The interpretation of PCA model in our case influence of
physiological variations.?” The corresponding loading plot
(Figure 2) represented the regions of NMR spectrum that
most strongly influence the separation between malignant
and control tissue samples. The positive values in loading
plot indicated higher concentration of metabolites in
benign tissues and a negative value indicates relatively
higher concentration with respect to oral SCC tissue
specimens. The regression coefficients indicated that acetate
(1.90ppm), glutamate (2.35ppm), taurine (3.23 ppm),
choline containing compounds (3.20-3.25ppm), glycine
(3.56ppm), lactate (4.12ppm) and a-H of Leu, Ileu, Val, Lys,
Ala (3.76-3.79ppm) were present in higher concentration in
malignant.

In our study, there is an observed decrease in lipid
concentration in cancer cells which may be due to
the modifications in lipid composition under malignant
conditions. These modifications include decrease in
lipids which consequently cause alterations in membrane
bilayer fluidity and enzymatic activities at the level of
mitochondrial and microsomal membranes, which has been
proved by an earlier biochemical study on rapidly growing
hepatoma cells?! Malignant cells exhibit uncontrolled
rates of cell division and this process requires lipids,
amino-acids and other small metabolites to support key
biosynthetic pathways. Variations in these metabolite
concentrations reflect changes in metabolism arising from
biologic condition of disease. Thereby, in this study
emphasis had been laid upon small metabolites which
provide a true picture of cell proliferation and the
altered cellular processes. The higher levels of Lac,
PCho, Cho, amino acids and lower levels of lipids were
found only in typical malignancy as compared to non-
malignant tissue specimens; this is in concordance with
the metabolic alterations occurring in malignant cells
during cell-proliferation, as it requires nutrients, energy and
higher biosynthetic activity to duplicate all macromolecular
components during each passage through cell-cycle while
maintaining the cancer cell homeostasis. Therefore, cellular
processes occurring in malignant cells are quite different
from those of non-proliferating cells. The higher lactate

levels have been observed in our study (Figure 1) as
Otto Warburg?? reported that metabolic activities of
malignant cells show high glycolytic rates and reduced
mitochondrial oxidation, which favors the cell-survival in
hypoxic micro-environment of tumor; also, glucose to
lactate conversion protects malignant cells from oxidative
stress (due to reactive oxygen species) resulting in high
lactate accumulation as a pronounced consequence.>® Apart
from lactate, higher levels of alanine are also attributed to
the hypoxic conditions of malignant tumors.>*

The rapid proliferation of cancer cells also affects
their energy requirement which are fulfilled by high-
energy creatine phosphate, which is formed from creatine
by the mediation of enzyme creatine kinase.”> The
formation of high energy phosphates result in creatine
deficit in the cells which has been reinstated by our
findings. In the present investigation using HR-MAS,
broad resonances due to choline-containing compounds
are well-resolved in the CPMG spectrum, providing
precise information about the metabolic perturbations
occurring in cancer cells. Choline (3.20 ppm) is known
to play a key role in phospholipid metabolism of cell
membranes, and represent active cell proliferation in
the form of increased membrane phospholipid turnover.
The phosphorylation of choline results in PCho, which
is followed by a cascade of biochemical reactions
to form phosphatidylcholine. Phosphatidylcholine is a
major phospholipid component of eukaryotic cells which
participates in lipid metabolism, signal transduction
mechanisms and in membrane structure. 2 Thus, hi gher Cho
and PCho contents are well-known markers of increased cell
proliferation in the cancer cells. Apart from Cho and PCho,
higher level of acetate was also observed which may be
attributed to the increased lipid biosynthesis and altogether
these three metabolites reflect highly active proliferation of
tumor cells.

The increased glutamate levels in tissues reconfirm
a recent study on tumor growth which has shown that
glutamate stimulates proliferation and migration of tumor
cells and thus facilitates the tumor progression.?® Glycine is
an amino acid which is reportedly an essential precursor for
de novo purine formation (an integral part of nucleic acids)
as shown by an earlier study on breast tumor cell lines.?*
Hence, its higher concentration in malignant tumors is a
marker for enhanced nucleotide synthesis.

The unique feature of cancer as a disease is the capacity
of the disease itself to use amino acids for its own
metabolism and proliferative activities. The cancer cells
utilize glutamine, alanine and glycine along with other
branched chain amino acids for its protein biosynthesis, >’
which increases manifold in malignant tissues for their
proper progression and proliferation.® This fact is reflected
by the significant increase in the relative intensities of
these metabolites in NMR spectra of the malignant tissues.
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Not only enhanced protein synthesis, lipidogenesis and
nucleic acid formation contribute in unhindered cancer
proliferation but volume regulation and osmoregulation also
play an equally important role in it. Taurine acts as an
osmolyte?* and its higher concentration probably helps
in controlling hypoxia induced cell swelling,??° thereby
maintain the cell volume. Taurine also acts as a free-
radical scavenger for reducing the oxidative stress of the
cells and their unhindered proliferation.3! Earlier studies
on various cancers have shown that taurine concentration
is higher in various tumors. All these metabolites act as
biomarkers for the suppression or aggravation of different
cellular processes occurring in cancer cells and therefore,
play an important role in distinguishing normal tissues from
the malignant ones.

The limitation of this study may be attributed to the
smaller sample size, therefore, large population studies are
required to ensure the role of these biomarkers in cancer
cells and the study can be further extended to understand
the aggressiveness of the tumor including metastasis.

Since tissue extraction methods may modify original
cellular metabolic composition to an unknown extent,
particularly the proportion of acetate and choline
derivatives,?> these procedures may cause erroneous
correlation between diseased state and MRS results.
Furthermore, tumor heterogeneity limits the utility of
extraction processes>> while in in-vivo studies, peaks
being broad in nature may mask the signals arising from
neighboring protons. HR-MAS spectroscopy has been
employed to overcome such modifications in metabolic
profile of tissue samples, and the spectral resolution is
quite comparable to that of solution state NMR. The
overall representation of metabolic alterations in this
prospective 1H HR-MAS NMR study goes hand-in-hand
with the tumor biology, which is explained by the results
of multivariate statistical analyses. In other words, the
metabolic fingerprints are easily identifiable.

The results obtained in the present study may contribute
to the evaluation of tumor biochemistry and its point-to-
point correlation with histopathology suggests its clinical
relevance and it may further augment our understanding of
cancer cell metabolism at the level of metabolic activity.

Since, the spectral measurements were directly
conducted with intact tissue specimens, therefore,
results obtained are closely related to the in-vivo

status of tumors. Ex-vivo and in-vivo NMR spectral
peak observations in pathological states can support the
reliability of clinical applications by providing more precise
information about the biochemical status of the disease.
Earlier studies on brain tumors reinforce this fact by
determining the relationship between in-vivo and ex-vivo
biochemical characterization of brain tumors by using MR
spectroscopy. 133 Analysis on large sample size is therefore
required in order to prove our findings.

6. Conflict of Interest

There is no potential conflict of interests related to the
exclusive nature of this paper.

7. Source of Funding

No financial support was received for the work on this
manuscript.

References

1. Ewing I, Hurley JJ, Josephides E, Millar A. The molecular genetics

of colorectal cancer.  Frontline Gastroenterol. 2014;5(1):26-30.
O1:10. Sastro- .

2. Boras Z, Kondza G, Sisljagic V, Busic Z, Gmajnic R, Istvanic T,
et al. Prognostic factors of local recurrence and survival after curative
rectal cancer surgery: a single institution experience. Coll Antropol.
2012;36(4):1355-61.

3. Claudino WM, Quattrone A, Biganzoli L, Pestrin M, Bertini I,
Leo AD, et al. Metabolomics: available results, current research
projects in breast cancer, and future applications. J Clin Oncol.
2007;25(19):2840-6.

4. Yang J, Xu G, Hong Q, Liebich HM, Lutz K, Schmiilling RM, et al.
Discrimination of type 2 diabetic patients from healthy controls by
using metabonomics method based on their serum fatty acid profiles.
J Chromatogr B. 2004;813(1-2):53-8.

5. Xue R, Lin Z, Deng C, Dong L, Liu T, Wang J, et al. A
serum metabolomic investigation on hepatocellular carcinoma patients
by chemical derivatization followed by gas chromatography/mass
spectrometry. Rapid Commun Mass Spectrom. 2008;22(19):3061-8.
Aor T T 7ecm 3708,

6. Bogdanov M, Matson WR, Wang L, Matson T, Saunders-Pullman
R, Bressman SS, et al. Metabolomic profiling to develop blood
biomarkers for Parkinson’s disease. Brain. 2008;131(2):389-96.
do1- 10 109 3/brain/awim 304

7. Bertram HC, Hoppe C, Petersen BO, Duus J, Molgaard C, Michaelsen
KF, et al. An NMR-based metabonomic investigation on effects of
milk and meat protein diets given to 8-year-old boys. Br J Nutr.
2007;97(4):758—-63. Hor I TN ZZSO007 T TASO 7450377,

8. Shi C, Cao AM, Sheng HZ, Yan XZ, Liao MY. NMR-spectroscopy-
based metabonomic approach to the analysis of Bay41-4109, a novel
anti-HBV compound, induced hepatotoxicity in rats. Toxicol Lett.
2007;173:161-7.

9. Wei L, Liao P, Wu H, Li X, Pei F, Li W, et al. Toxicological
effects of cinnabar in rats by NMR-based metabolic profiling of
urine and serum. Toxicol Appl Pharmacol. 2008;227(3):417-29.
go1:10.10167).taap.200/7. 11.01Y.

10. Kaddurah-Daouk R, Kristal BS, Weinshilboum RM. Metabolomics:

a global biochemical approach to drug response and
disease. Annu  Rev Pharmacol Toxicol. 2008;48:653-83.
OT:10. annurev.pharmiox.43.

11. Ward JL, Baker JM, Beale MH. Recent applications of NMR
spectroscopy in plant metabolomics. FEBS J. 2007;274(5):1126-31.
gor: 10.111177.1742-4658.200/.056/3.X.

12. Krishnan P, Kruger N, Ratcliffe R. Metabolite fingerprinting and
profiling in plants using NMR. J Exp Bot. 2005;56(410):255-65.
101 10-1093/1xb/eru1y.

13. Piotto M, Moussalliech FM, Dillmann B, Imperiale A, Neuville A,
Brigand C, et al. Metabolic characterization of primary human
colorectal cancers using high resolution magic angle spinning 1 H
magnetic resonance spectroscopy. Metabolomics. 2009;5:292-301.

14. Wang Y, Bollard ME, Keun H. Spectral editing and pattern recognition
methods applied to high-resolution magic-angle spinning 1H nuclear
magnetic resonance spectroscopy of liver tissues. Anal Biochem.
2003;323(1):26-32.



http://dx.doi.org/10.1136/flgastro-2013-100329
http://dx.doi.org/10.1002/rcm.3708
http://dx.doi.org/10.1093/brain/awm304
http://dx.doi.org/10.1017/S0007114507450322
http://dx.doi.org/10.1016/j.taap.2007.11.015
http://dx.doi.org/10.1146/annurev.pharmtox.48.113006.094715
http://dx.doi.org/10.1111/j.1742-4658.2007.05675.x
http://dx.doi.org/10.1093/jxb/eri010

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

Ahmad et al. / IP Journal of Diagnostic Pathology and Oncology 2021;6(3):175-181

Rocha CM, Barros AS, Gil AM. Metabolic profiling of human lung
cancer tissue by 1H high resolution magic angle spinning (HRMAS)
NMR spectroscopy. J Proteome Res. 2010;9(1):319-32.

Wilson M, Davies NP, Grundy RG, Peet AC. A quantitative
comparison of metabolite signals as detected by in vivo MRS with
ex vivo 1H HR-MAS for childhood brain tumours. NMR Biomed.
2009;22(2):213-9.

Bisbal MCM, Bonmati L, Piquer J. 1H and 13C HRMAS spectroscopy
of intact biopsy samples ex-vivo and in vivo 1H MRS study of human
high grade gliomas. NMR Biomed. 2004;17(2):191-205.

Cheng LL, Burns MA, Taylor JL. Metabolic characterization of
human prostate cancer with tissue magnetic resonance spectroscopy.
Cancer Res. 2005,65(8):3030-4.

Tugnoli V, Mucci A, Schenetti L. Molecular characterization of human
gatric mucosa by HRMAS magnetic resonance spectroscopy. Int J
Mol Med. 2004;14(6):1065-71.

Beckwith-Hall BM, Brindle JT, Barton RH. Application of orthogonal
signal correction to minimise the effects of physical and biological
variation in high resolution 1H NMR spectra of biofluids. Analyst.
2002;127(10):1283-8.

Crain RC, Clark RW, Harvey BE. Role of lipid transfer proteins
in the abnormal lipid content of Morris hepatoma mitochondria and
microsomes. Cancer Res. 1983;43(7):3197-202.
Warburg O. On the origin of cancer cells.
1956;123(3191):309-14.

Mcfate T, Mohyeldin A, Lu H. Pyruvate dehydrogenase complex
activity controls metabolic and malignant phenotype in cancer cells.
J Biol Chem. 2008;283(33):22700-8.

Griffin JL, Shockcor JP. Metabolic profiles of cancer cells. Nat Rev
Cancer. 2004;4(7):551-61.

Podo F Tumor Phospholipid metabolism. NMR
Biomed. (lo1: 10. 100.Z/(s1¢1) 1099
140, (19991 D12 /<4l5::a1d-nbmy s />3.0.COo:2-U.

Rzeski W, Turski L, Ikonomidou C. Glutamate antagonists limit tumor
growth. Proc Natl Acad Sci U S A. 2001;98(11):6372-7.

Baracos VE, Mackenzie ML. Investigations of branched-chain amino
acids and their metabolites in animal models of cancer. J Nutr.
2006;136(1):237-42.

Tessem MB, Swanson MG, Keshari KR. Evaluation of Lactate
and Alanine as Metabolic Biomarkers of Prostate Cancer Using
1H HR-MAS Spectroscopy of Biopsy Tissues. Magn Reson Med.
2008;60(3):510-6.

Science.

1999;12(7):413-39.

29.

30.

31.

32.

33.

181

Shen MR, Chou CY, Ellory JC. Swelling-activated taurine and K+
transport in human cervical cancer cells: association with cell cycle
progression. Pflugers Arch. 2001;441(6):787-95.

Srivastava S, Roy R, Singh S. Taurine - a possible fingerprint
biomarker in non-muscle invasive bladder cancer: A pilot study by
1H NMR spectroscopy. Cancer Biomark. 2010;6(1):11-20.

Rosado JO, Salvado M, Bonatto D. Importance of the trans-sulfuration
pathway in cancer prevention and promotion. Mol Cell Biochem.
2007;301(1-2):1-12.

Cheng LL, Anthony DC, Comite AR. Quantification of
microheterogeneity in glioblastoma multiforme with ex vivo
high resolution magic-angle spinning (HRMAS) proton magnetic
resonance spectroscopy. Neuro-Oncology. 2000;2(2):87-95.

Tzika AA, Cheng LL, Goumnerova L. Biochemical characterization
of pediatric brain tumors by using in vivo and ex vivo magnetic
resonance spectroscopy. J Neurosurg. 2002;96(6):1023-31.

Author biography

Faraz Ahmad, Associate Professor

Manish Agrawal, Assistant Professor

V K Singh, Associate Professor

Mukesh Kumar, Resident

Surendra Kumar, Professor

A A Sonkar, Professor and HOD

Raja Roy, Post Graduate

Cite this article: Ahmad F, Agrawal M, Singh VK, Kumar M, Kumar
S, Sonkar AA, Roy R. Evaluation of intestinal cancer by 1H HR-MAS
NMR spectroscopy: A new diagnostic tool?. IP J Diagn Pathol Oncol
2021;6(3):175-181.



http://dx.doi.org/10.1002/(sici)1099-1492(199911)12:7<413::aid-nbm587>3.0.co;2-u
http://dx.doi.org/10.1002/(sici)1099-1492(199911)12:7<413::aid-nbm587>3.0.co;2-u

	Introduction
	Aims and Objectives
	Materials and Methods
	Inclusion criteria
	Exclusion criteria
	Chemicals
	Clinical Methods
	Tissue Samples
	Magnetic Resonance Spectroscopy
	Histopathology
	NMR Data Reduction and Pattern Recognition

	Results and Data Analysis
	NMR Spectral Assignments
	Statistical interpretation

	Discussion
	Conflict of Interest
	Source of Funding

