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Abstract: Near-infrared spectroscopy (NIRS) is a non-ionizing optical technique that can be used
to quantify proteins, carbohydrates, fats, and other organic and biological substances. The aim of
this study was to determine the ability of NIRS to identify different concentrations of L-fucose and
L-proline solutions by utilizing different NIR spectral regions. NIR spectra of solid L-fucose and
L-proline, their aqueous solutions in different concentrations, and the spectra of saliva samples
collected from two patients with oral squamous cell carcinoma (OSCC) were studied. Differences
in spectra of the pure solid reference samples and water were most noticeable in spectral regions
800-1250 nm and 1418-1867 nm. The saliva sample with an atypically high concentration of oral
cancer biomarkers showed a similar spectral feature between 1530-1650 nm as the liquid samples
with cancer biomarkers. In addition, a fine k-nearest neighbors (kNN) classifier was trained to
differentiate the aqueous solutions and achieved 75.97% validation accuracy. The preliminary study
presents that NIRS can be utilized to detect differences in spectra between the different biomarker
concentrations in aqueous solutions. However, the qualitative measures may have resulted in
limited sensitivity, which could be enhanced by additional samples and using a measurement probe
dedicated to fluid measurements.

Keywords: near-infrared spectroscopy; L-fucose; L-proline; saliva; oral cancer

1. Introduction

Oral diseases threaten overall wellness and increase the risk for several systemic
diseases. The problem with diagnosing oral diseases is their overlapping symptoms. Visual
observation and palpation used in clinical practices lead to poor accuracy of diagnosis.
Oral potential malignant disorders (OPMD) and oral squamous cell cancers (OSCC) are
diagnosed using histopathological analysis of surgically removed tissue biopsies stained
using hematoxylin and eosin dyes [1,2], which are highly invasive, expensive, and time-
consuming [3].

Optical methods based on fluorescence or chemiluminescence [1,2] can be used to
confirm the presence of lesions but these methods cannot differentiate between low-risk
and high-risk lesions [4,5]. Spectral cameras, such as VELScope, have not been able to
distinguish between pre-malignant and malignant tissues more reliably than experienced
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clinicians [4,6-10]. Bioimpedance spectroscopy (BIS) can detect oral lesions, but the di-
versity of probe designs makes it difficult to draw reliable conclusions on its diagnostic
potential [5]. Genetic analysis can help in the selection of potential locations for biopsies,
and add value to histopathological diagnosis [11]. Optical coherence tomography (OCT) in
the detection of OPMDs and OSCCs has been studied by Jerjes et al. [12]. They concluded
that the ability of the OCT to distinguish different oral lesions is poor. Liao et al. [13]
concluded that fluorodeoxyglucose (FDG) positron emission tomography (PET) is valuable
in planning of the patient’s treatment strategy.

In biomedical applications, near-infrared spectroscopy (INIRS) can be used in vivo to dis-
tinguish healthy tissues from pre-malignant and malignant tissues and aid the diagnostics due
to its excellent penetration depth and its minimal requirement for sample preparation [14-22].
Furthermore, optical spectroscopy can be performed without sample extraction, enabling
the non-invasive assessment of tissue [23-27]. For example, spectroscopic techniques are
used to assess periodontal inflammation [28], and various cancers, including skin [15-19,29],
breast [30,31], oral [32,33], oropharyngeal, and laryngeal cancer [23].

Near-Infrared Spectroscopy in Assessing Salivary Biomarkers

NIRS could be potentially used as a non-invasive intra-oral analysis technique. In vivo
studies of the oral cavity should account for the presence of saliva and consider it as di-
agnostic fluid complementing the information gathered from the oral mucosa [34-39].
The use of saliva instead of blood or serum in diagnosing various conditions, such as
cancers [30,31,35,40,41], diabetes [20], oral leukoplakia [35,40], Sjogren’s syndrome [36],
or testing for COVID-19 [42-44], is a growing area of research. Saliva consists of 94-99%
of water [34,42] but it also contains biomarkers, including locally expressed proteins and
substances, such as DNA, RNA, mucins, amino acids, enzymes, and primary metabo-
lites. The concentrations of saliva biomarkers change with different diseases [20,35,45-47].
Compared to blood and serum, saliva has a less complex and varying composition [20,35]

Oral diseases cause abnormal changes in oral mucosal tissue. Oral epithelial cells
constantly shed into the saliva [35,48], and oral cancer cells start to clear into the saliva at
the early stages of cancer [35,48]. Saliva can exchange substances with systemic circulation
via diffusion or active transport due to its direct contact with oral mucosa [35,36,48,49].
Collecting saliva samples is easier (e.g., feasible at home), less expensive, less uncomfort-
able for the patients, and safer (excludes the risk of needle stick) than collecting blood
samples or biopsies, thereby allowing the increased use of saliva as diagnostic fluid in
the future, especially for a screening of potential diseases. However, to date, the biomedi-
cal studies of NIRS have mainly focused on studying skin [15-18,29] or cartilage [50-52].
Murayama et al. [38] utilized NIRS to study saliva of oral cancer patients and healthy
controls with the capillary tube Fourier transformation-NIR (FT-NIR) [53]. However, no
biomarkers were investigated in their study. Other NIR studies of saliva focus on hemody-
namic signals [54,55] or forensic applications [56]. However, the previous studies do not
utilize NIRS to characterize saliva with the known oral cancer biomarkers.

A previous nuclear magnetic resonance (NMR) study by Mikkonen et al. [45] studied
potential salivary biomarkers of oral cancer. Their study showed that oral cancer patients
exhibited significantly increased concentrations of salivary L-fucose while salivary L-
proline levels were significantly decreased compared to healthy controls [36,45]. However,
saliva has high water content [34-36,45], and water is a strong NIR absorber. In this proof-
of-concept study, we aimed to identify the spectral regions for discriminating solutions with
different concentrations of L-fucose and L-proline and water. These regions could be further
utilized in salivary diagnostics to recognize and discriminate between healthy, patients
suffering from premalignant conditions, and cancerous patients based on saliva samples.



Appl. Sci. 2021, 11, 9662

30f16

2. Materials and Methods
2.1. Materials

We studied NIR spectra of salivary biomarkers: L-fucose [36,45,46,57,58] (L-(-)-
Fucose > 99%, Sigma Aldrich, Saint Louis, MO, USA) and L-proline [36,45] (L-Proline-
Reagent Plus* > 99%, Sigma Aldrich, Saint Louis, MO, USA), diluted into distilled water.
Both substances have a solubility of 50 mg/mL in water. The measurements were repeated
in three independent sequences. For each sequence, four solutions were prepared for both
biomarkers with a serial dilution protocol as follows: a mass equivalent to the solubility of
the substance, 50 mg/mL for both L-fucose and L-proline, was weighed, and then mixed
with 1 mL of Millipore-water (18.2 M(Q2). This means that the solutions with the highest
concentrations have 50 mg of substance in 1 mL of water. The concentrations of solutions in
mg/mL and uM are presented in Table 1. The aqueous solutions F1 to F3 and P1 to P3 have
a higher concentration of L-fucose and L-proline than human saliva while the F4 and P4
solutions have a concentration similar to that of human saliva [45,46]. Mikkonen et al. [45]
determined the concentrations of L-fucose and L-proline in the saliva of healthy controls
(n = 30). For L-fucose, the concentrations were 189.1 (100.6-284.7) uM which is about
0.031 (0.016-0.047) mg/mL. For L-proline, the concentrations were 610.1 (318.5-1244.3) uM
which is about 0.070 (0.037-0.143) mg/mL. In the study of Sharma et al. [46], salivary
L-fucose in OPMDs and oral cancer were determined to be 7.02 mg/dl (0.0702 mg/mL) and
11.66 mg/dL (0.1166 mg/mL), respectively, while saliva from healthy controls had only
3.18 mg/dL (0.0318 mg/mL) of L-fucose. No similar study determining the concentration
of L-proline in saliva was found. The concentrations of salivary metabolites identified from
patients suffering OSCC [45] and their healthy controls [45] are listed in Table 2.

Reference samples were prepared by pressing pure L-fucose and L-proline powders
into 3 mm thick tablets. These reference samples were used as no previous measurements
with L-fucose, or L-proline had been performed with the NIRS measurement setup used
in this study. The measurements were performed using three tablets of each substance by
repeating the measurements six times on each tablet.

In this preliminary study, saliva samples of two OSCC [45,59] patients, a 73-year-old
male patient (sample 1) and a 76-year-old male patient (sample 2), were used. Both samples
were collected in Brazil (Piracicaba Dental School, University of Campinas). The samples
were collected by Gonzalez-Arriagada et al. [59] and further analyzed by Mikkonen et al. [45].
Patients not diagnosed with OSCC were not included. The age range of the patients in the
study by Gonzdlez-Arriagada et al. [59] was 52-76 years (mean age 61.6 £ 9.6 years). The
range for healthy controls was 42-74 years (mean age 54.4 &+ 9.0 years). The saliva samples
were collected unstimulated, meaning that the patients passively drooled the saliva into a
sterile glass cup for 5 min [45]. The clinical characteristics of the patients are described in a
study by Mikkonen et al. [45]. Saliva sample 1 has high L-fucose and L-proline concentrations
694 uM (0.106 mg/mL) and 799 uM (0.092 mg/mL), respectively. Saliva sample 2 has low
L-fucose and L-proline concentrations 67 uM (0.011 mg/mL) and 157 uM (0.018 mg/mL),
respectively. The collection of saliva and its use in the study was approved by the Ethics
Committee for Human Studies, Piracicaba Dental School, Brazil (protocol number 142/2010),
and written consent was obtained from every participant.

Table 1. The concentrations of L-fucose and L-proline solutions.

Solution mg/mL uM Marked in Text
L-Fucose 1 50 3.05 x 10° F1
L-Fucose 2 5 3.05 x 10* 2
L-Fucose 3 0.5 3.05 x 103 F3
L-Fucose 4 0.05 3.05 x 102 F4
L-Proline 1 50 4.34 x 10° P1
L-Proline 2 5 434 x 10* P2
L-Proline 3 0.5 4.34 x 103 P3

L-Proline 4 0.05 4.34 x 102 P4
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Table 2. Concentrations of salivary metabolites of oral squamous cell cancer (OSCC) (n = 8) patients
and their healthy controls (n = 30) identified in an NMR study by Mikkonen et al. [45].

Metabolite OSCC [uM] Controls [uM]
Acetate 2559.8—9344.8 1977.7—5239.5
Alanine 47.1-5159 53.0—173.0
Butanol 17.2—190.5 16.8—84.3
Butyrate 33.9-266.4 259-128.4
Choline 12.2—-43.7 14.2-24.7
Formate 191.4—426.2 77.0—433.3
L-fucose 302.0—1527.2 100.6—284.7
Glycine 103.2—719.1 241.1-923.6
Lactate 71.5—1132.9 140.4—324.6

Methanol 36.6—208.1 51.4—121.5
Methylamine 1.7—-66.5 19-57
Phenylalanine 41.9-147.6 59.1-123.6
L-proline 104.1-799.9 318.5—1244.3
Propionate 319.9-2157.6 251.1-1028.4
Pyruvic acid 12.6—-73.1 7.2-33.3
Succinate 24.5—-214.3 47.1-71.9
Taurine 72.1-195.4 104.7—-205.1
Tyrosine 42.3-173.5 55.3—165.5
1,2-propanediol 32.7—-2465.4 21.7—-54.1

2.2. Near Infrared Spectroscopy

The setup used in this study consisted of two spectrometers (AvaSpec-ULS2048L
and AvaSpec-NIR256-2.5-HSC, Avantes BV, Apeldoorn, The Netherlands), a light source
(AvaLight-HAL-(S)-Mini, Avantes BV), and a customized arthroscopic optical fiber probe
(Avantes BV, Apeldoorn, The Netherlands). A similar set-up was used to study articular
cartilage and subchondral bone by Sarin et al. [60]. The optical fiber probe is not initially
designed for liquid measurements. For the AvaSpec-ULS2048L, the integration time was
1.5 ms for pure L-fucose, aqueous L-fucose, and L-proline solutions and saliva sample 2.
For pure L-proline and saliva sample 1, the reference spectrum was saturated with the
integration time of 1.5 ms; thus, the time was adjusted to 1.05 ms. The acquired spectral
region was 319-1093 nm, the resolution of the spectrometer was 0.6 nm, and the averaging
number was 100 scans. For the AvaSpec-NIR256-2.5-HSC, the integration time was 30 ms,
the averaging number was 100 scans, the acquired spectral region was 943-2503 nm, and
the resolution was 6.4 nm. The measured data is provided as supplementary materials
(Table S1: Data sheet). Sample drops were placed on a reflective standard (Spectralon,
SRS-99, Labsphere Inc., North Sutton, NH, USA) on top of a sample holder (Figure 1b),
which was controlled by the motion controller (Figure 1a). The reflective standard was
cleaned with tissue paper after each measurement before pipetting another drop on top
of the reflective standard, making the sample deposition simple, fast, and inexpensive.
Spectral measurements were performed at the exact same coordinates (x, y, z) with each
drop. Preliminary tests revealed that optimal signal-to-noise ratio (SNR) was achieved
with the sample volume of 20 pL. which was standardized for the actual measurements.
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Figure 1. The NIRS set-up (a), and schematic presentation of the drop on top of reflective standard with the probe touching

the drop (b).

2.3. Spectral Analysis

Before sample measurements, dark (non-reflective standard, 0.07% relative reflectance)
and white references (reflective standard, Spectralon, SRS-99, Labsphere Inc., North Sut-
ton, NH, USA, 99% relative reflectance) were measured within the wavelength region
320-2453 nm. The reflection from the drop surface can be neglected as the contact between
the probe and sample drop was always ensured. Each measurement was repeated 6 times
for each substance. A 20 pL drop of an aqueous solution was pipetted onto the reference
material and the spectrum was measured. The measured data is provided as supplemen-
tary material (Table S1: Data sheet). The reflective material and the probe were then wiped
clean, and the protocol was repeated. In total, 18 spectra for each concentration of aqueous
L-fucose and L-proline solutions were acquired. An average of all 18 measurements was
calculated from the raw data. Absorbance for transflection mode was calculated using the
Beer-Lambert law (Equation (1))

S—D

where S is the spectrum of the sample, D is the dark reference spectrum, and W is the white
reference spectrum.

The values calculated using Equation (1) were normalized using standard normal
variate (SNV). A Savitzky—Golay filter (degree = 3, window = 49 for 319-1100 nm, and
degree = 3, window = 19 for 943-2500 nm) was used to smooth the data and calculate the
2nd derivative for each averaged spectrum (MATLAB R2019a, The MathWorks, Natick,
MA, USA, 2019). Area normalization was used with the derivative spectra. The area
normalization was calculated as (Equation (2))

S

, 2
s, @

SAN =

where S,y is area normalized spectra and S is point of spectrum. The area normalization
was done over 4552370 nm. If solutions appeared in the order of F1, F2, F3, F4, and water,
or P1, P2, P3, P4, and water, meaning an increase in water content, a black rectangle was
used to mark those wavelengths. If the solutions appeared in the order of F1, F2, F3, and
F4, or F1, F2, F3, and water, or P1, P2, P3, and P4, or P1, P2, P3, and water, assuming the F4
and P4 solutions and pure water having almost equal water content, these wavelengths
were marked with a light green rectangle.
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2.4. Multivariate Analysis

A fine k-nearest neighbor (kNN) was applied to investigate if different concentrations
of L-fucose and L-proline are distinguishable from each other and water. The confusion
matrix of the cross-validated kNN from spectral regions 680-1400 nm and 1550-1850 nm
was calculated. The spectral regions 1400-1550 nm and 1850-2500 nm had relatively poor
SNR due to high water absorbance and, thus, these regions were excluded. Exclusion
substantially increased the performance of the classifier. The spectral measurements with
poor quality were manually excluded from the validation. The kNN model was trained
individually to spectra without calculating the average of all spectra. The spectra were
calculated using Equation (1), and the values were normalized using SNV. A Savitzky—
Golay filter was used to smooth the data and calculate the 1st and 2nd derivatives for each
spectrum (MATLAB R2019a, The MathWorks, Natick, 2019). Different window sizes for
the Savitzky—Golay filter were tested for both the 1st and 2nd derivatives. The Fl-score
was calculated with confusionStats(group, grouhat) function by Cheong [61]. The input
data was cross-validated (k-fold = 10) with a hundred repetitions.

2.5. Statistical Analysis

One-way analysis of variance (ANOVA) was carried out to test the reproducibility of
the sample deposition method. ANOVA was run to all spectra, that were included in the
analysis, measured from one independent solution of each concentration for both L-fucose
and L-proline. The statistical analysis was carried out with MATLAB (MATLAB R2019a,
MathWorks Inc., Natick, MA, USA, 2019).

3. Results

Figure 2 presents the smoothed (Figure 2a), and SNV (Figure 2b) NIR spectra of
pure L-fucose, L-proline, and water. Figure 3 presents the 2nd derivative (Figure 3a) NIR
spectra of aqueous solutions of L-fucose and L-proline and water, and a close-up of the
2nd derivative NIR spectra from 880 to 889 nm (Figure 3b). Figures 4 and 5 present the 2nd
derivative NIR spectra of aqueous solutions of L-proline and water, and saliva and water,
respectively. The spectra of pure L-fucose and L-proline tablets are drastically different
compared to that of water (Figure 2) as expected. The major differences are in the spectral
regions 800-1250 nm and 1418-1867 nm. Spectral peaks of L-fucose and L-proline are in
line with the current literature of their molecular groups [62—64] (Tables 3 and 4). Water
has distinctive peaks at 970 nm, 1450 nm, and 1940 nm [62,65,66]. Two spectrometers were
used in this study and the overlap of the spectra from both spectrometers is observed
between 1000—1100 nm in Figures 2-5.

A systematic order, marked with both black and green, was observed with aqueous L-
fucose solutions of different concentrations and pure water (Figure 3a) within the wavelengths
of 695-969 nm, 718-719 nm, 869-888 nm, 907-908 nm, and 1013-1029 nm. The 718-719 nm,
869-888 nm, and 907-908 nm are assigned to the 3rd overtone CH stretching, and the
1011-1029 nm are assigned to the 2nd overtone OH stretching [62-64]. The same com-
parison shows that L-proline solutions differ from pure water (Figure 4) within 778-784 nm
and 819-820 nm, that is assigned to the 3rd overtone NH stretching [62—-64]. Wavelengths in
the NIR spectra demonstrating a systematic order between aqueous biomarker solutions and
pure water (Figures 3 and 4) are separately compared to the commonly known NIR signals of
molecular groups [62-64] (Tables 3 and 4).
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Figure 2. The smoothed (a) and normalized (b) NIR spectra of L-fucose tablet, L-proline tablet, and
pure water.

Table 3. Wavelength areas of L-fucose solutions that were recognized to have a systematic order from
F1 — F2 — F3 — F4 to water were marked black. The wavelength areas where the solutions were in
order from F1 — F2 — F3 to F4 or F1 — F2 — F3 to water were marked green. The corresponding

molecular groups are named on the right. Wavelengths under 680 nm belong to the UV-VIS region
and are not of interest in this study.

Wavelength Area (nm) Wavelength Area (nm) NIR Absorption Bands
Black Green Molecular Groups [62-64]
695-696 695-696
718-719 718-719

3rd overtone CH stretching

786 3rd overtone CH stretching

869-888 880-888 3rd overtone CH stretching
1011-1029 1019-1029 2nd overtone OH stretching & water
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Figure 3. The 2nd derivative NIR spectra of aqueous L-fucose (a) and 2nd derivative spectra as

a close-up from 880 to 889 nm (b). Each spectrum of each concentration shows the average of

3 independent solutions. The NIR spectrum of pure water is shown in comparison. The wavelength

areas presenting a systematic order with the solutions of different concentrations and water (F1 — F2

— F3 — F4 — water) are marked with a black rectangle, whereas solutions appearing in the order F1
— F2 — F3 to F4 or F1 — F2 — F3 to water were marked with a light green rectangle.

Table 4. Wavelength areas of L-proline solutions that were recognized to have a systematic order

Figure 1. — P2 — P3 —P4 to water were marked black. The wavelength areas where the solutions
were in order from P1 — P2 — P3 to P4 or P1 — P2 — P3 to water were marked green. The
corresponding molecular groups are named on the right. Wavelengths under 680 nm belong to the

UV-VIS region and are not of interest in this study.

Wavelength Area (nm) Wavelength Area (nm) NIR Absorption Bands
Black Green Molecular Groups [62-64]
725 725 4th overtone CH stretching
781-784 778-796 3rd overtone NH stretching
819-820 819-820 3rd overtone NH stretching
850-864 850-864 3rd overtone CH stretching
1050 2nd overtone N-H stretching,

1906

1906

2nd overtone O-H stretching
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Figure 4. The 2nd derivative NIR spectra of aqueous L-proline. Each spectrum of each concentration
shows the average of 3 independent solutions. The NIR spectrum of pure water is shown in
comparison. The wavelength areas presenting a systematic order with the solutions of different
concentrations and water (P1 — P2 — P3 — P4 — water) are marked with a black rectangle, whereas
solutions appearing in the order P1 — P2 — P3 to P4 or P1 — P2 — P3 to water were marked with a
light green rectangle.

As observed, water overbears aqueous L-fucose and L-proline making it hard to
distinguish solutions of different concentrations from each other. However, some systematic
differences between water and aqueous solutions were detected. The peaks of L-fucose
solutions seem to have shifted away from the peak of the water between 1469-1662 nm,
which is within the region where pure L-fucose differs from pure water. NIR absorption
bands in this wavelength area belong to the 1st overtone vibrational OH stretching and
water (Table 3) [62-64]. Although, differences between the aqueous solutions and water
were observed (Figures 3 and 4) visually, a fine k-nearest neighbors (kNN) were used to
investigate spectral differences between the L-fucose and L-proline solutions of different
concentrations, as well as between the solutions and water. Optimal cross-validation
accuracy (75.97%) was achieved with SNV normalized 1st derivative spectra (Savitzky—
Golay filter: degree = 3, window = 99 for 319-1100 nm, and degree = 3, window = 17 for
943-2500 nm). A confusion matrix of a fine kNN classification (Figure 6) shows the number
of observations in each cell’s true and predicted classes. The F1-score for each class of a fine
kNN classification is presented on the right side of the confusion matrix (Figure 6). The fine
kNN classification shows that the NIRS measurements in this study are not as sensitive for
the low concentration solutions (i.e., F3/P3 and F4/P4) as it is for higher concentrations.
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Figure 5. The 2nd derivative NIR spectra of two saliva samples of oral cancer patients and pure water
as a comparison. Saliva 1 was collected from a 73-year-old male patient and saliva 2 was collected
from a 76-year-old male patient.

Both saliva samples and water have peaks between 940-1068 nm, 1400-1553 nm,
and 1840-1950 nm (Figure 5). These peaks were assigned to 2nd overtone OH stretch-
ing and water, 1st overtone OH stretching and water, and to combination OH stretch-
ing and water, respectively. Both L-proline and saliva sample 2 have two peaks be-
tween 730-1068 nm (Figures 1 and 4), whereas water has only one strong peak between
909-1068 nm (Figures 2 and 5). In this NIR spectral region appear 3rd overtone NH and
CH stretching bands, water has an absorbance band and OH has 2nd overtone stretch-
ing band (Tables 3 and 4). The peak transition of saliva sample 1 was observed between
1530-1650 nm (Figure 5). That region has 1st overtone NH and OH stretching. Two peaks
between 1476-1778 nm, that have higher scaled absorbance than water or saliva sample 2
were observed with saliva sample 1. In this region are 1st overtone OH stretching, water,
and 1st overtone CH stretching bands [62].

Reproducibility of the Sample Deposition Method

The p-values of ANOVA for F1, F2, F3, F4, P1, P2, P3, and P4 solutions are 0.84, 0.34,
0.99,0.99, 0.99, 0.98, 0.97, and 0.95, respectively, showing that there is not much variation
between each measurement.
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Fl-scores

Fucose 1 0.92
Fucose 2 0.86
Fucose 3 0.64
Fucose 4 0.58

»

Z

=

% Prolinel 1.00

8
Proline 2 0.80
Proline 3 0.60
Proline 4 0.73
Water 0.85

Predicted Class

Figure 6. Confusion matrix of a cross-validated fine kNN classifier. F1-score of each class of a fine
kNN classification are presented on the right side of the figure.

4. Discussion

This work aimed to study the ability of NIRS to measure and distinguish known
oral cancer biomarkers from aqueous solutions. One hypothesis of the study was that
solutions with different concentrations would be distinguishable from each other and
water. The results indicate that NIRS can distinguish between the different concentrations
of aqueous solutions using even a probe that is not specifically designed for measuring
liquid samples. The spectra of pure solid L-fucose and L-proline (Figure 2) are noticeable
different from that of water, but their diluted solutions and saliva (Figures 3-5) have more
similar spectra with water. However, there are noticeable differences between solutions and
water (Figures 3 and 4, and Tables 3 and 4) as noted in the present results. The differences
between the spectra of L-fucose and L-proline solutions and water were also studied with
a fine kNN for wavelengths between 680-1400 nm and 1550-1850 nm (Figure 6). The
fine kNN, with validation accuracy of 75.97%, and the Fl-scores (Figure 6) show that
the sensitivity of the NIRS measurement is relatively poorer for solutions with lower
concentrations. This might be due to the small number of measured spectra. The second
hypothesis of this study was whether L-fucose and L-proline would be distinguishable
on NIR absorbance spectra of two saliva samples of patients with diagnosed OSCC. This
would indicate that the NIRS can recognize OSCC patients having higher concentrations of
L-fucose and lower concentrations of L-proline from patients that do not suffer from OSCC
as was the case in the NMR study by Mikkonen et al. [45]. Visual observation of the spectra
shows that saliva sample 1 has two [45] absorbance peaks in spectral region 14761778 nm,
and the peaks are stronger than those of water and saliva sample 2 (Figures 2 and 5). This
finding is logical as sample 1 has an order of magnitude higher L-fucose concentration
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(694 uM) than saliva sample 2 (67 uM). Within the same wavelength area, saliva sample 1
has a peak transition between 1530-1650 nm that is shifted away from the nearby peak of
water (Figure 5). This might be due to the high L-fucose concentration of sample 1. Saliva
sample 1 has a higher L-proline concentration (799 pM) than saliva sample 2 (157 uM) but
interestingly, the saliva sample 2 has a stronger peak between 730-915 nm (Figure 5) and
sample 1 has a stronger peak between 915-1068 nm in the spectral region of 730-1068 nm
(Figure 5). To confirm these findings, the measurements should be repeated with a higher
number of saliva samples collected from both OSCC patients and healthy controls.

Murayama et al. [53] developed a tube capillary method to study small volume liquid
samples. In another study by Murayama et al. [38], authors utilized the method to measure
FT-NIR spectra from saliva and distinguished oral cancer patients from healthy controls.
In our study, spectral region 300-2500 nm was measured while the analysis was focused
on the NIR region between 680-1950 nm. Murayama et al. [38] measured NIR spectra
between 8000-5500 cm ! (1250~1818 nm). In their study, Murayama et al. [38], used only
a single 2.5 uL drop of saliva, which is eight times less than in our study. Similar to our
study, they found the water to dominate the spectra. In the study by Murayama et al. [38],
broadband around 6900 cm~! (1449 nm) and peaks around 7072, 6839, and 5613 cm ™!
(1414, 1462, 1781 nm, respectively) were assigned to water. The first overtones of CH and
NH stretching modes were observed within 6500-5500 cm ! (1538-1818 nm). Compared
to Murayama et al. [38], our study requires less preparation as the sample can be pipetted
straight on top of the reflective surface. Furthermore, our method is not dependent on
circulating water as Murayama et al. [38] were. Our study shows that NIRS can distinguish
different concentrations of aqueous biomarker solutions which can be further developed to
distinguish patients with OPMD from patients suffering from oral cancer. Rai et al. [47]
found using UV-VIS spectrophotometry that serum L-fucose levels are elevated in patients
is suffering from oral cancer 13.85 & 4.34 mg/dL (0.1385 + 0.0434 mg/mL) compared to
patients suffering from oral leukoplakia 8.95 & 1.92 mg/dL (0.0895 £ 0.0192 mg/mL), and
healthy controls 5.29 £ 2.18 mg/dL (0.0529 + 0.0218 mg/mL).

Rekha et al. [33] used NIR Raman spectroscopy to characterize salivary biomarkers to
discriminate the oral premalignant and malignant conditions. They observed wavelength
regions of molecular bonds of major components in the saliva between 800-1800 cm !
(6555-12,500 nm) and did a principal component analysis (PCA) together with linear dis-
criminant analysis (LDA). Their sample set was larger and more divergent than in this
study, but they concluded that more studies identifying the key biomolecules are required.
Our preliminary study used two key salivary metabolomic biomarkers but further studies
with larger sample sets from diverse patient groups are required. Mikkonen et al. [40] con-
ducted a Fourier transformation infrared and photoacoustic (FTIR-PA) spectroscopy study
using saliva collected from healthy patients whereas our two samples were from OSCC
patients. They found three major spectral bands characterizing proteins 15001750 cm !
(5714-6666 nm), carbohydrates 1050-2000 cm~! (5000-9523 nm), and SCN~ anions. They
compared known SCN™ concentrations to spectral data of saliva samples obtaining a corre-
lation of r > 0.990 for transmission and r = 0.967 for PA mode. Similarly, further studies
comparing L-fucose and L-proline solutions of known concentrations against NIR spectra
of larger sets of saliva collected from healthy donors and patients suffering from oral
malignancies could produce a statistically significant correlation.

One of the advantages of our study was the small sample volume required to measure
a NIR absorbance spectrum. In the NMR spectroscopy study by Mikkonen et al. [45], the
sample volume size was 0.5 mL. In our study, we found that one 20 uL drop of aqueous
solution and saliva was enough to measure the NIR spectrum. This means that less saliva
is required from the patient. Saliva drops dry non-homogenously on the silicon sample
surface [41]. One drop of saliva spreads unevenly on the reflective material which is a
disadvantage. One, three, and six 15 pL drops of saliva were dried on a silicon surface in
an FTIR-PA spectroscopy study by Mikkonen et al. [40]. Another advantage of our study is
the small sample preparation time required before measuring. Pipetting one drop of liquid
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on a sample holder for measuring without having to dry the drop, as in our study;, is less
time-consuming than drying several drops onto a sample holder, which could take up to
20 h [40], before measuring. The NIRS set-up used in this study is mobile and clinically
applicable; furthermore, a probe specifically designed for liquids can enhance the technique
even further.

The NIR spectra of two saliva samples differ from water’s spectrum in L-fucose and
L-proline specific wavelength areas that were identified. A fine kNN validation was carried
out, and it showed relatively poorer sensitivity for the solutions that had low concentrations.
The results of this proof-of-concept study are qualitative as the sample set was small, and
due to the slight uneven spreading of the sample drops. The volume of the drop should
be 20 puL to avoid saturation of the signal. To get quantitative results, measurements with
larger sets of saliva samples and a liquid measurement-specific probe are required. Saliva
samples should be collected from patients suffering from OPMDs, from patients suffering
from oral cancer, and from healthy controls. Different amounts of L-fucose and L-proline
should be added to saliva to see if there are differences. These samples can then be used
to make a multivariate model that could predict based on the concentrations of L-fucose
and L-proline in saliva if the sample belongs to a patient suffering from for example oral
leukoplakia or OSCC. This model could then be used in a clinical environment to help
dentists and clinicians to detect oral lesions at an early stage and to decide whether the
patient should be referred further to confirm the potential findings as malignant. The setup
in this study could be used to study the condition of the oral mucosal tissue from the
patient sitting in the dentist’s chair. As the saliva is present on the surface of the mucosa,
the method should be able to account for saliva as well. Our study provides the first step
to support developing such a method. Compared to histopathologic assessment, screening
for oral diseases using NIRS analysis of saliva is more comfortable for the patient.

5. Conclusions

NIRS can be used to detect differences in spectra of the samples with known concen-
trations of known oral cancer biomarkers (L-fucose and L-proline) in aqueous solutions.
To the authors’ best knowledge, no previous study has utilized NIRS to distinguish the
spectral differences of various concentrations of oral cancer biomarkers from aqueous
solutions or from saliva. The next step in research would be to spike saliva samples of
healthy volunteers with different concentrations of L-fucose and L-proline and measure
the NIRS spectra of those spiked samples. The sensitivity of the measurements could be
enhanced using more samples and adapting a multivariate analysis to the larger data set.
The measurement setup could be further enhanced by utilizing a probe dedicated to fluid
measurements. This study provides a basis to further develop the investigational method
to achieve quantitative and reproducible results and to develop NIRS setup to a feasible
screening method to be able to carry out preclinical test series.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/10
.3390/app11209662 /51, Table S1: Data sheet.

Author Contributions: Conceptualization, S.M. and R.L.; methodology, M.O.H. and ].K.S.; software
M.O.H. and J K.S,; validation, M.O.H.; formal analysis, M.O.H. and J.K.S.; investigation, M.O.H. and
J.K.S.; resources, SM., WA.G.-A., AK. and R.L,; data curation, M.O.H., ] K.S. and S.M.; writing—
original draft preparation, M.O.H.; writing—review and editing, M.O.H., ] K.S., SM., WA.G.-A.,
A K., R.L,; visualization, M.O.H.; supervision, R.L.; project administration, S.M. and R.L.; funding
acquisition, M.O.H., SM., A K., R.L. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by Business Finland (former TEKES), grant number 52/31/2014.
The M.O.H. was funded by Waldemar von Frenckells stiftelse.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the Ethics Committee for Human Studies of Piracicaba
Dental School, Brazil (protocol code 142/2010).


https://www.mdpi.com/article/10.3390/app11209662/s1
https://www.mdpi.com/article/10.3390/app11209662/s1

Appl. Sci. 2021, 11, 9662 140f 16

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available in this article or as
Supplementary Materials.

Acknowledgments: We thank Jari Leskinen for his help in the preparation of the L-fucose and
L-proline reference sample tablets.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or
in the decision to publish the results.

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

Carreras-Torras, C.; Gay-Escoda, C. Techniques for Early Diagnosis of Oral Squamous Cell Carcinoma: Systematic Review. Med.
Oral Patol. Oral Cir. Bucal 2015, 20, e305-e315. [CrossRef] [PubMed]

Su, Y.E; Chen, YJ.; Tsai, ET.; Li, W.C.; Hsu, M.L.; Wang, D.H.; Yang, C.C. Current Insights into Oral Cancer Diagnostics. Diagnostics
2021, 11, 1287. [CrossRef] [PubMed]

Hamdoon, Z.; Jerjes, W.; Al-Delayme, R.; McKenzie, G.; Jay, A.; Hopper, C. Structural Validation of Oral Mucosal Tissue Using
Optical Coherence Tomography. Head Neck Oncol. 2012, 4, 29. [CrossRef] [PubMed]

Awan, K.H.; Morgan, PR.; Warnakulasuriya, S. Evaluation of an Autofluorescence Based Imaging System (VELscopeTM) in the
Detection of Oral Potentially Malignant Disorders and Benign Keratoses. Oral Oncol. 2011, 47, 274-277. [CrossRef]

Emran, S.; Hurskainen, M.; Tomppo, L.; Lappalainen, R.; Kullaa, A.M.; Myllymaa, S. Bioimpedance Spectroscopy and Spectral
Camera Techniques in Detection of Oral Mucosal Diseases: A Narrative Review of the State-of-the-Art. ]. Med. Eng. Technol. 2019,
43, 1-18. [CrossRef]

Stephen, M.M.; Jayanthi, J.L.; Unni, N.G.; Kolady, P.E.; Beena, V.T.; Jeemon, P.; Subhash, N. Diagnostic Accuracy of Diffuse
Reflectance Imaging for Early Detection of Pre-Malignant and Malignant Changes in the Oral Cavity: A Feasibility Study. BMC
Cancer 2013, 13, 278-286. [CrossRef]

McNamara, K K.; Martin, B.D.; Evans, EW.; Kalmar, J.R. The Role of Direct Visual Fluorescent Examination (VELscope) in
Routine Screening for Potentially Malignant Oral Mucosal Lesions. Oral Surg. Oral Med. Oral Pathol. Oral Radiol. 2012, 114,
636—643. [CrossRef]

Elvers, D.; Braunschweig, T.; Hilgers, R.D.; Ghassemi, A.; Mohlhenrich, S.C.; Hélzle, F.; Gerressen, M.; Modabber, A. Margins of
Oral Leukoplakia: Autofluorescence and Histopathology. Br. J. Oral Maxillofac. Surg. 2015, 53, 164-169. [CrossRef]

Huang, T.T.; Huang, ].S.; Wang, Y.Y.; Chen, K.C.; Wong, T.Y.; Chen, Y.C.; Wu, C.W.; Chan, L.P; Lin, Y.C.; Kao, Y.H.; et al. Novel
Quantitative Analysis of Autofluorescence Images for Oral Cancer Screening. Oral Oncol. 2017, 68, 20-26. [CrossRef]

Ganga, R.S.; Gundre, D.; Bansal, S.; Shirsat, PM.; Prasad, P,; Desai, R.S. Evaluation of the Diagnostic Efficacy and Spectrum of
Autofluorescence of Benign, Dysplastic and Malignant Lesions of the Oral Cavity Using VELscope. Oral Oncol. 2017, 75, 67-74.
[CrossRef] [PubMed]

Bremmer, J.E,; Graveland, A.P.; Brink, A.; Braakhuis, B.J.M.; Kuik, D.J.; Leemans, C.R.; Bloemena, E.; Van Der Waal, I.; Brakenhoff,
R.H. Screening for Oral Precancer with Noninvasive Genetic Cytology. Cancer Prev. Res. 2009, 2, 128-133. [CrossRef]

Jerjes, W.; Upile, T.; Conn, B.; Hamdoon, Z.; Betz, C.S.; McKenzie, G.; Radhi, H.; Vourvachis, M.; Maaytah, M.E.; Sandison, A.;
et al. In Vitro Examination of Suspicious Oral Lesions Using Optical Coherence Tomography. Br. J. Oral Maxillofac. Surg. 2010, 48,
18-25. [CrossRef]

Liao, C.-T,; Fan, K.-H.; Lin, C.-Y.,; Wang, H.-M.; Huang, S.-F,; Chen, I.-H.; Kang, C.-J.; Ng, S.-H.; Hsueh, C.; Lee, L.-Y,; et al.
Impact of a Second FDG PET Scan before Adjuvant Therapy for the Early Detection of Residual/Relapsing Tumours in High-Risk
Patients with Oral Cavity Cancer and Pathological Extracapsular Spread. Eur. J. Nucl. Med. Mol. Imaging 2012, 39, 944-955.
[CrossRef] [PubMed]

Siesler, H.; Ozaki, Y.; Kawata, S.; Heise, H.M. Near-Infrared Spectroscopy: Principles, Instruments, Applications, 1st ed.; Wiley-VHC:
Hoboken, NJ, USA, 2002; ISBN 3-527-30149-6.

Mclntosh, L.M.; Summers, R.; Jackson, M.; Mantsch, H.H.; Mansfield, J.R.; Howlett, M.; Crowson, A.N.; Toole, J.W.P. Towards
Non-Invasive Screening of Skin Lesions by near-Infrared Spectroscopy. J. Investig. Dermatol. 2001, 116, 175-181. [CrossRef]
[PubMed]

Mclntosh, L.M.; Jackson, M.; Mantsch, H.H.; Mansfield, J.R.; Crowson, A.N.; Toole, ].W.P. Near-Infrared Spectroscopy for
Dermatological Applications. Vib. Spectrosc. 2002, 28, 53-58. [CrossRef]

Bodén, I.; Nystrom, J.; Lundskog, B.; Zazo, V.; Geladi, P; Lindholm-Sethson, B.; Naredi, P. Non-Invasive Identification of
Melanoma with near-Infrared and Skin Impedance Spectroscopy. Ski. Res. Technol. 2013, 19, e473-e478. [CrossRef] [PubMed]
Bodén, I.; Larsson, W.; Nilsson, D.; Forssell, E.; Naredi, P.; Lindholm-Sethson, B. In Vivo Skin Measurements with a Novel Probe
Head for Simultaneous Skin Impedance and Near-Infrared Spectroscopy. Ski. Res. Technol. 2011, 17, 494-504. [CrossRef]
Hagerlind, E.; Falk, M.; Lofstedt, T.; Lindholm-Sethson, B.; Boden, I. Near Infrared and Skin Impedance Spectroscopy—A Possible
Support in the Diagnostic Process of Skin Tumours in Primary Health Care. Ski. Res. Technol. 2015, 21, 493—-499. [CrossRef]


http://doi.org/10.4317/medoral.20347
http://www.ncbi.nlm.nih.gov/pubmed/25662554
http://doi.org/10.3390/diagnostics11071287
http://www.ncbi.nlm.nih.gov/pubmed/34359370
http://doi.org/10.1186/1758-3284-4-29
http://www.ncbi.nlm.nih.gov/pubmed/22673083
http://doi.org/10.1016/j.oraloncology.2011.02.001
http://doi.org/10.1080/03091902.2019.1692940
http://doi.org/10.1186/1471-2407-13-278
http://doi.org/10.1016/j.oooo.2012.07.484
http://doi.org/10.1016/j.bjoms.2014.11.004
http://doi.org/10.1016/j.oraloncology.2017.03.003
http://doi.org/10.1016/j.oraloncology.2017.10.023
http://www.ncbi.nlm.nih.gov/pubmed/29224826
http://doi.org/10.1158/1940-6207.CAPR-08-0128
http://doi.org/10.1016/j.bjoms.2009.04.019
http://doi.org/10.1007/s00259-012-2103-2
http://www.ncbi.nlm.nih.gov/pubmed/22434050
http://doi.org/10.1046/j.1523-1747.2001.00212.x
http://www.ncbi.nlm.nih.gov/pubmed/11168814
http://doi.org/10.1016/S0924-2031(01)00165-5
http://doi.org/10.1111/j.1600-0846.2012.00668.x
http://www.ncbi.nlm.nih.gov/pubmed/22958059
http://doi.org/10.1111/j.1600-0846.2011.00524.x
http://doi.org/10.1111/srt.12219

Appl. Sci. 2021, 11, 9662 15 of 16

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

Scott, D.A.; Renaud, D.E.; Krishnasamy, S.; Merig, P.; Buduneli, N.; Cetinkalp, $.; Liu, K.Z. Diabetes-Related Molecular Signatures
in Infrared Spectra of Human Saliva. Diabetol. Metab. Syndr. 2010, 2, 48. [CrossRef]

Huck, C.W.; Ozaki, Y.; Huck-Pezzei, V.A. Critical Review upon the Role and Potential of Fluorescence and Near-Infrared Imaging
and Absorption Spectroscopy in Cancer Related Cells, Serum, Saliva, Urine and Tissue Analysis. Curr. Med. Chem. 2016,
3052-3077. [CrossRef]

Be¢, K.B.; Grabska, J.; Huck, C.W. Near-Infrared Spectroscopy in Bio-Applications. Molecules 2020, 25, 2948. [CrossRef] [PubMed]
Menzies, G.E.; Fox, H.R.; Marnane, C.; Pope, L.; Prabhu, V.; Winter, S.; Derrick, A.V.; Lewis, P.D. Fourier Transform Infrared for
Noninvasive Optical Diagnosis of Oral, Oropharyngeal, and Laryngeal Cancer. Transl. Res. 2014, 163, 19-26. [CrossRef] [PubMed]
Hata, T.R.; Scholz, T.A.; Ermakov, L.V.; McClane, R.W.; Khachik, F.; Gellermann, W.; Pershing, L. K. Non-Invasive Raman
Spectroscopic Detection of Carotenoids in Human Skin. J. Investig. Dermatol. 2000, 115, 441-448. [CrossRef] [PubMed]

Maruo, K.; Yamada, Y. Near-Infrared Noninvasive Blood Glucose Prediction without Using Multivariate Analyses: Introduction
of Imaginary Spectra Due to Scattering Change in the Skin. J. Biomed. Opt. 2015, 20, 047003. [CrossRef]

Marbach, R.; Koschinsky, T.; Gries, F.A.; Heise, HM. Noninvasive Blood Glucose Assay by Near-Infrared Diffuse Reflectance
Spectroscopy of the Human Inner Lip. Appl. Spectrosc. 1993, 47, 875-881. [CrossRef]

Heise, H.M.; Bittner, A.; Marbach, R. Near-Infrared Reflectance Spectroscopy for Noninvasive Monitoring of Metabolites. Clin.
Chem. Lab. Med. 2000, 38, 137-145. [CrossRef] [PubMed]

Liu, K.Z; Xiang, X.M.; Man, A.; Sowa, M.G.; Cholakis, A.; Ghiabi, E.; Singer, D.L.; Scott, D.A. In Vivo Determination of Multiple
Indices of Periodontal Inflammation by Optical Spectroscopy. J. Periodontal Res. 2009, 44, 117-124. [CrossRef]

Bodén, I. Near Infrared and Skin Impedance Spectroscopic in Vivo Measurements on Human Skin Development of a Diagnostic
Tool for Skin Cancer. Umed Univ. Med. Diss. 2012, 1466.

Hawrysz, D.J.; Sevick-Muraca, E.M. Developments toward Diagnostic Breast Cancer Imaging Using Near-Infrared Optical
Measurements and Fluorescent Contrast Agents. Neoplasia 2000, 2, 388—417. [CrossRef]

Porto-Mascarenhas, E.C.; Assad, D.X.; Chardin, H.; Gozal, D.; De Luca Canto, G.; Acevedo, A.C.; Guerra, E.N.S. Salivary
Biomarkers in the Diagnosis of Breast Cancer: A Review. Crit. Rev. Oncol. Hematol. 2017, 110, 62-73. [CrossRef]

Oliveira, A.P; Bitar, R.A.; Silveira, L.; Zdngaro, R.A.; Martin, A.A. Near-Infrared Raman Spectroscopy for Oral Carcinoma
Diagnosis. Photomed. Laser Surg. 2006, 24, 348-353. [CrossRef]

Rekha, P.; Aruna, P; Bharanidharan, G.; Koteeswaran, D.; Baludavid, M.; Ganesan, S. Near Infrared Raman Spectroscopic
Characterization of Blood Plasma of Normal, Oral Premalignant and Malignant Conditions—A Pilot Study. J. Raman Spectrosc.
2015, 46, 735-743. [CrossRef]

Chiappin, S.; Antonelli, G.; Gatti, R.; De Palo, E.F. Saliva Specimen: A New Laboratory Tool for Diagnostic and Basic Investigation.
Clin. Chim. Acta 2007, 383, 30—40. [CrossRef] [PubMed]

Mikkonen, J.J.W,; Singh, S.P.; Herrala, M.; Lappalainen, R.; Myllymaa, S.; Kullaa, A.M. Salivary Metabolomics in the Diagnosis of
Oral Cancer and Periodontal Diseases. J. Periodontal Res. 2016, 51, 431-437. [CrossRef] [PubMed]

Mikkonen, J.J.W. Metabolic Profiling of Saliva in Patients with Primary Sjogren’s Syndrome. J. Postgenom. Drug Biomark. Dev.
2012, 3, 1. [CrossRef]

Gualtero, D.E; Suarez Castillo, A. Biomarkers in Saliva for the Detection of Oral Squamous Cell Carcinoma and Their Potential
Use for Early Diagnosis: A Systematic Review. Acta Odontol. Scand. 2016, 74, 170-177. [CrossRef]

Murayama, K.; Tomida, M.; Yoshisato, O.; Toshihiro, M.; Jun- Ichi, I. Principal Component Analysis for Diagnosis of Oral Cancer
Using Capillary Near-Infrared Spectroscopy of Onedrop of Human Saliva. ITE Lett. Batter. New Technol. Med. 2005, 6, 603-606.
Fernandes, L.L.; Pacheco, V.B.; Borges, L.; Athwal, H.K.; de Paula Eduardo, F.; Bezinelli, L.; Correa, L.; Jimenez, M.; Dame-Teixeira,
N.; Lombaert, LM.A; et al. Saliva in the Diagnosis of COVID-19: A Review and New Research Directions. J. Dent. Res. 2020, 99,
1435-1443. [CrossRef]

Mikkonen, J.J.W,; Raittila, J.; Rieppo, L.; Lappalainen, R.; Kullaa, A.M.; Myllymaa, S. Fourier Transform Infrared Spectroscopy
and Photoacoustic Spectroscopy for Saliva Analysis. Appl. Spectrosc. 2016, 70, 1502-1510. [CrossRef]

Shpitzer, T.; Bahar, G.; Feinmesser, R.; Nagler, RM. A Comprehensive Salivary Analysis for Oral Cancer Diagnosis. J. Cancer Res.
Clin. Oncol. 2007, 133, 613-617. [CrossRef]

Baghizadeh Fini, M. Oral Saliva and COVID-19. Oral Oncol. 2020, 108, 104821. [CrossRef]

Hung, K.E; Sun, Y.C.; Chen, B.H,; Lo, ].F.; Cheng, C.M.; Chen, C.Y,; Wu, C.H.; Kao, S.Y. New COVID-19 Saliva-Based Test: How
Good Is It Compared with the Current Nasopharyngeal or Throat Swab Test? J. Chin. Med. Assoc. 2020, 83, 891-894. [CrossRef]
[PubMed]

Harikrishnan, P. Saliva as a Potential Diagnostic Specimen for COVID-19 Testing. ]. Craniofac. Surg. 2020, 31, e653—e655.
[CrossRef]

Mikkonen, J.J.W.; Singh, S.P.; Akhi, R.; Salo, T.; Lappalainen, R.; Gonzalez-Arriagada, W.A.; Ajudarte Lopes, M.; Kullaa, A.M.;
Myllymaa, S. Potential Role of Nuclear Magnetic Resonance Spectroscopy to Identify Salivary Metabolite Alterations in Patients
with Head and Neck Cancer. Oncol. Lett. 2018, 16, 6795-6800. [CrossRef] [PubMed]

Sharma, M.; Sharma, E.; Prabhu, V.; Pai, V.; D’Souza, J.; Harish, S.; Jose, M. Salivary L-Fucose as a Biomarker for Oral Potentially
Malignant Disorders and Oral Cancer. ]. Cancer Res. Ther. 2020, 16, 546-550. [CrossRef] [PubMed]


http://doi.org/10.1186/1758-5996-2-48
http://doi.org/10.2174/0929867323666160607110507
http://doi.org/10.3390/molecules25122948
http://www.ncbi.nlm.nih.gov/pubmed/32604876
http://doi.org/10.1016/j.trsl.2013.09.006
http://www.ncbi.nlm.nih.gov/pubmed/24095955
http://doi.org/10.1046/j.1523-1747.2000.00060.x
http://www.ncbi.nlm.nih.gov/pubmed/10951281
http://doi.org/10.1117/1.JBO.20.4.047003
http://doi.org/10.1366/0003702934415354
http://doi.org/10.1515/CCLM.2000.021
http://www.ncbi.nlm.nih.gov/pubmed/10834401
http://doi.org/10.1111/j.1600-0765.2008.01112.x
http://doi.org/10.1038/sj.neo.7900118
http://doi.org/10.1016/j.critrevonc.2016.12.009
http://doi.org/10.1089/pho.2006.24.348
http://doi.org/10.1002/jrs.4693
http://doi.org/10.1016/j.cca.2007.04.011
http://www.ncbi.nlm.nih.gov/pubmed/17512510
http://doi.org/10.1111/jre.12327
http://www.ncbi.nlm.nih.gov/pubmed/26446036
http://doi.org/10.4172/2153-0769.1000128
http://doi.org/10.3109/00016357.2015.1110249
http://doi.org/10.1177/0022034520960070
http://doi.org/10.1177/0003702816654149
http://doi.org/10.1007/s00432-007-0207-z
http://doi.org/10.1016/j.oraloncology.2020.104821
http://doi.org/10.1097/JCMA.0000000000000396
http://www.ncbi.nlm.nih.gov/pubmed/32773584
http://doi.org/10.1097/SCS.0000000000006724
http://doi.org/10.3892/ol.2018.9419
http://www.ncbi.nlm.nih.gov/pubmed/30344764
http://doi.org/10.4103/jcrt.JCRT_552_17
http://www.ncbi.nlm.nih.gov/pubmed/32719265

Appl. Sci. 2021, 11, 9662 16 of 16

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.
65.

66.

Rai, N.P; Anekar, J.; Shivaraja Shankara, Y.M.; Divakar, D.D.; Al Kheraif, A.A.; Ramakrishnaiah, R.; Sebastian, R.; Raj, A.C.;
Al-Hazmi, A.; Mustafa, S.M. Comparison of Serum Fucose Levels in Leukoplakia and Oral Cancer Patients. Asian Pac. ]. Cancer
Prev. 2015, 16, 7497-7500. [CrossRef] [PubMed]

Yang, L.; Arias, L.R,; Lane, T.S.; Yancey, M.D.; Mamouni, J. Real-Time Electrical Impedance-Based Measurement to Distinguish
Oral Cancer Cells and Non-Cancer Oral Epithelial Cells. Anal. Bioanal. Chem. 2011, 399, 1823-1833. [CrossRef]

Arias, L.R.; Perry, C.A.; Yang, L. Real-Time Electrical Impedance Detection of Cellular Activities of Oral Cancer Cells. Biosens.
Bioelectron. 2010, 25, 2225-2231. [CrossRef]

Sarin, ].K.; Amissah, M.; Brommer, H.; Argiielles, D.; Toyrés, J.; Afara, 1.O. Near Infrared Spectroscopic Mapping of Functional
Properties of Equine Articular Cartilage. Ann. Biomed. Eng. 2016, 44, 3335-3345. [CrossRef]

Sarin, J.K.; Rieppo, L.; Brommer, H.; Afara, 1.O.; Saarakkala, S.; Toyrés, ]. Combination of Optical Coherence Tomography and
near Infrared Spectroscopy Enhances Determination of Articular Cartilage Composition and Structure. Sci. Rep. 2017, 7, 1-10.
[CrossRef]

Sarin, J.K. Evaluation of Chondral Injuries Using near Infrared Spectroscopy; University of Eastern Finland: Kuopio, Finland, 2018.
Murayama, K.; Yuan, B.; Ozaki, Y.; Tomida, M.; Era, S. Near-Infrared Spectroscopy for Liquids of Microliter Volume Using
Capillaries with Wall Transmission. Analyst 2003, 128, 957-959. [CrossRef] [PubMed]

Kober, S.E. Hemodynamic Signal Changes during Saliva and Water Swallowing: A near-Infrared Spectroscopy Study. . Biomed.
Opt. 2018, 23, 1. [CrossRef]

Sato, H.; Obata, A.N.; Moda, L.; Ozaki, K.; Yasuhara, T.; Yamamoto, Y.; Kiguchi, M.; Maki, A.; Kubota, K.; Koizumi, H. Application
of Near-Infrared Spectroscopy to Measurement of Hemodynamic Signals Accompanying Stimulated Saliva Secretion. . Biomed.
Opt. 2011, 16, 047002. [CrossRef] [PubMed]

Zapata, F.; Gregorio, I. Body Fluids and Spectroscopic Techniques in Forensics: A Perfect Match? ]. Forensic Med. 2016, 1.
[CrossRef]

Musa, M.A.W.; Ahmed, B.M. Evaluation of Salivary « - L-Fucose and Its Related Parameters in Periodontitis. Zanco J. Med. Sci.
2013, 17, 563-568.

Kumar, S.; Saxena, M.; Srinivas, K.; Singh, V. Fucose: A Biomarker in Grading of Oral Cancer. Natl. ]. Maxillofac. Surg. 2015, 6, 176.
[CrossRef] [PubMed]

Gonzalez-Arriagada, W.A.; Ramos, L.M.A.; Silva, A.A.; Vargas, P.A.; Coletta, R.D.; Bingle, L.; Lopes, M.A. Salivary BPIFA1
(SPLUNCT1) and BPIFA2 (SPLUNC2 A) Are Modified by Head and Neck Cancer Radiotherapy. Oral Surg. Oral Med. Oral Pathol.
Oral Radiol. 2015, 119, 48-58. [CrossRef]

Sarin, J.K.; te Moller, N.C.R.; Mancini, I.A.D.; Brommer, H.; Visser, J.; Malda, J.; van Weeren, P.R.; Afara, 1.O.; Toyris, J.
Arthroscopic near Infrared Spectroscopy Enables Simultaneous Quantitative Evaluation of Articular Cartilage and Subchondral
Bone in Vivo. Sci. Rep. 2018, 8, 1-11. [CrossRef] [PubMed]

Cheong, A. ConfusionmatStats(Group, Grouphat). Available online: https://www.mathworks.com/matlabcentral /fileexchange /
46035-confusionmatstats-group-grouphat (accessed on 19 March 2021).

Stuart, B.H. Infrared Spectroscopy: Fundamentals and Applications; John Wiley & Sons: Hoboken, NJ, USA, 2005; Volume 8,
ISBN 9780470011140.

Wu, P; Siesler, HW. The Assignment of Overtone and Combination Bands in the near Infrared Spectrum of Polyamide 11. ]. Near
Infrared Spectrosc. 1999, 7, 65-76. [CrossRef]

Robert, C.; Cadet, F. Analysis of Near-Infrared Spectra of Some Carbohydrates. Appl. Spectrosc. Rev. 1998, 33, 253-266. [CrossRef]
Bayly, J.G.; Kartha, V.B.; Stevens, W.H. The Absorption Spectra of Liquid Phase H,O, HDO and D,0 from 0-7 Mm to 10 Mm.
Infrared Phys. 1963, 3, 211-222. [CrossRef]

Bakhsheshi, M.E,; Diop, M.; St. Lawrence, K.; Lee, T.-Y. Monitoring Brain Temperature by Time-Resolved near-Infrared
Spectroscopy: Pilot Study. J. Biomed. Opt. 2014, 19, 057005. [CrossRef] [PubMed]


http://doi.org/10.7314/APJCP.2015.16.17.7497
http://www.ncbi.nlm.nih.gov/pubmed/26625751
http://doi.org/10.1007/s00216-010-4584-9
http://doi.org/10.1016/j.bios.2010.02.029
http://doi.org/10.1007/s10439-016-1659-6
http://doi.org/10.1038/s41598-017-10973-z
http://doi.org/10.1039/b301142a
http://www.ncbi.nlm.nih.gov/pubmed/12894838
http://doi.org/10.1117/1.JBO.23.1.015009
http://doi.org/10.1117/1.3565048
http://www.ncbi.nlm.nih.gov/pubmed/21529092
http://doi.org/10.4172/2472-1026.1000101
http://doi.org/10.4103/0975-5950.183869
http://www.ncbi.nlm.nih.gov/pubmed/27390492
http://doi.org/10.1016/j.oooo.2014.09.026
http://doi.org/10.1038/s41598-018-31670-5
http://www.ncbi.nlm.nih.gov/pubmed/30194446
https://www.mathworks.com/matlabcentral/fileexchange/46035-confusionmatstats-group-grouphat
https://www.mathworks.com/matlabcentral/fileexchange/46035-confusionmatstats-group-grouphat
http://doi.org/10.1255/jnirs.236
http://doi.org/10.1080/05704929808006780
http://doi.org/10.1016/0020-0891(63)90026-5
http://doi.org/10.1117/1.JBO.19.5.057005
http://www.ncbi.nlm.nih.gov/pubmed/24817622

	Introduction 
	Materials and Methods 
	Materials 
	Near Infrared Spectroscopy 
	Spectral Analysis 
	Multivariate Analysis 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

