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Abstract: Tooth enamel is the most mineralized tissue in the human body, and in this
article the use of Raman spectroscopy for the analysis of tooth structure, a comparison
with synthetic apatites, and use in dentistry are described. Spectral peaks that are related
to dental hard and soft tissues are discussed, which provide crucial data in understanding
the chemical structural properties of dentin and enamel. The Raman spectrum of dentin
confirms the presence of crystalline phosphate-based minerals in dentin. Both dentin
and enamel consist of two primary components: an inorganic or mineral phase that
closely resembles hydroxyapatite and the Raman spectrum of dentin that confirms the
presence of crystalline phosphate-based minerals in dentin. Hence, the mineral phase
in dentin and enamel may be characterized essentially as nonstoichiometric substituted
apatite. The presence of carbonate (A and B type) incorporated in the hydroxyapatite
lattice is also confirmed by the presence of spectral bands. The organic phase, which
is mainly composed of type I collagen, is confirmed by the spectral bands of amide I
and amide II bands, tryptophan, and phenylalanine. Furthermore, these spectral bands
associated with organic and inorganic parts of the enamel and dentin are useful in
predicting early formation of carries formation.
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Introduction

Vibrational spectroscopic techniques such as Raman and Fourier transform infrared (FTIR)
spectroscopy for analysis of biological tissues are emerging as possible alternatives to
traditional diagnostic techniques (1). Raman and FTIR are complementary techniques; in
the case of FTIR, a change in the dipole moment of the molecule is observed, whereas in
Raman spectroscopy a change in the polarization of molecules is assessed. Recently, the use
of Raman spectroscopy for biomedical applications including dentistry has significantly
increased (2–5) due to the advances in instrumentation and development of fiber optic
probes. Its applications have been expanding into biomaterials, structural chemistry, and
surface analysis (6).

Diseased or malignant tissues are known to cause changes in cellular orientation and
biochemical changes in the body, which are termed tumor markers; these changes cause
variation in the vibrational spectra, and the spectrum obtained from diseased tissue can
be compared with the baseline spectrum of normal tissue to differentiate between the
two (6). The spectral changes are unique and specific for the given sample; hence, they are
called fingerprints and thereby Raman spectroscopy has proved highly specific and sensitive
compared to other spectroscopic analysis in the biomedical field (3, 6). Diagnosing diseased
tissue is limited not only to external tumors but with the introduction of specially designed
miniature fiber optical probes, the technique can be employed to diagnose pathologies of the
oral cavity, gastrointestinal tract, brain tissue, and ocular tissue (5, 7–14). Other advantages
of Raman spectroscopy are that the technique is noninvasive, nondestructive, and simple
and the results obtained are reproducible (1) and require minimal or no sample preparation
(1, 6). The applications are limited not only to soft tissues but expanded research has been
carried out to characterize and diagnose hard tissue pathologies such as normal and diseased
bones and tooth tissues (15).

Initially, when Raman spectroscopy was introduced in the biomedical field, several
drawbacks such as fluorescence from the biological tissues and lack of sensitive instru-
ments were the major concerns. In the past 10 years, advances in the development of
Raman spectroscopy have gained attention in biomedical fields, compared to infrared (IR)
spectroscopy. This is due to the fact that biological hard and soft tissues contain a significant
amount of water and water has minimal interference in Raman spectra, whereas there is
a strong spectral band in the case of IR spectroscopy (6). Furthermore, IR spectroscopy
requires significant sample preparation, thin sectioning of samples (5–10 μm) to be ana-
lyzed in transmission mode, dilution with KBr, and grinding, which may lead to spectral
changes in chemical characterization (6). Spectral analysis in Raman spectroscopy is carried
out in reflection mode and tissues can be probed in their native state without any or minimal
sample preparation.

Several modifications in Raman spectroscopic imaging have been made to characterize
a specific area of interest in the medical and dental fields; all of the modifications are ulti-
mately aimed to determine the specific peaks in the spectrum, which are used as fingerprints
to differentiate diseased tissues from normal tissues. This article reviews applications of Ra-
man spectroscopy in dentistry and identifies important peaks and the related assignments in
the spectrum of Raman spectroscopy to diagnose dental hard and soft tissue pathologies. By
identifying the relevant peaks, this article serves as a guide for further studies concentrated
on diagnosing diseased dental hard and soft tissues using Raman spectroscopy.
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Raman Spectroscopic Investigations of Teeth

Tooth enamel is the most mineralized tissue of human body. The composition is 96 wt%
inorganic material and 4 wt% organic material and water. In dentin, the inorganic material
represents 70 wt%. This inorganic material is mainly composed of calcium phosphate
related to the hexagonal hydroxyapatite, whose chemical formula is [Ca10(PO4)6(OH)2].

A number of methods have been used for the characterization of dental tissues. For ex-
ample, mass spectrometry has been successfully used in the medical domain, considerably
increasing the power of analysis; IR spectroscopy, which is used very often for analysis
of biomaterial, as well as in pharmacology and geology; and, more recently, Raman spec-
troscopy, which have proved to be rather good techniques for the molecular analysis of
dental tissues (16). Raman spectroscopy and imaging have been used to characterize the
mineral phase in synthetic compounds and natural tissues. Raman spectroscopy provides
better spatial resolution than IR, making it a technique of choice for chemical structural
analysis of such tissues. As described above, the vibrational activity is different in IR and
Raman, and some spectral modes are more active in Raman than in IR. The band positions
in both spectroscopies are influenced by composition and structure, especially symmetry
changes, and the interpretation of these spectral bands can be challenging (17). Therefore,
it is extremely important to understand the spectral bands related to specific chemical
structures.

Raman spectroscopy, in combination with other vibrational spectroscopy techniques
such as FTIR spectroscopy, has been used extensively for the study of proteins. The peak
assignments for spectral observation are well established and can be divided into vibrations
associated with the -CO-NH- bonds that form the peptide backbone and those associ-
ated with the side chains of the amino acids. Two vibrations associated with the peptide
bonds are strong in visible Raman scattering: amide I (1675–16755 cm−1 in solution),
which is mostly an in-plane carbonyl stretch, and amide III (1240–1260 cm−1 in solu-
tion), which involves C-N stretching and N-H bending. The frequency of these peaks
depends on the secondary structure of the protein. For this reason, a visible Raman spectro-
scopic method has been developed for the quantitative evaluation of a secondary structure
(18).

The Raman spectrum from any mineral structure and especially from human teeth
can reveal its chemical composition and is a highly selective technique for investigating
molecular species. The Raman analysis only concerned the dentinal part of the tooth and its
chemical composition evolves with increasing age. In Raman spectroscopy, fluorescence
spectra due to organic materials often dominate the much weaker Raman signals. Therefore,
Raman spectroscopic studies have been limited to enamel, which contains only a small
percentage of organic material. Ionita (19) reported Raman spectrum of healthy enamel and
carious teeth and observed a well-defined peak at 959 cm−1 vibration both at the external
surface of the enamel and in sectioned enamel (Figure 1). Changes in Raman spectra
were observed in PO4

3− vibrations arising from hydroxyapatite of mineralized tooth tissue.
Examination of various intensities of the PO4

3− vibrations (1043, 590, and 431 cm−1)
showed a consistent change in the intensities of spectra of carious lesions compared to
healthy enamel. The spectral changes are attributed to demineralization-induced alterations
of enamel crystallite morphology and/or orientation. Any change in the hard tissue of
the enamel produced by caries will result in increasing the depolarization ratio. Bands of
regions ν3, ν2, and ν4 do not exhibit significant alteration in the spectral profile with a
change in orientation. On the other hand, there are some changes in relative intensity of the
bands, which can be attributed to their complex structure.
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Figure 1. Raman spectroscopy of a sound and carious enamel. Courtesy of Ionita (19).

The hydroxyapatite in the dentin or enamel has been characterized by Raman spec-
troscopy (20–22). Our group at the Kroto Research Institute, University of Sheffield,
conducted Raman spectroscopy of healthy intact enamel and dentin observing the char-
acteristic peaks as shown in Figures 2 and 3, respectively. In the dentin spectrum, four
main bands were observed, corresponding to the fundamental frequency modes v1, v2, v3,
v4. The sharpest and most intense band, v1, relates to the symmetrical stretching of the
tetrahedron of oxygen atoms surrounding the phosphorous atom. It has been observed that
in the v1 spectral region (1000–900 cm−1), Raman spectra always contain detailed band
peaks with a relatively narrow line width (<12 cm−1 full width at half maximum for the
major peaks at 968 and 951 cm−1). There were always accompanying bands in the lower
and higher wavenumbers, which probably correspond to the v2, v4, and v3 modes, respec-
tively. However, these bands are weaker in intensity and maintain a relatively well-resolved
band structure. These indicate the presence of crystalline phosphate-based minerals in
dentin. The ratio of the area of the v1, v3 phosphate vibration (1200–900 cm−1) to that

Figure 2. Raman spectroscopy of sound enamel.
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Figure 3. Raman spectroscopy of sound dentin.

of the amide I vibration is directly related to the chemically determined mineral content.
Carbonate-to–amide I ratios or carbonate-to-phosphate ratios indicate the extent of car-
bonate incorporation in the hydroxyapatite lattice, and curve-fitting of the carbonate band
reveals whether the carbonate has replaced hydroxide (A-type) or phosphate (B-type) in the
apatite lattice. The stretch bands assigned in tooth structure are 965–955 cm−1 (PO4 from
apatite), 1255–1245 cm−1 (amide III from peptide bonds), 2940 cm−1, 1465–1455 cm−1

(CH2 wag), 1565–1555 cm−1 (amide II from peptide bonds), 1620–1610 cm−1 (Y8a,
tyrosine side chain vibration), and 1665–1655 cm−1 (amide I from peptide bonds). Type I
collagen accounts for 90% of the dentin protein fraction. The four main amide bands are
amide I (1700–1600 cm−1), amide II (1600–1500 cm−1), amide A (3400–3350 cm−1), and
amide B (3085–3070 cm−1). The amide I band is representative of the secondary struc-
ture of proteins. It can be decomposed into three main components; the most intense is
the central one at about 1660 cm−1, which has low- and high-frequency shoulders. Their
assignments are, respectively, C2O2. . .H4N4, C101. . .water, and C3O3. . .water. Usually a
shoulder peak is observed near 1620 cm−1, which is attributed to the amide I feature of
dentin and hydrated gel-like collagen. The frequency of this feature corresponds to the
spectral peak that is assigned to the Y8a tyrosine side chain of solution-phase collagen.
The tryptophan and phenylalanine also have ring-breathing vibrations near Y8a and on
the low levels of tryptophan in collagen. It is likely that most of the spectral intensity
comes from Y8a. Based on these assignments, nonlinear least-squares fitting was used to
extract the heights of the overlapping 1580 cm−1 (amide II), 1610 cm−1 (Y8a), and amide
I (1660 cm−1) bands (18).

Dentin dehydration did not remove the water strongly bound to collagen and therefore
did not affect the triple helical structure. The amide I bands always give three peaks typical
of collagen, the 1694 cm−1 component attributed to C3O3. . .H2O, the 1662 cm−1 peak
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attributed to C2O2. . .H4N4, and the 1637 cm−1 peak attributed to C1O1. . .H2O. Collagen
mineralization is thought to begin in the whole zone, and the crystals are oriented with their
c axes parallel to the long axis of the collagen molecules. These results were obtained on
mature erupted teeth in which the advancement of the mineralization front is essentially nil
and the crystals at the mineralization front are nearly as old as those at the dentin/enamel
junction and these crystals retain the nonstoichiometric apatite. Because these crystals retain
the nonstoichiometric apatite, their conversion to a more crystalline apatite must not only be
a mere aging process and must be regulated by their surrounding environment, which is at
the mineralization front mainly composed of collagen and phosphophoryn. It is suggested
that collagen regulates mineralization, and a single mutation on a gene that encodes for
an α-chain is responsible for dentinogenesis imperfecta type I. In dentin, phosphophoryn
has a critical role in the control of mineralization. It is secreted at the mineralization
front and it binds collagen in the whole region, where mineralization is supposed to be
initiated. Phosphoryn in low concentration promotes de novo apatitic formation; at higher
concentrations, it inhibits crystal multiplication, probably through its capacity to bind the
first crystals (23).

Applications of Raman Spectroscopy for Oral Hard Tissue Pathologies

Oral cavity is composed of both hard and soft tissues. Bone supporting the teeth, which is
referred as alveolar bone, constitutes hard tissues. Among the various pathologies affecting
hard tissues of the oral cavity, dental caries and periodontitis, which affect teeth and alveolar
bone, respectively, are the most commonly encountered clinical problems.

Application for Diagnosing Early Dental Caries

Dental caries is an irreversible microbial disease that affects the calcified structures of
the tooth. Despite several preventive measures taken to reduce the incidence of dental
caries, improved oral health education, and community water fluoridation, it is still one
of the most common diseases experienced by most individuals at some point in their
life (24). Dental caries has a multifactorial etiological background, such as dental plaque
(25–27), dietary carbohydrates, saliva, tooth morphology, and pH lowering and cariogenic
potential of the dental plaque (28). Clinically, dental caries is characterized by progressive
demineralization of inorganic structures and destruction of the organic structure of the tooth
(29). Initially dental caries affects enamel and remains asymptomatic until it reaches the
dentin and pulp. By the time a patient experiences symptoms, caries clinically shows a
large cavity with 30 to 40% demineralization of inorganic matter, which is when it will
be evident radiographically (30). Presently there are various techniques to diagnose dental
caries (31). Current diagnostic methods can identify dental caries in advanced stages (3, 32)
where prevention can only stop the progression but cannot revert the destruction. Hence,
early detection of dental caries and its prevention are necessary because early dental caries
(incipient lesion) are noncavitated (33, 34) and characterized by visible white spots when
the enamel surface is dry.

Recent studies on Raman spectroscopy have shown promising results in diagnosing
early dental caries (3, 6, 24, 35–37). As stated previously, dental caries is characterized by
demineralization of inorganic substance (hydroxyapatite crystals) and destruction of organic
substance (collagen matter). Raman spectroscopy helps in characterizing hydroxyapatite
crystals (Ca10(PO4)6(OH)2). Hydroxyapatite crystals undergo dissolution in acidic pH, and
phosphate ions, (PO4)3− and hydroxyl ions (OH−) react with the hydrogen ions (H+) in



338 R. Ramakrishnaiah et al.

the tooth–biofilm interface and form H2PO4
2− (38). The (PO4)3− forms dissolved crystals,

which shows several increased Raman peaks at 1043, 590, and 431 cm−1 (3, 36, 39).
Several studies strongly recommend Raman spectroscopy as an effective and relatively
easy tool for early diagnosis of dental caries (32, 40–50) because during the caries process
the inorganic matter of the tooth is gradually replaced by organic matter, which shows
stronger organic peaks than normally seen. These changes are characterized by studying
material compositions by exciting chemical bonds in the specimen (51). Bulatov et al. (48)
studied normal and carious teeth and found that the carious process affects the phosphate
and carbonate phase (Figure 4) of enamel and dentin, which represent the mineral phase of
tooth structure.

Ko et al. (3) studied extracted natural teeth with incipient carious lesion using polarized
Raman spectroscopy. These teeth demonstrated white spots and areas of demineralization
with an intact surface, which were not diagnosed by routine caries diagnostic techniques.
They noted a change in the peak intensities at 1104, 1069, 959, 608, and 590 cm−1 as a result
of a change in crystal orientation due to the demineralization process. Reduced Raman
polarization anisotropy was demonstrated at 959 cm−1, which refers to phosphate ions
within the hydroxyapatite crystals. Their results showed sensitivity of 97% and specificity
of 100% in detecting early dental caries. This study also provided ρ959 or A959 as a
single numerical value to quantitatively measure the destruction process due to caries. Ko
et al. also developed new fiber optic–coupled polarization-resolved Raman spectroscopic
system to simultaneously record orthogonally polarized spectra. They used a combination of
multimode optical fibers and polarizing beam splitters and reported a higher depolarization
ratio of 959 cm−1 peak (52).

Ionita (19) examined extracted natural teeth with questionable caries and observed
reduced anisotropy of Raman spectra due to demineralization by the caries process and in-
creased scattering of light due to fluorescence process. This study examined the fluorescence
using a spectrofluorometer. Choo-Smith et al. attributed this increased red fluorescence to
the presence of organic waste in the caries-affected area, such as advanced glycation end
products (43). This study also showed a similar change in the polarization of the Raman
peak at 959 cm−1, which referred to PO4, and was present as a result of altered integrity of
the hydroxyapatite crystals. Similar results were presented by Hewko et al. (53).

Kozloff et al. (54) conducted a comparative study between histological appearance,
optical coherence tomography (OCT), and Raman spectroscopic findings and concluded
that the peaks observed by Raman spectroscopy confirms the diagnosis of early dental
caries. The conclusion was supported by the findings of histological sections and OCT
imaging. Alias et al. (40) studied caries-affected natural teeth and categorized extracted
teeth as unaffected, affected, and heavily affected according to FT Raman spectroscopy
analysis. The results of their study showed no significant difference between the three
groups; however, they categorized the intensities between the three groups using Wallis
and Wilcoxon rank sum tests. The intensity arbitrary unit (au) of the heavily caries-affected
enamel was 5528.72, which was much higher than affected (5047.75) and unaffected enamel
surfaces (5013.03).

de Carvalho et al. (32) compared the fluorescence value recorded by Raman
spectroscopy and an advanced caries detection aid (Diagnodent, Lake Zurich, Illinois)
as shown in Figure 5. The fluorescence readings of the enamel caries, dentin caries, and
sound dental structure were measured and the values were compared with the Raman
spectroscopy readings. The study showed a significant difference in the fluorescent
readings between enamel caries (16.4 ± 2.3) and dentin caries (57.6 ± 23.7). They noticed
higher fluorescence values in the samples with low Raman peaks of phosphate (960 cm−1)
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Figure 4. (a) Micro-Raman spectra of normal and carious enamel and Raman shifts at (b) carbonate
region and (c) phosphate region. Courtesy of Bulatov et al. (48).

and fluoridated apatite (575 cm−1); the change in fluorescence values was attributed to
the higher bacterial metabolic activity and organic content. This study also compared the
sensitivity of Diagnodent and Raman spectroscopy in diagnosing dental caries. The study
concluded that Raman spectroscopy can serve as valuable tool in diagnosing early dental
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Figure 5. Raman spectra of caries in enamel and dentin. Courtesy of de Carvalho et al. (32).

caries and Diagnodent readings can diagnose at advanced stages when there is extreme
demineralization and higher organic matter instead of inorganic matter.

Choo-Smith et al. (43) employed polarized Raman spectroscopy (PRS) in conjunction
with OCT to detect early dental caries and used polarized Raman spectroscopy to pre-
vent false-positive results. They derived an optical attenuation coefficient parameter from
high-resolution images of OCT and differentiated caries-affected and -unaffected teeth. In
addition to OCT, the Raman depolarization ratio of the phosphate vibration at 959 cm−1

measured from parallel and cross-polarized Raman spectroscopy provided valuable infor-
mation to diagnose early dental caries with high specificity and sensitivity. Similar research
conducted by Prabhakar et al. (44) also proved Raman spectroscopy as a valuable modern
tool.

All of the studies discussed above have proved the specificity, sensitivity, and effec-
tiveness of Raman spectroscopy in diagnosing dental caries; however, these initial studies
have developed instruments for ex vivo studies of human teeth. Vigorous research has been
ongoing to produce and commercialize more advanced and sensitive probes that can be
used intraorally in different areas such as occlusal and interproximal areas (6). The feasi-
bility and preliminary study of an optical fiber designed for intraoral purposes has shown
successful results (44).

Applications of Raman Spectroscopy for Diagnosing Developmental Disorders
of Enamel and Dentin

Raman spectroscopy will not only be useful in diagnosing dental caries; in addition, other
developmental defects affecting enamel, dentin, and bone that demonstrate reduced mineral
content can also be diagnosed (55). Among the different developmental disorders affecting
teeth, amelogenesis imperfecta is a rare developmental disorder affecting enamel. This
disorder is characterized by hypomineralization and/or hypoplasia of enamel and may be
associated with morphological and biochemical changes in the teeth and other structures
elsewhere in the body (56). Early diagnosis of these genetic disorders will not only enable
a dentist to take measures to restore affected teeth but will help to diagnose other defects
affecting elsewhere in the body. On the other hand, dentinogenesis imperfecta is a disorder
affecting dentin and is frequently associated with defects in the jaw bones. Dentinogenesis
imperfecta is characterized by the presence of translucent teeth with an opalescent sheen,
demonstrating reduced mineral content, making the teeth more prone to fracture and wear.
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Table 1
The Raman spectra peaks and their assignments

Raman spectroscopic peaks Assignments

1069 cm−1 V1 symmetric stretching mode of type B CO3

1104 cm−1 V1 symmetric stretching mode of type A CO3

579, 590, 608, 614 cm−1 V4 asymmetric bending mode of PO4

1023, 1043, 1052, 1069 cm−1 V3 asymmetric stretching mode of PO4

431, 446 cm−1 V2 symmetric bending mode of PO4

959 cm−1 V1 symmetric stretching mode of PO4

∼1242 cm−1 Amide III (N-H)
∼1450 cm−1 C-H bending mode
∼1665 cm−1 Amide I (C = O)
960 cm−1 V1 mode of PO43 (cementum)
1452 cm−1 C-H deformation (cementum)
2940 cm−1 C-H stretch (cementum)

Raman spectroscopy will be very useful in these conditions to study the mineral content
and severity of the disorder and can specifically identify the type of disorder and associated
enzyme by studying the extracellular matrix protein. One such study was done by Renu-
gopalakrishnan et al. on bovine amelogenin. They studied the structural characteristics
of amelogenin using Raman spectroscopy and FTIR and they initiated research to obtain
DNA sequence from blood samples of patients affected by amelogenesis imperfecta to
subsequently clone the defective protein (56).

Zavala-Alonso et al. (49) studied the molecular structure of human enamel affected by
fluorosis. They studied mild, moderate, and severe cases of fluorosis using micro-Raman
spectroscopy and compared the structural difference in phosphate (960 cm−1) and B-type
carbonate (1070 cm−1) peaks with healthy enamel. Although their study did not find a
significant difference in phosphate ion peaks, there was a significant difference in B-type
carbonate peaks of the fluorosis group when compared with healthy enamel, suggesting
that carbonate ions are easily dissolved in the presence of fluoride.

Developmental disorders affecting the teeth usually show hypomineralization; the
severity of hypomineralization varies depending on the affected genetic pattern of
the particular enzyme and from patient to patient. Similarly, treatment modalities to re-
store the teeth vary. Hence, knowing the extent and severity of the disorders provides
valuable information for treatment procedures. Raman spectroscopy characterizes and pro-
vides complete data on the mineral map and the data acquired are compared with the
baseline data of healthy teeth. The Raman spectral peaks and their relative assignments of
normal human enamel, dentin (24), and cementum (58) are shown in Table 1.

Applications of Raman Spectroscopy for Identification of Oral Microbial Flora

The oral cavity is the entrance to the digestive system and harbors around 1 × 1014 mi-
croorganisms (59). It is a complex ecological system due to its anatomy, physiology, and
varied microbial flora (60). With respect to the microbial flora, the oral cavity is one of
the most highly populated parts of the human body (59). Microorganisms are present in
various parts of the oral cavity such as tooth surfaces above the gum line, tooth surfaces
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below the gum line, dorsum and lateral surfaces of the tongue, palate, and floor of the
mouth. Oral infections constitute chronic infections of the body, and the main etiological
factor for dental caries, gingivitis, and periodontitis is bacterial plaque and calculus. How-
ever, several factors influence the severity of the infection, such as oral hygiene, site of
infection, type of microorganism involved, and overall oral health of the patient (61). Mi-
crobial ecologists and dental scientists have identified several species of microorganisms.
More than 700 bacterial species have been identified (62) from samples collected from
different sites in the oral cavity. Streptococcus mutans and Streptococcus sobrinus has been
identified as primary etiological agents causing coronal and root dental caries; however,
other organisms such as Lactobacillus, Streptococcus sanguis, Streptococcus gordonii, and
Streptococcus oralis have also been reported as secondary etiologic agents (60, 63–70).
Porphyromonas gingivalis, Camphylobacter, Fusobacterium, Bacteroids, and Actinobacil-
lus actinomycetemcomitans are known microorganisms that cause gingival and periodontal
infections.

Identification of microorganism is the first and foremost procedure in the treatment
plan of any infections to deliver proper treatment. It is also relevant for microbiological
research, food safety, industrial cleanroom maintenance, and water contamination con-
trol purposes (71–73). Currently, identification of microorganisms involves culture of the
sample, followed by staining and observation under a microscope. These procedures are
time-consuming and laborious and have limited accuracy, leading to diagnostic delay. Fur-
thermore, the procedures of collecting the sample such as biopsy are costly and induce
significant patient trauma. Recently introduced techniques such as selective plating, poly-
merase chain reaction, and fluorescence in situ hybridization have gained more attention
in terms of speedy identification and accuracy. Recently, optical spectroscopic techniques
like Raman spectroscopy have been successfully employed and are said to be accurate
and also allow rapid identification and classification of a microorganism’s genre, species,
and strain. Studies conducted by several researchers have noted that different microbial
species produce different vibrational spectra, which are specific and can identify a sample
as small as 1 μm3. The advantages of Raman spectroscopy are that it is fast, precise, and
low cost and organisms can be identified without tissue removal, use of dyes, labels, and
contrast-enhancing agents.

In a preliminary study, Berger et al. (73) employed Raman spectroscopy to measure
the varying concentrations of the two most common and relevant microorganisms of Strep-
tococcus found in the oral cavity. They used evaporated droplets of centrifuged mixtures of
Streptococcus sanguis and Streptococcus mutans and determined an r2 value of 0.98 using
partial least squares cross-validation. Furthermore, they measured the relative concentra-
tion of these potential caries-causing microorganisms from solid mixtures. They identified
streptococcal species in various ratios by employing a home-built Raman spectroscope. The
results showed a root mean squared error of 5%, which will enable clinicians to differentiate
between a normal concentration level and a dangerously elevated level (73). Furthermore,
this research team analyzed specimens containing different species of microorganisms us-
ing optical Raman spectroscopy. They quantitatively analyzed samples of oral plaque for
oral bacterial species, S. mutans, S. sanguis, and S. gordonii using near-infrared Raman
spectroscopy without any reagent. The spectrum was obtained within 200 s and an error of
±0.07 was seen with a concentration scale of 0 to 1. The spectral region of 890–940 cm−1

revealed the distinctive spectral features of S. mutans and the number of cells required
was found to be realistic for clinical collection of oral plaque. They concluded that Raman
technique is an ideal technique for the quantitative measurement of bacterial concentration
fractions in a low or high percentage of microbial specimens (73).
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Beier et al. (70) conducted a study on mapping multiple species of oral bacteria in intact
biofilms applying the optical technique of confocal Raman microscopy. Classification of
the species algorithm that was developed on dried biofilms was analyzed with the spectra
of hydrated biofilms for two microbial species, Streptococcus sanguinis and Streptococcus
mutans. On analysis it was seen that identification of the species was accurate and spatial
mapping was created within these biofilms with an accuracy of 93%. They concluded that
this technique had the ability to use intrinsic chemical differences between the cells to
create multidimensional maps of microbial structures without extensive knowledge of the
cells’ genomes and without requiring any invasive sample preparation wherein the results
would be affected and questionable.

Microorganisms living as normal indigenous oral flora can be isolated in almost all areas
of the oral cavity, including the surfaces of the teeth. Initially microorganisms adhere to the
salivary mucinous glycoprotein layer, termed dental pellicle, and gradually microorganisms
multiply and develop as well-defined soft dental plaque (75), which is determined as the
sole etiologic factor for dental caries, gingivitis, and periodontitis. Furthermore, dental
plaque acts as host for pathogenic microorganisms and attracts food particles to ultimately
form hard dental calculus by precipitation of calcium phosphate (75, 76), which is resistant
to removal by routine tooth brushing. Maturation of dental plaque into dental calculus
involves various stages, and during this procedure minerals from saliva are deposited to
form a hard mass. Tsuda and Arends observed human dental calculus and characterized
phosphate bands using Raman spectroscopy (76). They studied spectral lines of calculus
for a period of 6 months and observed no significant change. Hayashizaki et al. investigated
the chemical composition, crystallinity, and crystal size with respect to site specificity
using FTIR spectroscopy (77). They identified four types based on the calcium phosphate
crystal phase and though they did not find a significant difference in crystal size, they
found a significant difference in composition of the crystal phase obtained from different
sites. They also observed a difference in the degree of crystallinity; the calculus obtained
from upper molars was greater than that obtained from the lower anterior teeth in terms
of degree of crystallinity. Kakei et al. studied lattice images of crystallites of calculus
using FTIR and their study demonstrated a central dark line that was similar to that
observed in bone and synthetic hydroxyapatite crystals (78). Their study concluded that the
formation of dental calculus takes place similar to other calcified structures of the body but in
association with microorganisms. Raman and FTIR spectroscopy provides complementary
results by identifying oral microbial flora from the microbial mixture of the dental plaque
and yields valuable information to provide targeted treatment of gingival and periodontal
infections.

Applications of Raman Spectroscopy for Dental Biomaterials Characterization

Dental disorders such as dental caries, abnormally positioned teeth, gingivitis, periodontitis,
oral tumors, and partial and complete loss of teeth require the use of various materials
to restore the form and function. Materials such as waxes, acrylic resins (poly methyl
methacrylate), composite resins, ceramics, metals (cobalt chromium, nickel chromium,
titanium, and gold alloys), mineral bone graft materials, and regenerative membranes are
currently widely used in the field of dentistry to treat different dental disorders. Performance
of these materials in the oral cavity during function, including physical, mechanical, and
biocompatible properties, are the prime requisites for the success of the treatment. These
properties mainly depend on the composition of the materials. Though literature can provide
the general composition of dental materials, they vary widely from one manufacturer to
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another within the same material. The composition of the dental materials remains a trade
secret and dentists have limited control over changing the properties of the dental materials
without knowing the exact chemical composition. Hence, knowing the composition of
dental materials is very important to be able to alter the properties. Energy-dispersive X-ray
spectroscopy (EDS) is the most commonly employed technique for elemental analysis or
chemical characterization of the dental materials; however, EDS requires time-consuming
specimen preparation for nonconducting surfaces, and detection of lighter elements is
extremely difficult by standard EDS technique. Recently, several studies reported successful
characterization using laser-induced breakdown spectroscopy (80–84).

Raman spectroscopy is the method of choice for exact identification of chemical com-
pounds, especially the functional group of organic compounds and their interaction with
human enamel and dentin. This technique is widely employed and several studies have been
reported to study the chemical characteristics of dental materials. Hedzelek et al. evaluated
seven groups of most commonly used dental materials using infrared spectroscopy in the
range of 4000 to 400 wave numbers. Their study provided spectral line database of 23
dental materials that facilitated fast identification of chemical characteristics of organic
and inorganic compounds of dental restorative materials such as acrylic resins and porce-
lains (84). The characteristics of the Raman spectral peaks such as frequency, change in
frequency, polarization, width of the peaks, and intensity of the peaks provides the com-
position of the material, stress/strain state, inorganic filler particle symmetry/orientation,
quality of the inorganic filler particles, and amount of material, respectively. Fong et al.
used a real-time near-infrared technique to study the degree of methacrylate double-bond
conversion and the polymerization rate of novel polymeric dental restorative composites
(85).

Microcharacterization of biomaterials not only helps researchers to better understand
the interaction of biomaterials with tissues but also helps to modify their properties to suit
the intraoral condition (87). Penel et al. performed a complete intravital study of bone and
calcium phosphate biomaterial over a period of 8 months; they investigated the interaction
of biomaterial with the bone of calvaria of New Zealand rabbits. Their study identified
the main PO4, CO3, and collagen Raman spectral bands in both bone and biomaterials
(86). Seah et al. (87) studied the biomimetic growth of carbonated hydroxyapatite on
bioactive glass using Raman microscopy; they immersed samples in simulated body fluid
for 17 days. They were able to identify amorphous calcium phosphate, transient octacal-
cium phosphate, matured hydroxyl apatite crystals, calcite, silica glass, and some organic
impurities. Their results strongly supported the application of Raman spectroscopy to char-
acterize chemical species present in the biologic samples and their phase transformation
(87).

Miyazaki et al. (2) studied the dentin–resin interface using laser Raman spectroscopy.
The purpose of their study was to analyze the chemical composition of two resin systems
impregnated in the dentin layer. They employed bovine dentin bonded with resin composites
and sectioned these samples parallel to dentinal tubules to analyze the relative quantity of
hydroxyapatite, adhesive resin, and organic substrate in the dentin–resin interface. The re-
sults of this study showed inhomogeneity of dentin–resin layer and detected poor saturation
of adhesive resin with a one-bottle adhesive system (2). Wang and Spencer (88) investigated
the changes and composition of an acid-treated dentin smear layer intended for bonding
purposes using confocal Raman spectroscopy. They found a mixture of disorganized and
denatured collagen and minerals.

Raman spectroscopy has also been applied successfully for the nondestructive, con-
firmatory identification of body fluids. In a preliminary study, Virkler and Lednev (89)
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investigated the spectral variation of one sample. Further study investigated spectroscopic
signature of pure dried saliva samples collected from multiple donors using near-infrared
Raman spectroscopy and confirmed that the spectral lines of the Raman spectroscopy can
provide data to identify an unknown suspect in forensic investigations (89).

Application of Raman Spectroscopy in Oral Soft Tissue

The oral cavity is believed to have an influence on systemic health. Various studies have
shown that oral cavity plays a significant role in providing predictions and also the prognosis
of underlying systemic health (91–93). Tissue defects range from minimal changes in
microanatomy of the cell such as nuclear and cytoplasmic ratio, redox status of the cell,
expression of biomarkers, composition and tissue architecture, chemical changes, and the
vascularity or neo angiogenesis, and cellular perfusion. These characteristics of changes at
the cellular level can be implicated in the detection of the early changes that occur in the cell
periphery of the lesion and to see the presence of subclinical abnormalities. A noninvasive
or minimally invasive approach to analyzing tissues requires a natural orifice or opening to
gain access and the oral cavity serves as a relatively accessible site.

Future Trends in Raman Spectroscopy in Dentistry

Raman spectroscopy can be a valuable diagnostic aid in patient selection for dental implant
cases. With available advanced intraoral probes, a patient’s bone quality and quantity can be
analyzed. Therefore, the clinician can predict the prognosis and success rate of the implant
osseointegration. Fine intraoral probes can also be used to study the composition and other
critical characteristics of the newly formed bone adjacent to the implant (osseointegrated
bone). This provides an idea on how to better modify the surface characteristics of the
implant to achieve better bone bonding properties.

Osteomyelitis and osteoradionecrosis are common complications that are seen in the
oral region, commonly involving the mandible, and, when not identified at an early stage,
pose a challenging clinical situation. In studies on osteomyelitis in the diabetic foot, which
initially provided limited understanding of early-stage infection, a hypothesis was made
that bone composition measurements would serve as an aid in the early pathophysiology of
diabetic osteomyelitis. Identification of pathological minerals by Raman spectroscopy may
serve as an early-stage diagnostic approach. Transcutaneous Raman spectroscopy would
serve as a valuable adjunct in in vivo management and treating the scenario in cases of
the mandible and maxilla. The transcutaneous approach could also pave its way in the
application of spectral analysis of the blood supply of the free flap for reconstruction and
analysis of the proximity of the blood vessels in cases of infections involving the facial
spaces. Dicalcium phosphate dihydrate (brushite) crystals were seen to be associated with
the maxillary bone in a case of fibrous dysplasia, which was also seen to be associated
with diabetic foot leading to osteomyelitis. It has been proved that the presence of brushite
at the bone site results in inflammation, affecting normal bone healing. Therefore, Raman
spectroscopy serves as an important diagnostic aid in early detection and prognosis of
disease. Recently, it has been used for the detection of oral cancer and to determine the
biochemical changes in oral diseases.
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