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Terahertz molecular resonance of
cancer DNA
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Carcinogenesis involves the chemical and structural alteration of biomolecules in cells. Aberrant
: methylation of DNA is a well-known carcinogenic mechanism and a common chemical modification of
Accepted: 25 October 2016 : DNA. Terahertz waves can directly observe changes in DNA because the characteristic energies lie in
Published: 15 November 2016 : the same frequency region. In addition, terahertz energy levels are not high enough to damage DNA by
. ionization. Here, we present terahertz molecular resonance fingerprints of DNA methylation in cancer
DNA. Methylated cytidine, a nucleoside, has terahertz characteristic energies that give rise to the
molecular resonance of methylation in DNA. Molecular resonance is monitored in aqueous solutions of
genomic DNA from cancer cell lines using a terahertz time-domain spectroscopic technique. Resonance
signals can be quantified to identify the types of cancer cells with a certain degree of DNA methylation.
These measurements reveal the existence of molecular resonance fingerprints of cancer DNAs in the
terahertz region, which can be utilized for the early diagnosis of cancer cells at the molecular level.
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The early detection of cancer is among the most important issues in medical diagnosis because it provides a
chance to treat cancer before it grows too large and spreads to other organs'-*. Many techniques from a variety
of fields have been attempted to achieve early cancer detection, including optical techniques. Of these, terahertz
(THz) spectroscopy shows high sensitivity for chemical changes in biological molecules without causing ioni-
zation, owing to its low photon energy*-8. THz cancer diagnostics have attracted much attention, in particular
because the THz technique can distinguish normal tissue from cancer tissues via spectroscopic imaging and has
been further improved with nanoparticle contrast agents to achieve higher contrast”!3. However, this method
is still insufficient for cancer diagnostics because it provides only nonspecific information (location, size, and
demarcation) but no molecular or biological information regarding the cancer"!*-6. This issue is also present in
current medical imaging techniques such as magnetic resonance imaging (MRI), computed tomography (CT)
and positron emission tomography (PET). These techniques require contrast agents to enhance detection and
cannot provide tumour-specific information. Cancer biomarkers play a significant role in providing molecular
information for the specific diagnosis of early-stage cancers'”'8. In particular, carcinogenesis causes chemical and
structural alterations to the DNA in cells, and detecting such changes would be important in identifying cancers.
Several groups have attempted to characterize the spectral properties of DNA in the THz frequency range.

B. M. Fischer et. al. reported on the THz resonance features of DNA components (nucleobases and deoxy-
nucleosides) using a THz spectroscopic system. M. Brucherseifer et al. measured the differences in the trans-
mission changes and refractive indices of single- and double-stranded DNA, but no resonance peaks were
found'*. Finding spectral resonances in polynucleotide structures is difficult, although studies show that the
components of DNA have many resonances in the THz range. A. G. Markelz et al. suggested a way to observe
the chemical alteration of biomolecules in the THz region: The authors identified the collective vibration mode
of protein-ligand binding (HEWL+3NAG) in a frozen solution sample in the THz range*"*>. DNA methylation,
an epigenetic change, is induced in genomic DNA by the chemical changes involved in carcinogenesis, such as
the chemical binding of proteins. These chemical changes can be detected in polymer molecules (e.g., DNA) and
in small molecules (e.g., nucleosides) in the THz region. For this reason, DNA methylation might be an effective
biomarker of carcinogenesis using THz spectroscopic techniques.

Here, we show the molecular resonance fingerprints of DNA methylation in the THz region and observe them
in genomic DNA from cancer cells. Furthermore, we distinguish normal DNA from cancer DNA and the type of
cancer cell lines by quantifying the amplitudes of the THz resonances. Specifically, we measure the THz absorp-
tion coefficients of nucleoside samples and define THz resonance fingerprints based on the chemical changes
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caused by DNA methylation. We further track the THz resonances of genomic DNA samples extracted from
different cell lines. The absorption coeflicients of the samples are obtained using a THz time-domain spectroscopy
(THz-TDS) technique that involves freezing the samples at 253 K to reduce the attenuation of the THz signal by
water molecules. Finally, we quantify the degree of genomic DNA methylation based on THz absorption data and
distinguish among several types of cancer cell lines using the quantified results. This study is the first to measure
DNA methylation in cancer cells based on a non-labelling optical technique and will serve as a milestone for the
early detection of cancer at the molecular level.

DNA methylation in cancers

DNA methylation is an epigenetic change observed during the early stages of cancer. Although genetic changes
are known to underlie carcinomatous genesis, epigenetic changes are also frequently observed in cancer tis-
sues®*?°. There are several advantages to using DNA methylation as a cancer biomarker in optical techniques.
First, methylation is a universal DNA modification that can be found in most cancer types from a very early
stage®®*!. Second, the covalent bond formed between methyl groups and cytosine, a nucleobase, produce a very
stable chemical change in the DNA?*2. THz waves are sensitive to chemical changes in molecules, and because
DNA methylation is known to be among the major chemical factors influencing oncogenesis, we focus on the
signals generated by these chemical changes using THz techniques. Finally, DNA methylation has the potential to
serve as a universal biomarker for various types of cancer, as recent studies have reported that quantitative DNA
methylation data show different trends in different types of cancer cells?®33-3¢,

Cytosine, a nucleoside, undergoes chemical changes wherein a methyl group is attached to the fifth carbon
atom in the sugar ring to generate 5-methylcytosine. Normal DNA CpG islands (CGIs: high-frequency CpG
sites within a promoter, which comprise a paired cytosine and guanine) are protected from methylation, such
that 5-methylcytosine is mostly found at CpG sites in repeated sequences. Conversely, in cancer DNA, hyper-
methylation occurs at CGIs, and hypomethylation occurs in the repeated sequences®”*® (Fig. 1a). Therefore, this
change can be measured at the whole-DNA level by comparing the methylation degree of cancer and normal
DNA (Fig. 1b,c).

THz fingerprints of the chemical analogues of cytidine

We prepared 2’-deoxycytidine (2/-dC) and 5-methylcytidine (5-mC) as unit models of nucleoside molecules that
present a change in DNA cytidine levels with cancer®. We measured of 2’-dC and 5-mC pellets to obtain molec-
ular resonance fingerprints for methylation at room temperature (300 K) and 85 K. Three major 5-mC absorption
peaks were observed at 1.29, 1.74, and 2.14 THz at room temperature, but 2’-dC did not show any distinct peaks
in the range of 0.4-2.5 THz. At a lower temperature (85K), the 5-mC peaks were divided and sharpened; 2/-dC
also showed small peaks at 85K, but these did not coincide with the 5-mC peaks (Fig. 2a). We then investigated
whether these peaks coincided with the methylation of the nucleoside. Figure 2b shows the absorption coeffi-
cients of two chemical analogues of 2’-dC: 5-azacytidine and 2’-deoxy-5-azacytidine. These molecules have a
few weak resonances that differ from the 5-mC peak positions at both room temperature and 85K. This result
indicates that the three major resonance peaks of 5-mC are THz fingerprints of nucleoside methylation.

Looking for THz molecular resonance in cancer DNAs

The molecular resonance fingerprints of methylation obtained from the THz spectral changes of the nucleosides
were tracked in genomic DNA samples. Water molecules minimally influence the fifth carbon of cytidine (where
the methyl group is attached) in DNA in aqueous solution®*!. We therefore assumed that the molecular reso-
nances of methylation observed at the nucleoside level would similarly appear at the DNA level.

For the experiments at the DNA level, we prepared normal cellular DNA (293 T cells) and the corresponding
methylated DNA (methylated 293 T, M-293T), in which cytidine was artificially changed to 5-mC. Furthermore,
we obtained cancer DNA from five types of human cancer cell lines (PC3, a prostate cancer cell line; A431, an
epidermoid carcinoma cell line; A549, an adenocarcinomic lung cell line; MCF-7, a breast cancer cell line; and
SNU-1, a gastric carcinoma cell line) to identify methylation signals in cancer genomic DNA. The solution sam-
ples were frozen at 253 K to minimize attenuation by water molecules. Ice in DNA solutions has no resonance in
the THz range*? but produces a background that is predicted to have higher absorption than methylation reso-
nance peaks. The amplitude of the absorption peaks in the nucleoside is less than 10 cm™!, whereas ice exhibits
absorption coefficients of a few tens cm~! in the THz range®.

The frozen samples were attached to a quartz window and maintained at a constant temperature (253 K)
during the THz-TDS measurement process. Each measured data point in each sample was averaged three times
in the time domain, and all measured data were averaged three times. Time-domain data were converted into
frequency-domain data using a fast Fourier transform (FFT) algorithm. We determined the absorption coeffi-
cient of the samples by comparing the sample data and the reference data (derived from a single window only).
The absorption coeflicient data of seven DNA samples (293 T, M-293T, PC3, A431, A549, MCF-7, and SNU-1)
showed a trend of ice in the THz range but indicated bumps around 1.6 THz. The absorption coefficient of ice was
measured to determine the baseline shape, given that ice has a large influence on the measured data due to its high
volume in the solution sample. The final measured spectra decreased to 2.0 THz due to the strong attenuation by
ice. From the shape of the ice absorption coefficient, a Gaussian distribution was chosen as the baseline function
for analysing the experimental results. To remove the ice background from the results, we fitted the DNA data
using the absorption coefficient of ice as the baseline.

The shapes of most ideal spectral resonance peaks are determined by Lorentzian, Voigt, or Gaussian func-
tions, but inhomogeneous broadening alters these to the form of actual spectral resonance features. We fitted the
measured data to find resonance peaks with such functions. All of the measured DNA sample data fit well with
a superposition of two Gaussian functions within a valid measurement range of 0.4-2.0 THz (Fig. 3). One of the
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Figure 1. (a) Change in the distribution of 5-methylcytidine at CpG sites in cancer. This epigenetic change can
be defined as a chemical change of the whole DNAP” and can be observed in most types of cancer. Schematic of
(b) cytidine and (c) 5-methylcytidine in DNA. The conversion of (b) to (c) is called DNA methylation.

Gaussian functions is on one side of the edge of a large Gaussian function that can be regarded as the ice back-
ground, extra structure from DNA, and extra materials (agents added to maintain DNA structure). This baseline
Gaussian function is strongly influenced by ice. Another small Gaussian peak, which causes the bump around
1.6 THz in the absorption coeflicient of the measured data, represents the resonance peak of these samples, which
we attribute to the DNA methylation bond. We obtained a resonance peak from each sample data point by sub-
tracting the baseline Gaussian function from the measured data. Figure 4 shows the resonance peaks of all sam-
ples in the range of 0.4-2.0 THz acquired after baseline subtraction. The peak of the Gaussian bump for the fitting
curves was approximately 1.67 THz, which is similar to the position of the absorption peak of 5-mC (1.74 THz),
but with the centre of the peak shifted*:.

Quantification of DNA methylation

The amplitudes of the absorption peaks at 1.67 THz in Fig. 4 are believed to correspond to the degree of DNA
methylation in the DNA samples. Therefore, if the degree of DNA methylation depends on the cancer cell type,
quantifying the value of the absorption coefficient could enable classification. The absorption coeflicients of the
DNA samples were quantified based on the highest point values of the peaks at 1.67 THz. The quantified values
were compared with a commercial DNA methylation quantification measurement (enzyme-linked immuno-
sorbent assay like reaction method (ELISA)-like reaction method, Epigentek Group, Inc.) for verification*
(Fig. 5). The ELISA-like reaction data were averaged several times. The data from the two techniques cannot be
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Figure 2. (a) Absorption coefficients in the 0.4-2.5 THz range for 2’-deoxycytdine and 5-methylcytidine.

(b) Absorption coeflicients of 5-azacytidine and 2’-deoxy-5-azacytidine compared with 5-methylcytidine.
(inset) Chemical structures of 2’-deoxycytdine, 5-methylcytidine and two analogues of cytidine: 5-azacytidine
and 2/-deoxy-5-azacytidine. 5-methylctyidine has a methyl group on the fifth carbon in cytidine, which

is replaced with nitrogen in the analogues. The methyl group changes the collective vibrational mode and
structure of cytidine molecules, and this change emerges as three major resonance peaks in the THz region.
These three resonance peaks serve as spectral fingerprints for methylation in DNA-level experiments.

compared directly because they were gathered using different measurement principles. We set
measured value — baseline value (1.67THz) ,o4p o comparison value for the THz experiment data to make them similar to

measured value (1.67 THz)

the biological method and normalized them based on M-293T. The results of these two methods showed good
agreement, and we determined that the resonance peak of DNA methylation can be used to quantify the degree
of DNA methylation.

Discussion

In this study, we observed the THz molecular resonance fingerprints of DNA methylation from nucleoside mol-
ecules and tracked them at the genomic DNA level. As reported in previous studies, the resonance signals of
nucleosides within a DNA structure are difficult to obtain mainly due to broadening by the polymerization of
mononucleotides and the inhomogeneous broadening of macromolecules. Because DNA methylation is not
affected by nucleoside polymerization, we chose DNA methylation as a marker to follow the chemical changes
in DNA induced by carcinogenesis. We followed a single resonance peak of DNA methylation from nucleosides
to genomic DNA and examined whether the peak represented the signal of DNA methylation in the solution
state. Figure 6 shows the THz absorption coefficient of aqueous solutions of 2’-dC and 5-mC at 253 K: 2/-dC did
not show a significant resonance feature in this range; thus, the absorption coefficient in solution could be fitted
with a single Gaussian function similar to that of ice. In contrast, the 5-mC solution data showed a resonance
peak at 1.60 THz (Fig. 6b). The previous data for a pellet of 5-mC showed two major resonance peaks at 1.29 and
1.74THz, and the 1.29 THz peak was smaller and narrower than the 1.74 THz peak. This result may indicate that
the THz absorption signal of the 1.29 THz peak is too weak to be seen because of the high attenuation by ice; the
1.74 THz peak might be moved to a lower frequency because of the interaction with water molecules®. The inten-
sity of the 1.60-THz peak changed as the concentration varied in solution and was quantified (Fig. 6¢). The 5-mC
resonance peak seemed to be reflected in the absorption coeflicients of DNA solutions, and our THz-TDS tech-
nique allowed us to observe the THz molecular resonance of DNA methylation at the DNA level. These results
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Figure 3. Absorption coeflicients of (a) normal DNA, 293 T and (b) artificially methylated DNA, M-293T. We
obtained THz absorption coefficients for DNA from cancer cell lines — (¢) PC3; (d) A431; (e) A549; (f) MCF-7;
(g) SNU-1 - using the same method. Experimental data were measured with a THz-TDS system at 253 K. The
data are valid between 0.4 THz and 2.0 THz because ice heavily attenuates the THz signal at high frequency.
These results show the trend of the ice absorption coefficient in the THz range but also a bump approximately
1.6 THz. The data were fitted well by a superposition of two Gaussian functions (green line). The baseline (grey
line) is the first Gaussian function, representing ice and other buffer components. The red line shows another
Gaussian function, which we propose to be the resonance peak of the methylation bond.

indicate that THz spectroscopy can be used to observe epigenetic changes induced by carcinogenesis and can be a
powerful method to diagnose early-stage cancer. We expect that an ultrasensitive THz sensor might be utilized to
find other resonance peaks from DNA samples by amplifying the absorption cross-section of THz signals in fixed
narrow-frequency regions?. Furthermore, the ability to observe resonance peaks at the cellular level in vivo via
highly sensitive THz techniques could enable the development of a novel cancer imaging system"*. This research
demonstrates that DNA methylation may be among the strongest probes for chemical changes in DNA for use in
early cancer detection via optical techniques*->°.

Conclusion
We detected THz molecular resonance fingerprints caused by the methylation of cancer DNA extracted from
living cell lines and quantified them to distinguish cancer types. Two major absorption peaks (1.29 THz and
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Figure 4. THz resonance peaks for DNA samples after baseline correction. The first Gaussian function (the
absorption coeflicient of ice and other buffer materials) of Fig. 3 acts as the baseline for each measured data
point. The results were obtained by subtracting the baseline from the measured data at each data point. There
is only one resonance peak (~1.67 THz), but its position is similar to the second peak (1.74 THz) for the 5-mC
result (emerald line). We attributed the peak shift to interactions with water molecules in aqueous solvent.
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Figure 5. The degree of DNA methylation for each DNA sample. The results were compared with quantitative
data from a commercial biological method (ELISA-like reaction). The data from both methods were normalized
based on the degree of the M-293T sample, which had the highest methylation ratio. THz results were
quantified by the height of the resonance peak of the baseline-corrected results and baseline values.

1.74 THz) for methylation were identified between 0.4 THz and 2.0 THz by comparing two nucleoside samples,
2’-deoxycytidine (2’-dC) and 5-methylcytidine (5-mC), as well as chemical analogues. Additionally, we tracked
the resonance features of genomic DNA solution samples (293 T DNA and artificially methylated 293 T DNA)
at 253 K. A single absorption peak was observed at 1.67 THz for both DNA samples by applying a baseline cor-
rection method. This peak is located at a lower frequency than the second peak (1.74 THz) of the nucleoside
result. We concluded that the peak would be moved to a lower frequency by the solution state of the samples
and examined it through comparison with the results of nucleoside solutions. We also found the same resonance
peaks at 1.67 THz in genomic DNA from various types of cancer (PC3, A431, A549, MCF-7 and SNU-1 cell lines).
The magnitude of the resonance peak of each sample was quantified using the amount of genomic DNA meth-
ylation. The results were similar to those obtained using a commercial biomedical quantification technique. In
conclusion, we discovered that the methylation signal of cancer DNA in the THz range can be used to distinguish
between normal and cancer DNA.

Methods
No statistical methods were used to predetermine the sample size. No samples were excluded from the data
analysis.

Spectroscopy system. Measurements were performed using a THz time-domain spectroscopy (THz-TDS)
system based on a Ti:sapphire femtosecond oscillator (Synergy; Spectra-Physics) pumped by a 10-W diode laser,
Verdi. The laser delivered 10-fs pulses at a wavelength of 800 nm with an 80-MHz repetition rate. The laser beam
was separated by a polarizing beam-splitter and turned towards the emitter and the detector separately. The
emitter was a p-InAs crystal that utilized the photo-Dember effect, and the laser beam was incident at 78° on
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Figure 6. (a) THz absorption coefficients of 2’-deoxycytidine (2’-dC) and (b) 5-methylcytidine (5-mC)

in aqueous solution. The solutions were made of 300 ml distilled water and the same weight of nucleoside
sample. The absorption coefficients of the solutions were measured by the THz-TDS technique at 253 K. The
2/-dC solution was well fitted with a single Gaussian function, with no resonance peak, as was the case for ice.
The 5-mC aqueous solution in the frozen state was fitted well with a double Gaussian function, with a small
resonance peak at 1.59 THz. The resonance peak could be separated by baseline correction using the same
method as for DNA solutions. (c) The heights of the resonance peaks were proportional to the amounts of 5-mC
in the solutions. The position of the resonance peak for the 5-mC solution moved to a lower frequency than that
of the 1.74-THz peak of the 5-mC pellet (inset). The red shift was also observed in the DNA sample results.

the surface of the crystal for high THz intensity!. The THz beam that radiated from the emitter was gathered by
a parabolic mirror and focused onto the sample holder by a pair of THz focusing lenses (Tsurupica; Microtech
Instrument, Inc.) after being collected by a parabolic mirror (Supplementary Fig. 1a). The THz beam was focused
on the centre of the gap of the detector, a 5-pm-gap, parallel-line, photoconductive antenna (PCA) (PCA-40-06-
10-800-h; Batop), using a hyperhemispherical silicon lens. The THz beam was probed on PCA by another laser
beam, which was separated by the beam-splitter. The spectroscopic system and the sample holder were purged
with dry air (>2% humidity) and confined in a closed box to reduce the absorption of water vapour and the frost
on the surface of the window of the sample holder.

Temperature-controlled sample holder. We used a cryostat (ST-100-FTIR; Janis Reserch Company)
for the pellet samples but prepared a temperature-controlled sample holder system for the liquid samples. The
sample holder was specially designed to freeze aqueous solution samples because THz waves are strongly attenu-
ated by water. Several groups have used a drying method on various windows (sapphire, silicon, or Teflon plate,
for aqueous samples). However, this method produces the so-called “coffee-ring effect” (non-uniform concen-
trations of molecules on the plate after the solution evaporates)®>*. To reduce the attenuation by water without
the coffee-ring effect, the samples were frozen during measurement. The sample holder contacted a pair of ther-
moelectric coolers that maintained the temperature of the sample at —20°C (253 K) with + 0.05 °C variation.
Two quartz windows were needed to flatten the frozen sample disk, but one window was removed to reduce
attenuation by the window after the sample was frozen. The removed upper window was made of a hydrophobic
material (Teflon), and its surface was treated to be more hydrophobic (the contact angle was larger than 100°)
(Supplementary Fig. 1b). The frozen samples were stably attached on a single quartz window during THz scan-
ning at very low humidity.

Method to obtain the optical index. The reference THz spectral range was 0.4-3.5 THz. Absorption
coefficients were obtained by comparing the frequency-domain THz spectra derived from the FFT of the
time-domain THz waveforms through the reference and a sample. The sample and reference signals were repre-
sented by Fresnel’s equation:
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Figure 7. Raman resonant scattering spectra for 2’-dC (blue line) and 5-mC (red line) pellet samples from
200 to 4200 cm™~! (6-1300 THz). It is difficult to distinguish the differences in resonance features between the
two samples, although they are discriminated in the THz region.
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Esam (w) = Eref(w) exp[—

exp[izln(w) d]
A (1
where E,,,(w) is the signal that interacts with a sample; E,.{w) is the reference signal without sample interaction;
d is the propagation thickness through a sample; and a(w) and n,(w) are the absorption coeflicient and the real
part of the complex refractive index of a sample, respectively. The absorption coefficient a(w) can be expressed as:

2
_ 47k (w)

Ao

a(w) = — Eln

d

Esum (w)
Eref (UJ)

(2)

where ) is the wavelength of THz in vacuum, and x(w) is the imaginary part of the refractive index. These rela-
tionships are solved through the method proposed by L. Duvillaret et al., which uses a numerical optimization
algorithm™.

Nucleoside samples. Nucleoside samples, which are nucleobases attached to a sugar, were prepared because
nucleosides are more structurally stable than nucleobases. The samples were purchased from Sigma-Aldrich Co.
and formed into pellets with a thicknesses of 1.5-2.0 mm after dilution at a 1:36 mass ratio (sample:HDPE) with
high-density polyethylene powder (HDPE, Sigma-Aldrich Co.), which has very low absorption (under 4 THz)
and a constant refractive index (~1.54). The powder mixture was compressed in a pellet cast at 1500 psi for 5 min
to form pellet samples. The pellet samples had stable planform surfaces for transmission spectroscopy. Their
THz characteristics were measured in a cryostat at room temperature (300K) and at 85K. To characterize the
THz optical properties of nucleoside methylation, 2’-dC and 5-mC were measured and compared at the afore-
mentioned temperatures (Fig. 3a). The resulting resonant absorption features were used to obtain the nucleoside
methylation fingerprints. The results were also compared with other chemical analogues of cytidine, namely,
5-azacytidine and 5-aza-2’-deoxycytidine, in which the fifth carbon is replaced by nitrogen (Fig. 3b). We also
measured the spectral signal of nucleoside samples using another optical technique, Raman spectroscopy.
Measurements of pure 2’-dC and 5-mC pellet samples were performed from 200 to 4200 cm ™! (6-1300 THz)
using a triple-grating Raman spectrometer (Fluorolog-3, Horiba) driven by a 25-mW, 513-nm sapphire laser
(Sapphire LP System, Coherent). The pellet samples were made from pure 80-mg 2’-dC and 5-mC powder sam-
ples with PE mixture samples because the HDPE powder shows resonance in the measured spectral range. The
pellets were only a few microns thick. Figure 7 shows the Raman spectra of the pellet samples. A slight difference
was observed in the small resonance peaks in the low-frequency range; however, in most regions, the major reso-
nance peaks of the two samples were very similar, in contrast to the THz results.

Extracted DNA samples.  All samples for this study were treated under ethical approval which was obtained
from institutional board in Seoul National University Boramae Medical Centre. A genomic DNA sample con-
sisting of 2/-dC and 5-mC (Fig. 1) was prepared from 293 T cells (human embryonic kidney) using the QIAamp
DNA Mini Kit (Qiagen). The 293 T DNA solution was divided in two, and one portion was artificially methylated
(methylated 293 T, M-293T) using the CpG methyltransferase enzyme (New England Biolabs Ltd.) according to
the manufacturer’s protocol. The concentration of each solution sample was approximately 500 £ 7 ng/ml. We
investigated whether the spectral resonance features of methylation could be observed in cancer DNA, and the
degree of methylation was higher than that of normal DNA. Five cell lines (PC3, a prostate cancer cell line; A431,
an epidermoid carcinoma cell line; A549, a lung cancer cell line; MCF-7, a breast cancer cell line; and SNU-1, a
gastric cancer cell line) were chosen as cancer DNA samples. The cancer DNA samples, models for different types
of cancers, were obtained from the Korean Cell Line Bank. We treated these cells with the same method as the
293 T cells, and all DNA samples were dissolved in distilled water. The samples were dropped on a z-cut quartz
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window with a 300-pm copper spacer covered with an upper window and then frozen at 253 K for 5min. The
z-cut quartz window has high transmittance (approximately 80%) and a constant refractive index (~2.1), which is
similar to that of ice, thereby minimizing signal loss. After the sample was completely frozen, the upper window
was removed and measured while the sample holder was maintained at the same temperature.

Separation of the DNA methylation signal from the measured data. The absorption coefficients
of the DNA samples included not only the DNA signal but also the baseline signal arising from the other mate-
rials used to make the DNA samples. Because the materials included ice, which has higher absorption than the
HDPE powder, baseline correction was required to find the resonance in the absorption®>6. We used Matlab
2011 and Origin Pro 9, a software package for numerical computation and visualization, to calculate the baseline
and to fit the measurement data. First, we set the form of the baseline to be subtracted from the measured THz
data. We measured the absorption coefficient of ice to be somewhere in the range of 0.1-2.0 THz and fitted it to
determine the baseline form because we expected that the sample signal would be mostly influenced by ice, which
represented the largest volume in the samples. The measured ice data were fit best by a Gaussian function in our
THz window (Supplementary Fig. 2). Through baseline correction using the ice fit, we were able to separate the
methylation resonance peaks from DNA measurement data.

Quantification of the DNA methylation signal. We used a commercial biological quantifica-
tion method for global DNA methylation, the Methylamp Global DNA Methylation Quantification Ultra Kit
(ELISA-like reaction, Epigentek, Inc.), to validate our THz quantification technique*®*”. We set the highest point
value of 1.67 THz as the degree of DNA methylation. To compare the data with the results of the ELISA-like reac-
tion technique, we defined the comparison value as

measured data — baseline at 1.67THz

comparison value =
measured data at 1.67THz (3)

The degree of DNA methylation from the ELISA-like reaction technique is shown in Supplementary Table 1 and
was calculated as

(sample OD — negative OD)/X*
(positive control OD — negative control OD) x 10 (4)

methylation =

where OD is optical density, and X" is CG (cytosine - guanine) content (human DNA: 41%). Finally, both quanti-
ties were normalized to the value of the M-293T sample as a reference for direct comparison.

References
1. Weissleder, R. Molecular imaging in cancer. Science, 321, 1168-1171 (2006).
2. Moffat, B. A. et al. Functional diffusion map: A noninvasive MRI biomarker for early stratification of clinical brain tumor response.
PNAS, 102(15), 5524-5529 (2005).
3. Zhang, Z. et al. Three biomarkers identified from serum proteomic analysis for the detection of early stage ovarian cancer. Cancer
Res. 64, 5882-5890 (2004).
4. Plusquellic, D. F, Siegrist K., Heilweil, E. J. & Esenturk, O. Applications of Terahertz Spectroscopy in Biosystems. Chem. Phys. Chem.
8,2412-2431 (2007).
5. Markelz, A. G. Terahertz dielectric sensitivity to biomolecular structure and function. IEEE J. Sel. Top. Qaunt. 14(1), 180-190
(2008).
6. Arora, A. et al. Terahertz-time domain spectroscopy for the detection of PCR amplified DNA in aqueous solution. Analyst 137, 575
(2012).
7. Leitner, D. M., Gruebele, M. & Havenith, M. Solvation dynamics of biomolecules: Modeling and terahertz experiments. Hfsp J. 2(6),
314-323 (2008).
8. Yamamoto, K., Kabir, H. & Tominaga, K. Terahertz time-domain spectroscopy of sulfur-containing biomolecules. J. Opt. Soc. Am. B
22(11), 2417-2426 (2005).
9. Son, J.-H. Terahertz Biomedical Science and Technology. CRC Press (2014).
10. Woodward, R. M. et al. Terahertz pulse imaging in reflection geometry of human skin cancer and skin tissue. Phys. Med. Biol. 47,
3853 (2002).
11. Ashworth, P. C. et al. Terahertz pulsed spectroscopy of freshly excised human breast cancer. Opt. Express 17(15), 12444-12454
(2009).
12. Oh, S.J. et al. Molecular imaging with terahertz waves. Opt. Express 19(5), 4009-4016 (2011).
13. Son, J.-H. Principle and application of terahertz molecular imaging. Nanotechnology 24(21), 214001 (2013).
14. Huang, S. Y. et al. Tissue characterization using terahertz pulsed imaging in reflection geometry. Phys. Med. Biol. 54(1), 149 (2008).
15. Sim, Y. C. et al. Terahertz imaging of excised oral cancer at frozen temperature. Biomed. Opt. Express 4(8), 1413-1421 (2013).
16. Oh, S.J. et al. Study of freshly excised brain tissues using terahertz imaging. Biomed. Opt. Express 5(8), 2837-2842 (2014).
17. Ludwig, J. A. & Weinstein, J. N. Biomarkers in cancer staging, prognosis and treatment selection. Nat. Rev. Cancer 5, 845-856
(2005).
18. Henry, N. L. & Hayes, D. F. Cancer biomarkers. Mol. Oncol. 6, 140-146 (2012).
19. Brucherseifer, M. et al. Label-free probing of the binding state of DNA by time-domain terahertz sensing. Appl. Phys. Lett. 77, 4049
(2000).
20. Fischer, B. M., Walther, M. & Jepsen, P. U. Far-infrared vibrational modes of DNA components studied by terahertz time-domain
spectroscopy. Phys. Med. Biol. 47, 3807-3814 (2002).
21. Cheon, J.-Y. et al. Terahertz dielectric assay of solution phase protein binding. Appl. Phys. Lett. 90, 243901 (2007).
22. Turton,. D. A. et al. Terahertz underdamped vibrational motion governs protein-ligand binding in solution. Nat. Commun. 5, 3999
(2014).
23. Tsou, J. A., Hagen, J. A, Carpenter, C. L. & Laird-Offringa, I. A. DNA methylation analysis: a powerful new tool for lung cancer
diagnosis. Oncogene 21, 5450-5461 (2002).
24. Rauch, T. A. et al. High-resolution mapping of DNA hypermethylation and hypomethylation in lung cancer. PNAS 105(1), 252-257
(2008).

SCIENTIFICREPORTS | 6:37103 | DOI: 10.1038/srep37103 9



www.nature.com/scientificreports/

25. Haung, T. H.-M. et al. Identification of DNA methylation markers for human breast carcinomas using the methylation-sensitive
restriction fingerprinting technique. Cancer Res. 57, 1030-1034 (1997).

26. Lai, H.-C. et al. Identification of novel DNA methylation markers in cervical cancer. Int. J. Cancer 123, 161-167 (2008).

27. Kim, M. S,, Lee, J. & Sidransky, D. DNA methylation markers in colorectal cancer. Cancer Metastasis Rev. 29, 181-206 (2010).

28. Brock, M. V. et al. DNA methylation markers and early recurrence in stage I lung cancer. N. Eng. J. Med. 358, 1118-1128 (2008).

29. Delpu, Y., Cordelier, P, Cho, W. C. & Torrisani J]. DNA methylation and cancer diagnosis. Int. J. Mol. Sci. 14, 15029-15058 (2013).

30. Jones, P. A. DNA methylation and cancer. Oncogene 21, 5358-5360 (2002).

31. Levenson, V. V. DNA methylation as a universal biomarker. Expert Rev. Mol. Diagn. 10(4), 481-488 (2010).

32. Bird, A. DNA methylation patterns and epigenetic memory. Genes Dev. 16, 6-21 (2002).

33. Hansen, K. D. et al. Increased methylation variation in epigenetic domain across cancer type. Nat. Genet. 43(8), 768-775 (2011).

34. Esteller, M., Corn, P. G., Baylin, S. B. & Herman, J. G. A gene hypermethylation profile of human cancer. Cancer Res. 61, 3225-3229
(2001).

35. Laird, P. W. The power and the promise of DNA methylation markers. Nat. Rev. Cancer 3, 253-266 (2003).

36. Levenson, V. V. & Melnikov, A. A. DNA Methylation as clinically useful biomarkers: light at the end of the tunnel. Pharmaceuticals
5,94-113 (2012).

37. Laird, P. W. Cancer epigenetics. Hum. Mol. Genet. 14, 65-76 (2005).

38. Baylin, S. B. DNA methylation and gene silencing in cancer. Nat. Clin. Pract. Oncol. 2, S4-S11 (2005).

39. Barciszewska, A.-M. et al. Analysis of 5-methycytosine in DNA of breast and colon cancer tissues. [IUBMB Life 59(12), 765-770
(2007).

40. Falk, M., Hartman, K. A. & Lord, R. C. Hydration of deoxyribonucleic acid. II. An infrared study. J. Am. Chem. Soc. 85, 387-391
(1963).

41. Bonvin, A. M. ]. ]., Maria, S., Otting, G. & van Gunsteren, W. E. Water molecules in DNA recognition II: A molecular dynamics view
of the structure and hydration of the trp Operator. J. Mol. Biol. 282, 859-873 (1998).

42. Nagai, M., Yada, H., Arikawa, T. & Tanaka K. Terahertz time-domain attenuated total reflection spectroscopy in water and biological
solution. Int. J. Infrared Millimeter Waves 27(4) 505-515 (2006).

43. Zhang, C. et al. Optical constants of ice Ih crystal at terahertz frequencies. Appl. Phys. Lett. 79, 491 (2001).

44. Houmoller, J., Wanko, M., Rubio, A. & Nielsen, S. B. Effect of a single water molecule on the electronic absorption by o-and
p-nitrophenolate: A shift to the red or to the blue? J. Phys. Chem. A 119, 11498-11503 (2015).

45. Zhang, L. et al. Development of techniques for DNA-methylation analysis. Trend Anal. Chem. 72, 114-122 (2015).

46. Lee, D. K. et al. Ultrasensitive detection of residual pesticides using THz near-field Enhancement. IEEE T. THz Sci. Techn. 6(3),
389-395 (2016).

47. Smith, J. ], Sorensen, A. G. & Thrall, J. H. Biomarkers in imaging: realizing radiology’s future. Radiology 227, 633-638 (2003).

48. Kulis, M. & Esteller, M. DNA methylation and cancer. Adv. Genet. 70, 27-56 (2010).

49. Esteller, M. et al. Detection of aberrant promoter hypermethylation of tumor suppressor genes in serum DNA from non-small cell
lung cancer patients. Cancer Res. 59, 67-70 (1999).

50. Baylin, S. B. et al. Aberrant patterns of DNA methylation, chromatin formation and gene expression in cancer. Hum. Mol. Genet.
10(7), 687-692 (2001).

51. Ono, S. et al. Terahertz radiation from a shallow incidence-angle InAs emitter in a magnetic field irradiated with femtosecond laser
pulses. Appl. Opt. 40(9), 1369-1371 (2001).

52. Deegan, R. D. et al. Contact line deposits in an evaporation drop. Phys. Rev. E. 62, 756-765 (2000).

53. Knab, J., Chen, J. & Makelz, A. Hydration dependence of conformational dielectric relaxation lysozyme. Biophys. J. 90, 2576-2581
(2006).

54. Duvillaret, L. et al. A reliable method for extraction of material parameters in terahertz time-domain spectroscopy. IEEE S. T. QU.
2(3), 739-746 (1996).

55. Pearson, G. A. A general baseline-recognition and baseline-flattening algorithm. J. Mag. Reson. 27, 265-272 (1977).

56. Gan, E, Ruan, G. & Mo, J. Baseline correction by improved iterative polynomial fitting with automatic threshold. Chemomter. Intell.
Lab. 82, 59-65 (2006).

57. Gentilini, D. et al. Role of epigenetics in human aging and longevity: genome-wide DNA methylation profile in centenarians and
centenarians’ offspring. AGE 35, 1961-1973 (2013).

Acknowledgements
We acknowledge Hyeonjoo Lee and Doyeon Lee for assistance with biological techniques and Hanyeol Ahn for
support with Raman spectroscopy measurements.

Author Contributions

H.Y.C. designed sample models, performed experiments, and analysed data. H.-].Y. developed the biological
model expertise. S.—-H.L. developed the baseline correction program. Y.A.K. produced cell line samples. J.-H.S.
designed the experiments, analysed the data and coordinated the research.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep

Competing financial interests: The authors declare no competing financial interests.

How to cite this article: Cheon, H. et al. Terahertz molecular resonance of cancer DNA. Sci. Rep. 6, 37103; doi:
10.1038/srep37103 (2016).

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

= or other third party material in this article are included in the article’s Creative Commons license,
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2016

SCIENTIFICREPORTS | 6:37103 | DOI: 10.1038/srep37103 10


http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Terahertz molecular resonance of cancer DNA

	DNA methylation in cancers

	THz fingerprints of the chemical analogues of cytidine

	Looking for THz molecular resonance in cancer DNAs

	Quantification of DNA methylation

	Discussion

	Conclusion

	Methods

	Spectroscopy system. 
	Temperature-controlled sample holder. 
	Method to obtain the optical index. 
	Nucleoside samples. 
	Extracted DNA samples. 
	Separation of the DNA methylation signal from the measured data. 
	Quantification of the DNA methylation signal. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ (a) Change in the distribution of 5-methylcytidine at CpG sites in cancer.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ (a) Absorption coefficients in the 0.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Absorption coefficients of (a) normal DNA, 293 T and (b) artificially methylated DNA, M-293T.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ THz resonance peaks for DNA samples after baseline correction.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ The degree of DNA methylation for each DNA sample.
	﻿Figure 6﻿﻿.﻿﻿ ﻿ (a) THz absorption coefficients of 2′​-deoxycytidine (2′​-dC) and (b) 5-methylcytidine (5-mC) in aqueous solution.
	﻿Figure 7﻿﻿.﻿﻿ ﻿ Raman resonant scattering spectra for 2′-dC (blue line) and 5-mC (red line) pellet samples from 200 to 4200 cm−1 (6–1300 THz).



 
    
       
          application/pdf
          
             
                Terahertz molecular resonance of cancer DNA
            
         
          
             
                srep ,  (2016). doi:10.1038/srep37103
            
         
          
             
                Hwayeong Cheon
                Hee-jin Yang
                Sang-Hun Lee
                Young A Kim
                Joo-Hiuk Son
            
         
          doi:10.1038/srep37103
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep37103
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep37103
            
         
      
       
          
          
          
             
                doi:10.1038/srep37103
            
         
          
             
                srep ,  (2016). doi:10.1038/srep37103
            
         
          
          
      
       
       
          True
      
   




