
Characterization of Dielectric Responses of Human Cancer
Cells in the Terahertz Region

Keiichiro Shiraga & Yuichi Ogawa & Tetsuhito Suzuki &
Naoshi Kondo & Akiyoshi Irisawa & Motoki Imamura

Received: 17 November 2013 /Accepted: 18 March 2014 /
Published online: 1 April 2014
# The Author(s) 2014. This article is published with open access at Springerlink.com

Abstract Terahertz time-domain attenuated total reflection spectroscopy, in combination with
a two-interface model, is used to determine the complex dielectric constants of cultured human
cancer cells (DLD-1, HEK293 and HeLa). Picosecond and sub-picosecond water dynamics are
dominant in the measured complex dielectric constants of these cells. We demonstrate that
dielectric responses below 1.0 THz best characterize the particular water dynamics of cancer
cells when compared with extracellular water. Debye-Lorentz fitting revealed that this is due to
a significantly attenuated slow relaxation mode and enhanced fast relaxation mode of the water
in these cancer cells. These findings could lead to a new procedure to digitally evaluate cellular
activities or functions, in terms of intracellular water dynamics, and remove the veil from the
mysterious intracellular milieu.
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1 Introduction

Intensive studies have been conducted at the gene level in order to find better cytoscreening
and bioassays to evaluate cellular activities. Since gene expression and the function of the cell
membrane are closely associated with rates of cell proliferation [1,2], various techniques, such
as fluorescently labeled DNA, metabolic products and cell membrane, have been used for
cytological screening [3-6]. However, the requirements of fluorescent labeling make it difficult
to achieve true in vivo cytoscreening, and therefore, a clear definition of “cell activity” has yet
to reach consensus within the scientific community.

Recently, intracellular water, an integral part of many biomolecular processes within the
cell, has attracted a great deal of attention in relation to these cellular activities [7,8]. This is
because it is predicted that water inside living cells mediates such processes as intracellular

J Infrared Milli Terahz Waves (2014) 35:493–502
DOI 10.1007/s10762-014-0067-y

K. Shiraga (*) :Y. Ogawa : T. Suzuki :N. Kondo
Graduate School of Agriculture, Kyoto University, Kyoto 606-8502, Japan
e-mail: k.shiraga@ky2.ecs.kyoto-u.ac.jp

A. Irisawa :M. Imamura
ADVANTEST Corporation, Miyagi 989-3124, Japan



diffusion rates, conformational transitions and enzyme catalytic activity [9-11]. In addition, it is also
implicated in the correlation between cytoplasm pH and cell activity [12]. However, the answer to
the deceptively simple question “what is water like inside the cell” is still a controversial one [8].

The intracellular milieu is a crowded place; typically a cell contains 400 g/L of macromole-
cules, whichmeans that these macromolecules are, on average, separated from each other by only
2 or 3 nm [13,14]. Thus, it has been argued that the environment within the cytoplasm is jelly-like,
with water acting as a sluggish fluidmedium [15]. In diseased cells, such as cancer cells, however,
this water becomes more mobile [16]. For instance, Damadian found that the spin-lattice (T1) and
spin-spin (T2) magnetic relaxation times of malignant rat tissues were distinctly outside the range
of values found in normal rat tissue [17]. These findings indicate that cancer tissue is character-
ized by an increase in the motional freedom of intracellular water molecules. Even today, the
mechanism for this phenomenon is masked in mystery; though what is certain is that intracellular
water plays an important role in these cellular activities and functions.

Therefore, to probe intracellular water dynamics (i.e. relaxational or vibrational motions)
could provide a new window into cellular activities. Unfortunately, there are few experimental
techniques which can characterize the differences between extracellular and intracellular water.
For instance, nuclear magnetic resonance (NMR) studies by Halle and his colleagues of the
intracellular water in a unicellular organism (Escherichia coli) found that around 15 % of this
water was directly bound to proteins or DNA, so-called “hydrated water” [18,19]. However, the
remaining 85%of the intracellular water (i.e. bulk-like water and loosely perturbedwater), whose
motion is faster than hydrated water, has yet to be explored. And if the focus changes to intact
human living cells, the motions of water molecules in these cells is even more veiled in mystery.

The reason for this is a lack of investigative techniques that can measure water dynamics
that are on a picosecond (10-12 s) and sub-picosecond (10-13 s) timescale; since bulk water
molecules forming a transient hydrogen bond network accompany rotational motions on a
timescale of picoseconds and sub-picoseconds [20]. However, these rotational dynamics of
hydrated water in the vicinity of a biomolecule are retarded to a nanosecond timescale.
Conventional NMR [19] and microwave dielectric spectroscopy [21,22] can detect such
retarded hydrated water dynamics, but are insensitive to the majority fraction, the bulk water,
which have motional dynamics from a picosecond to sub-picosecond timescale. It is only
recently that terahertz (THz) spectroscopy, which can measure the picosecond and sub-
picosecond dynamics associated with water, has become available [23-27]. Since an oscillation
frequency of 1.0 THz corresponds to a 0.16 ps rotation, dielectric responses in the THz
frequencies can provide bountiful information about the picosecond and sub-picosecond
dynamics of water.

In the present paper, we demonstrate THz spectroscopy can characterize the dynamics of bulk
water molecules in living human cancer cells. THz time-domain attenuated total reflection (THz
TD-ATR) spectroscopy is employed to determine the complex dielectric constant in the 0.2-4.0
THz region of distilled water and water in cells. Then the complex dielectric constants were
decomposed into their constituents (the slow relaxation, fast relaxation and intermolecular
stretching vibration modes) to characterize the dielectric responses of water in human cancer cells.

2 Principle

One of the biggest barriers to apply THz spectroscopy to biological samples is the strong
absorption coefficient of polar liquids in the THz frequencies, typically 250 cm-1 for distilled
water (310 K) at 1.0 THz [28]. This can, however, be overcome when THz TD-ATR
spectroscopy [29] is used, and the system optimized to accurately measure the target
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absorptive sample [30]. In this THz TD-ATR scheme, the temporal THz pulse is subject to
total internal reflection at the upper interface of an ATR prism, generating an evanescent p-
polarized THz field that penetrates into the sample for about 20 μm at 1.0 THz (in the case of
distilled water). Attenuated total reflectance (ATR) and phase shift spectrum (ϕ) can be
simultaneously determined by the Fourier transform of the temporal THz pulse.
Furthermore, the experimentally determined ATR and ϕ are calculated by the theoretical
Fresnel’s reflection coefficients, as expressed below [29],

ATR ¼ erSAM
rREF

�����
�����
2

ð1Þ

ϕ ¼ Arg
erSAM
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" #
ð2Þ

whereerSAM is the Fresnel’s reflection coefficient of the prism-sample interface and rREF is that
of the prism-air boundary.

As illustrated in Fig. 1, in the case of a two-interface model for a bulk sample (eε3) deposited
on a thin layer (eε2), the Fresnel’s reflection coefficient of the prism-layer boundary (er12) and the
layer-bulk interface (er23) are expressed as below:
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Fig. 1 THz TD-ATR with a two-interface model. This model can be applied when the penetration depth of the
evanescent field is greater than the thickness of the layer sample and the bulk sample is deposited on it.
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where ε1 and θ indicates the dielectric constant of the ATR prism and the incident angle,
respectively. When the thickness of the layer sample (d) is constant, the reflection coefficienter123 for the incident wavelength λ is described by Eq. (3) [31,32].

er123 ¼
er12 þer23exp i

4πd
λ

ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
ε1sinθ−eε2

q� �

1þer12er23exp i
4πd
λ

ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
ε1sinθ−eε2

q� � ð5Þ

By substitutingerSAM in Eq. (1) and (2) forer123 , and solving the simultaneous equation, the
complex dielectric constant of the layer sample alone (eε2 ) is determined if all the other
parameters are given. Validity of this calculation was confirmed in Ref. [29] and [32].

3 Method

In order to determine the complex dielectric constants of living human cells, we attached a cell
incubation chamber onto the ATR prism (made of silicone crystal) of our THz TD-ATR
spectrometer, TAS7500 (ADVANTEST Co.). Human malignant epithelial cells, DLD-1 (a
colon carcinoma cell), HEK293 (an embryo kidney cell), or HeLa (a fatal cervical carcinoma
cell) were cultured in a liquid culture medium on the ATR prism (kept at 310 K), with a
constant 5 % CO2 atmosphere supply to the incubation chamber. Through a transparent
window on the top of the incubation chamber, we confirmed the cells formed a confluent
monolayer on the ATR prism by using a digital microscope (KEYENCE Co., VH-Z50L).

The cross-section images of DLD-1, HEK293 and HeLa observed using a confocal
fluorescent microscope (Nikon Co., A-1) are shown in Fig. 2 (a)~(c). CellMaskTM orange
plasma membrane stain (Life Technologies Co.) was used to fluorescently stain the cell
membrane, and the cross-section images were built up at 0.1 μm steps by aggregating 2D
fluorescent images in the height direction. As a result, the thickness of the DLD-1, HEK293
and HeLa cell monolayer was determined to be 6.5±1.0 μm, 8.0±1.0 μm and 7.5±1.0 μm,
respectively, confirming the penetration depth of the evanescent field is greater than the
thickness of the cell monolayer. To determine the complex dielectric constant of each cell
monolayer alone, the two-interface model was used applying the cell monolayer as the layer
sample and the liquid culture medium above the cellular layer as the bulk sample, masking the
contribution of the medium.

4 Results and discussion

The determined complex dielectric constants of DLD-1, HEK293 and HeLa are compared
with that of distilled water (310 K) in Fig. 3. It is known that the dielectric responses of water
in the THz region are well damped and broad because collective motions of water are reflected.

Fig. 2 Cross-section fluorescent images of (a) DLD-1, (b)HEK293 and (c) HeLa. The intervals between white
broken lines indicates the measured cellular thickness.
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Hence, the complex dielectric response of the human cancer cells showed a broad, but
significant, decrease in the imaginary part compared to that of distilled water. These results
indicate that in the cell monolayer, a portion of the strongly absorbing bulk water has been
replaced by intracellular macromolecules and hydrated water, whose contribution to the
complex dielectric constant are negligibly small in the THz region [22,33]. In contrast, the
real part was almost unchanged except for a slight increase below 0.5 THz. These disparities
both in the real and imaginary part were significant since they are greater than the analytical
errors originated from fluctuation in cellular thickness (i.e. 6.5±1.0 μm for DLD-1).

The frequency-dependent differences between distilled water and living human cells are
shown in Fig. 4. Although slight differences (up to about 0.3) were observed in the real part
below 1.0 THz, the major differences were observed in the imaginary part; an exponential
increase as frequency decreased. However, no noticeable variations were found above 1.0 THz

Fig. 3 (a) Real part, and (b) imaginary part of the complex dielectric constants. The inset shows the close-up of
HeLa between 0.4 and 1.0 THz, and the error bar represents fluctuation of cellular thickness (6.5±1.0 μm).
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both in the real and imaginary part. This result indicates the frequency region below 1.0 THz
best reflects the particular dielectric responses of living cells.

In order to ascertain the cause of this frequency dependence, the experimentally determined
complex dielectric constants were decomposed into three components: a slow relaxation mode,
a fast relaxation mode, and an intermolecular stretching vibration mode for the bulk water,
whose loss peaks in distilled water are located at around 0.02 THz, 0.5 THz and 5.0 THz
[24,25]. This analysis is based on the assumption that dielectric loss peaks for both the
rotational dynamics of proteins (so-called β-dispersion) and orientation polarization of strong-
ly or weakly hydrated water molecules (δ-dispersion) lie in a region lower than 5 GHz, and
therefore the dielectric responses of water are dominant between 0.2 and 4.0 THz [22].
Furthermore, scattering by the cell structure was assumed to be negligible (see Ref. [33]).

Fig. 4 (a) Differences in the real part (=Re[εwater]−Re[εcell]), and (b) difference in the imaginary part
(=Im[εwater]−Im[εcell]).
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We fitted the determined complex dielectric constants of the cells and distilled water to a
Debye-Lorentz function using a least-square method [24,25].

εe ωð Þ ¼ χe1 þ χe2 þ χeS þ ε∞ ¼ Δε1
1þ iωτ1

þ Δε2
1þ iωτ2

þ AS

ωS
2 − ω2 þ iωγS

þ ε∞ ð6Þ

The first and second terms are the Debye-type slow and fast relaxation mode with
relaxation strengths Δε1(2) and relaxation times τ1(2). The third term shows the Lorentz-type
intermolecular stretching vibration with an amplitude AS, resonant frequency ωS and damping
constant γS, where the vibration strength VS can be calculated by VS=AS/(ωS)

2. The last term,
ε∞, is the higher frequency limit in the real part, which is a superposition of higher frequency
resonances such as intramolecular vibration modes and electron excitations [26]. To achieve
successful fits, τ1 was fixed at 6.33 ps for all the samples, which is the typical τ1 of bulk water
at 310 K [24].

As shown in Fig. 5, the decomposed complex dielectric constant of the HeLa cells fitted the
experimental results well. Additionally, the best-fitted parameters for all the human cancer
cells and their deviations from that of distilled water are summarized in Table 1. Although the
substantial decreases were observed in slow relaxation and stretching vibration modes, a
counter trend was confirmed in the fast relaxation mode. Increase in the higher frequency
limit may be partly because the dielectric constant of human cells (≒ 2.0) is larger than that of
distilled water (= 1.77) in the visible region [34].

As seen in Fig. 5, the slight increase in the lower frequencies in the real part for the
cancer cells and no significant change above 1.0 THz can be explained as follows: a 17
% increase in the fast relaxation strength of the HeLa cells would raise the real part,
especially below 1.0 THz. Since the fast relaxation process is closely associated with
non-hydrogen bonding structure transiently appearing in the hydrogen bond network, our
result seems to indicate the hydrogen bonds between water molecules in human cancer
cells are more fragile than those in distilled water. On the other hand, the real part above
1.0 THz is dominated by the intermolecular stretching vibration mode and the higher
frequency limit; the VS+ε∞ of the HeLa cells (3.67) are almost equivalent to that of
distilled water (3.69), and hence no significant difference was confirmed from 1.0 to 4.0
THz.

In the imaginary part, the appreciable reduction observed in the lower frequencies
originates mostly from a considerable decrease in the slow relaxation strength, while we
found a slight increase in the fast relaxation component. Additionally, the order of the
imaginary part among the cancer cells, as shown in Fig. 3(b), HeLa > DLD-1 > HEK293,
corresponds to the slow relaxation strength order (Table 1). However, since Δε1 is
proportional to the number density of bulk water molecules [22], the contribution of
excluded volume fraction of water molecules replaced by intracellular macromolecules
can not be ignored in this case. Taking into account that 15 % of HeLa consists of
biological molecules (such as nucleic acids, proteins and lipids) [35, 36], about 15 % out
of total 25 % decrease in Δε1 of HeLa is attributed to excluded volume of water. Hence,
the remaining 10 % decrease in Δε1 is supposed to suggest the characteristics of
intracellular water dynamics such as hydration effect, because the hydrated water with
nanosecond relaxation times has no contribution to the dielectric responses in the THz
frequencies. This interpretation is also valid for DLD-1 and HEK293 because biological
molecules occupy no more than 20 % in most human cancer cells.

Since each decomposed parameter of the cancer cells indicates rotational or transla-
tional motion of water on a picosecond or sub-picosecond timescale [24-26], the fitted

J Infrared Milli Terahz Waves (2014) 35:493–502 499



components are assumed to characterize intracellular water dynamics, for instance, the
hydration states or hydrogen bond network of the cell water. Further fundamental
experimental data on the dielectric responses of various biomolecular solutions will
enable greater discussion about picosecond or sub-picosecond intracellular water dynam-
ics to take place.

Fig. 5 Real part of (a) distilled water and (b) HeLa, and imaginary part of (c) distilled water and (d) HeLa. The
fitted result is well accorded with the experimental result. Superposition of the decomposed components (slow
relaxation, fast relaxation, intermolecular stretching vibration and higher frequency limit) is equal to the fitted
result. The inset shows the overhead view of the complex dielectric constant of distilled water between 0.001 and
10 THz.

Table 1 Best fitted relaxation strength, vibration strength and higher frequency limit with errors. The brackets
show deviations from water.

Water DLD-1 HEK293 HeLa

Δε1 68.34±0.03 49.04±0.01 (−28 %) 45.55±0.02 (−33 %) 51.59±0.02 (−25 %)

Δε2 2.18±0.03 2.37±0.01 (+9 %) 2.61±0.02 (+20 %) 2.56±0.02 (+17 %)

VS 1.35±0.04 0.96±0.02 (−29 %) 1.03±0.03 (−24 %) 0.99±0.03 (−27 %)

ε∞ 2.34±0.03 2.46±0.01 (+5 %) 2.47±0.02 (+6 %) 2.68±0.02 (+15 %)
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5 Conclusions

In this study, we compared the complex dielectric constant of distilled water to those of human
cancer cells (DLD-1, HEK293 and HeLa), since the dielectric responses in the THz frequencies
are supposed to be dominated by picosecond and sub-picosecond timescale water dynamics.
We found water molecules in cancer cells have dielectric responses that are distinct from those
in extracellular water, especially below 1.0 THz. If the reduction of water volume excluded by
intracellular biomolecules is taken into account, this is due to the significant decay in the slow
relaxation mode and enhancement of the fast relaxation strength of the water in these cancer
cells. On the other hand, only subtle differences were observed between the three cancer cell
lines. However, comparison of the dielectric responses of normal and cancer cells in the THz
region will enhance knowledge of relationship between intracellular water and cellular malig-
nancy that is pointed out in the earlier NMR experiments [17], and will provide a new means to
digitally enumerate cellular activities or functions. Furthermore, these studies of cellular
dielectric responses may help to accelerate and optimize the current investigations into the
effect of THz radiation on human cells and tissues [37-39].
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