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Nano metamaterials for 
ultrasensitive Terahertz biosensing
Dong-Kyu Lee1, Ji-Hun Kang2, Junghoon Kwon3, Jun-Seok Lee4,5, Seok Lee1, Deok Ha Woo1, 
Jae Hun Kim1, Chang-Seon Song3, Q-Han Park6 & Minah Seo1

As a candidate for a rapid detection of biomaterials, terahertz (THz) spectroscopy system can be 
considered with some advantage in non-destructive, label-free, and non-contact manner. Because 
protein-ligand binding energy is in the THz range, especially, most important conformational 
information in molecular interactions can be captured by THz electromagnetic wave. Based on the 
THz time-domain spectroscopy system, THz nano-metamaterial sensing chips were prepared for 
great enhancing of detection sensitivity. A metamaterial sensing chip was designed for increasing of 
absorption cross section of the target sample, related to the transmitted THz near field enhancement 
via the composition of metamaterial. The measured THz optical properties were then analyzed in 
terms of refractive index and absorption coefficient, and compared with simulation results. Also, 
virus quantification regarding various concentrations of the viruses was performed, showing a clear 
linearity. The proposed sensitive and selective THz detection method can provide abundant information 
of detected biomaterials to help deep understanding of fundamental optical characteristics of 
them, suggesting rapid diagnosis way especially useful for such dangerous and time-sensitive target 
biomaterials.

Since many intra/intermolecular vibration modes of biomaterials such as protein1, 2 and DNA3–6 are located 
within THz spectral range, there has been great interest in research with THz spectroscopic system for bioma-
terials. Specifically, in contrast to other optical techniques including ultraviolet or X-rays, its non-invasive and 
non-ionizing properties allow THz technique to be utilized as spectroscopy for even more complex structural 
biomaterials comprising cells7 and tissues8 without worrying about thermal fluctuations or other nonlinear side 
effects. In protein, especially, the conformational information plays a major role in molecular interactions and 
binding with ligands, which can be analyzed by the THz spectroscopy9, since the protein-ligand binding energy is 
in the THz range as well. However, the detection of such small change of optical property could be limited using 
THz spectroscopic system as it is, due to its too small absorption cross-section. Recently, metamaterial sensing 
chip based THz detection techniques have been developed for highly sensitive and selective detections of carbo-
hydrates10, chemical compounds11, 12, thin sample layer13, 14 and microorganisms15 and overcoming the limit of 
sensitivity with typical THz spectroscopic systems. Here, we report THz optical characteristics of three different 
AI viruses investigated using a highly sensitive THz spectroscopy system assisted by nanoscale metamaterial 
sensing chips. The sensing chip induces huge THz field enhancement16 as much as 50 times, leading to increase 
the detection sensitivity and selectivity at the same time. Therefore, the three different AI virus samples could be 
clearly discriminated with respect to their optical parameters. The quantification for one of the virus subtypes was 
also performed verifying the excellence of the THz nano-metamaterial sensing chip, finally.

Since several subtypes of Avian Influenza (AI) viruses, frequently causing worldwide outbreaks, are extremely 
pathogenic, a development of quick and accurate diagnostic methods has been highly demanded (see details in 
Supplementary Information). In order to investigate fundamental optical characteristics of targeted virus sam-
ples, THz transmission measurements without any assistive sensing chip were performed firstly. The targeted 
three virus samples are: A/NWS/33 (H1N1), A/wild bird/Korea/K09-652/2009 (H5N2), and A/Korean native 
chicken/Korea/K040110/2010 (H9N2), as shown in Table 1. Among three different virus samples, we chose the 
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H9N2 subtype virus and control (without inoculation of any virus) in pellet forms after freeze-drying process. 
An absorbance was extracted from the transmission measurement through a pallet type sample in a same way 
described in ref. 10. The H9N2 and control samples have no recognizable absorption features in the THz spec-
trum (Fig. 1a) due to superposition of many protein vibration modes and inhomogeneous broadening of absorp-
tion features17. In contrast to earlier works10–12, it is not easy to define fundamental resonance frequency to design 
nano-antenna based sensing chip for the target bio sample in this case without unique spectral features from their 
intrinsic modes. In this experiment, therefore, multi-resonance nano-antenna was suggested which is based on 
the concept of THz nano-antennas with a log-periodic alignment18. For an optically unknown target molecules, 
the multi-resonance nano-antenna is very useful, since it maintains very high sensitivity in ultrabroadband THz 
regime.

Figure 1b shows a schematic of THz transmittance measurement through the virus sample dropped sensing 
chip. The multi-resonance nano-antenna sensing chip was fabricated with two-dimensional punctured rectan-
gular slots with a width of w = 500 nm, lengths of l = 200, 100, 67, and 50 μm, and spacings between adjacent 
two antennas are 15, 7.5, and 3.75 μm in the horizontal direction, respectively. The second type of nano-antenna 
sensing chip, used in later measurements, was fabricated with a length of l = 40 um. The periods between slots 
are 40 um in the horizontal direction and 50 um in the vertical direction. These nano-antennas are patterned in 
a 150-nm-thick gold on the top of double-side-polished 500-μm-thick silicon wafer using an e-beam lithography 
technique. The total slot numbers more than 1000 within a whole area of 2 mm × 2 mm are designed to minimize 
possible errors from a random distribution of protein sample during the liquid drop casting. Each slot has a 
fundamental resonance (fres); for example, the multi-resonance nano-antenna sensing chip has three resonances 
at 0.62, 0.93, and 1.31 THz, respectively, and the single-resonance nano-antenna sensing chip has a single fun-
damental resonance at 1.4 THz according to the effective refractive index of substrate19. For the measurements 
of virus samples, we dropped 2 uL of virus solution in liquid state and dried it for 1 hour in controlled laboratory 
atmosphere (30% of relative humidity and 20 degree of Celsius) to avoid any possible signal error from the water 
absorption at THz frequency20. The dropped virus sample builds a thin film on the multi-resonance sensing chip 
as shown in the top of Fig. 1c. After 20 minutes of THz field excitation, diffraction pattern appeared in the middle 
of film as shown in the bottom of Fig. 1c. Without THz field, the pattern disappeared within 5 minutes. Protein 
aggregation and crystallization effect under high electric field have been reported previously21–23. Even though 
our case is not exactly matched to the conditions for the reported protein crystallization, such as concentration 
of protein, precipitants, pH, and temperature of protein solution, it can be assumed that the changed surface is 
related to the temporal aggregation as a beginning step of protein crystallization under strongly enhanced THz 
electric field. The further study on this interesting effect of protein aggregation and induced crystallization using 
nano-antenna assisted THz field is needed, but it will not be discussed here in depth (out of scope of this report).

THz optical response for H9N2 virus sample was characterized with transmission measurement through 
multi-resonance nano-antenna (Fig. 1d). The THz optical responses in terms of the changed values at three max-
imum transmittances (ΔT) and shifted resonance frequencies (Δf) are respectively plotted in Fig. 1e. As a mean-
ingful frequency for further measurements, 1.4 THz was selected owing to its biggest changes in both ΔT and 
Δf values, implying the highest sensitivity. Further results with 1.4 THz single-resonance nano-antenna in Fig. 2 
present that the viruses can be classified in terms of resonance frequency and decreased transmission ratio.

Measured transmission spectra via single-resonance nano-antenna sensing chip with a fundamental reso-
nance frequency at 1.4 THz with and without three AI virus samples are shown in Fig. 2a. Each virus sample 
shows a distinct transmission change and a shift in the resonance frequency related to their different surfaces and 
inherent strains. Further analysis and comparison of THz optical characteristics for different subtype viruses were 
investigated through numerical simulations using the Finite-difference time-domain (FDTD) method (Fig. 2b) 
(details in Supplementary Information). In FDTD simulations calculating transmission spectra, virus samples 
are considered as 5 μm-thick, homogeneous dielectric clads possessing different complex refractive indices as 
illustrated in inset (see the methods). In Fig. 2, experimental results on transmittance characteristics of various 
samples are compared with numerical FDTD results showing a good agreement. The transmission value change is 
affected by the molecular absorption accompanying with the change of the imaginary part of the refractive index, 
κ of each sample. Also, the change of the real part of the refractive index, n is related to the composition of the 
virus samples. The spectral changes in transmission, therefore, can be confident evidences to define and identify 
the virus samples, as well presented in both experiments and simulations.

In order to get more insight into detection mechanism using THz sensing chip, concentration dependence 
was examined for one subtype of the viruses. We measured transmission spectra for H9N2 virus in various con-
centrations via nano-antenna sensing chip (fres = 1.4 THz) as shown in Fig. 3a–d. The various concentrations of 
virus samples were prepared by diluting virus samples (total protein concentration: 0.28 mg/dl) with buffer liquid 
(total protein concentration: 0 mg/dl) by 1:1 and 2:1 volume ratio, producing four samples: 0, 1, 0.14, 0.28 mg/ml,  

Subtype-strain name
Total protein concentration 
(mg/ml)

A/NWS/33 (H1N1) 0.54

A/wild bird/Korea/K09-652/2009 
(H5N2) 0.2

A/Korean native chicken/Korea/
k040110/2010 (H9N2) 0.28

Table 1.  The strain names with subtype and total protein concentration of each virus samples are represented.
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respectively. The buffer is prepared without inoculation of any virus, as same as the control sample used in pellet 
experiment. As the concentration of virus increases, the maximum transmittance value decreases, due to its 
absorption change as shown in Fig. 3e (magenta). It is noted that the clear linearity can be extracted from the 
data, allowing a promising quantification tool of such protein samples which is one of the critical issues in protein 
studies. On the one hand, the resonance frequency is maintained, whereas the maximum value of the transmit-
tance was obviously changed in terms of the concentration. The virus-concentration-dependent refractive index 
was assumed with an effective medium approximation that treats heterogeneous media as homogeneous. The 
film-likely coated sample on the metamaterial is assumed as 5 μm thick cladding, same as previous FDTD simu-
lations in Fig. 2b, and the densest concentration of protein among three virus samples is 0.54 mg/ml. According 
to ref. 22, the density of the influenza virus is calculated as 1.104 g/ml24, the volume fraction in the coated virus 
sample on the sensing chip can be estimated as about 0.05%. The used volume fraction is too small to evidently 
affect the whole refractive index of the sample. Therefore, the resonance frequency is not significantly changed in 
terms of the concentration increase, besides initial change Δf = 0.18 THz was observed from bare antenna to first 
dropping. The FDTD simulation results (Fig. 3e) also confirm that the transmittance value is mainly changed, 

Figure 1.  THz detection of virus samples. (a) Absorption spectra for pallet types of virus included a protein 
sample (H9N2) and a control sample without virus in it. (b) A conceptual schematic of THz detection of virus 
samples in liquid state using a nano slot-antenna array based sensing chip. (c) Optical images of dropped 
virus solutions onto the multi-resonance nano-antenna array before (top) and after (down) THz excitation. 
(d) Transmittance spectra through multi-resonance nano-antenna that have three resonance peaks, with and 
without H9N2 sample onto the antenna. (e) The difference in transmitted intensity (ΔT) and shifted resonance 
frequency from each fundamental resonance peak of multi-resonance nano-antenna (Δf) for H9N2 sample are 
represented.
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Figure 2.  THz optical properties for various types of virus samples. (a) Normalized THz transmission spectra 
measured using the single-resonance nano-antenna without virus sample (black), and with selected three 
viruses, H1N1 (blue), H5N2 (cyan), and H9N2 (magenta). (b) FDTD simulation results of transmittances 
for the single-resonance nano-antenna and the three different model samples with various composition of 
dielectric constants (n and κ) are shown. Inset indicates a used geometry for simulation.

Figure 3.  Virus quantification by nano-metamaterial based THz detection. (a–d) Normalized THz spectra 
for various concentrations (0, 1, 0.14, 0.28 mg/ml) of H9N2 virus in the buffer solution. (e) The changes in 
the maximum values of the normalized transmittances (ΔT, magenta closed circle) and shifted resonance 
frequency (Δf, green closed triangle) are plotted for H9N2 virus in different concentrations as a function of 
concentration level. The red bar is error bar of buffer solution measurement. Black line and gray dashed line are 
linear fitting of the transmittance change and frequency shift data, respectively. (f) FDTD simulation results of 
transmittances for three different model samples with various composition of dielectric constants (n and κ) are 
shown.



www.nature.com/scientificreports/

5SCientifiC REPOrTS | 7: 8146  | DOI:10.1038/s41598-017-08508-7

whereas the resonance shift is negligible with increasing of κ. To exclude the concentration dependency in classi-
fying and subtyping various viruses, considering the normalization per unit mass of virus is essential.

In order to categorize the subtype of viruses, finally, the THz transmittance spectra via the sensing chips are 
characterized with two important parameters; the resonance frequency shift and the decrease of normalized 
transmittance value. The ΔTnorm is again defined with the relationship between the decrease of normalized trans-
mittance value and a mass of virus in the sample as following: ΔTnorm =  −T T

m
buffer v , where Tbuffer is a transmittance 

maximum value for buffer solution without any protein, Tv is a transmittance maximum value for virus contained 
protein, and m is a mass of virus sample calculated from concentration of virus samples. Δf is the shifted fre-
quency from the maximum value of Tbuffer to Tv. The transmission spectra for three virus samples (H5N2, H1N1, 
and H9N2) were mapped with two parameters, ΔTnorm and Δf (Fig. 4), showing their own frequency shift and 
mass-normalized transmittance change. For three virus samples, ΔTnorm and Δf were extracted from Fig. 2a. 
Especially, the H9N2 has a same surface protein, neuraminidase, with H5N2, but the location of it in the map is 
farther than H1N1. This is reasonable with the fact that each same subtype of virus has a same spike shaped pro-
tein, located outside of the virus but different strain in it. Therefore, it can be explained that H9N2 is located far 
from H5N2 in the map, since the difference of strain in the virus may be larger than other subtype of viruses. For 
the complete mapping of the subtype of the viruses, further substantial experiments with various types of samples 
to collect vast database will be worth.

In conclusion, The THz optical characteristics of several types of AI viruses were investigated using 
nano-metamaterial sensing chip with THz spectroscopy. Multi-resonance nano-antenna sensing chip is very 
useful to detect optically unknown bio samples, especially, as such viruses without their unique fingerprinting 
at reliable frequency range. This preliminary attempt allows us to select suitable single-resonance nano-antenna 
optimized for the special virus detecting. The measured THz spectra for various virus samples were analyzed in 
terms of the optical properties, and discussed with FDTD simulations demonstrating that spectral changes can 
emerge from the optical properties of samples near the nano-antenna. According to the optical properties includ-
ing complex refractive index and absorption characteristics, tested viruses could be categorized with respect to 
their subtypes. Moreover, the virus quantification was successfully performed with a concentration dependence. 
Introduced nano-metamaterial based THz sensing, here, can provide a quick solution for the detection of AI 
viruses in non-contact and label-free manner, allowing quantification with very high accuracy additionally.

References
	 1.	 Xie, L., Yao, Y. & Ying, Y. The Application of Terahertz Spectroscopy to Protein Detection: A Review. Appl. Spectrosc. Rev. 49, 

448–461 (2013).
	 2.	 Chen, J.-Y., Knab, J. R., Ye, S., He, Y. & Markelz, A. G. Terahertz dielectric assay of solution phase protein binding. Appl. Phys. Lett. 

90, 243901 (2007).
	 3.	 Arora, A. et al. Terahertz-time domain spectroscopy for the detection of PCR amplified DNA in aqueous solution. Analyst 137, 

575–579 (2012).
	 4.	 Tang, M. et al. Terahertz spectroscopy of oligonucleotides in aqueous solutions. J. Biomed. Opt 20, 095009 (2015).
	 5.	 Brucherseifer, M. et al. Label-free probing of the binding state of DNA by time-domain terahertz sensing. Appl. Phys. Lett. 77, 

4049–4051 (2000).
	 6.	 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).
	 7.	 Shiraga, K. et al. Characterization of Dielectric Responses of Human Cancer Cells in the Terahertz Region. J Infrared Milli Terahz 

Waves 35, 493–502 (2014).
	 8.	 Meng, K. et al. Terahertz pulsed spectroscopy of paraffin-embedded brain glioma. J. Biomed. Opt 19, 077001–077001 (2014).
	 9.	 Yoneyama, H. et al. Terahertz spectroscopy of native-conformation and thermally denatured bovine serum albumin (BSA). Phys. 

Med. Biol. 53, 3543–3549 (2008).
	10.	 Lee, D.-K. et al. Highly sensitive and selective sugar detection by terahertz nano-antennas. Sci. Rep. 5, 15459 (2015).

Figure 4.  Classified map for various virus samples as functions of the frequency shift and transmittance 
decrement per unit mass. The three different subtype virus show their own frequency shift and mass-
normalized transmittance change.



www.nature.com/scientificreports/

6SCientifiC REPOrTS | 7: 8146  | DOI:10.1038/s41598-017-08508-7

	11.	 Lee, D.-K. et al. Ultrasensitive Detection of Residual Pesticides Using THz Near-Field Enhancement. IEEE Trans. THz. Sci. Technol. 
6, 389–395 (2016).

	12.	 Park, H.-R. et al. Colossal Absorption of Molecules Inside Single Terahertz Nanoantennas. Nano Lett. 13, 130305151332003–1786 
(2013).

	13.	 Fan, F., Gu, W.-H., Wang, X.-H. & Chang, S.-J. Real-time quantitative terahertz microfluidic sensing based on photonic crystal pillar 
array. Appl. Phys. Lett. 102, 121113 (2013).

	14.	 Chen, M. et al. Terahertz ultrathin film thickness sensor below λ/90 based on metamaterial. Appl. Opt. 55, 6471–6474 (2016).
	15.	 Park, S. J. et al. Detection of microorganisms using terahertz metamaterials. Sci. Rep. 4, (2014).
	16.	 Seo, M. A. et al. Terahertz field enhancement by a metallic nano slit operating beyond the skin-depth limit. Nat. Photon. 3, 152–156 

(2009).
	17.	 Acbas, G., Niessen, K. A., Snell, E. H. & Markelz, A. G. Optical measurements of long-range protein vibrations. Nat. Comms. 5 

(2014).
	18.	 Park, H. R. et al. Terahertz nanoresonators: Giant field enhancement and ultrabroadband performance. Appl. Phys. Lett. 96, 121106 

(2010).
	19.	 Kang, J. H., Choe, J.-H., Kim, D. S. & Park, Q.-H. Substrate effect on aperture resonances in a thin metal film. Opt Express 17, 

15652–15658 (2009).
	20.	 van Exter, M., Fattinger, C. & Grischkowsky, D. Terahertz time-domain spectroscopy of water vapor. Opt. Lett. 14, 1128–1130 

(1989).
	21.	 Hou, D. & Chang, H.-C. ac field enhanced protein crystallization. Appl. Phys. Lett. 92, 223902 (2008).
	22.	 Zhao, W., Yang, R., Tang, Y., Zhang, W. & Hua, X. Investigation of the Protein−Protein Aggregation of Egg White Proteins under 

Pulsed Electric Fields. J. Agric. Food Chem. 57, 3571–3577 (2009).
	23.	 Wakamatsu, T. Method and apparatus for characterization of electric field-induced aggregation in pre-crystalline protein solutions. 

Rev. Sci. Instrum. 86, 015112 (2015).
	24.	 Sharp, D. G., Taylor, A. R., McLean, I. W. & Beard, D. Densities and sizes of the influenza viruses A (PR8 strain) and B (Lee strain) 

and the swine influenza virus. J. Biol. Chem. 159, 29 (1945).

Acknowledgements
This research was supported by the National Research Foundation of Korea (NRF) grant funded by the Korea 
government (MSIP) (2016R1A2B2010858) and the Global Frontier Program through NRF grant funded by 
the Ministry of Science, ICT & Future Planning (2016M3A6B3936653) and KIST intramural grants with No. 
2E26490 and 2E25723. J-H.K. was supported in part by Basic Science Research Program through the National 
Research Foundation of Korea (NRF) funded by the Ministry of Education (NRF-2013R1A1A2011757).

Author Contributions
D.-K.L. carried out THz experiments and wrote the paper with M.S., J.K. prepared samples with C.-S.S., J.-H.K. 
and Q.-H.P. calculated spectra using FDTD method. J.-S.L., S.L., D.H.W., and J.H.K. contributed to analyze 
experimental data and prepared figures. The manuscript was written through contributions of all authors. All 
authors have given approval to the final version of the manuscript. All schematic illustrations were prepared by 
the authors.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-08508-7
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1038/s41598-017-08508-7
http://creativecommons.org/licenses/by/4.0/

	Nano metamaterials for ultrasensitive Terahertz biosensing

	Acknowledgements

	Figure 1 THz detection of virus samples.
	Figure 2 THz optical properties for various types of virus samples.
	Figure 3 Virus quantification by nano-metamaterial based THz detection.
	Figure 4 Classified map for various virus samples as functions of the frequency shift and transmittance decrement per unit mass.
	Table 1 The strain names with subtype and total protein concentration of each virus samples are represented.




