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Abstract: Terahertz (THz) wave is a good candidate for biological sample detection, because vibration
and rotation energy levels of biomolecule are in THz band. However, the strong absorption of THz
wave by water in biological samples hinders its development. In this paper, a method for direct
detection of THz absorption spectra of L-arginine suspension was proposed by using a strong field
THz radiation source combined with a polyethylene cell with micrometer thickness in a THz time-
domain spectroscopy system. And the THz absorption spectrum of L-arginine solution was simulated
by the density functional theory and the simulation result is in good agreement with the experimental
results. Finally, the types of chemical bond interaction that cause the absorption peak are identified
based on the experimental and simulation results. This work paves a way to investigate the THz
absorption spectra and intramolecular interactions of aqueous biological samples.

Keywords: terahertz waves; L-arginine; terahertz time-domain spectroscopy system; density
functional theory; interaction region indicator

1. Introduction

Terahertz (THz) waves are electromagnetic waves with frequencies between 0.1 and
10 THz and lie between microwave and infrared wave [1]. The single-photon energy of THz
waves is only in the order of milli-electron volts, which is comparable to the vibrational
rotation energy level of most organic molecules, so THz wave can be used to detect the
fingerprint spectra of biological substances without any harmful photoionization [2,3].
Recently, the THz properties of mononuclear ions [4-6], small molecules [7-9]. In addi-
tion, the THz spectroscopy and sensing of biochemical samples have received extensive
attention [10-12]. Recently, a reflective time-domain polarization spectroscopy system
and chiral metasurface sensor to realize high-sensitive quantitative detection of proline,
alanine, and tyrosine aqueous solution [13], and realize the proteolysis sensing of bovine
serum albumin under the reaction of papain [14]. An all-dielectric metasurface with the
functionalized gold nanoparticles was used to qualitatively detect the concentration of
HA antigen [15]. THz chiroptical spectroscopy enables the registration and attribution of
chiral phonons for microscale and nanoscale crystals of amino acids and peptides [16]. THz
spectroscopic detection of amino acids has been significant due to the amino acids play an
important role in biomedical, chemical, and food industries [17,18]. Also, THz spectroscopy
is an ideal tool to distinguish enantiomers from racemates of amino acids [19-21].

Due to the strong absorption of THz wave by water [22-25], and the slow development
of high power THz wave source [26-29], THz microfluidic detection technology [30-32]
and THz attenuated total reflection detection technology [33-37], the advancement of THz
spectroscopy detection technology for water-containing biological substances is slow. In this
paper, we investigated the absorption characteristics of L-arginine aqueous solution in THz
band through simulation and experimental detection, because it is a semi-essential amino
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acid in the body, and its main physiological functions are lowering blood pressure [38—40],
regulating blood glucose [41], protecting the liver [42], enhancing immunity and limiting
tumor growth [43-47], benefit embryo survival and foetal development [48-51], accelerating
wound healing [52,53]. At present, the THz properties of L-arginine are mainly tested with
solid samples [54,55], and the computational accuracy in simulating the THz spectra of solid
L-arginine still needs to be improved, and the research on microstructure and intramolecular
interactions of L-arginine using THz spectroscopy needs to be deepened, and there is no
simulation research on its aqueous solution. In the study of the THz characteristics of
water-containing samples, some exploratory studies have been carried out to overcome
the strong absorption of THz waves by water and thus achieve their THz spectra [56-58].
And our group also tested the THz absorption spectra of living Hela cells, aqueous lactose,
and aqueous L-arginine [59-61] with THz time-domain spectroscopy (THz-TDS) systems.
On the basis of previous studies, we measured the THz absorption spectrum of L-arginine
aqueous solution with higher accuracy by a THz-TDS system with a strong-field THz source
and a polyethylene sample cell in this paper. We also calculated THz spectral properties
of aqueous L-arginine by density functional theory (DFT). Combining the experimental
and theoretical results, we attributed the molecular vibration modes corresponding to the
characteristic peaks, and identified the types and locations of intramolecular interactions in
L-arginine aqueous solvent.

2. Experiment
2.1. Sample Preparation

The L-arginine solid powder used in this paper was provided by the Institute of
Modern Physics, Chinese Academy of Sciences, with a purity of more than 98%. Since
polyethylene has high transmission properties for THz waves, a polyethylene cell was
used to contain L-arginine aqueous solution for THz spectral detection. Figure 1a is the
empty sample cell with inner diameter of 7 mm and depth of 100 um, respectively. In order
to eliminate the influence of impurities on the experimental results, the cell was cleaned
and dried before testing. After that, solid L-arginine powder was placed into the center
of the sample cell, as shown in Figure 1b. Finally, deionized water was sprayed into the
L-arginine powder using a small spray bottle to prepare the L-arginine suspension sample,
as shown in Figure 1c. The concentration of L-arginine suspension is 0.3 mg/mL.

(a) (b) (c)

Figure 1. Preparation process of L-Arginine suspension. (a) The empty sample cell; (b) The sample
cell with solid L-arginine power; (c) The sample cell with L-arginine suspension.

2.2. Experimental Setup

The schematic diagram of THz-TDS system for testing the L-arginine suspension is
shown in Figure 2. The femtosecond laser (Maitai, Spectra-Physics) was used as light source
with central wavelength of 800 nm, pulse width of 70 fs, repetition rate of 1 kHz, and output
power of 1 W. The femtosecond laser beam was divided into pump beam and probe beam
by a 70/30 beam splitter (BS), the pump beam with 70% of total power is focused on the
PCA by the lens (L1) after passing through the delay line to generate THz waves, and the
probe beam with 30% of total power is reflected by the mirror (M7, M8) and focused on the
ZnTe crystal by the L2. When the focused fs beam illuminated on a biased photoconductive
antenna (PCA), the photo-excited surge current was induced and the sub-picosecond THz
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pulse propagated into the free space. The THz beam was collimated and focused onto the
center of the sample cell by two pairs of gold-coated off-axis parabolic mirrors (PM1, PM2).
Because the sample is sufficiently thin, so the THz waves can pass through it, and the THz
waves carrying the sample’s information was collected by the PM3, PM4, then reflected
onto a ZnTe crystal by an indium tin oxide (ITO) film, and the polarization properties of
the ZnTe crystal was changed. The probe beam was focused on the ZnTe crystal by the
L2, and its polarization state is affected by the ZnTe. When there is no THz electric field,
the probe beam after passing through ZnTe is linear polarized. After a quarter wave plate
(QWP), its polarization state changes to circular polarization. Wallaston prism (WP) divides
the circularly polarized beam into two linearly polarized beams, one is o light and the other
is e light, which are respectively received by two photo-diodes of the balance detector (BD).
Because the two beams have the same power, the output current of the BD is zero. When a
THz pulse electric field and detection pulse is incident on ZnTe crystal at the same time,
the probe beam becomes elliptical polarized. Then, the elliptically polarized light passes
through the QWP and WD, the intensity of o light and e light becomes different. Finally,
the BD loses balance and the differential signal is fed into a lock-in amplifier, and the output
current is proportional to the intensity of THz electric field. The time domain waveform of
THz wave was obtained by moving the delay line to adjust the relative position of the THz
wave and the probe light, and its spectrum can be obtained through Fourier transform.

BS
Balance Lock-in - \\\7 Ml
Detector Amplifier %

pump probe
\ PM3 PM2
> Delay line bea:)m beam
Prism p - /
M3 yd M2 Coaxial Cable
B THz Beam
N\ N M5
QWP M AN Laser Beam
ZnTe PCA L1
CJ
H /M6
ITO H 7
L2 - PM4 PMI
N\ s 7
Power
supply

Figure 2. Schematic of THz-TDS system with a sample cell. BS: beam splitter; M: mirror; L: lens;
PM: parabolic mirrors; ITO: indium tin oxide; QWP: quarter waveplate; PCA: photoconductive

antenna.

To reduce the effect of water in L-arginine suspension on the experimental results,
deionized water was used as reference. 20 pL deionized water was dropped into the center
of the sample cell by a pipette gun and the time domain waveform of the THz wave passing
through the water was detected by the THz-TDS system as the reference signal. Afterward,
a sample cell containing L-arginine suspension was measured in the THz-TDS system and
its THz time domain waveform was obtained. Through the comparison and corresponding
treatment of the THz spectra of water and sample, the influence of water is eliminated,
and the absorption spectrum of the sample is obtained.

3. Theoretical Methods
3.1. Model Establishment

In order to investigate the THz spectral properties of L-arginine aqueous solution and
understand the relationship between the vibration and rotation characteristics of chemical
groups in molecule and their THz spectra, DFT calculation is attractive as an effective
tool. The initial structural model of L-arginine was extracted from the PubChem [62] web
database, as shown in Figure 3. The hybrid functional B3LYP [63] and the basis set 6-31G(d)
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were chosen for the simulation. In order to reduce the error caused by B3LYP’s failure to
describe the van der Waals force of the calculated system, the dispersion correction term
(B3LYP-D3B]J) proposed by Grimme [64] was introduced. Considering that the sample is a
kind of aqueous solution, we use an implicit solvent model in the simulation. The model
does not specifically describe the specific structure and distribution of solvent molecules
near the solute, but regards the solvent environment as a polarizable continuous medium,
so the average effect of the solvent can be calculated. In the calculation, the SMD (Solvation
Model Based on Density) solvent model from the implicit solvent model [65] was used,
the solvent is water, the charge of the system is 0, and the spin multiplicity is 1.

H

Figure 3. Single-molecule of L-arginine.

3.2. Interaction Region Indicator

In this paper, the Interaction Region Indicator (IRI) [66] was used to analyze the
interactions within the L-arginine molecule visually, which is a simple, intuitive and
efficient way to identify the type and location of interactions within a molecule. IRI can be
defined as follow: V()

p(r
IRI(r) o(r)]° 1)
where « an adjustable parameter and, « = 1.1 is adopted for standard definition of IRI
method, p(r) is the electron density.

The interaction strength and characteristics of different regions are distinguished
by projecting the sign(A;)p onto the IRI equivalent surface, as shown in Figure 4, where,
the sign(A,) represents the sign of the second largest eigenvalue of the electron density
Hessian matrix, which reflects the type of interaction, and p(r) indicates the strength of the
interaction, thus the sign(A;)e function can be mapped on IRI isosurfaces with different
colors to vividly show nature of interaction regions revealed by IRI. The green color
indicates the van der Waals interaction region, the red region indicates the presence of
certain potential resistance, the blue region indicates significant attraction. The color depth
on each color band represents the strength of the interaction.
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Figure 4. Standard coloring method and chemical explanation of sign(A,)p on IRI isosurfaces. Ay
represents the sign of the second largest eigenvalue of the electron density Hessian matrix, and p is the
electron density. When p > 0 and A, < 0, the atoms in the molecule show notable attraction, which
corresponds to the blue area. When p > 0 and A, > 0, the atoms show notable repulsion, which
corresponds to the red area. When p ~ 0, it indicates van der Waals interaction, which corresponds
to the green area. When p > 0 and Ay < 0, sign(A;)p smaller than —0.04, and a chemical bond is
formed which is indicated by the blue arrow.

4. Results and Discussion
4.1. Experimental and Simulated Spectra of L-Arginine Aqueous Solution

By using the experimental method described in 2, the THz spectrum of L-arginine
suspension was experimentally measured, as shown in Figure 5. There are four absorption
peaks at the frequencies of 0.98, 1.36, 1.47, and 1.69 THz. The absorption peaks at 0.98
and 1.69 THz are more obvious, while the absorption peaks at 1.36 and 1.47 are weaker.
The absorption peaks at 0.98, 1.47 and 1.69 THz are consistent with the reported results
of solid L-arginine [54,55], as shown in Table 1, while a new absorption peak appears at
1.36 THz, which is caused by the interaction between water molecules and L-arginine
molecules. Besides the four obvious absorption peaks, there are some relatively weaker
peaks, which may be caused by system noise, or by the interaction between arginine
molecules and hydrogen bonds.

120

100

0.5 1.0 1.5 20

0 1

Frequency /THz
Figure 5. Experimental spectrum of L-arginine suspension, which was obtained by the THz-TDS
system with a strong-filed THz source and a polyethylene sample cell. The A:Ap,o of the y-axis
label indicates the ratio of the spectrum of L-arginine suspension to the spectrum when water is used
as reference.

Table 1. The absorption peaks of L-arginine suspension in this experiment and the absorption peaks
of L-arginine solid in references.

Sample Experiment (THz) Ref. [54] (THz) Ref. [55] (THz)
0.98 0.99 0.97
L-arginine 1.36 P -
8 147 1.46 1.46

1.69 2.02 1.68
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In the calculation, the maximum force, root mean square (RMS) force, maximum dis-
placement and RMS displacement of L-arginine molecular structure meet the requirements
of default convergence limit after geometric optimization, and there is no virtual frequency
in the frequency calculation results. The calculated THz absorption spectrum of L-arginine
solution is shown in Figure 6 by Multiwfn [67] and Origin.

The absorption peaks of simulated spectrum are 0.87, 1.32, 1.43, and 2.01 THz, which
respectively correspond to absorption peaks of THz experimental spectra at 0.98, 1.36, 1.47,
and 1.69 THz. Compared with the experimental results, the simulation results also have four
absorption peaks, and the peak positions are basically consistent. However, the deviation
is larger at low frequency and high frequency. In the low frequency range, the vibration
of L-arginine tends to the overall vibration, and the single-molecule model used in the
simulations fails to take into account the intermolecular interactions, thus leading to a
large error of 0.87 THz in the simulated spectrum and 0.98 THz in the experimental
spectrum. In the high frequency range, the error between the calculated 2.01 THz and the
experimental result of 1.69 THz is larger, mainly because the implicit solvent model used in
this simulation affects the potential energy surface of the system to some extent, which will
affect the geometric optimization as well as the simulation of the vibration frequencies.

-1

180 1.43
160

140
120 1.3
100

80}
2.01
60 o0.87

40}
20}

08 10 12 14 16 18 20
Frequency/THz

Molar absorption coefficient / L mol'1 cm

Figure 6. Simulated spectrum of L-arginine suspension in SMD solvent model obtained by
B3LYP(D3BJ) and the basis set 6-31G(d), and there are four absorption peaks with the frequencies of
0.87,1.32,1.43 and 2.01 THz.

4.2. Analysis of Vibrational Modes

The THz spectrum is related to the molecular structure, and the absorption peaks are
intimately bound up with the vibration modes of each group in the molecules. The key
word of “freq = intmodes” was added to the frequency calculations when carrying out the
theoretical simulation, which can decompose per normal vibration mode into the contri-
bution of each redundant internal coordinate, also contribute to assign the characteristics
of vibration mode. To analyze the vibrational modes intuitively, the structural vibration
mode of each absorption peak is shown in Figure 7. At the same time, the vibrational
modes of L-arginine were attributed to obtain the contribution of major groups and atomic
redundant internal coordinates to the normal vibrational modes at different frequencies,
and the results are presented in Table 2.
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(c) (d)

Figure 7. Vibrational modes of L-arginine at (a) 0.87 THz; (b) 1.32 THz; (c) 1.49 THz; (d) 2.01 THz
obtained by visualization software.

Table 2. Vibrational mode assignment of L-arginine.

Sample Experiment (THz) Simulation (THz) Vibrational Modes
0.98 0.87 C7-C8-C10&C9-C11 (63.2%)
L-areinine 1.36 1.32 C9-C11 (44.5%)
& 147 143 C7-C8-C10&C9-C11 (75.2%)
1.69 2.01 C7-C8-C10&C9-C11 (52.6%)

At 0.87 THz, the whole L-arginine molecule drives the guanidine group (C12-N4-N5-
H23-H24-N6-H25-H26) and each atom and atomic group on the heterolateral side of the
guanidine group to do out-of-plane wagging vibration simultaneously with C10-C8 as the
vibration center, as shown in Figure 7a. C9 and C10 and the two methylenes (C8-H15-H16,
C7-H13-H14) connected to them make torsional vibration, and their redundant internal
coordinate contributions account for 41.9%; the vibration of each atoms and atomic groups
with C9 as the center and connected to it accounts for 21.3%. At 1.32 THz, the vibration
of L-arginine is mainly a scissoring vibration of atoms and atomic groups on both sides
centered on C10-C8, as shown in Figure 7b. The redundant internal coordinate contribution
of amino group (N3-H20-H21) centered on the C9 atom and connected to it together
with the O2 atom and the hydroxyl group (O1-H22) connected to C11 accounts for 44.5%.
At 1.43 THz, the vibration of L-arginine is mainly the twisted vibration of guanidine and
the atoms and atomic groups on the opposite side of guanidine with C10-C8 as the center,
as shown in Figure 7c. The twist vibration of C7-C8-C10 and the hydrogen atoms connected
with it and the vibration of the guanidinium group driven by them accounts for 46.3%; The
vibration of atoms and atomic groups with C9 as the center and connected to it accounts
for 28.9%. At 2.01 THz, C10-C8 vibration stretching vibration drives all atoms and atomic
groups on the opposite side of guanidine group and guanidinium group to do out-of-plane
wagging vibration, as shown in Figure 7d. The bending vibration of C10-C8 and the
hydrogen atoms connected to it and the guanidine vibration driven by them accounts for
22.4%; The vibration of atoms and atomic groups with C9 as the center and connected to it
accounts for 30.2%. The visualization of vibrational mode analysis can explore the origin of
the vibration of L-arginine in the THz band.
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4.3. Visual Analysis of the Interaction with IRI

The chemical bonds and location of weak intramolecular interactions in the system
are investigated using the wave function analysis program Multiwfn and the IRI method,
and the color filled 3D isosurfaces is drawn using the molecular visualization program
VMD. As shown in Figure 8, there are six isosurfaces (marked with orange circles) within
the L-arginine molecule, and all of them are dominated by green and red, which indicates
that the presence of van der Waals interaction (weak hydrogen bonding) and site-blocking
effect in the molecule.

Figure 8. Isosurface map of L-arginine obtained by the VMD, where Carbon, Hydrogen, Oxygen,
and Nitrogen atoms are colored in cyan, white grey, red, and slateblue, respectively, and the long dark
blue bar indicates the chemical bond. The coloring of this figure is consistent with that of Figure 4.

To further quantify the type of weak intramolecular interactions, color scatter maps
between IRI and sign(A;)p of L-arginine were plotted with Multiwfn and Gnuplot software,
as shown in Figure 9, and the colors shown in the plot are consistent with those in Figure 4.
In Figure 9a, the spikes with the sign(A;)p value smaller than —0.2 correspond to the
chemical bonding within the L-arginine molecule while those with sign(A;)e between
—0.05 and 0.05 indicate weak intermolecular interactions. The region between —0.05 and
0.05 is zoomed in and shown in Figure 9b.

250 s
225
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0.015 225
0.010 2.00
0.005
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200 B8
175 B 175
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= 10k 1.00 0015
0.75 0.75 ~0.020
0.50 f 0.50 0025
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Figure 9. Color scatter maps of L-arginine. (a) Color scatter maps with sign(A;)p from —0.40 to 0.10.
(b) Color scatter maps with sign(A;)p from —0.05 to 0.05.

In combination with Figures 8 and 9b, the types and locations of weak intermolecular
interactions within the L-arginine molecule can be identified in detail. Both N6-H26 and
C10-H19-H18 have green and red isosurfaces, and the red isosurface at N5-C12-N4-C10
corresponds to the spike at 0.008 in Figure 9b, which indicates the site-resistance effect;
and the green isosurface indicates the weak hydrogen bonding between the N6 and H18,
H19. Four predominantly green and slightly red isosurfaces locate at between N4 and
H13, C8-H15 and N3-H20, H16 and O2, O1 and H13, which correspond to the spikes
between —0.012 and 0.008 in Figure 9b, where the red isosurface between N4 and H13
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indicates the potential resistance effect of N4-C10-C8-C7 and the green one between N4
and H13 represents the weak hydrogen bonding interaction between them. The green
isosurface between C8-H15 and N3-H20 indicates a weak hydrogen bonding between
N3 and H15, and the slightly red one means there is a weak potential resistance effect
of C8-C7-C9-N3. The green isosurface between H16 and O2 indicates a weak hydrogen
bonding between them, and the slightly red isosurface indicates a weak site-resistance
effect of C8-C7-C9-C11-O2. The green isosurface between O1 and H13 indicates a weak
hydrogen bonding between them, and the slightly red isosurface indicates a weak site-
resistance effect of H13-C7-C9-C11-O1. A half-red and half-green isosurface exists between
02 and the amino group (N3-H20-H21), the green one indicates a weak hydrogen bonding
interaction between O2 and H20, and the red one represents a strong site-resistance effect
of 02-C11-C9-N3, corresponding to the 0.012 spike in Figure 9b.

5. Conclusions

The THz photon energy is comparable to the vibrational rotation energy level of most
organic molecules, so THz wave is suitable for detection the fingerprint spectra of biological
substances. However, the strong absorption of THz wave by water in biological samples
hinders its development. In order to solve the problem of using THz technology to detect
aqueous biological samples and explore the relationship between their characteristic spectra
and their molecular structure, we successfully detected the THz spectrum of L-arginine
suspension by a THz-TDS system with a high-power THz photoconductive antenna and a
sample cell with micrometer size. There are four absorption peaks with the frequencies
of 0.98, 1.36, 1.47 and 1.69 THz in the range of 0.1-2.0 THz. DFT was used to simulate
the absorption characteristics of aqueous L-arginine, and four absorption peaks with the
frequencies of 0.87, 1.32, 1.43, and 2.01 THz were obtained, which are basically consistent
with the experimental results. The deviation is caused by the single-molecule model and
implicit solvent model approximation in the simulation. The vibrational modes of aqueous
L-arginine were analyzed and intramolecular interactions are investigated using the wave
function analysis program Multiwfn and the IRI method. The work provides a method
to measure the THz absorption spectra and explore weak intramolecular interactions of
aqueous biological samples, which is of great significance for people to use THz wave to
study life substances and apply them to disease diagnosis in the future.
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