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Stable isotope dilution HILIC-MS/MS method
for accurate quantification of glutamic acid,
glutamine, pyroglutamic acid, GABA and
theanine in mouse brain tissues
Koichi Inouea,b, Yasuto Miyazakib, Keiko Unnoc, Jun Zhe Minb,
Kenichiro Todorokib and Toshimasa Toyo’okab*
ABSTRACT: In this study, we developed the stable isotope dilution hydrophilic interaction liquid chromatography with tandem
mass spectrometry (HILIC-MS/MS) technique for the accurate, reasonable and simultaneous quantification of glutamic acid
(Glu), glutamine (Gln), pyroglutamic acid (pGlu), γ-aminobutyric acid (GABA) and theanine in mouse brain tissues. The quantifi-
cation of these analytes was accomplished using stable isotope internal standards and the HILIC separatingmode to fully correct
the intramolecular cyclization during the electrospray ionization. It was shown that linear calibrations were available with high
coefficients of correlation (r2>0.999, range from 10 pmol/mL to 50nmol/mL). For application of the theanine intake, the deter-
mination of Glu, Gln, pGlu, GABA and theanine in the hippocampus and central cortex tissues was performed based on our de-
veloped method. In the region of the hippocampus, the concentration levels of Glu and pGlu were significantly reduced
during reality-based theanine intake. Conversely, the concentration level of GABA increased. This result showed that transited
theanine has an effect on the metabolic balance of Glu analogs in the hippocampus. Copyright © 2015 John Wiley & Sons, Ltd.
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Introduction
Neurotransmitters play an important role in transmitting signals from
a neuron to a synapse in the brain, and can be classified into several
major categories, such as amino acids, monoamines and peptides. In
the amino acid category, glutamic acid (Glu) is related to the etiology
of stress-induced depression ( Joca et al., 2007). The level of
γ-aminobutyric acid (GABA) in the brain of depressed patients has
been found to be reduced to less than half of that in healthy subjects
(Sanacora et al., 1999). Moreover, these Glu analogs have been inves-
tigated and evaluated for the pharmacological effects of various ac-
tive, synthetic and natural compounds in the development of
psychotropic drugs (Griebel and Holmes, 2013). Therefore, it is a very
important approach to develop analytical techniques for the simulta-
neous quantification of Glu analogs in brain tissues (Ramadan et al.,
2013; Hong and Rebec, 2012; Darvesh et al., 2011).
Previously, many methods have been developed to detect Glu

and these related amino acids in brain tissues, such as gas chroma-
tography with mass spectrometry (Pinto et al., 2014; Wood et al.,
2006; Kapetanovic et al., 1990), liquid chromatography with ultra-
violet detection (Wu et al., 2014; Kang et al., 2006) and liquid chro-
matography combined with electrochemical detection (Murai
et al., 1992; Monge-Acuña and Fornaguera-Trías, 2009). Among
these methods, liquid chromatography combined with tandem
mass spectrometry (LC-MS/MS) is the most frequently used
method for the simultaneous determination of Glu analogs in
brain tissues (Kim et al., 2014; Huang et al., 2014; Wei et al., 2014;
He et al., 2013). However, when using an LC-MS/MS protocol for
the accurate quantification of Glu analogs, Purwaha et al. (2014)
Biomed. Chromatogr. 2016; 30: 55–61 Copyright © 2015 John
reported that free Glu and glutamine (Gln) are cyclized to
pyroglutamic acid (pGlu) in the electrospray ionization (ESI) source
(Fig. 1), revealing an artifact in metabolomic studies. Thus, LC-MS/
MS with an ESI source requires a corrective procedure to quantify
Glu analogs in order to enhance its degree of accuracy. Although
the LC-MS/MS method has been developed to determine Glu ana-
logs, there has been no report on the accurate quantification of
Glu analogs in brain tissue based on the corrective procedure, such
as the chromatographic conditions and isotopic internal standard.
In this study, we developed the stable isotope dilution hydrophilic
interaction liquid chromatography with tandem mass spectrome-
try (HILIC-MS/MS) technique for the accurate, reasonable and si-
multaneous quantification of Glu analogs while correcting for the
Wiley & Sons, Ltd.



Figure 1. Free glutamic acid (Glu), glutamine (Gln) and theanine cyclized
to pyroglutamic acid (pGlu) in the electrospray ionization (ESI) source.
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cyclization in the ESI source. For the chromatographic condition,
the HILIC mode was used for the separation of the Glu analogs.
The application of HILIC for polar amino acid analysis has been in-
creasing (Cai et al., 2009; Wang et al., 2013). In addition, since the
elution of HILIC is mainly by aqueous organic solution, which en-
hances the analytes ionizationwith the ESI process, the HILIC oper-
ation mode is compatible with stable isotope dilution MS analysis
with the ESI source. Moreover, for the stable isotope dilution to
fully correct the intramolecular cyclization of the Glu analogs, the
analyte must completely co-elute with it based on absolute chro-
matographic separation. Therefore, it is important to check
whether they co-elute in each chromatogram. However, the deu-
terium atoms were found to be less lipophilic, thus causing a
slightly earlier elution in the usual reversed-phase mode
(Hewavitharana, 2011). If the elution time is found to be slightly dif-
ferent, the stable isotope dilution cannot be useful to fully correct
the cyclization in the LC-MS/MS analysis with the ESI source. On
the other hand, the HILIC mode indicated that analytes and the
deuterium stable isotope internal standard were co-eluted in each
chromatogram based on our first demonstration. Our approach
was applied for the development of a fully validated correction
using stable isotope dilution LC-MS/MS with an ESI source.
Furthermore, we found that the theanine intake plays a role in

the Glu analog levels in brain tissues using the stable isotope dilu-
tion HILIC-MS/MS method. Theanine, an ethylamide derivate of
glutamate (possibility cyclizing to pGlu, Fig. 1) found in abundance
in green tea, has been shown to provide beneficial actions for sev-
eral neurological disorders. Its most well-documented effect has
been its apparent anxiolytic activity owing to its up-regulation of
inhibitory neurotransmitters and possible modulation in selected
brain areas (Lardner, 2014, Kakuda, 2002). However, these effects
of the theanine intake at the green tea levels have not been
studied in detail based on direct analysis of the Glu analogs in
brain tissues. Thus, the preliminary determination of Glu, Gln, pGlu,
GABA and theamine in brain tissues was done based on the stable
isotope dilution HILIC-MS/MS method.
Experimental

Chemicals and reagents

The Glu, Gln and theanine standards were obtained fromWako Pure Chem-
ical Inc. (Osaka, Japan). The pGlu and GABA standards were obtained from
Copyright © 2015 Johnwileyonlinelibrary.com/journal/bmc
Sigma-Aldrich Co. (St Louis, MO, USA). The stable isotope internal standards
of Glu-d5 and Glun-d5 were purchased from Cambridge Isotope Laborato-
ries Inc. (Cambridge, MA, USA). The pGlu-d5 and theanine-d5 were obtained
from the Sigma-Aldrich Co. (St Louis, MO, USA). For the sample preparation
and mobile phase, the reagents and organic solvents were obtained from
Wako Pure Chemical Inc. (Osaka, Japan) and from Merck KGaA Co.
(Darmstadt, Germany). Purified water was obtained from a PURELAB flex
system (Elga Veolia, Marchlow, UK).
Standard solutions

The stock solutions (0.1mg/mL) for the standards and internal standards
were prepared by dissolving the appropriate amount of the standard in
water–acetonitrile (50:50, v/v). The calibration standards were prepared
by diluting an aliquot of the stock solution to 0.1% formic acid in water–
acetonitrile (50:50).
Instruments and analytical conditions

The LC system was performed using a Waters Acquity UPLC (Waters,
Milford, MA, USA). The LC separation was achieved using an TSKgel
Amide-80 (2.0μm, 2.0 × 150mm) from the Tosoh Co. (Tokyo, Japan) main-
tained at 40 °C and the mobile phase consisted of 0.1% formic acid in water
(solvent A) and 0.1% formic acid in acetonitrile (solvent B). The gradient was
as follows: 85% solvent B at 0min, 85% B at 5.0min, 70% B at 15.0min, 40%
B at 15.1min and 40% B at 17.0min at a flow rate of 0.3mL/min. The injec-
tion volumewas 5μL. The separated analytes were detected using aWaters
Xevo™ TQ-S triple quadrupole mass spectrometer (Waters, Milford, MA,
USA). The mass spectrometer was operated with an ESI source in positive
ionization mode. The ESI source conditions were a capillary voltage of
3.0 kV, source offset of 50 V and desolvation temperature of 500 °C. The
cone and desolvation gas flows were 150 and 1000 L/h, respectively, and
were obtained from a nitrogen source (N2 Supplier Model 30 F, Anest Iwata
Co., Yokohama, Japan). Argonwas used as the collision gas and regulated at
0.15mL/min. The LH resolution 1, HM resolution 1, ion energy 1, LM resolu-
tion 2, HM resolution 2 and ion energy 2 were 3.0, 14.55, 0.5, 2.88, 15.0 and
0.8, respectively. The cone voltage and collision energy were 10 V and
20 eV, respectively.
Sample preparation of brain tissues

A simple protein precipitation of Glu, GABA and other neurotransmitters in
brain tissues using 0.1% formic acid inmethanol was reported (Huang et al.,
2014). In this study, we used a slightly modified preparation from a previous
method. The brain tissue sample (10mg) was added to 10mL of 0.1%
formic acid in water–methanol (3:7, v/v), then the extraction solution with
two zirconia beads (3.0mm) in the tubes was homogenized for 10min by
a Shake Master. This sample solution was centrifuged at 14,000 g for
10min. The upper liquid solution was prepared by dissolving the appropri-
ate amount of the 0.1% formic acid in water–acetonitrile (50:50) with the
stable isotope standard solution (10μL). The sample solution was filtered
through a 0.2μm filter for the LC and measured by LC-MS/MS.
Experimentation using mice with theanine intake

Male ddY mice (Slc: ddY, 4weeks old) were purchased from Japan SLC Co.
Ltd (Shizuoka, Japan), and kept under conventional conditions in a
temperature- and humidity-controlled roomwith a 12/12 h light–dark cycle
(light period, 08.00–20.00 h; temperature, 23 ± 1 °C; relative humidity,
55 ± 5%). The mice were fed a normal diet (CE-2; Clea Co., Ltd., Tokyo,
Japan) and water ad libitum. All experimental protocols were approved by
the University of Shizuoka Laboratory Animal Care Advisory Committee
and were in accordance with the guidelines of the US National Institutes
of Health for the care and use of laboratory animals.

Mice at 4 weeks of age were housed in a group of six in a cage for 5 days
to acclimatize them to the novel conditions. The mice were divided into
Biomed. Chromatogr. 2016; 30: 55–61Wiley & Sons, Ltd.



HILIC-MS/MS assay of Glu analogs in mouse brain
two groups. Each group of mice (n= 6) drank water or L-theanine
(Suntheanine; Taiyo Kagaku Co. Ltd, Yokkaichi, Japan, 20 μg/mL water) for
2weeks. The solution of theanine was freshly prepared twice a week. The
dose of theanine was determined based on previous data (Unno et al.,
2013a). That is, the anti-stress effect of theanine was significantly observed
in mice that were psychosocially stressed.

The mice were killed by decapitation. Their brain tissues were immedi-
ately removed and rinsed with ice-cold saline. The hippocampus and cere-
bral cortex were immediately frozen and stored at�80 °C for measurement
of the Glu analogs and theanine in the brain tissues.

Results and discussion

HILIC-MS/MS for analysis of Glu analogs

For analysis of the Glu analogs using MS detectors, the ionizations
of the analytes and commonly used internal standards were inves-
tigated using the ESI-MS/MS method. First, the isotopic purity and
ionization of the standards were analyzed. As described in the pre-
vious report, the in-source cyclization of Glu and Gln to pGlu was
observed using both labeled and non-labeled analytes (Purwaha
et al., 2014). Moreover, the cyclization of theanine was similarly
detected with lower peak ratio than Glu and Gln in the ESI inter-
face. Thus, these ionizations of analytes were particularly investi-
gated. High responses of [M+H]+ were detected based on the
MS scan mode, and no observed crossover from the stable isotope
standards such as Glu-d5, Gln-d5, pGlu-d5, GABA-d6 and
theanine-d5. The results of the daughter scan from the precursor
Figure 2. MS/MS spectra of Glu, Gln, pGlu, γ-aminobutyric acid (GABA) and thea
[M+H]+ m/z 147; (c) pGlu from [M+H]+ m/z 130; (d0 GABA from [M+H]+ m/z
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ions of [M+H]+ are shown in Fig. 2. On the other hand, the MS
spectrum pattern of artifact response for pGlu formation from
theanine standard was observed in daughter scan mode. We
found that pGlu was generated from theanine in the ESI source
of the LC-MS/MS method, which indicates the same phenomenon
as for Glu and Gln (Fig. 1). For the MRMmode, the monitoring ions
of Glu, Gln, pGlu, GABA and theanine were m/z 148→m/z 84,
m/z 147→m/z 84, m/z 130→m/z 84, m/z 104→m/z 87 and
m/z 175→84, respectively.

A stable isotope standard is a chemical whose atoms in the
targeted analyte are replaced with their stable isotopes such as
2H, 13C, 15N and 18O. In this study, this standard is identical with
the same behavior regarding the cyclization of the analytes in
the ESI source. An important reason to use the stable isotope inter-
nal standard in an ESI source is to correct the effect of a possible
ion artifact. Thus, the highly selective resolution between the
stable isotope and analyte increased with the number of stable
isotope substitutes. In choosing the stable isotope standard, labels
such as 13C and 15N are preferred to 2H labeling because the
2H-labeled standards may not sufficiently co-elute with the ana-
lyte, causing differences in the ion artifact effects from the analyte
and the internal standard during the usual reversed-phase mode
(Hewavitharana, 2011). The internal standard that increased with
the number of 2H substitutes was found to have a slightly earlier
elution from a previous LC-MS/MS method (Inoue et al., 2013). On
the other hand, stable isotope standards of five 2H substitutes for
the Glu analogs are commercially available. Thus, for stable
nine based on ESI positivemode. (a) Glu from [M+H]+m/z 148; (b) Gln from
104; and (e) Theanine from [M+H]+ m/z 175.

Wiley & Sons, Ltd. wileyonlinelibrary.com/journal/bmc
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isotope dilution to fully correct the ion artifact effects, the Glu
analogs and these five 2H isotope-substituted internal standard
would be completely co-eluted using the HILIC separating mode.
Based on this result, a normal gradient with 0.1% formic acid in
water–acetonitrile can be achieved by co-eluting these analytes
and internal standards (Fig. 3). It was shown that a linear calibra-
tion of the peak area ratio vs artifact cyclization ratio ensures
mutual suppression of Glu, Gln and theanine, and this calibration
does not affect the validity of the quantitative ranges. Thus,
we can use these 2H isotope-substituted internal standards
for the calibration curves of Glu, Gln, pGlu, GABA and theanine.
These calibrations were linear from the limit of quantification
(LOQ) to 5 nmol/mL based on coefficients (r2) of 0.9992 (Glu),
0.9997 (Gln), 0.9991 (pGlu), 0.9990 (GABA) and 0.9997 (theanine).
The limit of detection (LOD) and LOQ values were calculated
using the ratio of signal to noise (3 and 10 times), and showed
10 pmol/mL (1.5 ng/mL) and 100 pmol/mL (15ng/mL) for Glu,
20 pmol/mL (2.9ng/mL) and 100 pmol/mL (14.5ng/mL) for Gln,
10 pmol/mL (1.3 ng/mL) and 100 pmol/mL (13 ng/mL) for pGlu,
50 pmol/mL (5.2ng/mL) and 100 pmol/mL (10.3ng/mL) for GABA,
and 10 pmol/mL (1.7 ng/mL) and 100 pmol/mL (17 ng/mL) for
theanine, respectively.
Sample preparation and validation for analysis of Glu analogs
in brain tissues

Based on a previous report, we employed Huang’s preparation
for the LC-MS/MS analysis of Glu, GABA and other neurotrans-
mitters from the mouse hippocampus tissues (Huang et al.,
2014). They used a simple protein precipitation with 0.1% formic
Figure 3. Multiple reaction monitoring chromatograms of Glu, Gln, pGlu, GAB
positive mode. (a) Standard solution (1 nmol/mL); (b) stable isotope standard so

Copyright © 2015 Johnwileyonlinelibrary.com/journal/bmc
acid in methanol that showed available and effective recovery
values from 89.4 to 97.7% for Glu and from 86.8 to 98.0% for
GABA with RSD< 10% (Huang et al., 2014). Thus, we applied
an approach to use this protein precipitation for the stable iso-
tope dilution HILIC-MS/MS analysis of Glu, Gln, pGlu, GABA and
theanine in the brain tissues. Glu, Gln, pGlu and GABA have been
found in mouse brain tissues at concentration levels of about
1–10μmol/g wet tissue, detected in the cortex, hippocampus,
hypothalamus and cerebellum (Chang et al., 1981). In addition,
orally administered theanine is easily absorbed via the intestines
and a small amount is transported to the brain through the
blood–brain barrier (Kakuda, 2011). For the experimental admin-
istration of theanine, there are trace levels of theanine in the
brain tissues compared with the endogenously synthesized Glu
analogs. Thus, the dilution and added concentration levels for
the recovery test would be accommodated based on two ranges
with the endogenous Glu groups (Glu, Gln, pGlu and GABA) and
exogenous theanine in the brain tissues. In this study, the added
concentration levels of 10, 50 and 100μmol/g wet tissues for the
endogenous Glu groups and 0.01, 0.1 and 1μmol/g wet tissues
for the exogenous theanine were used for the recovery test
and intra- (n=6)/inter-day assay (3days, n=6). This validation is
shown in Table 1. These results showed the available and effec-
tive recovery values from 83.3 to 98.7% with RSD< 6%. The re-
covery and repeatability showed satisfactory values for the
determination of Glu, Gln, pGlu, GABA and theanine in the brain
tissue (about 10mg wet tissue). This realistic and simple ap-
proach shows that the brain tissues from mice could be used
for the determination of Glu, Gln, pGlu, GABA and theanine in
various in vivo experiments.
A, theanine and these stable isotope standards based on LC-MS/MS in ESI
lution (0.1 nmol/mL).

Biomed. Chromatogr. 2016; 30: 55–61Wiley & Sons, Ltd.



Table 1. Recovery test for the determination of glutamic acid
(Glu), glutamine (Gln), theanine cyclized to pyroglutamic acid
(pGlu), γ-aminobutyric acid (GABA) and theanine in brain tissue
using hydrophilic interaction liquid chromatography with tan-
dem mass spectrometry (HILIC-MS/MS)

Repeatability (RSD, %)

Analytes Added
(μmol/g tissue)

Recovery
(%)

Intra
precision
(n=6)

Inter
precision
(3days)

Glu 10 88.2 2.9 2.9
50 95.5 1.9 4.5
100 96.7 3.8 1.6

Gln 10 95.5 3.2 1.6
50 90.2 1.9 2.4
100 96.0 3.4 1.9

pGlu 10 96.2 3.2 5.4
50 89.8 2.2 3.6
100 84.2 4.3 3.7

GABA 10 85.0 3.2 1.0
50 98.7 2.3 1.5
100 83.4 3.3 4.4

Theanine 0.01 97.4 3.5 5.4
0.1 86.1 1.2 5.4
1 83.3 2.9 5.8

HILIC-MS/MS assay of Glu analogs in mouse brain
Application for theanine intake experiment

Theanine is one of the major amino acid components in green tea.
Commonly, green, oolong, black and other teas contain from 100
Figure 4. The concentration levels of Glu analogs in hippocampus and cerebra
White bar: each group of mice (n= 6) drank water for 2weeks; black bar, each gr
(c) pGlu; and (d) GABA (concentration levels, μmol/g tissues). The concentration l
analogs in brain were compared by one-way analysis of variance (ANOVA) follow
were considered to be significant at p< 0.05. Each data point represents mean
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to 3000μg theanine/g tea sample in 50mL of hot distilled water
(80–90 °C) after 30min (Syu et al., 2008). Terashima et al. (1999) re-
ported time-dependent changes of theanine and amino acid in
various rat serum, liver and brain during 24h after theanine admin-
istration (4 g/kg of body weight), and showed that the maximum
concentration of theanine in the brain was about 1.5μmol/g tissue
(0.26mg/g) at 5 h after administration. These data suggest that the
ratio of transition from administration to brain is 6.5% [(0.26mg of
theanine in brain tissue/4.0mg of theanine administra-
tion) × 100%]. The authors suggested that theanine might be de-
graded into Glu levels from the body based on urinary amino
acid measurements and should be used for future investigations
regarding the physiological functions of the theanine intake
(Terashima et al., 1999). Recently, many researchers have sug-
gested that the theanine intake has an anti-stress effect not only
on animals (Unno et al., 2013a; Tian et al., 2013; Tamano et al.,
2014), but also on humans (Kimura et al., 2007; Yoto et al., 2012;
Unno et al., 2013b). Based on a pharmacological discussion, these
psychological effects are related to the fact that the Glu, Gln and
GABA levels in the hippocampus and/or central cortex would be
changed based on the theanine intake (Yamada et al., 2005;
Kakuda, 2011; Schallier et al., 2013). However, there are no reports
of the concentration levels of the Glu analogs in the hippocampus
and central cortex after a reality-based theanine intake indicated
by an accurate and simultaneous analytical method. In this study,
our first experiment involved ddY mice ( group housing, 2months
of age) that were given 20μg theanine/mL free drinking water. Af-
ter 2weeks, their hippocampus and cerebral cortex were extracted
and then analyzed using the stable isotope dilution HILIC-MS/MS
method. As a result, theanine levels of 0.18± 0.04 and 0.26
± 0.08μg/g in the hippocampus and cerebral cortex tissues were
l cortex tissues based on the transition from theanine intake to brain tissues.
oup of mice (n= 6) L-theanine (20μg/mL water) for 2weeks. (a) Glu; (b) Gln;
evels of Glu analogs in brain are expressed as mean ± SEM. The levels of Glu
ed by the Bonferroni test for comparison. Statistical differences of these data
± SEM (n= 6, * p< 0.05).
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detected, respectively. The mice drank theanine (20μg/mL) at
about 10mL per day and the bodyweights were about 40g, giving
an estimated theanine intake of 5μg/g body weight/day. The tran-
sition ratio of the theanine was suggested to be 3.7% (0.18μg/
5μg) in hippocampus and 5.2% (0.26μg/5μg) in cerebral cortex.
On the other hand, for the non-theanine intake mice tissues, none
was detected. Based on the transition from theanine intake to
brain tissues (3.7 and 5.2%), the concentration levels of the Glu
analogs in the hippocampus and cerebral cortex tissues are shown
in Fig. 4. In the region of the hippocampus, the concentration
levels of Glu and pGlu underwent a statistically significant reduc-
tion in the reality-based theanine intake for 2weeks. In addition,
the concentration level of GABA increased significantly. For the
amino acid, Glu is the main excitatory neurotransmitter and GABA
is the main inhibitory neurotransmitter in the nervous system.
Changes in the Glu and GABA metabolism may play important
roles in the control of the psychological and neurological effects.
Based on these results regarding the metabolic balance of Glu
and GABA, activation of the glutamic acid decarboxylase (GAD),
the enzyme that converts Glu to GABA, may be caused by the
transited theanine in the region of the hippocampus. A relation-
ship between decreased expression of GAD and imbalanced ratio
of Glu/GABA (increased Glu and reduced GABA) has been ob-
served in depressed patients and mood disorders (Bhagwagar
et al., 2007; Fatemi et al., 2005). However, the level of Glu/GABA
is affected by not only the expression of GAD but also the trans-
porters of Glu, GABA and excitatory amino acids, and the Glu re-
ceptor in stressed rats (Martisova et al., 2012). On the other hand,
theanine has been reported to act on Gln transporters strongly
and inhibit the incorporation of extracellular Gln into neurons
(Kakuda, 2011). In the focal cerebral ischemia, GABA receptors
but not GAD have been reported to be involved in the neuropro-
tective effect of theanine (Egashira et al., 2007). However, there is
insufficient confirmation that the relationship between the
transited theanine and the metabolic balance of the Glu analogs
in the brain tissues has been investigated by a quantitative
demonstration. Thus, our result will allow future discussions of
theanine intake’s psychological and neurological effects.

Conclusions
In this study, we showed that realistic theanine intake in mouse
brain tissues, such as the hippocampus and cerebral cortex, can
be determined by the stable isotope dilution HILIC-MS/MSmethod.
Future experiments on the theanine intake are required for special-
ization and applicability based on the measurement of the Glu
analogs and other neurotransmitter changes and performance in
the various brain regions. In the present study, we focused on the
relatively simple, highly sensitive, specific and accurate analytical
method for the quantitative determination of the Glu analogs and
theanine in brain tissues for a quantitative demonstration.
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