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ARTICLE INFO ABSTRACT

Preclinical efficacy and toxicity assessment of drug candidates plays a significant role in drug discovery and
development. Traditional planar cell culture is a common way to perform the preclinical drug test, but it is
difficult to correctly predict the drug efficacy and toxicity due to the simple two-dimensional (2D) extracellular
microenvironment. Compared to the planar cell culture, three-dimensional (3D) cell culture system can better
mimic the complex extracellular microenvironment where cells reside in the 3D tissues/organs in vivo. However,
the conventional imaging techniques are difficult to achieve the dynamic and label-free monitoring of cellular
behavior in thick sample by 3D cell culture. Here, 3D electric cell/matrigel-substrate impedance sensing (3D-
ECMIS) is developed for real-time and non-invasive monitoring of 3D cell viability and drug susceptibility. In this
study, human hepatoma cells (HepG2) are encapsulated in the matrigel scaffold and cultured in a 3D ECMIS chip
which involves a pair of vertical golden electrodes on the opposite sidewalls of the culture chamber for the in-situ
impedance measurement. Moreover, a portable multichannel system is developed to monitor the 3D cell/ma-
trigel construct. The number of 3D-cultured cells was inversely proportional to the impedance magnitude of the
entire cell/matrigel construct. Furthermore, anti-cancer drug screening will be conducted on the 3D-cultured
cells when the cell proliferation reaches to a plateau phase. To validate the performance of 3D-ECMIS for the cell
viability and drug susceptibility, the cell live/dead staining are utilized to confirm the results of drug suscept-
ibility by this 3D-cell-based biosensor system. It is demonstrated that the 3D cell-based biosensor and 3D-ECMIS
system will be a promising platform to improve the accuracy of cell-based anti-cancer drug screening in vitro.
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Anti-cancer drug screening in vitro

based assays provide misleading and false positive results for in vivo
assays (Bhadriraju and Chen, 2002; Weaver et al., 1997). Although
some novel drug candidates show good efficacy in vitro, they might not

1. Introduction

Traditional drug screening usually adopts animal experiments to

analyze the efficacy and toxicity of novel drug candidates (Alley et al.,
1988). However, these animal bioassay suffers from massive and cost-
intensive animal experiments, which hampers the high-throughput and
high-efficiency. Consequently, cell-based assays are widely used in drug
screening processes. Up to now, the majority of cell-based assays use
traditional two-dimensional (2D) monolayer cells cultured on the flat
substrates. However, 2D cell culture has contact inhibition among cells
and mismatches the in vivo three-dimensional (3D) environment. The
original properties of cell morphology and heterogeneity might change
due to the 2D cell culture (Mulhall et al., 2013). Therefore, 2D cell-
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be effective in vivo due to the differences between in vitro and in vivo
microenvironments (Edmondson et al., 2014). Currently, 3D cell cul-
ture have drawn great public attention for its advantages in simulating
the complex in vivo microenvironments (Abbott, 2003; Mueller-Klieser,
1997). Cell-cell and cell-extracellular matrix (ECM) interactions of
cells are reconstructed by encapsulating cells in the 3D scaffolds
(Tibbitt and Anseth, 2010). Therefore, 3D-cultured cells can better re-
flect in vivo cellular behavior or drug responses such as morphogenesis
and cell metabolism (Thoma et al., 2014).

Conventionally, cells are usually cultured on transparent glass or
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polystyrene substrate, and the morphology and number of 2D-cultured
cells can be observed by an optical microscope easily. For cell pro-
liferation analysis, it is performed by cell counting using the micro-
scope. For further cell viability evaluation, the live/dead fluorescent
staining and microscopic observation were applied. However, fluor-
escent staining will cause irreversible damage to cells. As an endpoint
detection, fluorescent staining can only provide the static and limited
data for kinetics of cellular responses. On the other hand, 3D-cultured
cells are typically encapsulated in the several hundred micrometers
thick matrigel, which is difficult for conventional optical microscope to
observe. In fact, a quantitative analysis of 3D-cultured cells require a
confocal fluorescence microscope, which have an excellent spatial re-
solution and great optical sectioning capability (Pampaloni et al.,
2007). However, it is labor-intensive and time-consuming to operate
confocal fluorescence microscope for 3D-cultured cells observation.
Furthermore, the complex operations will restrict the efficiency and
throughput of the 3D cell-based assay for drug screening.

In these decades, electric cell-substrate impedance sensing (ECIS)
have been well developed for dynamic, real-time, non-invasive, and
label-free monitoring of cell growth and viability (Hu et al., 2015; Liu
et al., 2014; Nguyen et al., 2013; Zhou et al., 2013; Zou et al., 2015).
ECIS applies a sinusoidal voltage (typical 10 kHz) on the interdigitated
electrodes (IDEs), and then ion current is formed between the IDEs.
Basically, cells are considered as non-conductors at the low frequency.
When cells attach and grow on the IDEs, the ion current is impeded and
the impedance of IDEs will increase. When cells died, they are detached
from IDEs and the impedance will decrease. However, conventional
IDEs is difficult to monitor the 3D cultured-cell encapsulated in the
matrigel due to the cells cannot attach on or detach from the IDEs di-
rectly. Therefore, the traditional methods for monitoring 2D-cultured
cells are not applicable in the 3D cell culture. It is demanded to develop
a high throughput, real-time, non-invasive and label-free approach of
3D cultured cell.

In this study, we report a 3D electric cell/matrigel-substrate im-
pedance sensing (3D ECMIS) in the dynamic, real-time, high-
throughput, non-invasive, and label-free way. The 3D ECMIS consists of
a pair of vertical golden electrodes and applies alternating current (AC)
mode to measure the impedance of 3D cell/matrigel construct.
Meanwhile, an 8-channel 3D ECMIS detection system is developed to
record the impedance changes of 3D cell/matrigel construct. As ex-
pected, cellular activities were monitored by measuring the impedance
changes between vertical electrodes. To improve the sensitivity of 3D
ECMIS, we optimized the vertical electrode size and working frequency.
In addition, a comparison between 3D ECMIS and traditional optical
detectors were performed. A good correlation was found between re-
sults of 3D ECMIS measurements and endpoint assays. The results show
the 3D ECMIS will be a promising measurement method for 3D-cultured
cell-based drug screening.

2. Materials and methods

2.1. Detection principle of 3D electric cell/matrigel-substrate impedance
sensing

3D ECMIS can monitor 3D cell proliferation noninvasively and dy-
namically. Firstly, cells mixed with matrigel are gelated in the culture
chamber. After cultured for a few days, the original scattered globular
cells will form 3D structures with the cell-cell interaction to stimulate
the in vivo microenvironment (Fig. 1a). The initial impedance is high
because the gel acts as a type of non-conductor. When live cells are
mixed into the gel, the impedance drops dramatically (Fig. 1b). This
phenomenon suggests that the electrical conductivity of gel is improved
after mixed with living cells. Because of the existence of cell mem-
branes, cells are basically considered non-conductors at low frequency
(Ehret et al., 1997). However, the gap junctions of cells act as channels
between cell membranes that allow electrical connections among
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neighboring cells. When external electrical field is applied to the cell/
matrigel construct, the cells act as conductor, causing the impedance
decrease of the entire construct (Fear and Stuchly, 1998; Knedlitschek
et al.,, 1994). Based on these, the more cells exist, and the conductivity
is higher in the 3D cells/matrigel construct (Jeong et al., 2012). When
drugs/compounds are administrated on 3D cells/matrigel construct, the
impedance of entire construct would change due to the different drug
efficacy on 3D-cultured cells (Fig. 1c). Here, cell index (CI) is in-
troduced to normalize the impedance values, which is defined as the
ratio of cell growth induced impedance changes /\Z to background
impedance (Zo). The equation is CI = A\Z/Z,. Based on the 3D ECMIS,
we can evaluate the efficacy of anti-cancer drugs on the 3D-cultured
tumor cells.

2.2. Fabrication of 3D impedance biosensor and detection system

An 8-channel 3D impedance biosensor was developed to monitor
the activities of 3D-cultured cell, which is consisted of eight individual
sensor units. Each unit contains a pair of vertical electrodes, culture
chamber and glass substrate. To fabricate the vertical electrodes, the
gold electrodes were laser-cut. Subsequently, they were bent to the
right angle and attached to the inner surface of the polyethylene ter-
ephthalate (PET) culture chamber, which was fabricated by the nu-
merical control machine. To ensure the biocompatibility, 4-in. Pyrex
Corning 7740 glass (500 pm) was chosen as the substrate material, and
Henkel Loctite HY4090 structural hybrid adhesive was used to fix and
seal the PET chamber. To optimize the parameters of 3D impedance
biosensor, we assembled several 3D impedance biosensors with elec-
trodes of different sizes and distances (Fig. 2a). According to the ex-
perimental results, we chose the optimal one to assemble an 8-channel
sensing chip (Fig. 2b). The 3D ECMIS detection system contains 3D
vertical impedance biosensor, signal-conditioning module and DAQ
card USB-6255 (National Instruments Inc., USA) (Fig. 2¢). When 3D-
cultured cells were seeded in the chip, a sinusoidal voltage with am-
plitude of 30mV and frequency of 10kHz was generated by signal
generator module and was applied on the vertical gold electrodes
(Fig. 2d). The DAQ card was controlled by the computer terminal and
measure the impedance signals. Finally, the digital signals were trans-
ferred to computer to calculate the impedance values by the signal
processing. All the data were analyzed by LabVIEW software (National
Instruments, USA) or Graph Pad Prism 6 (GraphPad software, USA).

2.3. 3D Cell culture

Human hepatoma cells (HpeG2) and human epithelial carcinoma
cells (HeLa) (American Type Culture Collection), were maintained in
Eagle's Minimum Essential Medium (EMEM, ATCC, USA) with 10%
fetal bovine serum (FBS, Gibco, USA) and 1% penicillin-streptomycin
(Gibco, USA) in the 37 °C and 5.0% CO, humidified incubator (Thermo
Fisher Scientific, USA). The medium was renewed every 2 days, and
cells were passaged using 0.25% trypsin/EDTA solution (Gibco, USA)
after reached the confluence of 90%. 3D cell culture processes was
carried out according to Lee's protocol (Lee et al., 2007). Detached
HepG2 cells and Hela cells were transferred to a 1.5mL micro-
centrifuge tube with prechilled matrigel solution (BD Biosciences, USA)
to a concentration of 5 x 10° cells/mL. 100 pl of the cold matrigel-cells
mixture was gelated in the culture chamber in the 37 °C and 5.0% CO,
humidified incubator. After 30 min incubation, 50pul medium was
added into culture chamber. The medium was changed every 2 days.

2.4. Pharmacological treatments

To evaluate the anti-cancer drug screening ability of 3D ECMIS,
cytotoxicity studies were performed by treating cisplatin (Solarbio,
China), Taxol (Solarbio, China), sorafenib (Solarbio, China) to 3D cul-
tured HepG2 cells for 48h after the 3D cells cultured in the culture
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Fig. 1. (a) The working principle of 3D ECMIS. Cells mixed with matrigel were gelated between the vertical electrodes. (b) Different aspects of electrical signal
between groups with and without cell. (c) The response characteristic of 3D-cultured cells to different drugs.

chambers for 2 days. For further comparison of drug susceptibility be-
tween 2D ECIS and 3D ECMIS, the same treatment was performed to 2D
cultured HepG2 cells on the 2D ECIS chips for 24 h.

2.5. Impedance measurements and data analysis

A.C. impedance measurements were implemented by the electro-
chemical analyzer CHI 660e (CH Instruments, China) to determine an
optimal frequency for the following impedance measurement. The in-
itial potential of 30 mV was applied across the vertical electrodes and
the impedance was measured from 100Hz to 50kHz. The high-
throughput impedance measurements of the 3D cultured cell were
performed by the homemade 3D ECMIS device every 10 min. When the
parallel electric field passes through the 3D cell/matrigel construct and
the cellular growth will be reflected by the impedance values.

a

2.6. Live/dead Staining

To directly observe cellular viability after drug treatment, live/dead
staining was performed using a Calcein-AM/PI Double Stain Kit
(DOJINDO, China). 2 ul of 1 mol/L Calcein-AM ( live cell staining ) and
2l of 1.5mol/L PI (dead cell staining) were mixed into cell culture
dish which contains 1 mL medium. Cells were incubated at 37 °C for
30 min in a dark incubator. Decant the medium and wash the samples 3
times with PBS. The images were taken by using a confocal microscope
(Olympus FV1000, Japan) at 100 x magnification. The live cells
showed the green fluorescence color, and the dead cells showed red
fluorescence color.

Fig. 2. (a) Fabrication schematic of 3D impedance biosensor. (b) Images of 8-channel 3D impedance biosensor. (c) Images of 3D ECMIS detection system. (d) The

images of the 3D cell-based biosensor before and after seeding the living cells.
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Fig. 3. (a) Equivalent circuit of 3D cells/matrigel construct in the culture chamber. (b) Comparison between practical measured value and simulation value of
impedance-frequency response. (¢) Comparison between practical measured value and simulation value of impedance with different cell numbers. (d) Bode plot of
the 3D cells/matrigel construct and the construct without cells. (e) Bode plot of 3D ECMIS with cells at different time.

3. Results and discussion
3.1. Electrical simulation of 3D ECMIS

2D cultured cells directly attach to the working electrode to influ-
ence the electron transfer efficiency. The viability of cells can be esti-
mated by analyzing the impedance between the planar working elec-
trodes. In contrast, 3D cultured cells are encapsulated in matrigel and
seldom contact with working electrode. The viability of 3D cultured
cells is estimated by measuring the total impedance of cell/matrigel
construct between vertical working electrodes. In this study, the
equivalent circuit diagram of 3D cells/matrigel construct between two
vertical electrodes is illustrated in Fig. 3a. The electrical model of 3D
cell is based on Morgan's theory (Morgan et al., 2007). In the equivalent
circuit, Cpy, represents the double layer capacitance between electrolyte
and electrode, Ry represents the resistance of the matrigel, Rpry re-
presents the resistance of the cell membrane, Cg;y represents the ca-
pacitance of the cell membrane, and R¢ represents the resistance of the
cell. Based on the equivalent circuit diagram, the impedance of 3D
cells/matrigel construct can be divided into two parts. The first part
represents the impedance of the matrigel; another part represents the

impedance of the 3D cultured cells, including live and dead cells. The
impedance of the matrigel remains stable during the measurement.
However, the electric property of live and dead cells are different, be-
cause the dead cell might lose its cell membrane (Lei et al., 2014).
Therefore, the cell number and viability mainly dominate the total
impedance of the 3D cells/matrigel construct.

In order to predict the total impedance of cells/matrigel construct
with different numbers of cells at different frequencies, MATLAB
(R2012a, Math Works, USA) is used for simulation based on the 3D cell
circuit model. We measured the total impedance of the groups with and
without cells at low (500 Hz) and high (50 kHz) frequency to get the
values of R, Cpr, R and C,, (R, and C,, are the equivalent resistance
and capacity of Rgry, Cpry and R.) by putting these impedance values
in the following equations:

1

Zwo = + R
" jemfCpy
I U 1
" jemfCoy RL —r
m . Reet ———
J2mfCee

Where Z,, and Z,, are the measured impedances with and without cells,
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f is the detecting frequency and j is the imaginary unit. We simulated
the trend of impedance changes at different frequencies. It was found
that the total impedance decreased with the increase of the detecting
frequency (Fig. 3b). Also, we simulated the trend of impedance in dif-
ferent cell numbers and found that the total impedance decreased as the
number of cells increased (Fig. 3c). It is demonstrated that the cell
number and viability mainly dominate the total impedance of the 3D
cells/matrigel construct. In addition, in order to verify the accuracy of
the simulation results, we compared the measured results with the si-
mulation results. As shown in Fig. 3b and c, the measured results and
simulation results present good consistency with different frequency
and cell number.

Subsequently, cell experiments were also performed to verify the
simulation results. At different frequencies, the impedance of the group
with cell was always lower than the impedance of the group without
cell (Fig. 3d). Moreover, the number of cells would increase due to the
proliferation, leading to the decrease of total impedance value (Fig. 3e).
These results were consistent with previous simulation results. There-
fore, according to the simulation and experimental results, we confirm
that the total impedance would decrease with the number of cells in-
crease. Consequently, 3D ECMIS is a utility technique to monitor the 3D
cultured cells growth.

3.2. Optimization for 3D ECMIS

In order to improve the performance of 3D ECMIS, the working
frequency and the size of vertical electrodes were optimized. The
electrochemical spectroscopy was conducted on groups with and
without cells after cultured for 24 h, with the frequency ranging from
100 Hz to 50 kHz (Fig. 4a). Impedance values are usually normalized by
cell index (CI) values for comparison. CI is the ratio of the cell im-
pedance change |AZ| to background impedance Z,, which excludes the
impacts of electrode—electrolyte combination and parasitic elements.
The results showed that when the working frequency was 10 kHz, the
difference in CI value between groups with and without cells was the
most obvious (Fig. 4b). Consequently, 10kHz was chosen for the
working frequency of 3D ECMIS detection system.

On the other hand, the sizes of working electrode were optimized
for 3D ECMIS. Cell experiments were performed in the 3D ECMIS chips
with different size vertical working electrodes, and the number and
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condition of the 3D-cultured cells between groups were consistent. As
showed in Fig. 4c, the detected impedance would increase when the
size of electrodes decreased. However, after calculating the CI values,
no significant difference of sensitivity were presented among the three
different working electrodes to monitor the 3D cultured cells pro-
liferation (Fig. 4d). The results indicated that the size of working
electrode could influence the impedance of cells/matrigel construct, but
the CI value of impedance remained same. In order to analyze the
stability of this sensor, we adopted conventional 2D medium and 3D
matrigel on the sensor for a long time test. During the first few hours,
the impedance of 3D matrigel would slightly change due to the gel
solidification process. In the long time stability test, the CI value of the
sensor with 2D medium and 3D matrigel was very stable (Fig. 4e).

3.3. Real-time monitoring of 3D cell proliferation

To verify the ability of 3D ECMIS for monitoring 3D cell prolifera-
tion in real-time, HepG2 cells (50000 cells/well) mixed with matrigel
(1:2; matrigel: medium) were added into both 2D ECIS and 3D ECMIS
chips. The 3D cells/matrigel construct would gelate quickly when the
chips placed inside a humidified incubator. As shown in Fig. 5a 2D ECIS
can only detect the proliferation of 2D cultured cells, which impeded
the electron transfer rate of 2D working electrodes, while 2D ECIS is
difficult to reflect the changes of 3D cultured cells (Fig. 5b). It shows no
significant differences between the signal of medium, matrigel and
cells/matrigel construct. Fig. 5c showed the time dependence of CI
value measured at 10kHz for HepG2 cell-encapsulated and cell-free
matrigel during 96 h. The CI value of cells/matrigel construct increased
with time, whereas CI value of cell-free matrigel remains low, implying
that the increase of CI value was due to proliferation of HepG-2 cells.
Fig. 5d showed the seeding cell density-dependence of CI value mea-
sured for HepG2 cells ranging from 10,000 cells/well to 50,000 cells/
well. With the increase of the initial cell densities, the growth rates of CI
value were also different, and group of 50,000 cell/well would reach a
high and stable period more efficiently. Therefore, we selected 50,000
cells/well as the cell density for subsequent experiments. Furthermore,
in order to explore the applicability of the 3D ECMIS, we also analyzed
other tumor cells, such as human epithelial carcinoma cells (HeLa
cells). As shown in Fig. 5e, both HepG2 cells and HeLa cells caused the
increase of CI value with the increasing of time. Due to the different cell
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Fig. 4. (a) Bode plot of the 3D cells/matrigel construct and the construct without cells after 24 h culture (b) Bode plot of ACI value at 24 h. (c) The relation between
working electrode size and impedance. (d) The relation between working electrode size and CI values. (e) The stability analysis of 3D ECMIS, which was conducted by
long time test of 3D matrigel and 2D medium. All the data is represented by means + SD (standard deviation), n = 3.
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Fig. 5. (a) Cell growth curves of 2D-cultured HepG2 cells and 3D-cultured HepG2 cells on 2D ECIS. (b) Cell growth curves of medium, matrigel and 3D cells on 2D
ECIS. (c) A group of representative cell growth curves of 3D-cultured HepG2 cells and matrigel. (d) A group of representative cell growth curves of 3D-cultured
HepG2 cells at different cell numbers ranging from 10,000 to 50,000 cells/well. (e) Representative cell growth curves of 3D-cultured HepG2 cells and HeLa cells. (f)
Changes in numbers and morphology of 3D-cultured HepG2 cells with time observed by Confocal fluorescence microscope. All the data is represented by
means + SD (standard deviation), n = 3.

proliferation rates, we also observed slightly different growth curves of 3.4. 3D cell viability for anti-cancer drug response

them. In parallel, live/dead fluorescent staining was performed to va-

lidate the viability of HepG2 cell-encapsulated matrigel after 48 h and Since conventional 2D cell culture does not adequately consider the
96 h (Fig. 5f). The 3D-cultured cells had a clustered morphology, and natural 3D microenvironment of cells in vivo, the 2D cell culture based
the size and number of cell clusters both increased, which imitates the assay sometimes provides the misleading data for the drug screening.
tumor growth in vivo. These results indicated that the 3D-cultured cells To verify whether 3D ECMIS can provide more reliable and accurate
proliferation can be detected by 3D ECMIS. data for the drug screening, we selected three anti-cancer drugs

(ovarian/breast anti-cancer drug, taxol, broad-spectrum anti-cancer
drug, cisplatin, and liver anti-cancer drug, sorafenib) with different
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Sorafenib

Fig. 6. (a) The normalized cell growth curves of 2D-cultured HpeG2 cells responding to different anti-cancer drugs (Cisplatin 10 pg/mL, Taxol 10 ug/mL, Sorafenib
10 pg/mL) on the 2D ECIS. (b) The normalized cell growth curves of 3D-cultured HpeG2 cells responding to different anti-cancer drugs (Cisplatin 10 pg/mL, Taxol
10 pg/mL, Sorafenib 10 ug/mL) on the 3D ECMIS. (c) Changes in numbers and morphology of non-treated 3D-cultured HepG2 cells observed by Confocal fluores-
cence microscope at 96 h. (d) Changes in numbers and morphology of Taxol-treated 3D-cultured HepG2 cells observed by Confocal fluorescence microscope at 96 h.
(e) Changes in numbers and morphology of cisplatin-treated 3D-cultured HepG2 cells observed by Confocal fluorescence microscope at 96 h. (f) Changes in numbers
and morphology of sorafenib-treated 3D-cultured HepG2 cells observed by Confocal fluorescence microscope at 96 h. All the data is represented by means + SD

(standard deviation), n = 3.

efficacy to administrate on 2D cultured and 3D cultured HepG2 cell
model. Fig. 6a showed that both three drugs have perfect efficacy on
2D-cultured HepG2 cells, while the efficacies of the three drugs on liver
cancer in patients are different. According to the pharmacology, only
sorafenib is a kinase inhibitor drug approved for the targeted treatment
of advanced primary liver cancer, which should have the best effect
among three drugs (Keating and Santoro, 2009). Cisplatin is a che-
motherapy medication used to treat a number of cancers, which might
have the medium effect (Wang and Lippard, 2005). Taxol is a che-
motherapy medication mainly used to treat ovarian cancer and breast
cancer, and it is rarely used to treat liver cancer (Rowinsky et al., 1993).
However, it was difficult to distinguish the efficacies of these three
drugs by 2D ECIS. Meanwhile, 3D ECMIS could reflect different re-
sponses of the 3D cultured HepG2 cells to these drugs (Fig. 6b). As
expected, sorafenib had the best effect on the 3D HepG2 cells among
these drug. The results of fluorescent images in Fig. 6¢—f also confirmed
this conclusion. The intensity of red fluorescence is higher than other
two drugs (Fig. 6f). The above experimental results showed that 3D
ECMIS have better performance in anti-cancer drug screening in vitro.

4. Conclusion

In this study, we developed a dynamic, real-time, and non-invasive
3D ECMIS for cell growth/viability and drug screening. Based on this
3D cell-based biosensor, it is convenient to monitor the cell growth/
viability of 3D cells and provide more dynamic data for drug screening.
Moreover, we focused on improving the accuracy of cell-based anti-
cancer drug screening by using this 3D cell-based biosensor.
Furthermore, 3D ECMIS showed a high consistency with the conven-
tional imaging method for monitoring 3D cell viability. Further work

needs to be engaged in verifying the applicability and accuracy of the
3D electric cell/matrigel-substrate impedance sensing system: (i) A
variety of 3D cell models and anti-cancer drug testing would to be
carried out. (ii). Comparison of 3D ECMIS and Xenograft model in anti-
cancer drug screening would be studied. It is envisioned that 3D ECMIS
will be a promising high-throughput, non-invasive and real-time plat-
form for 3D cell monitoring and anti-cancer drug screening.
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