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Different cells respond differently to environmental stimulation, resulting in different extracellular pH values.
Therefore, the pH of the extracellular microenvironment (pHe) is an important manifestation of cell response to
the environment. In this study, a pH-selective dual-microelectrode tip was used as the probe tip of a scanning
electrochemical microscopy (SECM) instrument to in situ monitor the pHe changes of different cells after being
electrically stimulated by the SECM potential method. pHe is the pH at a certain distance from the cells, and the
distance is determined by substituting the current measured by the approach curve into a theoretical calcula-
tion. A gold microelectrode was used to determine the distance between the dual-microelectrode tip and the
cell, and a pH-selective microelectrode was used to measure the pHe. It was found that the pHe value was
related to the distance between the pH-measuring electrode and the cell, and different types of cells had dif-
ferent pHe changes after electrical stimulation. Through fluorescent staining with calcein-AM and propidium
iodide, it was verified that this phenomenon was caused by changes in the permeability of the cell membrane
due to electrical stimulation. In situ monitoring the pHe changes of different cells will be helpful for exploring
the response of cells to environmental stimulation and the mechanism of these different responses.
1. Introduction

Cells are the basic structural and functional units of organisms and
the main sites of metabolism [1]. The acidification of the extracellular
microenvironment can mark the progression of cancer [2,3]. Its minor
changes will affect the activity of many biological proteases, which in
turn affect various life processes, such as ion transport, nucleic acid
formation and metabolite release [4,5]. Thus, an acid-base balance
plays a vital role in maintaining physiology and cell response, and
extracellular pH (pHe, refers to the pH of the extracellular microenvi-
ronment) is one of the important regulatory factors in physiological
activities of cells [6]. Deviations from normal pHe values can damage
the cellular immune response, such as inhibiting the activity of lym-
phocytes [7]. On the other hand, when cells are stimulated, the extra-
cellular microenvironment will change, and the pHe will also change
accordingly. For example, infrared light can change the distribution
of ions on the cell membrane surface and cause changes in membrane
capacitance [8]; additionally, cell membrane permeability changes
with the stimulation of heavy metals [9,10]. It can be seen that the
change in pHe is an important manifestation of the cell response to
the environment [5]. Therefore, an accurate observation of cell pHe
changes in situ is very important to understand the mutation process
of cells under the influence of the environment [11,12].

To date, the methods for measuring pHe are the fluorescence
[13–16] and surface enhanced Raman techniques [5,17–19]. For fluo-
rescence detection, a pH fluorescence probe is usually required to
modify the cell surface [16]. However, the photobleaching and
quenching of fluorescent probes may have a long-term effect on the
detection of pH, thereby affecting its accuracy [20]. The surface-
enhanced Raman technique also requires the introduction of probe
molecules to detect pHe, which may also change the physiological
state of cells [1]. In addition, technologies, such as ion-sensitive field
effect transistors [21] and magnetic resonance imaging [22,23], are
also used to detect pHe. However, the spatial resolution of these meth-
ods is low, and they rely on the distribution of probes in the tissue,
which makes the quantification of pHe observed in situ challenging.
Scanning electrochemical microscopy (SECM) is a powerful scanning
probe technology. It has a wide range of applications in evaluation
of living cells. Arūnas Ramanavičius's group had carried out SECM
research on active and inactive cells [24], and investigation of mam-
malian (human) cell activity [25,26]. They have also reported the
application of various redox mediators in SECM imaging of yeast cells,
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and evaluated the influence of pH on their bioelectrochemical activity
[27,28]. Dipankar Koley's group successfully used pH-selective micro-
electrodes (hydrogen-ion carriers and polyaniline films) as scanning
electrochemical microscopy probes to image the pH distribution of
bioactive glass and bacterial biofilms [29]. Munteanu et al. designed
a voltammetric pH microsensor to monitor the pHe of mammalian
cells at different oxygen levels [30]. Our group reported a technique
of in situ observation of pHe using a dual-microelectrode tip for pH-
potentiometric sensing with SECM [31]. Moreover, the combination
of scanning electrochemical microscopy and other technologies, such
as fast Fourier transform - scanning electrochemical impedance micro-
scopy (FFT-SEIM), provides new possibilities in fast gathering of infor-
mative electrochemical signal [32–34].

Here, the dual-microelectrode tip was further used for pH potential
sensing with SECM to observe the pHe changes of different cells under
electrical stimulation in situ. Compared with our previous work [31],
the distance between the tip of the microelectrode and cell surface was
more accurately described using the negative feedback theory, thus
increasing the determination accuracy of the pHe microenvironment.
Moreover, it was found that normal cells and cancer cells respond dif-
ferently to electrical stimulation. By in situ observation, it was shown
that the pHe of cancer cells was lower than that of normal cells in the
absence of stimulation. At low potential stimulation, the pHe of cancer
cells did not change significantly, but with the increase in stimulation
potential, the pHe changed significantly. In regard to normal cells, the
pHe showed significant changes at low potential stimulation, while at
higher potential stimulation, the pHe of normal cells showed little
change. This phenomenon probably reveals the changes in the mem-
brane permeability of cancer cells and normal cells after stimulation,
which has potential value for further research on the response of dif-
ferent cells to different environmental stimuli.
2. Experimental section

2.1. Chemicals and materials

Ferrocene methanol (FcMeOH) was purchased from Sigma-Aldrich
(USA). Aniline was obtained from Sinopharm Chemical Reagent Co.,
LTD. Dulbecco’s modified Eagle’s medium (DMEM), trypsin/EDTA
solution, penicillin/streptomycin (P/S), nonessential amino acids, glu-
tamine, sodium pyruvate solution and fetal bovine serum (FBS) solu-
tion were obtained from Thermo Fisher (Waltham, MA, USA).
Calcein-AM/propidium iodide suitable for fluorescence was obtained
from Dojindo Chemical Technology Co., Ltd. (Shanghai, China). ITO
(indium tin oxide, 4 cm × 5 cm, sheet resistance < 7 Ω/sq) glass
was provided by Zhuhai Kaivo Optoelectronic Technology Co., Ltd.
(China). Borosilicate glass capillary (1.0 mm OD × 0.75 mm ID) tub-
ing was obtained from Sutter Instrument Company (USA). Gold
(d = 25 μm) and platinum wires (d = 25 μm) were purchased from
Alfa Aesar (USA). Phosphate-buffered saline (PBS, 0.01 M,
pH = 7.40) was prepared with deionized water (DI, 18.2 MΩ·cm).
The human breast cancer cell line (MCF-7), human cervical cancer cell
line (HeLa) and human foreskin fibroblasts (HFFs) were obtained from
the Chinese Academy of Sciences (Shanghai, China).
2.2. Instruments

MCF-7, HFF, and HeLa cells were cultured in a humidified incuba-
tor (NuAire, USA). The pH detection was carried out using a CHI 920C
scanning electrochemical microscope (CH Instruments Co., Shanghai,
China). MCF-7, HFF and HeLa cells were electrically stimulated using
a CHI 830B electrochemical workstation (CH Instruments Co., Shang-
hai, China) with a HEKA ELP-3 system (HEKA, Germany). Drawing
borosilicate glass capillary tubes was performed on a P-2000 laser
puller (Sutter Instrument Company, USA).
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2.3. Preparation of the dual-microelectrode tip

The dual-microelectrode tip used in SECM for the combined amper-
ometric/potentiometric operation was prepared according to a previ-
ously reported method [31]. Briefly, a borosilicate glass tube with
an inner diameter of 0.75 mm was drawn with a laser puller. By grind-
ing the drawn glass tube with sandpaper, a capillary tube with an inner
diameter of 60 ~ 100 μm was obtained. Platinum and gold wires
coated with polyimide were inserted into the capillary tube. A certain
amount of epoxy resin was injected for encapsulation, and then the
capillary tube was dried and polished to obtain a dual-microelectrode
tip: a gold microelectrode with a diameter of 25 μm and a platinum
microelectrode with a diameter of 25 μm. The platinum microelec-
trode was modified with polyaniline by cyclic voltammetry to obtain
a pH-selective microelectrode. Prior to the electropolymerization of
aniline, the platinum microelectrode was electrochemically cleaned
in 0.5 M H2SO4 by cyclic voltammetry in a potential range of −0.25
to 1.55 V. The polyaniline film was obtained from 0.1 M aniline solu-
tion containing 1 M HCl in a potential range of −0.1 ~ 0.9 V at a scan-
ning speed of 10 mV/s over 15 cycles. Polymerization in HCl
supporting electrolyte generated smooth morphology of polyaniline.
The pH-selective microelectrode was calibrated in a series of standard
solution with biologically relevant pH values before the extracellular
pH was measured versus the Ag/AgCl reference electrode.

2.4. Cell culture and seeding onto the ITO substrate

MCF-7 and HeLa cells were cultured in DMEM supplemented with
10% FBS and 100 μg/mL P/S at 37 °C in a humidified atmosphere con-
taining 5% CO2. HFF cells were cultured in DMEM supplemented with
10% FBS, 100 μg/mL P/S and nonessential amino acids, glutamine and
sodium pyruvate at 37 °C in a humidified atmosphere containing 5%
CO2. When reaching 80% confluence, the cells were detached with
0.25% trypsin/EDTA. After trypsin was removed, the cells were resus-
pended in the culture medium. The cells were stained and counted
using trypan blue solution. Finally, cells with a specific density were
planted on a 0.28 cm2 ITO substrate for further investigation.

2.5. Determination of the distance between the dual-microelectrode tip and
cells

First, the approach curve of the Au microelectrode over the cells
was determined at + 0.450 V (vs Ag/AgCl) in 0.01 M PBS solution
containing 1.0 mM FcMeOH. The dual-microelectrode tip was moved
over the cell at a scan rate of 0.5 μm/s, and when the current of the
Au microelectrode decreased to a certain proportion of the limiting
steady diffusion current, the tip stopped moving. Substituting the
radius of the microelectrode, the ratio of the radius of the insulating
sheath to the radius of the electrode tip, and the ratio of the tip current
to the limiting steady diffusion current into Formula 2 could obtain the
distance between the dual-microelectrode tip and cells.

2.6. In situ monitoring of the extracellular pH under electrical stimulation

After the dual-microelectrode tip approached a certain position,
0.01 M PBS containing 1 mM FcMeOH was replaced by 0.01 M PBS
(pH = 7.40). Then, MCF-7, HFF and HeLa cells were stimulated when
different constant potentials were applied for 60 s with a three-elec-
trode system. The ITO substrate, Ag/AgCl electrode and Pt wire were
used as the working, reference and counter electrodes, respectively.
The pH-selective microelectrode was used to measure the potential
at this position, and then the microelectrode was lifted to measure
the potential in the bulk solution. According to Formula 1, the pHe
was calculated by the change in potential divided by the pH response
slope of the microelectrode.
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3. Results and discussion

3.1. Characterization and response characteristics of the pH-selective
microelectrode

The SEM image of the dual-microelectrode tip surface in Fig. 1A
clearly displays both microelectrodes with diameters of 25.0 μm, and also
a uniform polyaniline layer on the surface of the pH-selective microelec-
trode (bottom) with the thickness in sub-micron level. The size of the
microelectrodes was further characterized by cyclic voltammetry (CV),
As shown in Figure S1, the response curves of Au and platinum micro-
electrodes both display a sigmoidal shape. The radius of microelectrode
was then calculated by the equation of Iss = 4nFDCreff. By substituting
the values into the equation (3.9 × 10−9 = 4 × 1 × 96485 × 7.8 ×
10−10 × 1 × reff), the radius is calculated as 12.96 μm, which is
consistent with the SEM characterization.

The CV curve recorded in the process of aniline electropolymeriza-
tion is exhibited in Figure S2. The peak at 0.25 V corresponds to the
formation of radical cations, and the peak at 0.85 V is likely caused
by the conversion from an emeraldine to a pernigraniline structure,
which indicates regular growth of the polymer film. Two reduction
peaks at 0.55 V and 0.1 V appear due to the conversion from perni-
graniline to emeraldine and from emeraldine to leucoemeraldine,
respectively [31]. At the beginning of the electropolymerization, no
peaks are presented. As this process proceeds, the peak current is grad-
ually enhanced, indicating that the film formed by electropolymeriza-
tion is more and more conductive and electroactive. Because these
redox peaks are typical CV responses of polyaniline produced by elec-
tropolymerization, indicating that the polyaniline film has been suc-
cessfully modified on the platinum microelectrode [35].

The potentiometric response of the pH-selective microelectrode in
the dual-microelectrode tip was further determined in standard buffer
solution. From Fig. 1B, it could be observed that the microelectrode
shows a linear correlation between the potential and pH value in a
range of 4–8. The determination with six randomly selected pH-selec-
tive microelectrodes (Table 1) reveals a response slope of
−53.2 ± 0.3 mV/pH (R2 = 0.999), displaying Nernstian behavior.
The relative standard deviation of 0.64% indicates an excellent repro-
ducibility of the pH-selective microelectrode. In addition, when pH
Fig. 1. (A) SEM images of the dual-microelectrode tip, consisting of. Au microelectr
line). (B) Linear relationship between the potential of the pH microelectrode and

Table 1
Reproducibility of the pH-selective microelectrode.

Slope (mV/pH)

1 2 3 4 5
53.3 52.9 53.4 53.5 52.6

3

changed from 7.30 to 6.40, 90% of the steady-state signal was yielded
in less than 5 s, and a completely stable response was obtained within
20 s. Therefore, the response time [36] could be determined as 10 s.
Compared with other literatures [29,30], the pH-selective microelec-
trode shows good performance, and the response range also could
meet the needs of cell detection.

Since each pH-selective microelectrode might have different initial
potentials, the pH values could be calculated according to Formula 1.

pH ¼ pH0 � ΔE=S ð1Þ
where pH0 is the pH value of the bulk solution detected by the pH
meter, ΔE is the difference between the open-circuit potential value
detected at any position in the solution and that of bulk solution, and
S is the response slope.

3.2. Determination of the distance between the dual-microelectrode tip and
the cell

In general, pHe refers to the pH at a certain distance very close to
the cell. Although there was a good correlation between the normal-
ized current value and the distance from the electrode to the cell sur-
face [33], we still hope to express it directly in terms of distance.

According to the theoretical formula for the negative feedback of
SECM [37], there is a functional relationship between the normalized
current and distance. In Formula 2, the normalized negative feedback
current is the ratio of the tip current to the limiting steady diffusion
current. The distance (d) between the tip and the cell can be obtained
from the normalized negative feedback current (IT).

IT ¼
2:08

RG
0:358

d
a � 0:145

RG

� �
þ 1:585

2:08
RG

0:358
d
a þ 0:0023RG

� �þ 1:57þ ln RG
d
a

þ 2
πRG

ln 1þ πRG
2da

� � ð2Þ

where d is the distance between the tip and cell, a is the radius of the
microelectrode, rg is the radius of the insulating sheath, and RG equals
rg/a. When a and rg are known, the functional relationship between d
and IT can be derived. In other words, according to the normalized cur-
rent value, the distance between the tip and cell can be calculated.

To verify the validity of Formula 2 more accurately, the tip with
5 μm in the radius of the microelectrode and 25 μm in rg was
ode (black dotted line) and polyaniline-modified Pt microelectrode (red dotted
pH values in a range of 4–8.

Average slope (mV/pH) RSD

6 53.2 0.64%
53.2



Fig. 3. Measured pH values at different distances in the extracellular space of
HFF cells (black line), HeLa cells (red line), and MCF-7 cells (blue line).
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employed, thus obtaining an approach curve by theoretical simulation
(Figure S3) and the theoretical curve of the functional relationship
between the normalized negative feedback current (IT) and the tip-cell
distance (d) (Fig. 2). The theoretical distance could be verified by the
SECM shear force method [38–40]. The vibration frequency of the tip
in the solution and on the cell was first determined. As shown in Fig-
ure S4, the smaller value obtained on the cell than that in the solution
(marked by the arrow in the figure) was selected for the determina-
tion. For example, the negative feedback normalized current was set
as 0.75, and when the tip approached 0.75, the shear force mode
was used to drop the tip until the vibration frequency changed. Then,
the tip stopped, and the distance that the tip moved was the distance
between the tip and cell. Although the cell surface is not flat, the size
of the dual-microelectrode tip was larger than the cell, and it can com-
pletely cover the cell. To measure the distance from the electrode to
the cell, the electrode was positioned over the cell and the uneven cell
surface should have little effect on the calculation of the distance. In
addition, FcMeOH, as the redox mediator, is cell membrane perme-
able, and it has a certain effect on the tip current and then the deter-
mination of tip-cell distance. However, this effect would be significant
only when the tip was very close to the cell, and it would be negligible
when the tip was far away from the cell, thus showing almost no influ-
ence on the determination results [10].

Corresponding to different normalized currents, the distances were
experimentally measured (Table 2). Fig. 2 indicates that the experi-
mental values were basically consistent with the theoretical curve,
and thus the actual distance between the tip and the cell could be
obtained by determining the normalized current value. It means that
when the current of the dual-microelectrode tip decreases to a certain
proportion of the limiting steady diffusion current, the dual-microelec-
trode tip is located at a precise distance over the cell.
3.3. pHe values of three cell types

The pHe values of three cell types were further investigated at dif-
ferent distances from the cells. The position of the dual-microelectrode
tip was controlled by the approach curves at different normalized
Fig. 2. Theoretical and experimental relationship between the normalized
current and the tip-cell distance.

Table 2
Measured distances corresponding to different normalized currents.

IT 0.75 0.80

d (μm) 8.76 ± 0.93 10.76 ± 0.88

4

currents, and the distances between the dual-microelectrode tip and
the cells were calculated according to Formula 2 with 12.5 μm in
the radius of the microelectrode and 50.0 μm in rg. When the dual-
microelectrode tip was stopped at normalized current values of 0.55,
0.75, 0.85, 0.95, 0.97 and 0.98, the corresponding distances between
the dual-microelectrode tip and cell were calculated as 10, 20, 30, 66,
91 and 117 μm respectively, by substituting these parameters into For-
mula 2. Then, the potential values at different distances and in the
bulk solution were measured, and thus the pH values were obtained
according to Formula 1.

Fig. 3 shows the pH values at different distances from HFF, MCF-7,
and HeLa cells. Clearly, the pH value near the cell is related to the dis-
tance. It increases as the tip moves away from the cells and finally is
close to the pH of the solution (7.34), which is contributed by the dif-
fusion of H+ in the solution. Therefore, the pH measured closer to the
cell could reflect the microenvironment of the cell more accurately.
Considering that the tip could cause damage to the cell at very close
distance, the pH measured at a distance of 20 μm from the cell is
referred as pHe. Furthermore, it could be observed that for HFF cells,
as the distance increases from 10 μm to 66 μm, the pH increases from
7.18 to 7.34, and the almost constant value was detected at larger dis-
tances. In regard to HeLa cells, the pH increases from 7.01 to 7.33
when the distance varies from 10 μm to 91 μm, and then the value
shows little change. The pH of MCF-7 cells increases from 6.93 and
reaches the plateau of 7.33 at the distance of 91 μm. Obviously, these
three cell types present different variation trend of pHe with distance,
showing that HeLa and MCF-7 cells have lower pHe values than HFF
cells because cancer cells were more acidic [41]. The results suggest
that pHe could be a characteristic of cells.
3.4. pHe change of different cell types under electrical stimulation

Different cell types not only have different pHe, but also exhibit dif-
ferent responses on pHe to the changes in the external conditions of
cells. To investigate the influence of electrical stimulation on pHe,
HFF, MCF-7 and HeLa cells were stimulated at different potentials
0.85 0.90 0.94

13.22 ± 1.07 17.75 ± 0.98 24.74 ± 1.10



Fig. 4. Measured pHe values in 0.01 M PBS at a distance of 20 μm from the
HFF cells (black line), HeLa cells (red line), and MCF-7 cells (blue line) under
different stimulation potentials for 60 s.
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for 60 s, followed by the potentiometric determination of pHe at a dis-
tance of 20 μm from the cell.

As shown in Fig. 4, pHe of HFF cells decreases significantly from
7.22 to 6.49 at a stimulation potential of 0.3 V. While, when the stim-
ulation potential increases from 0.3 to 1.2 V, pHe only changes from
6.49 to 6.30. In regard to HeLa cells, when the stimulation potential
increases from 0 to 0.9 V, pHe gradually decreases from 7.08 to 6.04
and remains nearly the same at further increased stimulation potential.
For MCF-7 cells, pHe uniformly decreases from 7.00 to 5.76 as the
stimulation potential increases from 0 to 0.9 V and the stimulation
at a higher potential doesn’t cause the further decrease of pHe. Clearly,
the pHe of three cell types all decreases under electrical stimulation,
which is consistent with the phenomenon reported in the literatures
Fig. 5. Calcein-AM/propidium iodide staining of HFF cells, HeLa cells and MCF-7
0.3 V, (c) 0.9 V, and (d) 1.2 V; HeLa cells: (e) 0 V, (f) 0.3 V, (g) 0.9 V, and (h) 1.2
100 μm.

5

[4,42]. This result might be caused by the increased membrane perme-
ability under electrical stimulation, thus accelerating the release of
intracellular acidic material. Nevertheless, different cell types show
different response sensitivities to electrical stimulation. In regard to
the HeLa and MCF-7 cells, with the increase in stimulation potential,
the pHe values of these cancer cells gradually and continuously
decrease, probably due to the high amount of intracellular acidic mate-
rial in tumor cells. When the stimulation potential is higher than 0.9 V,
the pHe values of these cancer cells basically do not change. It is pos-
sible that the membrane permeability reaches its maximum at this
time, or is even destroyed causing cell death. While, the pHe value
of HFF cells changes significantly under low-potential stimulation,
indicating that they are more sensitive to potential stimulation. How-
ever, the value shows little variation under stimulation at high poten-
tial. The results indicate that the in situ observation of pHe changes
could reveal the response of different cells to different environmental
stimuli.

To observe the cell state after electrical stimulation, the cells were
fluorescently stained with calcein-AM and propidium iodide [31]. Cal-
cein-AM can pass through the cell membrane, and the AM of calcein-
AM is removed by the esterase action of living cells, so the living cells
emit a green fluorescence under fluorescence microscopy [4]. At the
same time, propidium iodide enters the damaged cell membrane and
embeds in the DNA double helix of the cell, thus providing red
fluorescence [4]. The damage of cell membrane will not only affect
the viability of the cells, but also change the permeability of cell mem-
brane. Therefore, fluorescence staining can roughly verify the changes
of cell membrane permeability.

Fig. 5 shows the fluorescence images of MCF-7 cells (a-d), HeLa cells
(e-h) and HFF cells (i-l) that were unstimulated and stimulated at 0.3 V,
0.9 V and 1.2 V for 60 s, respectively. It could be observed that without
stimulation, all three cell types basically exhibit green fluorescence. In
regard to the MCF-7 and HeLa cells, some cells exhibit red fluorescence
under 0.3 V of electrical stimulation, and as the potential increases to
0.9 V, the number of cells exhibiting red fluorescence significantly
cells under different stimulation potentials for 60 s. MCF-7 cells: (a) 0 V, (b)
V; and HFF cells: (i) 0 V, (j) 0.3 V, (k) 0.9 V, and (l) 1.2 V. The scale bars are
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increases. The electrical stimulation at 1.2 V present similar result to
that at 0.9 V. For HFF cells, more cells exhibit red fluorescence under
0.3 V of electrical stimulation, and the number of cells that show red
fluorescence only slightly increases even when the potential increased
to 0.9 and 1.2 V. The results indicate that electrical stimulation could
increase the cell membrane permeability, and different cell types have
different sensitivities to electrical stimulation. The permeability of can-
cer cells increases as the stimulation potential increases. When the
potential is higher than 0.9 V, the cell membrane permeability might
have reached its maximum. While, the permeability of normal cells
increases significantly under low-potential stimulation, and further
increase in stimulation potential couldn’t cause a significant change
in the permeability, revealing that the permeability of normal cells
reaches a maximum at a much lower stimulation potential. Therefore,
observing the influence of external stimulation on the pHe values is
helpful to analyze the released species or other responses of cells.
4. Conclusions

In summary, a dual-microelectrode tip, consisting of an Au micro-
electrode and a pH-selective microelectrode, was used as the tip of a
scanning electrochemical microscope to in situ monitor the pHe
changes of different cell types under electrical stimulation. The dis-
tance between the dual-microelectrode tip and cell was determined
by theoretical calculations. The results showed that the pHe of cancer
cells was lower than that of normal cells. By comparing the pHe of dif-
ferent cell types under different electrical stimulation, it was found
that these cell types exhibited different changes in pHe after electrical
stimulation, due to the different degrees of changes in cell membrane
permeability, which were confirmed by fluorescent staining. Observ-
ing the changes in the pHe values of cells after electrical stimulation
is helpful to further explore the cell responses to stimulation and the
reasons for the differences. This work provides a new means for the
in situ detection of species released by cells exposed to external
stimulation.
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