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The viability of living fibroblast cells cultured on a Petri dish was determined by scanning electrochem-
ical microscopy (SECM). Three kinds of feedback modes for single living cells were derived with different
redox couples: positive, negative and consumptive. The consumptive feedback was unique and distin-
guished uptake from the response caused by cell deformation. The toxicity of Ag+ ion on the living fibro-
blast cells was investigated by using both ferrocenemethanol (FcMeOH) and oxygen (O2) as
electrochemical mediators. The results showed that Ag+ ions could be taken up and then reduced to form
sub-micrometer and micrometer sized metal silver particles. The metal silver particles stained fibroblast
cells and give a positive feedback with FcMeOH. These were also identified by the results of both SECM
and energy dispersive X-ray spectroscopy (EDX). The amount of consumption of dissolved O2 decreased
with time, showing the cell status as the cells died. Since O2 is directly involved in cell metabolism and
the products of O2 reduction are not re-oxidized by metal silver particles trapped on fibroblast cells, it is a
good SECM mediator to characterize drug effects on cell viability. The results suggest the importance of
choice of redox mediator in characterizing cell viability.

� 2012 Elsevier B.V. All rights reserved.
1. Introduction

Scanning electrochemical microscopy (SECM) [1] has been used
for studies of living cells, e.g., to characterize the viability of living
cells (down to the single cell level) and to screen drug effects [2–4].
The photosynthesis of several kinds of plant leaf cells [5–7] and the
respiration of a variety of living mammalian cells [8–11] were
studied by SECM by detecting changes in the oxygen concentration
near the cells. When exposed to cyanide, mammalian cells lose the
ability to respire and eventually die because of the binding of cya-
nide to cytochrome oxidase. These kinds of studies demonstrate
that SECM is useful in chemical imaging of cell status in different
environments and provides a novel in situ method to screen the ef-
fects of drug delivery. Another way to characterize the cell viability
by SECM is based on the cellular redox reactions and measure-
ments of mediator turnover [12–17]. The reactivity between cellu-
lar redox couples and added mediators depends on the properties
of the cell membrane. Generally, hydrophobic mediators give posi-
tive feedback since they can permeate the hydrophobic cell mem-
brane. Membrane transports across a living cell or nucleus
membrane have also been investigated by the cell-generation/
tip-collection mode of SECM [18–20]. The cells take up drug mole-
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cules (e.g., menadione) and pump out metabolic products (e.g., thi-
odione), which can be detected with an SECM tip at lm-distance
above the cell. In addition to studies in the constant height mode
mentioned above, several groups have also developed a constant
distance imaging mode [21,22]. The constant distance mode can
overcome the effects caused by the tip-cell interactions, e.g., cell
deformation, and has the potential for mapping active sites on
the cell membrane.

Silver and its compounds have been used for centuries because
of its antibacterial properties [23]. The interactions between differ-
ent silver containing compounds and bacterial cells have been
extensively studied and reviewed [24–26]. Although the exact
modes of silver toxicity are still obscure, Ag+ ion has been proposed
to complex with electron donor groups containing sulfur, oxygen
or nitrogen, which exist in the bacterial cell in enzymes, polypep-
tides, proteins, and nucleic acids [27–30]. The normal functions of
these cellular components are disrupted and the bacteria eventu-
ally die. Silver resistance of bacterial cells has also received much
attention from biologists and a silver-binding gene has been iden-
tified [31–33]. The silver resistance results from a protective mech-
anism that pumps the Ag+ from the cell or from chelation by metal-
binding proteins with cysteine or histidine residues [34,35]. The
results of Ag+ uptake and resistance depend on the binding mech-
anism of Ag+ in bacterial cells. SECM studies about the Ag+ effect on
the respiratory chain of E. coli suggested that 60% of Ag+ ion is
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transported within the cell while 40% binds to the outer membrane
of the bacterium [36]. More recently, an Ag+ ion selective SECM tip
based on ITIES (the interface between two immiscible electrolyte
solutions) was employed to monitor the silver uptake and efflux
in situ, and SECM images of fibroblast cells were also obtained [37].

Since antibacterial products containing Ag are used to treat
wounds and burns, it is essential to investigate their toxicity on
mammalian epithelial tissues [38,39]. When human dermal fibro-
blast cells were exposed to AgNO3 at concentrations of 4, 12,
82.4 mM for 8 and 24 h, the silver ions greatly inhibited fibroblast
proliferation and produced Ag-dependent cell loss. The inhibitory
action on DNA synthesis was the primary event in AgNO3 cytotox-
icity, associated with significant loss of cell protein. The parallel
study of DNA synthesis and cell protein content suggests that the
toxic damage produced by silver in different phases of the cell cy-
cle may lead to destruction of the entire cell population and there-
fore hinder the tissue regeneration process. Ag also causes a
concentration- and time-dependent depletion of intracellular ATP
content. While the in vitro methods give time-staged changes of
certain components, it is useful to use SECM to explore Ag+ toxicity
in real time. The previous study in our group on silver toxicity
showed HeLa cells have a strong silver-resistance [17]. In this pa-
per, we study the Ag+ toxicity on single living fibroblast cells. We
propose a new toxicity mechanism derived from the recovered po-
sitive SECM feedback by using FcMeOH as redox mediator. The Ag+

effect on cell viability of fibroblast cells was evaluated from cell
respiration determined through monitoring oxygen concentration
in the vicinity of cells.
2. Experimental

2.1. Chemicals and materials

AgNO3, NaNO3, KNO3, Mg(NO3)2, Ag2SO4, Na2SO4, K2SO4, MgSO4,
NaBH4, HEPES, D-glucose were obtained from Fisher. Since Ag+ ion
was present in experimental solutions, halide-free media were
used to avoid Ag+ precipitation: (1) sulfate culture medium con-
tains 1 mM MgSO4, 75 mM Na2SO4, 3 mM K2SO4, 10 mM glucose,
10 mM HEPES and (2) nitrate culture medium contains 1 mM
Mg(NO3)2, 150 mM NaNO3, 6 mM KNO3, 10 mM glucose, 10 mM
HEPES. All chemicals were reagent grade and used as received.
All the aqueous solutions were prepared with deionized water
(18 MX cm, Milli-Q, Millipore Corp., Billerica, MA).

Dulbecco’s modified Eagle’s Medium with l-glutamine (DMEM),
fetal bovine serum, dimethylsulfoxide (DMSO) and Trypan Blue
were provided by the American Type Culture Collection, ATCC
(Manassas, VA). Trypsin–EDTA solution was purchased from MP
Biomedicals, LLC. HEPES buffered saline solution, and trypsin-neu-
tralizing solution were obtained from Cambrex. All these solutions
were used as received.
2.2. Cell culture and experimental preparation

The 3T3 MEFs WT fibroblast cells (CRL-2752™, Mus musculus
from mouse embryo) were purchased from ATCC and then subcul-
tured in our lab. Cells were grown and maintained in DMEM con-
taining 10% heat-inactivated fetal bovine serum while adhering to
the bottom of the Petri dish. The temperature was maintained at
37.5 �C in a water-jacketed incubator (model 2310, VWR Scientific)
with 5% CO2. Cell status and coverage were observed with an in-
verse optical microscope (Olympus Co., Japan). The cell coverage
was controlled to 80 ± 10 % to improve SECM image quality.

Before experiments, the serum-containing DMEM was dis-
carded and the dish was rinsed several times with nitrate medium
to remove the growth medium. Then 2 mL of the nitrate culture
medium containing 50 lM AgNO3 was added to the Petri dish.
After that the cells were incubated for 30 min and rinsed several
times with nitrate culture medium again to remove resident Ag+.
Since nitrate is involved in cell metabolism, a sulfate culture med-
ium with 1 mM redox mediator was used during the long time of
SECM measurements. To detect oxygen concentration in the vicin-
ity of fibroblast cells, no special manipulation was done and the
faradic current resulted from oxygen dissolved in the culture med-
ium from air.

The procedures of cell subculture, the evaluation of cell density
and viability were performed according to ATCC directions. The cell
viability assay with Trypan Blue was used to compare with exper-
imental results obtained with the SECM. All the cell-dealing proce-
dures were carried out in a sterile fume hood (Liberty Co.). And
then the experimental dish was moved and fixed on the SECM
stage.
2.3. Instrument and measurements

All the electrochemical measurements were performed with a
SECM workstation 900B (CH Instruments, Austin, TX). To avoid
chloride contamination of the sulfate culture medium, an Ag/
Ag2SO4 wire was inserted into a glass tube with saturated Na2SO4

solution and sealed with a Vycor tip to construct a reference elec-
trode. A well-polished 10 lm diameter platinum ultramicroelec-
trode (UME) was used as the SECM tip while a platinum wire
served as the counter electrode. For oxygen detection, a hemi-
spherical mercury drop was deposited on a 10 lm diameter plati-
num UME for the SECM tip [40]. On the Hg hemispherical UME, the
products of the 2e oxygen reduction are H2O2 and OH�. The faradic
current is much more stable than that on a bare Pt tip. A deoxygen-
ated solution of 1.0 M KNO3 containing 5.7 mM mercurous ion and
0.5% nitric acid was used for mercury deposition. Mercury deposi-
tion on platinum microelectrodes was carried out at a constant po-
tential of 0.2 V (vs. Ag wire) for 180 s. Following deposition the
electrodes were washed with deionized water and checked with
an optical microscope (Olympus Co., Japan) before further use. A
SECM image scan was performed to locate a single living cell and
the tip was then positioned over it to obtain approach curves. To
elucidate the ‘‘recovered’’ positive feedback image obtained by
FcMeOH (see below), lm-sized silver metal particles were electro-
lessly deposited on a glass slide by the reaction between dilute
AgNO3 and NaBH4 aqueous solution.

SEM and EDX (Zeiss/LEO, Oberkochen) experiments also were
done to elucidate the results obtained by SECM. The procedure
for preparation of SEM samples was as follows: The cell suspension
with an estimated cell density of 106/mL was dropped onto a
20 nm thick gold film, which was deposited on a 1 cm � 1 cm glass
slide with a metal evaporator DV 502A (Denton Vacuum, Moores-
town, NJ). Cells were allowed to attach to the gold film overnight.
Then the cells were rinsed with nitrate culture medium and incu-
bated with 50 lM Ag+ ions for 30 min. The cells were rinsed with
nitrate culture medium several times and incubated in sulfate
medium for 24 h. The samples were taken out and rinsed with
Milli-Q water carefully several times to remove the salts. Finally
the samples were dried in the sterile hood for SEM and EDX
experiments.
3. Results and discussion

3.1. SECM feedback on living fibroblast cells

SECM has a unique advantage over other types of scanning
probe microscopy (SPM) because it can provide the local chemical
activity in the vicinity of living cells. SECM has been shown to be a
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useful in situ method to characterize the cell viability and drug ef-
fects in recent years [2]. By using suitable redox mediators, three
kinds of SECM feedback were found; these are summarized here
according to the tip current response obtained on single living cells
(shown in Fig. 1a–c): (a) positive feedback, i.e., the mediator is
recycled by the living cell and the tip current increases when a
tip approaches the cell vertically; (b) negative feedback, i.e., the
mediator is not recycled by the living cell and tip current decreases
during approach due to the blocking effect of the cells; (c) con-
sumptive or shielding feedback, i.e., the mediator is involved in
the cell metabolism and is consumed by the living cell. During
the approach the tip and the cell compete for the mediator in the
tip-cell gap, which makes the approach curve fall below the nega-
tive feedback curve. These feedback modes were observed on the
single living fibroblast cells by using different redox mediators.
Fig. 1d shows the different feedback found with FcMeOH,
CoðbpyÞ2þ3 or O2 obtained above a single living fibroblast cell. Since
the negative feedback reflected only the blocking effect of the cell
shape, it could be used as a benchmark (shown as Curve 2 in
Fig. 1d). FcMeOH+ generated on the SECM tip could be reduced
to FcMeOH by the single living fibroblast cells. Thus, the approach
curve for FcMeOH (Curve 1 in Fig. 1d) shows higher currents than
Curve 2. Note that the current during a cell approach by the tip
does not correspond to the mass transfer controlled positive feed-
back approach curve in SECM, e.g., as seen with an electroactive
substrate. Rather, in this cell approach curve the tip feedback is
limited by the kinetics of the redox process on the substrate, i.e.,
the kinetics of the reduction of FcMeOH+ by the cell [1]. On the
contrary, O2 is involved in the metabolism of single living fibro-
blast cells that compete for O2 with the SECM tip. As a result, this
is a shielding approach curve that falls below the theoretical neg-
ative feedback curve (Curve 3 in Fig. 1d) [41]. These results show
that one should consider not only the redox potential of the medi-
ator but also the reactivity of the chosen mediator with cell com-
ponents. In general, hydrophobic redox mediators sometimes
show positive feedback, because they can penetrate the cell mem-
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Fig. 1. Schematics (a–c) and approach curves (d) of the feedback modes for single
living fibroblast cells. (a) Positive feedback (curve d-1, 1 mM FcMeOH); (b) negative
feedback (curve d-2, 1 mM CoðbpyÞ2þ3 ); (c) consumptive feedback (curve d-3,
dissolved O2 from air, ca. 0.25 mM). Hg/Pt hemispheric tip in sulfate medium, the
approach rate is 1 lm/s.
brane, while hydrophilic mediators often show negative feedback
[14,17].

It is important to confirm that deviation for the O2 approach
curve (Fig. 1d–3) from negative feedback is caused by O2 consump-
tion by the cell rather than by cell topography, since both cases can
produce a net reduction in tip current as compared to it,1, the dif-
fusion limited current of the tip when it is far from the cell. Exper-
iments were done to identify the difference between the two cases
and the results were shown in Fig. 2. Fig. 2a shows the difference
between the approach curves above single living fibroblast cells
with coverage of 85 ± 5 % using CoðbpyÞ2þ3 , which generates nega-
tive feedback, and O2 as mediators. Note that the normalized ap-
proach curve, IT = it/it,1 vs. normalized distance, d/a, of O2 lies
well below that of CoðbpyÞ2þ3 . If the living fibroblast cells did not
consume oxygen, both normalized approach curves should be the
same within experimental error due to the cell shape. Another
experiment (Fig. 2b) shows the normalized current, IT vs. tip dis-
placement for oxygen consumption of living and dead fibroblast
cells. The triangle point line is the negative feedback over the bot-
tom of the Petri dish without cells (an insulator). The square point
line is the consumptive feedback of oxygen over single living fibro-
blast cells. The circle point line is the approach curve over fibro-
blast cells exposed to the experiment medium containing 20 mM
sodium cyanide for 30 min. The result of a Trypan Blue experiment
showed that most of the cells died after 20 min exposure to 20 mM
cyanide. The significant difference between live and dead cells (the
latter essentially the same as the negative feedback over the insu-
lator) showed that correspondence between the nature of the feed-
back and cell viability is good. These results show that the
consumptive feedback approach curves depend strongly on the
viability of the cells. As living cells gradually lost their viability,
the shape of the feedback curves would change finally overlapping
with a negative feedback approach curve. Over the time scale of
our experiments, the cells maintain their shape as observed with
an inverted optical microscope, in agreement with previously re-
ported results [10]. Thus, our results confirm that our definition
of consumptive feedback is reasonable.

3.2. SECM images based on different feedback modes with living
fibroblast cells

One can characterize the viability of living cells with SECM
images. The difference between the normal cells and abnormal
cells provides information on the cell behavior in various environ-
ments, especially for the mechanism of drug delivery and cell
metabolism. As discussed above the SECM image is based on dif-
ferences between negative, positive and consumptive feedback.
Usually the SECM tip is placed on a region without living cells
and fixed at a certain distance (usually 10–15 lm) above the bot-
tom of a Petri dish through the negative feedback curve with a
mediator of choice. Then the SECM tip is moved above a living
cell region to obtain the SECM image. Fig. 3 shows the SECM
images obtained by a hemispherical Hg tip with FcMeOH
(Fig. 3b), CoðbpyÞ2þ3 (e) and O2 (c and f). FcMeOH shows positive
feedback because it is oxidized at the tip and the ferrocenium
form can interact with reduced material in the cell. CoðbpyÞ2þ3

on the other hand, shows negative feedback, even though the
+3 form is more oxidizing than ferrocenium, presumably because
it is too hydrophilic to enter the cell membrane. After the cell im-
age with FcMeOH (b) or CoðbpyÞ2þ3 (e) was obtained, the potential
was switched to that for oxygen reduction to obtain an image of
the oxygen distribution in the vicinity of the same cells (c and f).
In accordance with the feedback of these redox mediators as de-
scribed above, FcMeOH gave a positive feedback and the current
in the vicinity of single living fibroblast cells was higher than
the background. The background corresponds to the Petri dish
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Fig. 2. Approach curve of a Hg/Pt tip over fibroblast cells (a) comparison of (j) CoðbpyÞ2þ3 oxidation and (o) O2 reduction. (b) O2 reduction of living fibroblast cells before (j)
and after (o) exposure to 20 mM NaCN for 20 min. (N) O2 reduction approach curve to a clean Petri dish. All other conditions are the same as shown in Fig. 1.
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Fig. 3. Comparison of FcMeOH, O2 and CoðbpyÞ2þ3 imaging results. (a) Cyclic voltammograms (CV) for 1 mM FcMeOH oxidation and O2 reduction with a scan rate of 50 mV/s,
(b and c) SECM images of the same fibroblast cells with (b) FcMeOH at �0.1 V and with (c) O2 at �1.4 V. (d) CV for CoðbpyÞ2þ3 oxidation and O2 reduction with a scan rate of
50 mV/s. (e and f) SECM images of the same fibroblast cells with (e) CoðbpyÞ2þ3 at 0.1 V and (f) with O2 at �0.8 V. The scan rate is 100 lm/s while all other conditions are the
same as in Fig. 1.
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surface blocking diffusion to the tip, i.e., negative feedback. As to
CoðbpyÞ2þ3 and oxygen, the currents in the vicinity of single living
fibroblast cells were lower than the background. For CoðbpyÞ2þ3 ,
the contrast comes from the cell hindering diffusion to the tip
more efficiently than the surface of the dish, i.e., an effect of
the cell shape. For O2, in addition to the blocking of mass trans-
port to the tip, the tip detects a lower concentration of O2 be-
cause of cell respiration. The image contrast is a function of cell
viability, cell shape, diffusion coefficient of the redox mediators
and the interaction between the living cells and the mediators.
For the same mediator, the image strength depends strongly on
the cell viability, which is discussed in the following sections.
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Fig. 4. (a) SECM image of a single living fibroblast cell with a Pt tip in sulfate medium with 1 mM FcMeOH, the tip potential is held at 0.3 V while the scan rate is 100 lm/s. (b)
SEM image of a dried fibroblast cell. The SEM accelerator voltage is 10.00 kV and the scale bar is 10 lm.
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Fig. 5. SECM images (a and b) for cell viability determination. (a) Fibroblast cells (coverage 85%) before and (b) after exposure to 20 mM NaCN for 25 min. Pt tip in sulfate
medium with 1 mM FcMeOH, the tip potential is held at 0.3 V while the scan rate is 100 lm/s. (c) Cell viability change with exposure time, the viability was calculated by the
average ratio between the tip current above the cell and that above the Petri dish obtained from the cells in a 500 lm � 500 lm region.
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3.3. Mechanism of Ag+ ion toxicity characterized by FcMeOH

Single fibroblast cells cultured on the bottom of the Petri dish
with a coverage of 85 ± 5 % were used for SECM imaging. The sul-
fate culture medium containing 1 mM FcMeOH was added into
the Petri dish for SECM experiments. A typical image of a single
fibroblast cell is shown in Fig. 4a (compared to the SEM image
shown in Fig. 4b). The cell size in SECM images agrees with that ob-
served by SEM. Since both the diffusion coefficient (�7 � 10�6

cm2/s) [41] and the kinetic rate of reduction are relatively large,
the FcMeOH+ generated by the tip that diffuse to the cell, enter
the membrane and are reduced, giving a relatively weak positive
feedback in the ambient membrane region.

Fig. 5 illustrates the difference between normal single living
fibroblast cells (a) and dead ones (b), killed with 20 mM cyanide
for 25 min. As mentioned above, the results of Trypan Blue essay
show that most of the living cells die after this treatment with cya-
nide. Only living cells give positive feedback while dead cells give
negative feedback. This is the basis of determining cell viability by
SECM imaging. As the CN� exposure time increases, the ratio of the
current in the cell region to background current changes from the
initial positive feedback to a final negative feedback (dead cells).
Thus, the viability can be determined from the ratio of the tip cur-
rent over the cells to that over the Petri dish surface. Fig. 5c shows
the static viability change with time after the addition of 20 mM
cyanide to the sulfate culture medium with a single fibroblast cell.
Cyanide anions are reported to combine with proteins in the respi-
ration chain of fibroblast cells and kill the cell rapidly, so cell res-
piration ceases. These results agree with previous reports from
the Matsue group [10].
Ag+ toxicity was also evaluated by SECM using FcMeOH as redox
mediator. The fibroblast cells cultured on the Petri dish (coverage,
85 ± 5%) were rinsed with a nitrate culture medium several times.
Then 50 lM AgNO3 was added to the nitrate culture medium and
the cells incubated for 30 min. Then the cells were rinsed with ni-
trate culture medium several times to remove the Ag+ left in the
medium. Finally, a sulfate culture medium was added to perform
the SECM experiments. The viability of fibroblast cells, as defined
by the ratio of tip current over the cells to that over the Petri dish
background was studied after addition of 50 lM FcMeOH (Fig. 6d).
The viability decreased with time, but at longer times
(t > 150 min), the cells continued to maintain a relatively weak po-
sitive feedback current that never changed to negative feedback, as
expected if all of the cells died. When the cells were kept on the
SECM stage overnight, positive feedback recovered. For compari-
son, Trypan Blue experiments showed that the fibroblast cells,
which survived for more than 7 h in a sulfate medium without
Ag+, died after about 2 h when exposed to 50 lM Ag+ ions. Fig. 6
shows the first image (a) and the image after 24 h (b) of the same
cell. The strength of the positive feedback was enhanced a little
after 24 h. This ‘‘recovered’’ positive feedback is caused by produc-
tion of metallic Ag particles which can act as open circuit metallic
substrates; a SECM image with FcMeOH on the silver particles elec-
trolessly deposited on glass is shown in Fig. 6c. Thus the experi-
ment with cells can be explained as: (1) an initial decrease of the
feedback strength reflecting loss of cell viability at the first stages
after the addition of Ag+ and (2) Ag+ ions taken up by the cells
being reduced to Ag metal particles. These particles form up to
lm sizes and are immobilized on or inside the cell membrane, so
the cells resemble a Ag-particle substrate and show positive
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Fig. 6. Cell images of a same fibroblast cell derived from FcMeOH after fibroblast cells were incubated with 50 lM AgNO3 for 30 min: (a) immediately after incubation and (b)
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disk. Solution: sulfate medium with 1 mM FcMeOH. The tip potential is held at 0.3 V while the tip raster rate is 100 lm/s.

Fig. 7. SEM studies of a dried fibroblast cell after incubation in nitrate medium with 50 lM AgNO3 for 30 min: (a) image of the cell, (b) detail of the nucleus. (c–e) EDX
analysis: (c) Au/glass slide, (d) cell membrane and (e) nucleus. The SEM accelerator voltage is 10.00 kV and the scale bars are 10 lm (a) and 3 lm (b).
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feedback of FcMeOH at open circuit. The fact that these particles
have radii of the order or smaller than the radius of the scanning
tip disk yet show feedback characteristic of a larger conductive
substrate suggests that these particles are somehow intercon-
nected, so that the reduction reaction of the ferrocenium form
can be compensated by oxidation of FcMeOH at a location not un-
der the tip.

The formation of Ag particles was also verified by SEM and EDX
measurements (Fig. 7). SEM shows a large bright block in the re-
gion of the nucleus, which has a higher conductivity than other cell
regions (Fig. 7a and b). EDX showed the elements in different re-
gions of the cell (cell membrane Fig. 7d, nucleus 7e) and the back-
ground (Au substrate, 7c) and confirm the main element of the
bright region is silver. Since Ag+ ion is a strong oxidant, it would
be reduced by any reductants existing in the cell to form metallic
silver particles. Ag particles have been extensively studied as an
antibiotic for bacteria, so the particles themselves may be respon-
sible for cell death. The smaller particles can grow and aggregate
and thus connect with each other to form larger conductive is-
lands, resulting in the positive feedback that is recovered after
24 h. Thus in studies of heavy metal toxicity using SECM and redox
mediators, one must be careful to eliminate feedback from metal
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Fig. 8. Oxygen consumption images of living fibroblast cells: (a) before and (b) after 20 min incubation in 20 mM NaCN. Tip potential is �1.2 V while scan rate is 100 lm/s. (c)
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particles as a measure of cell viability. One must also investigate
whether the metabolic products of the drug being studied react
with the redox mediator spontaneously.

In summary, although FcMeOH feedback does not give an
unambiguous response of single fibroblast cell viability upon expo-
sure to Ag+, it can provide time-dependent information about Ag+

toxicity, before Ag nanoparticles formation dominates the
response.
3.4. SECM characterization of Ag+ toxicity by oxygen reduction
imaging

An alternative approach to SECM imaging of single fibroblast
cell viability is to study its respiration by determining the oxygen
concentration above the cell by its reduction at the tip. A hemi-
spherical Hg drop electrode was used as the SECM tip [40]. Fig. 8
shows images of fibroblast cells (a) before and (b) after 20 min
exposure to 20 mM CN�, shown with the same color scale, where
green represents smaller currents and yellow/brown the back-
ground oxygen reduction on the Petri dish. Living cells show obvi-
ous oxygen consumption above the cells (see Fig. 8a), while after
the introduction of NaCN to kill the cells, only background O2

reduction and thus negative feedback was observed (see Fig. 8b).
Results for Ag+ are shown in Fig. 8c. Note that the feedback never
changed to positive feedback even after 24 h, indicating that the
product of oxygen reduction (H2O2) was not re-oxidized by Ag par-
ticles on the cells. Thus respiration and oxygen detection is a good
way to characterize Ag+ toxicity. Note here, since the cells consume
oxygen and decrease the current, that an increase in the it/it,1 ratio
indicates cell death, opposite to the FcMeOH case. Fig. 8c shows the
changes of single fibroblast cells viability with time after the cells
were incubated in the sulfate culture medium with different Ag+

ion concentrations. An obvious change of cell viability could be ob-
served when incubated in the solution with lower Ag+ ion concen-
tration as evident from the slow increase in the it/it,1 ratio. When
the concentration was 200 lM, the viability was very small from
the beginning of the SECM scan and there is a smaller change of
viability with time. The reported results of MTT and BrdU assays
showed that the reproducible Ag+ toxic dose on human dermal
fibroblast cells ranged from 4.12 to 82.4 lM [38,39]. There might
be different mechanisms for silver toxicity for low and high Ag+

concentrations. When cells were exposed to the Ag+ with the con-
centration in this range (20 lM), the cell took up Ag+ ions fast en-
ough that Ag+ ion did not deposit in the cells by chemical
interactions with cell components. There are many time-depen-
dent interactions between cell components and Ag+ ions, including
redox reactions, association/dissociation, aggregation and cell
deformation. These processes would disturb functions of DNA, en-
zymes, and proteins. As a result, the cells would gradually die and
slowly decrease their respiration rate. When the concentration of
Ag+ is higher than this interval, the Ag+ ion can suddenly precipi-
tate on the membrane and block mass transfer and communication
between the cells and their environment. In this case the cells
showed low viability from the beginning and little changes during
the subsequent time. In the clinic, the use of high concentrations of
Ag+ usually causes black spots on the skin that disappear after sev-
eral days. This is consistent with the death of skin cells and dena-
turation of protein caused by sudden deposition of Ag.
4. Conclusions

Three kinds of SECM feedback modes were obtained with single
living fibroblast cells: positive, negative and consumptive or
shielding, according to the local current response obtained by the
SECM tip. The SECM images based on the different feedback modes
were verified from approach curves with appropriate redox medi-
ators. Changes in cell viability were followed by SECM imaging. Sil-
ver toxicity was investigated by using FcMeOH and oxygen as
redox mediators. Since FcMeOH could be recycled by silver metal
particles, the cells produced a net positive feedback. The recovering
of FcMeOH positive feedback and an ultimate steady-state current
indicated that the silver ion taken up by the cells could be reduced
and aggregated to form silver metal particles. This unique mecha-
nism was uncovered by in situ SECM and confirmed by SEM and
EDX measurements. On the contrary, the whole process of fibro-
blast cell death could be monitored measuring respiration of dis-
solved O2 as the SECM mediator because the products of oxygen
reduction are not recycled on silver metal particles formed inside
the cells. The silver toxic dose found with SECM agreed with the re-
sults of MTT and BrdU methods.
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