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Abstract
Gametogenesis is a complex biological process that is particularly sensitive to environmental
insults such as chemicals. Many chemicals have a negative impact on the germline, either by
directly affecting the germ cells, or indirectly through their action on the somatic nursing cells.
Ultimately, these effects can inhibit fertility, and they may have negative consequences for the
development of the offspring. Recently, nanomaterials such as nanotubes, nanowires, fullerene
derivatives (buckyballs), and quantum dots have received enormous national attention in the
creation of new types of analytical tools for biotechnology and the life sciences. Despite the wide
application of nanomaterials, there is a serious lack of information concerning their impact on
human health and the environment. Thus, there are limited studies available on toxicity of
nanoparticles for risk assessment of nanomaterials. The purpose of this study was to assess the
suitability of a mouse spermatogonial stem cell line as a model to assess nanotoxicity in the male
germline in vitro. The effects of different types of nanoparticles on these cells were evaluated by
light microscopy, and by cell proliferation and standard cytotoxicity assays. Our results
demonstrate a concentration-dependent toxicity for all types of particles tested, whereas the
corresponding soluble salts had no significant effect. Silver nanoparticles were the most toxic
while molybdenum trioxide (MoO3) nanoparticles were the least toxic. Our results suggest that
this cell line provides a valuable model with which to assess the cytotoxicity of nanoparticles in
the germ line in vitro.
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Introduction
Nanotechnology involves the creation and manipulation of materials at the nanoscale level
to create unique products that exploit novel properties. Recently, nanomaterials such as
nanotubes, nanowires, fullerene derivatives (buckyballs), and quantum dots have received
enormous national attention in the creation of new types of analytical tools for
biotechnology and the life sciences (De Wild et al., 2003). Bionanomaterials, which are by
definition in the 1–100 nm range, have been used to create materials that have novel
physical/chemical properties and functions based on their advantageous, miniscule size. In
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particular, nanoparticles are now used to target synthetic peptides, proteins,
oligonucleotides, and plasmids to specific cell type while protecting these macromolecules
from enzymatic degradation (Chavany et al., 1994; Janes et al., 2001). In addition,
nanoparticles have been proposed for the treatment of many diseases that need constant drug
concentration in the blood or drug targeting to specific cells or organs (Moghimi et al.,
2001; Panyam and Labhasetwar, 2003). In this respect, nanoencapsulated therapeutic agents
such as antineoplastic drugs have been used with the aim of selectively targeting antitumor
agents and obtaining higher drug concentration at the tumor site (Chawla and Amiji, 2002;
Sahoo et al., 2004). This achievement appears to be important because many antineoplastic
agents have several adverse side effects. Nanoparticles can be used to treat diseases that
require a sustained presence of the drug at several anatomical sites (Panyam and
Labhasetwar, 2003; Li et al., 2004). In addition, nanomaterials are of interest to defense and
engineering programs because of their potential use in electronics, sensors, munitions, and
energetic/reactive systems involved in the advancement of propulsion technology (Ringer
and Ratinac, 2004). If formulated properly with other materials, nanomaterials may provide
greater stability and efficiency for propellant systems.

Despite the wide application of nanomaterials, there is a serious lack of information
concerning the impact of manufactured nanomaterials on human health and the
environment. Typically, after systemic administration, the nanoparticles are small enough to
penetrate even very small capillaries throughout the body, and therefore they offer the most
effective approach to distribution in certain tissues. Because nanoparticles can pass through
biological membranes, they can affect the physiology of any cell in an animal body
(Brooking et al., 2001). This consideration is of importance for stem cells, where the effects
of nanoparticles on their potential for self-renewal and differentiation is unknown. Data
available from toxicity studies of nanoparticles, in particular in adult stem cells, are limited.

Gametogenesis is a complex biological process that is sensitive to environmental insult, for
example, from chemicals (Adler, 2000; Iona et al., 2002). Chemical effects on germ cells
and their maturation can inhibit fertility, cause cancer, and may have negative effects on the
development of offspring. Mutagens, for example, produce heritable gene mutations, and
heritable structural and numerical chromosome aberrations in germ cells (Allen et al., 1986;
Tilly, 1998). The consequences of germ cell mutation for subsequent generations include the
following: genetically determined phenotypic alterations without signs of illness; reduction
in fertility; embryonic or perinatal death; congenital malformations with varying degrees of
severity; and genetic diseases with varying degrees of health impairment (Brinkworth,
2000). Recent studies have shown that intravenous and/or intra-abdominal administration of
nanoparticles to mice results in their accumulation in the cells of many tissues, including the
brain and the testis, suggesting that they easily pass through the blood–brain and blood–
testis barriers (Borm and Kreyling, 2004; Chen et al., 2003). The purpose of this study was
to assess the suitability of a spermatogonial stem cell line as a model for the assessment of
nanotoxicity in the male germ line in vitro. The effects of different types of nanoparticles on
these cells was evaluated using light microscopy, cell proliferation and standard cytotoxicity
assays. Our results suggest that this cell line provides a sensitive model with which to assess
the cytotoxicity of nanoparticles in the germline. Furthermore, the relative toxicity of several
types of widely used nanoparticles is discussed.

Materials and Methods
Cell Line

The C18–4 cell line was previously established from type A spermatogonia isolated from 6-
day-old mouse testes (Hofmann et al., 2005a). The cells were immortalized using the large T
antigen gene and exhibit a phenotype characteristic of germline stem cells in vivo, such as
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the expression of the Ret and GFRα-1 surface receptors and of the nuclear factor Oct-4 (de
Rooij and Russell, 2000; Pesce et al., 1998; Hofmann et al., 2005b). The cells are adherent
and respond to the growth factor glial cell line–derived neurotrophic factor (GDNF) (Meng
et al., 2000) by increasing their rate of proliferation (Hofmann et al., 2005a).

Cell Culture
The cells were maintained in D-MEM medium supplemented with 10% fetal calf serum
(FCS), 1 mM sodium pyruvate, 2 mM glutamine, 50 U/ml penicillin, 50 mg/ml
streptomycin, and 100 mM non-essential amino acids. All tissue culture reagents were
purchased from Atlanta Biologicals, (Norcross, GA) or Fisher Scientific (Pittsburgh, PA).
For morphological studies, the cells were seeded in 6-well plates at a concentration of 3 ×
105 cells/well in 2 ml of complete medium. For the MTS and LDH assays, the cells were
seeded onto 96-well plates at a density of 1 × 104 cells per well. The cells were incubated in
a humidified incubator at 33°C and 5% CO2 atmosphere. They were cultured for 2 days
(60% confluency) before the assays. For the apoptosis/necrosis assay, the cells were seeded
onto 6-well plates at a density of 1 × 105 cells/well and cultured for 2 days (80%
confluency) before the assays.

Nanoparticles
Silver (Ag—15 nm), molybdenum (MoO3—30 nm), and aluminum (Al—30 nm)
nanoparticles were obtained from the Air Force Research Laboratory, Brooks AFB, TX. The
nanoparticles were made in a commercial pulsed-plasma reactor, which forms the particles
in a gas phase process. As a positive control for toxicity, we used cadmium oxide, a large-
sized material of ∼1000 nm known for its cytotoxic properties (Goering et al., 2000) (Fluka
Chemicals/Sigma, St Louis, MO). Silver, molybdenum, and aluminum nanoparticles were
first dispersed in phosphate buffered saline (PBS) and used at final concentrations of 5, 10,
25, 50, and 100 μg/ml culture medium. Cadmium oxide was also dispersed in PBS and used
at final concentrations of 1, 2, 5, 10, and 25 μg/ml. For comparison, we also assessed the
effect of soluble species such as cadmium chloride, silver carbonate, aluminum chloride, and
sodium molybdate. Those chemicals were obtained from Sigma, St Louis, MO.

Cell Morphology
When cells reached 60% confluency, the different types of nanoparticles were added to the
cells at different concentrations. After 48 h incubation, cell morphology was assessed with a
Nikon Eclipse TS-100 phase-contrast microscope.

In Vitro Cell Viability/Cytotoxicity Studies
Mitochondrial function—Mitochondrial function was assessed using the CellTiter 96
AQueous One Solution Assay (Promega, Madison, WI). The solution reagent contains a
tetrazolium compound [3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-
sulfophenyl)-2H-tetrazolium, inner salt; MTS(a)] and an electron coupling reagent
(phenazine ethosulfate; PES). Fourty eight hours after seeding the cells, different
concentrations of nanoparticles were added to the microtiter wells. The cultures were further
incubated for 48 h, and then 20 μl of the AQueous One Solution reagent was directly added
to the culture wells. After 3 h incubation, the absorbance at 490 nm was measured with a
standard microplate reader (Victor3 multilabel counter, PerkinElmer, Boston, MA). The
quantity of formazan product as measured by the amount of 490 nm absorbance is directly
proportional to the number of living cells in culture. Each experiment was done in triplicate.
The relative cell viability (%) related to control wells containing cell culture medium
without nanoparticles or PBS as a vehicle was calculated by [A]test/[A]control × 100. Where
[A]test is the absorbance of the test sample and [A]control is the absorbance of control sample.
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LDH leakage—For the lactase dehydrogenase (LDH) leakage assay, we used the CytoTox
96 Non-Radioactive Cytotoxicity Assay of Promega (Madison, WI). This is a colorimetric
assay that quantitatively measures LDH, a stable cytosolic enzyme that is released upon cell
lysis. Released LDH in culture supernatants is measured with a 30-min coupled enzymatic
assay that results in the conversion of a tetrazolium salt (INT) into a red formazan product.
The amount of color formed is proportional to the number of lysed cells. Fourty eight hours
after seeding, the cells were treated with the different nanoparticles at different
concentrations, and incubated for another 48 h. Then, 50 μl of cell culture medium was
collected from each well, diluted 1:1 with fresh medium, and plated into a new microtiter
plate. Next, 50 μl of substrate solution was added to the wells, and the plates were incubated
for 30 min at room temperature. Absorbance at 490 nm was measured with a standard
microplate reader (Victor3 multilabel counter, PerkinElmer, Boston, MA). Each experiment
was done in triplicate. The spectrophotometer was calibrated to zero absorbance using
culture medium without cells. The relative LDH leakage (%) related to control wells
containing cell culture medium without nanoparticles or PBS as a vehicle was calculated by
[A]test/[A]control × 100. Where [A]test is the absorbance of the test sample and [A]control is
the absorbance of the control sample.

Apoptosis/necrosis assay—To determine cellular apoptosis or necrosis, we used the
Vybrant Apoptosis Assay Kit #4 (Molecular Probes, Eugene, OR). Kit #4 detects changes in
cell membrane permeability with YO-PRO-1 dye, a green-fluorescent nucleic acid stain that
is permeant to apoptotic cells but not to live cells. Necrotic cells are labeled with red-
fluorescent propidium iodide. Cells were cultured with sublethal concentrations of
nanoparticles for 48 h. They were then washed with PBS and incubated with 2 μl of YO-
PRO-1 dye and 2 μl of propidium iodide in 2 ml of PBS per well, and further incubated for
30 min. After three washes, the cultures were covered with 1 ml of PBS, and the numbers of
apoptotic and necrotic cells were immediately evaluated with a phase-contrast fluorescence
microscope. Results were expressed as percent control cells cultured without nanoparticles.

Statistical Analysis
All experiments were done in triplicate, and the results were presented as mean ± standard
deviation. The experimental data were analyzed by ANOVA using SPSS. Statistical
significance was accepted at a level of p < 0.05. To calculate EC50 values, concentration–
response curves were graphed using Excel. The EC50 of the curves was calculated by non-
linear regression analysis and interpolation according to the method of Alexander et al.
(1999).

Results
Cell Morphology

The general morphology of the C18–4 cells incubated with nanoparticles in phase-contrast
microscopy is shown in Figure 1. The figure shows that the cells were well spread, and there
was no distinct change in morphology after 48 h of incubation with any concentration of
molybdenum nanoparticles relative to control cells (Fig. 1A and Fig. 1E). However,
dramatic changes occur with cadmium oxide (Fig. 1B), which is considered as positive
control for cytotoxicity in this report. Within 48 h of exposure at concentrations of 1 μg/ml
CdO already, the cells shrink and become irregular. At concentrations higher than 5 μg/ml,
they became necrotic and detached from the culture dishes. Figure 1C shows the dramatic
changes induced by silver nanoparticles at concentrations of 10 μg/ml and above. In addition
to necrotic areas, some cells retained an intact plasma membrane (arrows), indicating that
apoptosis had occurred. Interestingly, aluminum nanoparticles did not induce shrinkage,
necrosis, or apoptosis of the cells, at least at concentrations below 10 μg/ml. Instead, the
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particles accumulated in the cell cytoplasm, forming aggregates that were unable to enter the
nucleus (Fig. 1D).

Mitochondrial Function
The mitochondrial function—and by extension the viability of the germline stem cells—was
measured by means of the MTS assay after culturing in presence of the nanoparticles for 48
h. As is evident from Figure 2, in general the cytotoxic effect of the nanoparticles on
mitochondrial activity increases in relation to increasing concentration. Figure 2A shows
that soluble cadmium chloride, a known toxicant, had no significant effect on mitochondrial
activity at concentrations below 5 μg/ml. The EC50 was calculated at 21.3 μg/ml. In
comparison, the cytotoxic effects of cadmium oxide were much stronger, with a significant
inhibition of mitochondrial function starting at concentrations below 1 μg/ml. The EC50 was
calculated at 0.5 μg/ml.

Figure 2B shows that, on the one hand, silver carbonate, generally considered to be non-
hazardous, had no significant cytotoxic effect on mitochondrial function and cell viability up
to concentrations of 100 μg/ml. The EC50 of silver carbonate was calculated at 408 μg/ml.
On the other hand, silver added to the cells as a nanoparticulate (diameter of 15 nm) reduced
drastically mitochondrial function and cell viability. The toxic effect of silver nanoparticles
started between 5 and 10 μg/ml, with an EC50 calculated at 8.75 μg/ml. Higher
concentrations of silver nanoparticles could not be tested because of particle clumping and
precipitation above 10 μg/ml.

Figure 2C compares the influence of soluble and nanoparticulate molybdenum species on
germline stem cell mitochondrial function and viability. In general, sodium molybdate is
known to be moderately toxic for humans and other animal species. In the case of the C18–4
germline stem cells, the mitochondrial function and percentage viability of the germ cells
decreased slightly at concentrations of 50 μg/ml and above, but the difference was not
statistically different from the results obtained with lower concentrations. The EC50 of
sodium molybdate was calculated at 322 μg/ml. In contrast, a significant decrease in
mitochondrial function was seen when molybdenum was used as a nanoparticulate (30 nm in
diameter). Our data indicate that in these cells, molybdenum nanoparticles exert toxic effects
on cellular metabolic activity at concentrations of 50 μg/ml and above. The EC50 of
molybdenum nanoparticles is 90 μg/ml.

The effects of aluminum nanoparticles on mitochondrial function could not be assessed
because the particles accumulated in the cells and formed cytoplasmic aggregates at low
concentrations (Fig. 1D), and the light-scattering effect of the particles interfered with the
spectrophotometric readings.

Membrane Leakage
Figure 3A shows that soluble cadmium chloride has no effect on the plasma membrane at
any of the concentrations tested. However, a dose-dependent increase in LDH leakage was
observed with cadmium oxide. The EC50 of cadmium oxide was calculated at 2.5 μg/ml. In
comparison, 48 h of treatment of the C18–4 germline stem cells with nanoparticles produced
a dose-dependent increase of LDH leakage at lower concentrations only. In general, LDH
leakage reached a plateau at higher concentrations. Figure 3B shows that soluble silver
carbonate does not affect the plasma membrane, which was expected. A slight increase in
LDH leakage was observed with silver nanoparticles, indicating that these particles interfere
with cell metabolism rather than disrupting the plasma membrane. Thus, they might promote
cell apoptosis rather than necrosis (Fig. 1). The EC50 of silver nanoparticles was evaluated at
2.5 μg/ml. Higher concentrations of silver nanoparticles were not assessed because of
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particle clumping and precipitation at levels above 10 μg/ml. Figure 3C indicates that
aluminum chloride did not affect the integrity of the plasma membrane at any of the
concentrations tested. In contrast, a statistically significant increase of LDH leakage was
observed with aluminum nanoparticles. Leakage is dose-dependent at lower concentrations,
and the values reach a plateau at around 25 μg/ml nanoparticles. The EC50 was measured at
4.7 μg/ml. Figure 3D shows the effects of sodium molybdate and molybdenum in
nanoparticulate form on the C18–4 cells. Soluble sodium molybdate did not affect the
integrity of the plasma membrane, whereas a significant increase of LDH leakage was
observed with molybdenum nanoparticles. The leakage was dose-dependent at low
concentrations until the values reached a plateau at 10 μg/ml nanoparticles. The EC50 was
measured at 5 μg/ml.

Apoptosis Assays
Because the cellular metabolic activity seemed affected by the nanoparticles but the plasma
membrane remained relatively intact, we assessed the possibility of apoptosis caused by the
nanoparticles, especially at lower concentrations. Using the Vybrant apopotosis assay that
measures the number of cells in apoptosis versus necrosis, we confrmed that apopotosis took
place at low nanoparticle concentrations. Figure 4A shows an increased number of apoptotic
cells, and that increase is dose-dependent at lower concentrations (1–5 μg/ml for cadmium
oxide, and 10–50 μg/ml for the nanoparticulates tested). More cells became necrotic as the
concentrations increased. In the case of molybdenum nanoparticles, a small number of
apoptotic cells began to be observed starting at a concentration above 25 μg/ml, and few
necrotic cells were observed at concentrations below 50 μg/ml. Figure 4B and 4C illustrates
apoptosis in the C18–4 cells treated with molybdenum nanoparticles at a concentration of 50
μg/ml. Most cells looked intact in phase-contrast microscopy (Fig. 4B). However, these
same cells exhibited positive nuclei in fluorescence microscopy when the YO-PRO-1 dye
was used (Fig. 4C), but they were negative for propidium iodide that can penetrate only
necrotic cells.

Discussion
Despite the many benefits of nanotechnology, some studies indicate that certain
nanoparticles may cause adverse effects because of their small size and unique properties
(Service, 2003; Hoet et al., 2004). Indeed, their size makes them highly mobile in both the
human body and the environment. Nanomaterials can enter human tissues through several
ports via the lungs after inhalation (Oberdorster, 2001), through the digestive system (Jani et
al., 1990), and possibly through the skin (Kreilgaard, 2002; Lademann et al., 1999).
Systemic distribution of nanoparticles has been demonstrated after inhalation and oral
uptake (Jani et al., 1990; Oberdorster et al., 2002), and nanoparticles have been found to
cross the blood–brain barrier, reaching the olfactory bulb and the cerebellum (Borm and
Kreyling, 2004; Oberdorster et al., 2004). Chen and colleagues also reported that
nanoparticles can penetrate the blood-testis barrier (Chen et al., 2003). Although organ- or
cell-specific drug delivery through nanoparticles is a promising area of medicine, and
nanoparticles might be used some day as sensors for intracellular mechanisms, few
toxicology studies are available. Many of the artificially manufactured nanoparticles are
made of nonbiodegradable pollutants, such as carbon black and metals, and the long-term
behavior of such substances is not known.

Toxicants that impair normal reproductive functions are an important public health issue. A
decrease in semen quality of approximately 2% per year over the preceding 50 years has
been reported for industrialized countries (Carlsen et al., 1992). It has been hypothesized
that exposure to toxic chemicals is an important cause of the decline, although great regional
differences exist for the same level of environmental contamination. Nevertheless, studies
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have shown that high exposure of men to various chemicals in certain occupational settings
resulted in lower semen quality. For example, dibromochloropropane (DBCP), a
nemotocide, resulted in lower sperm counts because of the destruction of undifferentiated
spermatogonia (Potashnik et al., 1978). Therefore, it has now become critical to understand
the molecular mechanisms leading to reproductive toxicity. Several in vivo animal models
have been used to assess the testicular toxicity of many compounds. However, these models
necessitate the sacrifice of animals at the end of experimentation, and they do not allow the
manipulation or dissection of intracellular pathways to elucidate mechanisms of toxicity at
the molecular level. In vitro model alternatives have been established, and some of them
have tried to reproduce in the petri dish the complex cell–cell interactions that take place
between the different germ cells and Sertoli cells (Hadley et al., 1985; Yu et al., 2005).
However, these models are limited by the poor viability of the freshly isolated germ cells.

In this study, we used a cell line with spermatogonial stem cell characteristics to evaluate the
toxicity of different types of nanoparticles on the germline. We used three parameters
widely used in toxicological studies, such as the ability of mitochondria to reduce MTS, the
integrity of the plasma membrane, and the activation of apoptotic pathways.

Our results indicate that the C18–4 cells provide a suitable test system for cytotoxicity in the
germline. The MTS and LDH assays can be used for rank ordering of chemical and
nanoparticle toxicity on mitochondrial function and plasma membrane integrity. Cadmium is
a recognized toxicant that has been classified as a probable human carcinogen. It is a heavy
metal that has the potential to cause lysosomal damage and DNA breakage in mammalian
hepatocytes (Fotakis et al., 2005) and many other cells and tissues (Satoh et al., 2002).
Cadmium also disrupts mitochondrial function both in vivo (Belyaeva et al., 2002) and in
vitro (Pourahmad and O'Brien, 2000), and promotes apoptosis (Pulido and Parrish, 2003). In
the testis, cadmium induces lysosomal damage in testicular Sertoli cells (Boscolo et al.,
1985), but its main toxic effects appear in germ cells. In male rats subcutaneously injected
with 0.6 mg cadmium chloride/kg body weight, histological examination of the testes
revealed an accumulation of cadmium only in spermatogonia and spermatocytes, but not in
somatic cells (Aoyagi et al., 2002). Subsequently, a decrease in the number of
spermatogonia in relation to the time of exposure was observed, followed by a decrease in
the number of spermatocytes and, ultimately, sperm cells. In humans, male infertility is
strongly linked to cadmium exposure, but is rather due to a failure of the acrosomal reaction
in sperm cells (Benoff et al., 2000). In our spermatogonial stem cell line, exposure of the
cells to cadmium chloride induced a significant decrease in their metabolic activity.
However, like hepatocytes (Fotakis et al., 2005), cadmium chloride had no effect on the
integrity of the plasma membrane, as monitored by the LDH release assay. Importantly, the
deleterious effects of cadmium were enhanced for cells exposed to the particulate, insoluble
form of cadmium, such as cadmium oxide. These effects mimic well-documented data
obtained on macrophages and other cell lines (Goering et al., 2000). In this case, not only
mitochondrial function decreased drastically, but LDH was released in the cell environment
as a function of cadmium oxide concentration. Because oxidative stress and lipid
peroxidation have been reported after exposure to both cadmium chloride and cadmium
oxide, the higher toxicity of cadmium oxide might be related to the size of the particles
entering into contact with the plasma membrane. Furthermore, our study shows that the
sensitivity of the C18–4 cells to cadmium oxide is comparable to the sensitivity of the BRL
3A liver cells regarding their metabolic activity (Hussain et al. in press) (Table 1). The
membrane integrity of the C18–4 cells is less affected. This is corroborated by the fact that
at lower concentrations cadmium oxide promotes apoptosis rather than necrosis in the C18–
4 cells, thus leaving the plasma membrane intact.
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Because the C18–4 cells showed an increased sensitivity to the particulate form of cadmium
rather than the soluble form, we next studied the effects of metal nanoparticles on these
germline stem cells. As predicted, silver carbonate, which was used as a control, was not
toxic as shown by the MTS and LDH leakage assays. In contrast, silver nanoparticles (15
nm) reduced mitochondrial function drastically and increased membrane leakage. Our data
show that the C18–4 cells are more sensitive than the BRL 3A cells in that respect (Table 1).
There are studies showing that silver nanoparticles could be used in bone cement or other
implantable devices as antimicrobial agents (Alt et al., 2004), but our study shows that silver
in nanoparticulate form could be toxic for the bone-lining cells and other tissues.

Although molybdenum in soluble form is considered to be a mildly toxic substance, it did
not significantly affect the metabolic activity or the membrane integrity of the C18–4 cells.
Molybdenum as a nanoparticulate did not affect metabolic activity either, at least up to a
concentration of 40 μg/ml (EC50 = 90 μg/ml). At higher concentrations (over 50 μg/ml), the
molybdenum nanoparticles become significantly toxic. Interestingly, whereas the effect on
mitochondrial function is mild, molybdenum nanoparticles seem to promote some plasma
membrane leakage at very low concentrations (5 μg/ml and 10 μg/ml). The same pattern of
toxicity is shown for aluminum nanoparticles; however, the morphology of the cells did not
change, indicating that at these concentrations apoptosis still occurs. This finding was
corroborated by the Vybrant assay. It is known that extreme and visible membrane damage
occurs only in the late stages of apoptosis.

In conclusion, we have demonstrated that the C18–4 germline stem cells are a valuable tool
with which to study in vitro toxicity in the germline. The sensitivity of these cells to Ag
nanoparticles is greater than that of BRL 3A liver cells, which are widely used in toxicity
studies. However, in the case of cadmium and the other nanoparticles tested, the sensitivities
of the two cell lines are comparable. The molecular mechanisms of nanoparticles toxicity
are still poorly understood, and the availability of a cell line with which to gain an
understanding of these processes in the germline is of paramount importance.
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FIG. 1.
Morphology of the C18–4 spermatogonial stem cells after incubation with cadmium oxide
and different types of nanoparticles for 48 h. A. Control. B. Cadmium oxide (10 μg/ml). C.
Silver nanoparticles (Ag—15 nm, 10 μg/ml). D. Aluminum nanoparticles (AL—30 nm, 10
μg/ml). E. Molybdenum nanoparticles (MoO3—30 nm, 10 μg/ml).
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FIG. 2.
Influence of cadmium oxide and different types of nanoparticles on the metabolic activity of
the C18–4 spermatogonial stem cells after 48 h incubation. At the end of the incubation
period, mitochondrial function was determined by the MTS reduction assay as described in
Materials and Methods. Each panel is a composite of two experiments, with n ≥ 3 for each
point. *Statistically significant difference compared with controls (p < 0.05). A. MTS
reduction in presence of different concentrations of cadmium chloride and cadmium oxide.
B. MTS reduction in presence of different concentrations of silver carbonate and silver
nanoparticles (Ag—15 nm). C. MTS reduction in presence of different concentration of
sodium molybdate and molybdenum nanoparticles (MoO3—30 nm).
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FIG. 3.
Influence of cadmium oxide and different types of nanoparticles on the membrane integrity
of the C18–4 spermatogonial stem cells after 48 h incubation. At the end of the incubation
period, the amount of LDH released into the medium was measured by spectrophotometric
analysis as described in Materials and Methods. Each panel is a composite of two
experiments, with n ≥ 3 for each point.*Statistically significant difference compared with
controls (p < 0.05). A. LDH membrane leakage in presence of different concentrations of
cadmium chloride and cadmium oxide. B. LDH membrane leakage in presence of different
concentrations of silver carbonate and silver nanoparticles (Ag—15 nm). C. LDH membrane
leakage in presence of different concentrations of aluminum chloride and aluminum

Braydich-Stolle et al. Page 13

Toxicol Sci. Author manuscript; available in PMC 2010 July 28.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



nanoparticles (Al—30 nm). D. LDH membrane leakage in presence of different
concentrations of sodium molybdate and molybdenum nanoparticles (MoO3—30 nm).
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FIG. 4.
Induction of apoptosis by cadmium oxide and different types of nanoparticles in the C18–4
spermatogonial stem cells after 48 h incubation. A. At the end of the incubation period, the
percentage of cells in apoptosis was measured with the Vybrant assay that uses the YO-
PRO-1 dye and propidium iodide as described in Materials and Methods. The graph is a
composite of two experiments, with n ≥ 3 for each point.*Statistically significant difference
compared with controls (p < 0.05). Lanes: A. control (medium +PBS); B. cadmium oxide (1
μg/ml); C. cadmium oxide (5 μg/ml); D. control (medium + PBS); E. silver nanoparticles (5
μg/ml); F. silver nanoparticles (10 μg/ml); G. control (medium + PBS); H. aluminum
nanoparticles (5 μg/ml); I. aluminum nanoparticles (10 μg/ml); J. control (medium + PBS);
K. molybdenum nanoparticles (25 μg/ml). L. molybdenum nanoparticles (50 μg/ml). B.
Morphology of the C18–4 spermatogonial stem cells in phase contrast microscopy after
incubation with 10 μg/ml molybdenum nanoparticles for 48 h. (400×). C. Same field in
fluoresence microscopy showing cells positive for the YO-PRO-1 dye (apoptotic cells).
These cells are negative for propidium iodide.
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TABLE 1
Calculated EC50 Values of CdO and Ag Nanoparticles for C18–4 Spermatogonial Stem
Cells Compared to BRL 3A Liver Cells

Chemical

MTT EC50 (μg/ml) LDH EC50 (μg/ml)

C18–4 cells BRL 3A cells C18–4 cells BRL 3A cells

CdO 0.50 0.83 2.50 0.75

Ag-15 nm 8.75 24.00 2.50 50.00
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