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Abstract: We explored the potential role of zinc (Zn) and zinc transporters in protection against
cytotoxicity of cadmium (Cd) in a cell culture model of human urothelium, named UROtsa. We
used real-time qRT-PCR to quantify transcript levels of 19 Zn transporters of the Zrt-/Irt-like protein
(ZIP) and ZnT gene families that were expressed in UROtsa cells and were altered by Cd exposure.
Cd as low as 0.1 uM induced expression of ZnT1, known to mediate efflux of Zn and Cd. Loss of
cell viability by 57% was seen 24 h after exposure to 2.5 uM Cd. Exposure to 2.5 uM Cd together
with 10-50 uM Zn prevented loss of cell viability by 66%. Pretreatment of the UROtsa cells with
an inhibitor of glutathione biosynthesis (buthionine sulfoximine) diminished ZnT1 induction by
Cd with a resultant increase in sensitivity to Cd cytotoxicity. Conversely, pretreatment of UROtsa
cells with an inhibitor of DNA methylation, 5-aza-2’-deoxycytidine (aza-dC) did not change the
extent of ZnT1 induction by Cd. The induced expression of ZnT1 that remained impervious in cells
treated with aza-dC coincided with resistance to Cd cytotoxicity. Therefore, expression of ZnT1
efflux transporter and Cd toxicity in UROtsa cells could be modulated, in part, by DNA methylation
and glutathione biosynthesis. Induced expression of ZnT1 may be a viable mechanistic approach to
mitigating cytotoxicity of Cd.

Keywords: aza-dC; BSO; cadmium; DNA methylation; glutathione; qRT-PCR; urothelium; ZIP zinc
transporters; ZIP14; ZnT zinc transporters; ZnT1

1. Introduction

Exposure to cadmium (Cd) is inevitable for most people because this toxic metal is
present in virtually all foodstuffs, cigarette smoke, and polluted air from combustion of
fossil fuels and biomass [1-3]. Foods that are frequently consumed in large quantities
such as rice, potatoes, wheat, leafy salad vegetables, and other cereal crops are the most
significant dietary sources [1-3]. Cd has no known biological role in humans, but it has
a similar ionic radius to that of calcium (Ca) and electronegativity similar to that of zinc
(Zn). Consequently, Cd can be taken up by the same transporter systems and pathways the
body uses to acquire Ca, Zn, and other essential metals including iron (Fe) and manganese
(Mn) [2,4-6]. Indeed, members of zinc transporters of the Zrt- and Irt-related protein (ZIP)
family, such as ZIP8 and ZIP14, have been shown to mediate Cd uptake by various cell
types [7-13]. High blood Cd has been associated with certain variants of the ZIP8 and
ZIP14 genes [14].

In theory, the absorption rate of Cd increases when the body is in short supply of
the elements that share absorption and transport pathway mechanisms with Cd, such as
Fe, Zn, Mn, and Ca [2,5,6]. It also increases in subjects whose diets are deficient in these
elements [2,15]. In mice, a diet deficient in Fe or Ca led to much greater accumulation of
Cd in the kidneys than a diet deficient in copper, Zn, or Mn [16]. In humans, high urinary
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Cd levels, indicative of a high Cd body burden, were associated with low (inadequate)
Zn intake in both men and women [15]. In other two studies, low dietary Zn intake was
associated with an increased risk of Cd toxicity in kidneys and lungs [17,18]. Low serum Zn
levels (<74 pg/dL) were associated with a 3.38-fold increase in risk of estimated glomerular
filtration rate (eGFR) <60 mL/min/1.73 m? [17]. High blood Cd levels (>0.53 ng/L) were
associated with a 2.04-fold increase in risk of eGFR < 60 mL/min/1.73 m? as compared
with blood Cd < 0.18 pg/L. After adjustment for smoking effects, high urinary Cd levels
(>0.79 pg/g creatinine) were associated with a 2.48-fold increase in risk of obstructive
lung disease as compared with urinary Cd < 0.39 pg/g creatinine [18]. Low Zn intake
(<8.35 mg/day) was associated with a 1.89-fold increase in risk of obstructive lung disease
as compared with Zn intake above 14.4 mg/day. Thus, dietary Zn intake of 15 mg/day,
which was higher than the recommended dietary allowance of 11 mg/day for men and
8 mg/day for women, was required to reduce Cd absorption and limit the body burden of
Cd to levels not associated with obstructive lung disease.

In the present study, our aim was to demonstrate the protection against Cd toxicity by
simultaneous Zn exposure. In addition, we examined the putative contribution of zinc and
zinc transporters in modulating cytotoxicity of Cd. We used a non-tumorigenic human
cell line, named UROtsa, since studies in our laboratory have established that the UROtsa
cell line is a suitable cell culture model of urinary bladder epithelium [19,20]. Our studies
have also indicated that the UROtsa cell line is suitable for studying urothelial cancer;
prolonged exposure to 1 uM Cd induced UROtsa cells to transform to cancer cells [21] and
the tumors derived from transformed cells displayed gene expression profiles similar to
the basal subtype of muscle invasive bladder cancer [22]. Herein, we examined the effects
of Cd and simultaneous Zn exposure on expression levels of zinc transporters of ZIP and
ZnT gene families expressed by UROsta cells using real-time qRT-PCR. We hypothesized
that upregulation of the efflux transporter ZnT1 gene concurrent with downregulation of
the influx transporter ZIP genes such as ZIP8 and ZIP14 can prevent Cd accumulation
and toxicity. Other research groups have suggested that upregulation of ZnT1, an efflux
transporter [23,24] or downregulation of ZIP8, an influx transporter could lead to Cd
resistance [25].

2. Materials and Methods
2.1. Cells and Culture Maintenance

We used the UROtsa cell line derived from the ureter epithelium of a 12-year-old
female donor, immortalized with SV40 large T-antigen [18]. It is a non-tumorigenic cell
line that displays the phenotypic and morphologic characteristics resembling primary
transitional epithelial cells of the bladder [19]. UROtsa cells were cultured in 25 cm? tissue
culture flasks in Dulbeco’s modified Eagle’s medium supplemented with 5% vol/vol fetal
bovine serum [20,21]. Cells were maintained at 37 °C in humidified incubators with 5%
CO,/95% atmospheric air. Cells were fed fresh growth medium every three days. At
confluence, cells were subcultured at a 1:4 ratio using trypsin-EDTA (0.05%, 0.02%). For
experimentation, cells were grown in 6-well plates containing 2 mL growth media per well
(35 mm in diameter). Treatment of cultures with Cd [26], Zn, BSO [27], and aza-dC [28]
were undertaken when cultures reached 80% confluence. Cd, Zn, BSO, and aza-dC were of
highest purity grade (Sigma, St. Louis, MO, USA). For an initial dose-response analysis,
five cell cultures were used for each Cd concentration. Expression of ZIP and ZnT genes
from the initial experiment agreed with microarray data using the Affymetrix 133 Plus
2.0 [29]. Thus, in later experiments, at least two different batches of cell cultures were used
per treatment.

2.2. Quantitative Cell Viability Assay

Cell viability assay was based on the capacity of cells to reduce a tetrazolium dye,
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT), to formazan [30].
Briefly, forty microliters of 5 mg/mL MTT solution was added to each well of cells grown
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in 6-well plates, followed by additional 4 h incubation at 37 °C in a 5% CO,/95% air
atmosphere to allow cellular MTT uptake and MTT reduction [30]. The cells were washed
twice with 2 mL of phosphate buffered saline. One ml of acidic propanol (0.1 N HCI in
absolute propanol) was added to each well to dissolve formazan that cells generated. The

amount of formazan was determined based on absorbance at 570 nm with acidic propanol
as the blank.

2.3. Quantification of ZIP and ZnT Zinc Transporter Gene Expression

Total RNA was extracted from cells using TRI Reagent® (Molecular Research Center,
Inc., Cincinnati, OH, USA). A 2 uL aliquot of RNA sample containing 40 ng of total
RNA was subjected to cDNA synthesis using the iScript™cDNA synthesis Kit (Bio-Rad
Laboratories, Hercules, CA, USA) in a 20 puL total volume. The cDNA was stored at
—20 °C for later analysis. Real-time PCR was performed in triplicate with iQ™SYBR®
Green Supermix (Bio-Rad, Hercules, CA, USA) in the iCycler Real-Time Detection System
(Bio-Rad Laboratories), using 2 pL of cDNA (equivalent to 4 ng total RNA) in a 20 pL final
volume, containing 0.2 uM each of the primers. Primer pairs and PCR conditions for ZIP
and ZnT genes assayed were detailed previously [31]. Target amplification was ascertained
with post-run melt curve analysis. Quantification was achieved with a standard curve,
constructed for each specific gene amplimer. Expression of each zinc transporter gene was
normalized to 3-actin as the number of transcripts per 1000 or 10,000 3-actin transcripts.

2.4. Statistical Analysis

Expression levels of zinc transporter genes and cell viability data were analyzed with
SPSS 17.0 (SPSS Inc., Chicago, IL, USA). A Kruskal-Wallis test was used to determine differ-
ences in expression levels of an individual zinc transporter gene across four groups of cell
cultures, exposed to varied Cd concentrations (five cultures for every Cd concentration and
control). The Spearman’s rank correlation test was used to evaluate a correlation between
expression levels of an individual zinc transporter gene and Cd exposure concentrations.
Differences in means for pairs of variables such as untreated control versus treated cells
were determined by a Mann—-Whitney test. P-values < 0.5 were considered to identify
statistically significant differences.

3. Results
3.1. Dose-Response Analysis of Effects of Cadmium on Expression Levels of Zinc Transporters

Expression levels of ZIP and ZnT zinc transporters by UROtsa cells 24 h after exposure
to 0,1, 2, and 4 uM Cd concentrations are shown in Table 1. The expression level as number
of transcripts of each individual zinc transporter gene was relative to 1000 or 10,000 -actin
gene transcripts.

At basal state (0 uM Cd), ZnT7 was most abundantly expressed among the ZnT family
members, followed by ZnT5 and ZnT1 with on average of 758, 510, and 365 transcript
copies per 1000 transcripts of 3-actin, respectively. On-average transcript copies of ZnT4,
ZnT6, and ZnT10 were 65, 51, and 11 and 1 per 1000 transcripts of (3-actin while ZnT2 and
ZnT3 were expressed between 6 and 15 transcripts per 100,000 (3 actin transcripts. For
ZIP family, ZIP7 was most abundantly expressed at basal state followed by ZIP14, ZIP6,
ZIP1, Z1P10, and ZIP3A with on average of 204, 146, 92, 82, 54, and 19 transcripts per 1000
(-actin transcripts, respectively. ZIP2, ZIP3B, and ZIP8 were expressed between 1 and
4 transcripts per 1000 3-actin transcripts. ZIP 4 and ZIP5 were expressed between 1 and
6 transcripts per 10,000 (3-actin transcripts.

Exposure to varying Cd concentrations for 24 h affected expression levels of multiple
zinc transporters. Shown in Table 2 are results of the Spearman’s rank correlation analysis
to globally assess Cd effects on expression levels of 19 zinc transporters (8 ZnT genes and
11 ZIP genes) measured.
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Table 1. Dose-response analysis of effects of cadmium on expression levels of zinc transporter genes
in cell culture model of human urothelium (UROtsa) cells.

Cadmium Concentration, yM

Zinc Transporters p-Values
0 1 2 4
SLC30A family
ZnT1 365 + 38 3007 £ 465 1434 + 146 1216 + 153 <0.001
ZnT2 0.06 & 0.01 73£15 16 £19 11£15 <0.001
ZnT3 0.15 £ 0.01 0.24 £0.05 0.10 £ 0.02 0.10 £ 0.02 0.03
ZnT4 114 £0.8 10+1 87+1 62+05 0.001
ZnT5 510 £+ 30 1038 4 132 495 + 54 568 + 91 0.001
ZnT6 65+ 8 77+ 6 63 £13 57 £12 0.174
ZnT7 758 £ 76 1007 +136 706 + 44 488 4+ 63 0.02
ZnT10 11+£02 24£02 17+£02 11+£01 <0.001
SLC39A family
ZIP1 82+9 99 £15 55 £ 10 59 £12 0.02
ZIP2 12£01 0.8+0.2 04+01 0.2 +£0.03 <0.001
ZIP3A 19+1 23+23 17 £17 14+13 0.01
ZIP3B 41402 62+07 44402 42404 0.02
ZIP4 0.06 & 0.01 0.06 & 0.01 0.04 4 0.01 0.06 £ 0.01 0.40
ZIP5 0.01 £0.001  0.0140.003  0.01+0.002 0.01 £.002 0.28
ZIP6 92+38 133 +12 80+9 75+ 10 0.001
ZIpP7 204 £ 25 342 + 69 149 £ 32 94 £21 <0.001
ZIP8 21+£02 26+£03 20+02 27+04 0.50
ZIP10 54 + 4 30+8 14+£3 14£3 <0.001
ZIP14 146 + 19 218 £ 24 158 & 26 128 19 0.01

Numbers are values for mean = standard error of mean for the number of transcripts for each individual zinc
transporter gene relative to 1000 transcripts of the 3-actin gene. p-values were based on a Kruskal-Wallis test, and
p-values <0.05 were considered to identify statistically significant differences in expression levels of an individual
zinc transporter gene across four groups, exposed to varying Cd?* concentrations.

Table 2. Correlations between expression levels of various zinc transporter genes and exposure
concentrations of cadmium.

SLC30A Concentration of Cd?** (0, 1, 2, 4 uM) SLC39A Concentration of Cd?* (0,1, 2, 4 uM)

Family r p-Values Family r p-Values
ZnT1 0.51 <0.001 ZIP1 —0.29 0.02
ZnT2 0.10 0.33 ZIP2 —0.69 <0.001
ZnT3 —0.28 0.03 ZIP3A —0.33 0.01
ZnT4 —0.52 <0.001 ZIP3B 0.10 0.44
ZnT5 —0.01 0.92 Z1P4 —0.08 0.52
ZnT6 —0.07 0.56 ZIP5 -0.27 0.05
ZnT7 —0.24 0.06 Z1P6 -0.19 0.13
ZnT10 0.11 0.40 ZIP7 —0.42 0.001

Z1P8 0.04 0.622
ZIP10 —0.68 <0.001
ZIP14 —0.03 0.84

R, Spearman rank correlation coefficient rho, which indicates the strength of a correlation between expression
levels of an individual zinc transporter and exposure concentrations of Cd. The p-values of < 0.5 were considered
to identify statistically significant relationships between these two parameters.

For most zinc transporters, their transcript levels showed an inverse relationship
with concentrations of Cd to which cells were exposed. For the ZnT family, transcript
levels for ZnT3 were decreased with increasing Cd concentrations (r = —0.28, p = 0.03)
as were ZnT4 transcript levels (r = —0.52, p < 0.001). Likewise, ZIP1, ZIP3A, ZIP5, and
ZIP7 gene expression levels showed an inverse correlation with Cd exposure levels with
r and p-values of —0.29 (p = 0.02), —0.33 (p = 0.01), —0.27 (p = 0.05), and —0.42 (p = 0.001),
respectively. A particularly strong inverse correlation was seen between Cd exposure levels
and transcript levels of two ZIP zinc transporters, ZIP2 (r = —0.69, p < 0.001) and ZIP10
(r=—0.68, p < 0.001). Distinct from all other zinc transporters, ZnT1 gene transcript levels
showed a positive correlation with exposure Cd concentrations (r = 0.51, p < 0.001).
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3.2. Time-Course and Dose-Response Analyses for Induced Expression of the ZnT1 Gene
by Cadmium

Cd at 1 uM concentration caused ZnT1 transcript levels to increase from 8 h, with a
further increase occurring 16 h later, reaching a plateau at 36 h (Figure 1A). In contrast,
Cd at 2 and 4 uM concentrations did not induce expression of ZnT1 gene. The ZnT1 gene
expression levels were increased progressively with an increment of Cd?* concentrations
from 0.1 to 1.5 uM (Figure 2B). The highest fold induction within 24 h was 8.8, achieved
with 1.5 uM Cd concentration. Exposure to 0.25 uM Cd for 48 h induced ZnT1 expression
to the same extent achieved with 24-h exposure to 1.5 uM Cd. Of note, 24-h exposure to
1 uM Cd resulted in a 7.5-fold increase in ZnT1 expression. However, ZnT1 fold induction
declined from 7.5 at 24 h to 1.4 at 48 h, suggesting toxicity of 1 uM Cd when Cd exposure
was continued for a further 24 h.

ZnT1 ZnT1
00007 . - cdoum 151 mm 24h
8 = Cd1 ]IM B 48 h *p <0.05 compared with
c the respective 0 uM
© —A— Cd2uM Cd?, 24-h or 48-h control.
E 4007 ¥ cdaum “p=0.02-0.05 2 10 . '
g compared with = B« *
P £ 2 *
2 2000- © 1B
© = 5] * ﬂ E;E, *
© e e | (6 *
o | [Ee *
-------- e | (e 2
0= T T T b ||
0 16 24 36 48 ﬁ B | |E B ||
Time (h) S5
(A) (B)

Figure 1. Time-course and dose-response analyses for an induced expression of the ZnT1 zinc transporter gene by cadmium.
(A) Expression levels of the ZnT1 gene as a function of exposure durations and Cd?* concentrations; (B) expression levels
of the ZnT1 gene 24 h and 48 h after exposure to varying Cd?>* concentrations. Fold change or a ratio was defined as the
number of transcripts of a given gene relative to 3-actin in control cells divided by number of transcripts of the same gene
in treated cells relative to $-actin. ZnT1 expression in (A,B) were from different batches of cells. An effect of 48-h exposure

was not assessed for 0.1 and 1.5 uM Cd concentrations.

% Viable cells

125 * . . o4
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Figure 2. Cont.
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Figure 2. Effects of exposure to cadmium alone or cadmium plus zinc on cell viability and expression levels of ZIP
and ZnT zinc transporter genes. (A) Change in cell viability following exposure to only cadmium; (B) zinc protection
against cadmium-induced loss of cell viability; (C) expression levels of ZnT1 gene in cells exposed to cadmium and zinc;
(D) expression levels of ZnT5, ZnT7, ZIP8, and ZIP14 genes in cells exposed to cadmium and zinc. Fold change or a ratio
was defined as number of transcripts of a given gene relative to 3-actin in control cells divided by number of transcripts
of the same gene in treated cells relative to 3-actin. Cell viability data in (A,B) were assessed with different batches of
cells. Expression of ZnT1 in (C) and expression of other ZnT and ZIP transporters in (D) were assessed with an identical
cell batch.

Exposure to 0.05 and 0.5 uM concentrations of Cd for 24 h did not reduce cell viability,
while exposure to 1, 1.5, 2.5, 4, and 5 pM of Cd for 24 h decreased cell viability by 15%,
29%, 57%, 66%, and 74%, respectively (Figure 2A). Thus, 2.5 uM Cd was considered to be a
50% lethal dose (LDsg) of Cd in UROtsa cells. Exposure to Cd at the LDs level (2.5 uM) for
48 h together with Zn at 10, 25, and 50 uM concentrations prevented loss of cell viability
caused by Cd. This was evident from the viability of 80% among those with concurrent Zn
exposure as compared with 14% of those exposed to Cd alone with equivalent Cd molar
concentrations (Figure 2B).

Of note, an average cell viability of 80% among cells exposed to both 2.5 uM Cd?* and
10, 25, or 50 pM Zn was the same as those exposed only to 1 uM Cd for 24 h (Figure 2B).
Intriguingly, exposure to 2.5 uM Cd concurrent with 10 or 25 uM Zn increased ZnT1
expression by the same extent as exposure to 1 pM Cd alone (Figure 2C). Expression levels
of ZnT1, ZnT5, ZnT7, ZIP8, and ZIP14 genes were not affected by exposure to Zn at 10 or
25 uM Zn. Simultaneous exposure to 10 uM Zn and 2.5 pM Cd increased expression
levels of ZnT5, ZIP8,and ZIP14 genes by the same extent as exposure to 1 uM Cd alone
(Figure 2D).

3.3. Effects of Pretreatment with BSO and Aza-dC on Cytotoxicity of Cadmium and Expression of
ZnT1 Gene

As expected, inhibition of glutathione biosynthesis by BSO treatment 24 h prior to
Cd exposure increased sensitivity to Cd (Figure 3A). Such sensitivity increase was seen
at all three BSO concentrations tested (100, 500, and 1000 uM). At 0.5 uM Cd, the average
cell viability of the BSO-treated cells was 72%, compared with 94% of untreated cells. An
average cell viability of the three BSO-treated cultures in cells exposed to the LDsj level
(2.5 uM Cd?*) was 19% as compared with 54% in untreated cells. BSO pretreatment affected
ZnT1 by Cd. In untreated cells, 1 uM Cd increased ZnT1 expression by 7.5, and it fell to 4.2,
3.7, and 2.7 in cells treated with 100, 500, and 1000 uM BSO, respectively (Figure 3B).
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Figure 3. Effects of cadmium in UROtsa cells pretreated with BSO or aza-dC. (A) An analysis of cell viability reduction;
(B) changes in ZnT1 expression in BSO-treated UROtsa cells; (C) an analysis of resistance to loss of cell viability; (D) changes
in ZnT1 expression in aza-dC-treated UROtsa cells. Fold change or a ratio was defined as number of transcripts of a given
gene relative to $-actin in control cells divided by number of transcripts of the same gene in treated cells relative to 3-actin.
Cell viability in (A) and ZnT1 expression in (B) were assessed with an identical cell batch. Cell viability in (C) and ZnT1
expression in (D) were assessed with an identical cell batch.

Inhibition of DNA methylation by 5-aza-2’-deoxycytidine (aza-dC) treatment 24 h
prior to Cd exposure produced results opposite to BSO treatment. Tolerance or resistance
to Cd toxicity was seen among cells treated with aza-dC at all three aza-dC concentrations
tested (2.5, 5, and 10 uM) (Figure 3C). At 2.5 uM Cd, an average cell viability of aza-dC
treated cells was 75%, compared with 54% of untreated cells (p < 0.5). At5 uM Cd?*, the
viability of untreated cells was 27% only, compared with 80%, 56.6%, and 57.1% in cells
pretreated with 2.5, 5, or 10 uM aza-dC, respectively (p < 0.05). For aza-dC-treated UROtsa
cells, LDsy for Cd was increased by two-fold (from 2.5 to 5 uM Cd). Aza-dC treatment
did not affect expression of ZnT1 nor the extent of ZnT1 induction by 2.5 or 5 uM Cd
(Figure 3D).

3.4. Other Notable Effects of BSO or Aza-dC Pretreatment

Figure 4 depicts the influence of BSO or aza-dC pretreatment on the changes in
expression levels of some zinc transporters caused by subsequent Cd exposure.
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Figure 4. Effects of cadmium on expression of selected zinc transporters and viability of BSO- and aza-dC-treated cells.
(A) Changes in expression levels of ZnT5, ZnT7, ZIP8, and ZIP14 in BSO-treated cells caused by 1 uM Cd?*; (B) changes in
expression levels of ZnT5, ZnT7, ZIP8, and ZIP14 in aza-dC-treated cells caused by 2.5 uM Cd%; (C) changes in expression
levels of ZnT5, ZnT7, ZIP8, and ZIP14 in aza-dC-treated cells caused by 5 uM Cd?*. Effects of 24, 48, and 72 h of cadmium
exposure on viability of UROTsa cells pretreated with 2.5 tM aza-dC (D). Fold change or a ratio was defined as number of

transcripts of a given gene relative to 3-actin in control cells divided by number of transcripts of the same gene in treated

cells relative to 3-actin. Expression profiles in (A) were based on RNA samples from cells in Figure 3B. Expression profiles

in (B,C) were based on RNA samples from cells in Figure 3D. An effect of aza-dC treatment duration in (D) was assessed
with a different batch of cells.

Cd at 1 uM did not affect expression of ZnT5, ZnT7, ZIP8, or ZIP14 in untreated
control cells (Figure 4A). However, in cells treated with 1000 uM BSO, Cd at 1 uM caused
a reduction in expression levels of these five zinc transporters. Cd at 1 uM also caused a
reduction in expression levels of ZnT5 and ZnT7 in cells treated with 500 uM BSO, but it
did not affect ZIP8 or ZIP14 transcript levels. In contrast, expression levels of ZnT5, ZnT?7,
ZIP8, and ZIP14 in aza-dC-treated cells at all three concentrations (250, 500, and 1000 M)
were not altered by 2.5 uM Cd (Figure 4B). A higher Cd (5 uM) increased expression levels
of Z1P14 in cells treated with 2.5 uM and 10 uM aza-dC (Figure 4C).

Figure 4D depicts the evolution of Cd resistance phenotype induced by aza-dC treat-
ment. In this experiment, UROtsa cell cultures were treated with 2.5 uM aza-dC and they
were exposed to varying Cd concentrations 24 h later. Then, they were incubated for a
further 24, 48, or 72 h period. Treatment of cells with 2.5 pM aza-dC alone did not affect
cell viability, assessed at 24, 48, and 72 h, but Cd at 1, 2, 2.5, and 5 uM caused a 25-40%
reduction in cell viability within 48 h. Intriguingly, at 72 h, the viability of all Cd exposed
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cell cultures were not different from that of cell cultures treated with 2.5 uM aza-dC alone.
Thus, resistance to Cd toxicity appeared to be acquired fully in the last 24 h.

4. Discussion

Expression levels of individual zinc transporter genes, in the basal state, varied widely
between the two gene families of zinc transporters, as did expression levels among members
in each family (Table 1). ZIP8, ZIP14, and ZnT1 zinc transporter genes were expressed at
2.1, 146, and 365 copies per 1000 copies of $-actin gene, respectively. Lower expression
levels of ZIP8 than ZIP14 suggested that ZIP14 and ZnT1 could potentially be involved
in Cd accumulation and its cytotoxicity in this human urothelial cell line. ZIP8 protein
expressed by UROtsa cells was detectable by Western blot analysis [32]. We postulated that
a reduction in expression of zinc transporters that are responsible for Cd uptake, ZIP8 and
ZIP14 included, in conjunction with an increase in expression of Cd excluding transporter
such as ZnT1 would produce UROtsa cells that would be resistant to Cd toxicity.

It has been shown in a previous study using a rat liver epithelial cell line (TRL 1215)
that pretreatment of cells with cyproterone, a synthetic steroidal antiandrogen with a struc-
ture related to progesterone, decreased sensitivity to Cd through a decreased accumulation
of Cd [33]. However, the molecular basis for a decrease in Cd accumulation was not
investigated. It was shown in another study that silencing of ZnT1 expression increased Cd
accumulation and enhanced Cd toxicity [23]. A decrease in Cd accumulation together with
a decrease in ZIP8 expression, assessed by ZIP8 mRNA and ZIP8 protein levels was seen in
metallothionein-null cells that were resistant to Cd toxicity [34], and epigenetic silencing of
the ZIP8 gene by DNA hypermethylation was found to be involved in the downregulation
of ZIP8 expression observed [34]. It was suggested that downregulation of ZIP8 was a
common feature of cells resistant to Cd [35]. Thus, DNA hypermethylation appeared to be
the molecular mechanism by which the ZIP8 gene is downregulated.

In a correlation analysis (Table 2), an inverse relationship was seen between Cd expo-
sure concentrations and expression levels of most genes examined. The correlation was
especially strong for ZIP2 (r = —0.69, p < 0.001) and ZIP10 genes (r = —0.68, p < 0.001). A
positive correlation was seen only between ZnT1 gene expression and Cd exposure concen-
trations (r = 0.51, p < 0.001). We considered it as initial evidence for a selective induction
ZnT1 by Cd, which may represent a defense mechanism of UROtsa cell use to prevent
Cd and Zn accumulation to toxic levels. Time-course and dose-response analyses have
confirmed that Cd concentrations between 0.1 and 1.5 uM increased expression of the ZnT1
gene. Of note, at Cd concentrations between 0.05 and 0.5 uM concentration, cell viability
was not affected. The highest fold ZnT1 induction of 8.8 occurred within 24 h of exposure to
1.5 uM Cd (Figure 1A,B). Among 19 zinc transporters examined, the zinc efflux transporter
ZnT1 was found to be induced by Cd in both time- and dose-dependent manners. The
magnitude of ZnT1 induction correlated with sensitivity /resistance to Cd cytotoxicity.

Evidence for the protective role of ZnT1 upregulation has emerged from a series
of experiments involving simultaneous Zn exposure, BSO, and aza-dC pretreatments.
Simultaneous exposure to Zn at 4-, 10- and 40-times higher molar concentrations than that
of Cd prevented loss of cell viability, indicative of Cd cytotoxicity (Figure 2A,B). Under
these experimental conditions, expression of the ZnT1 gene was increased by eight-fold
(Figure 2C). Exposure to 10 pM Zn together with 2.5 uM Cd increased expression levels
of ZnT5, ZIP8, and ZIP14 genes by the same extent as did an exposure to 1 uM Cd alone
(Figure 2D). These data could be interpreted to suggest that concurrent Zn exposure at
4-times higher molar concentration than Cd resulted in an “effective” intracellular Cd
concentration similar to that of exposure to 1 uM Cd. The protective effect of high-dose Zn
exposure concurrent with Cd exposure was demonstrated in a study using human retinal
pigment epithelial cell lines [36], but the mechanisms of such protection such as expression
of zinc transporters were not measured in the study nor did all other studies examining
protective effects of concurrent Zn treatment in cell cultures.
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BSO treatment caused a reduction in ZnT1 inductive responses coincidental with
an increase in sensitivity to Cd (Figure 3B). Cd at 2.5 uM caused an 81% reduction in
cell viability in BSO-treated cells, compared with 54% in untreated cells (Figure 3A). The
viability loss in BSO-treated cells occurred in conjunction with a fall in ZnT1 induction
from 7.5-fold to 4.2-, 3.7- and 2.7-fold in cells treated with 100, 500, and 1000 uM BSO,
respectively (Figure 3B). Increased sensitivity to Cd following treatment with BSO could
partially be attributed to diminished Cd efflux, a consequence of depressed ZnT1 induction.

BSO treatment is known to perturb both GSH biosynthesis and DNA methylation [27].
Thus, induction of ZnT1 could be a consequence of depletion of GSH or alteration of DNA
methylation or both. Previously, ZIP8 expression was shown to be modulated by GSH
concentrations [25]. In the present study, we observed reduced expression of ZIP8 together
with reduced expression of ZnT5, ZnT7, and ZIP14 in cells treated with BSO for 24 prior to
exposure to 1 uM Cd (Figure 4A). To distinguish these possibilities, we compared results
from BSO treatment with those from aza-dC treatment experiments.

Unlike BSO treatment, pretreatment of UROtsa cells with aza-dC for 24 h prior to Cd
exposure resulted in resistance to Cd cytotoxicity (Figure 3C). Aza-dC treatment caused a
two-fold increase in Cd resistance while it had no effects on ZnT1 inductive responses or
expression levels of ZnT5, ZnT7, and ZIP8. Thus, Cd-induced expression of ZnT1 appeared
to be influenced by GSH concentrations which reflect cell redox state. Likewise, effects
of Cd on expression levels of ZnT5, ZnT7, and ZIP8 genes may vary with cellular redox
status but not with gene methylation status. However, the effects of Cd on ZIP14 gene
expression seemed to depend on both GSH and the methylation state of the ZIP14 gene.
Further research is warranted to investigate epigenetic regulation of the expression of zinc
transporters that may modulate Cd toxicity.

5. Conclusions

Expression of Cd cytotoxicity in UROtsa cells and the expression level of ZnT1 zinc
transporter, known to medicate efflux of both Zn and Cd, could be modulated, at least
in part, by DNA methylation state and glutathione biosynthesis. A diminished ZnT1
induction may account for an increased sensitivity to Cd cytotoxicity in cells treated
with BSO prior to Cd exposure. Conversely, ZnT1 induction that remains impervious in
aza-dC-treated cells may account for resistance to Cd cytotoxicity.

Author Contributions: Conceptualization, S.S. (Soisungwan Satarug), S.H.G. and S.S. (Seema Somji);
methodology, S.S. (Soisungwan Satarug), S.H.G. and S.S. (Seema Somyji); formal analysis, S.S. (Soisung-
wan Satarug); investigation, S.S. (Soisungwan Satarug), S.H.G. and S.S. (Seema Somji); resources,
M.A.S.; original draft preparation, S.S. (Soisungwan Satarug); review and editing, S H.G., S.S.
(Seema Somyji), M.A.S. and D.A.S.; project administration, M.A.S. and D.A.S.; funding acquisition,
D.A.S. All authors have read and agreed to the published version of the manuscript.

Funding: This research was supported by grant number R01 ES015100 from the National Institute of
Environmental Health Sciences (NIEHS), NIH, USA.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Data are contained within the article.

Acknowledgments: The Commission for Higher Education, Thailand Ministry of Education in
partnership with the National Research Centre for Environmental Toxicology, The University of
Queensland provided S.S. overseas travel support. Opinions expressed in this paper are solely
the responsibility of the authors and do not necessarily represent the official views of the NIEHS,
NIH, USA.

Conflicts of Interest: The authors declare no conflict of interest.



Toxics 2021, 9, 94 11 of 12

References

1.  Satarug, S.; Phelps, K.R. Cadmium Exposure and Toxicity. In Metal Toxicology Handbook; Bagchi, D., Bagchi, M., Eds.; CRC Press:
Boca Raton, FL, USA, 2021; pp. 219-274.

2. Satarug, S.; Gobe, G.C.; Vesey, D.A.; Phelps, K.R. Cadmium and lead exposure, nephrotoxicity, and mortality. Toxics 2020, 8, 86.
[CrossRef]

3. Satarug, S.; Vesey, D.A.; Gobe, G.C. Current health risk assessment practice for dietary cadmium: Data from different countries.
Food Chem. Toxicol. 2017, 106, 430-445. [CrossRef]

4. Thevenod, F; Fels, J.; Lee, W.-K.; Zarbock, R. Channels, transporters and receptors for cadmium and cadmium complexes in
eukaryotic cells: Myths and facts. Biometals 2019, 32, 469-489. [CrossRef]

5. Flanagan, PR.; McLellan, J.S.; Haist, J.; Cherian, M.G.; Chamberlain, M.].; Valberg, L.S. Increased dietary cadmium absorption in
mice and human subjects with iron deficiency. Gastroenterology 1978, 46, 609-623. [CrossRef]

6.  Finley, ].W. Manganese absorption and retention by young women is associated with serum ferritin concentration. Am. J. Clin.
Nutr. 1999, 70, 37-43. [CrossRef] [PubMed]

7. Fujishiro, H.; Yano, Y.; Takada, Y.; Tanihara, M.; Himeno, S. Roles of ZIP8, ZIP14, and DMTT1 in transport of cadmium and
manganese in mouse kidney proximal tubule cells. Metallomics 2012, 4, 700-708. [CrossRef] [PubMed]

8.  Fujishiro, H.; Hamao, S.; Tanaka, R.; Kambe, T.; Himeno, S. Concentration-dependent roles of DMT1 and ZIP14 in cadmium
absorption in Caco-2 cells. J. Toxicol. Sci. 2017, 42, 559-567. [CrossRef]

9.  Fujishiro, H.; Himeno, S. New insights into the roles of ZIP8, a cadmium and manganese transporter, and its relation to human
diseases. Biol. Pharm. Bull. 2019, 42, 1076-1082. [CrossRef] [PubMed]

10. Jenkitkasemwong, S.; Wang, C.Y.; Mackenzie, B.; Knutson, M.D. Physiologic implications of metal-ion transport by ZIP14 and
ZIP8. Biometals 2012, 25, 643-655. [CrossRef]

11. Schneider, S.N.; Liu, Z.; Wang, B.; Miller, M.L.; Afton, S.E.; Soleimani, M.; Nebert, D.W. Oral cadmium in mice carrying 5 versus
2 copies of the Slc39a8 gene: Comparison of uptake, distribution, metal content, and toxicity. Int. J. Toxicol. 2014, 33, 14-20.
[CrossRef]

12.  Zhang, R.; Witkowska, K.; Afonso Guerra-Assuncgao, J.; Ren, M.; Ng, F.L.; Mauro, C.; Tucker, A.T.; Caulfield, M.].; Shu Ye, S.
A blood pressure-associated variant of the SLC39A8 gene influences cellular cadmium accumulation and toxicity. Hum. Mol.
Genet. 2016, 25, 4117-4126. [CrossRef] [PubMed]

13.  Aydemir, T.B.; Cousins, R.J. The multiple faces of the metal transporter ZIP14 (SLC39A14). |. Nutr. 2018, 148, 174-184. [CrossRef]

14. Rentschler, G.; Kippler, M.; Axmon, A.; Raqib, R.; Skerfving, S.; Vahter, M.; Broberg, K. Cadmium concentrations in human blood
and urine are associated with polymorphisms in zinc transporter genes. Metallomics 2014, 6, 885-891. [CrossRef]

15. Lin, Y.S; Caffrey, ].L.; Lin, ].W.; Bayliss, D.; Faramawi, M.E,; Bateson, T.F,; Sonawane, B. Increased risk of cancer mortality associated
with cadmium exposures in older Americans with low zinc intake. J. Toxicol. Environ. Health A 2013, 76, 1-15. [CrossRef]

16. Min, K.S; Sano, E.; Ueda, H.; Sakazaki, F.; Yamada, K.; Takano, M.; Tanaka, K. Dietary deficiency of calcium and/or iron, an
age-related risk factor for renal accumulation of cadmium in mice. Biol. Pharm. Bull. 2015, 38, 1557-1563. [CrossRef]

17. Lin, Y.S.,; Ho, W.C,; Caffrey, ].L.; Sonawane, B. Low serum zinc is associated with elevated risk of cadmium nephrotoxicity.
Environ. Res. 2014, 134, 33-38. [CrossRef] [PubMed]

18. Lin, Y.S; Caffrey, ].L.; Chang, M.H.; Dowling, N.; Lin, ].W. Cigarette smoking, cadmium exposure, and zinc intake on obstructive
lung disorder. Respir. Res. 2010, 11, 53. [CrossRef]

19. Petzoldt, L.; Leigh, LM.; Duffy, P.G.; Sexton, C.; Masters, R W. Immortalisation of human urothelial cells. Urol. Res. 1995, 23,
377-380. [CrossRef]

20. Rossi, M.R.; Masters, ].R.W.; Park, S.; Todd, J.H.; Garrett, S.H.; Sens, M.A.; Somyji, S.; Nath, J.; Sens, D.A. The immortalized UROtsa
cell line as a potential cell culture model of human urothelium. Environ. Health Perspect. 2001, 109, 801-808. [CrossRef] [PubMed]

21. Sens, D.A; Park, S.; Gurel, V.; Sens, M.A.; Garrett, S.H.; Somji, S. Inorganic cadmium- and arsenite-induced malignant transfor-
mation of human bladder urothelial cells. Toxicol. Sci. 2004, 79, 56-63. [CrossRef]

22. Hoggarth, Z.E.; Osowski, D.B.; Freeberg, B.A.; Garrett, S.H.; Sens, D.A.; Sens, M.A.; Zhou, X.D.; Zhang, K.K.; Somji, S. The
urothelial cell line UROtsa transformed by arsenite and cadmium display basal characteristics associated with muscle invasive
urothelial cancers. PLoS ONE 2018, 13, e0207877. [CrossRef]

23. Ohana, E.; Sekler, I.; Kaisman, T.; Kahn, N.; Cove, ].; Silverman, WE,; Amsterdam, A.; Hershfinkel, M. Silencing of ZnT-1
expression enhances heavy metal influx and toxicity. . Mol. Med. 2006, 84, 753-763. [CrossRef]

24. Nishito, Y.; Kambe, T. Zinc transporter 1 (ZNT1) expression on the cell surface is elaborately controlled by cellular zinc levels.
J. Biol. Chem. 2019, 294, 15686-15697. [CrossRef]

25. Aiba, I.; Hossain, A.; Kuo, M.T. Elevated GSH level increases cadmium resistance through down-regulation of Sp1-dependent
expression of the cadmium transporter ZIP8. Mol. Pharmacol. 2008, 74, 823-833. [CrossRef]

26. Sens, D.; Rossi, M.; Park, S.; Gurel, V.; Nath, |.; Garrett, S.; Sens, M. A.; Somji, S. Metallothionein isoform 1 and 2 gene expression in
a human urothelial cell line (UROtsa) exposed to CdCI2 and NaAsO2. |. Toxicol. Environ. Health A 2003, 66, 2031-2046. [CrossRef]

27. Lertratanangkoon, K.; Wu, C.J.; Savaraj, N.; Thomas, M.L. Alterations of DNA methylation by glutathione depletion. Cancer Lett.
1997, 120, 149-156. [CrossRef]

28. Waalkes, M.P;; Miller, M.S.; Wilson, M.].; Bare, RM.; McDowell, A.E. Increased metallothionein gene expression in 5-aza-2’-

deoxycytidine-induced resistance to cadmium cytotoxicity. Chem. Biol. Interact. 1998, 66, 189-204.


http://doi.org/10.3390/toxics8040086
http://doi.org/10.1016/j.fct.2017.06.013
http://doi.org/10.1007/s10534-019-00176-6
http://doi.org/10.1016/0016-5085(78)90138-5
http://doi.org/10.1093/ajcn/70.1.37
http://www.ncbi.nlm.nih.gov/pubmed/10393136
http://doi.org/10.1039/c2mt20024d
http://www.ncbi.nlm.nih.gov/pubmed/22534978
http://doi.org/10.2131/jts.42.559
http://doi.org/10.1248/bpb.b18-00637
http://www.ncbi.nlm.nih.gov/pubmed/31257283
http://doi.org/10.1007/s10534-012-9526-x
http://doi.org/10.1177/1091581813513530
http://doi.org/10.1093/hmg/ddw236
http://www.ncbi.nlm.nih.gov/pubmed/27466201
http://doi.org/10.1093/jn/nxx041
http://doi.org/10.1039/C3MT00365E
http://doi.org/10.1080/15287394.2012.722185
http://doi.org/10.1248/bpb.b15-00341
http://doi.org/10.1016/j.envres.2014.06.013
http://www.ncbi.nlm.nih.gov/pubmed/25042034
http://doi.org/10.1186/1465-9921-11-53
http://doi.org/10.1007/BF00698738
http://doi.org/10.1289/ehp.01109801
http://www.ncbi.nlm.nih.gov/pubmed/11564615
http://doi.org/10.1093/toxsci/kfh086
http://doi.org/10.1371/journal.pone.0207877
http://doi.org/10.1007/s00109-006-0062-4
http://doi.org/10.1074/jbc.RA119.010227
http://doi.org/10.1124/mol.108.046862
http://doi.org/10.1080/713853980
http://doi.org/10.1016/S0304-3835(97)00300-5

Toxics 2021, 9, 94 12 of 12

29.

30.

31.

32.

33.

34.

35.

36.

Garrett, S.H.; Somji, S.; Sens, D.A.; Zhang, K.K. Prediction of the number of activated genes in multiple independent Cd+2 and
As+3-induced malignant transformations of human urothelial cells (UROtsa). PLoS ONE 2014, 9, e85614. [CrossRef]

Berridge, M.V.; Herst, PM.; Tan, A.S. Tetrazolium dyes as tools in cell biology: New insights into their cellular reduction, Biotech.
Ann. Rev. 2005, 11, 127-152.

Albrecht, A.L.; Somji, S.; Sens, M.A; Sens, D.A.; Garrett, S.H. Zinc transporter mRNA expression in the RWPE-1 human prostate
epithelial cell line. Biometals 2008, 21, 405-416. [CrossRef]

Ajjimaporn, A.; Botsford, T.; Garrett, S.H.; Sens, M.A.; Zhou, X.D.; Dunlevy, J.R.; Sens, D.A.; Somji, S. ZIP8 expression in human
proximal tubule cells, human urothelial cells transformed by Cd+2 and As+3 and in specimens of normal human urothelium and
urothelial cancer. Cancer Cell Int. 2012, 12, 16. [CrossRef] [PubMed]

Takiguchi, M.; Cherrington, N.J.; Hartley, D.P.; Klaassen, C.D.; Waalkes, M.P. Cyproterone acetate induces a cellular tolerance to
cadmium in rat liver epithelial cells involving reduced cadmium accumulation. Toxicology 2001, 165, 13-25. [CrossRef]
Fujishiro, H.; Okugaki, S.; Yasumitsu, S.; Enomoto, S.; Himeno, S. Involvement of DNA hypermethylation in down-regulation of
the zinc transporter ZIP8 in cadmium-resistant metallothionein-null cells. Toxicol. Appl. Pharmacol. 2009, 241, 195-201. [CrossRef]
Fujishiro, H.; Ohashi, T.; Takuma, M.; Himeno, S. Suppression of ZIP8 expression is a common feature of cadmium-resistant and
manganese-resistant RBL-2H3 cells. Metallomics 2013, 5, 437-444. [CrossRef]

Satarug, S.; Kikuchi, M.; Wisedpanichkij, R.; Li, B.; Takeda, K.; Na-Bangchang, K.; Moore, M.R.; Hirayama, K.; Shibahara, S.
Prevention of cadmium accumulation in retinal pigment epithelium with manganese and zinc. Exp. Eye Res. 2008, 87, 587-593.
[CrossRef]


http://doi.org/10.1371/journal.pone.0085614
http://doi.org/10.1007/s10534-007-9129-0
http://doi.org/10.1186/1475-2867-12-16
http://www.ncbi.nlm.nih.gov/pubmed/22550998
http://doi.org/10.1016/S0300-483X(01)00402-4
http://doi.org/10.1016/j.taap.2009.08.015
http://doi.org/10.1039/c3mt00003f
http://doi.org/10.1016/j.exer.2008.09.014

	Introduction 
	Materials and Methods 
	Cells and Culture Maintenance 
	Quantitative Cell Viability Assay 
	Quantification of ZIP and ZnT Zinc Transporter Gene Expression 
	Statistical Analysis 

	Results 
	Dose-Response Analysis of Effects of Cadmium on Expression Levels of Zinc Transporters 
	Time-Course and Dose-Response Analyses for Induced Expression of the ZnT1 Gene by Cadmium 
	Effects of Pretreatment with BSO and Aza-dC on Cytotoxicity of Cadmium and Expression of ZnT1 Gene 
	Other Notable Effects of BSO or Aza-dC Pretreatment 

	Discussion 
	Conclusions 
	References

