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Abstract

Background: Cadmium (Cd) is an environmental pollutant and acute exposure to it causes symptoms related to
pain and inflammation in the airway and gastrointestinal tract, but the underlying mechanisms are still unclear.
TRPA1 is a nonselective cation channel expressed in sensory neurons and acts as a nociceptive receptor. Some
metal ions such as Ca, Mg, Ba and Zn are reported to modulate TRPA1 channel activity. In the present study, we
investigated the effect of Cd on cultured mouse dorsal root ganglion neurons and a heterologous expression
system to analyze the effect of Cd at the molecular level. In addition, we examined whether Cd caused acute pain
in vivo.

Results: In wild-type mouse sensory neurons, Cd evoked an elevation of the intracellular Ca concentration ([Ca2+]i)
that was inhibited by external Ca removal and TRPA1 blockers. Most of the Cd-sensitive neurons were also sensitive
to cinnamaldehyde (a TRPA1 agonist) and [Ca2+]i responses to Cd were absent in TRPA1(−/−) mouse neurons.
Heterologous expression of TRPA1 mutant channels that were less sensitive to Zn showed attenuation of Cd
sensitivity. Intracellular Cd imaging revealed that Cd entered sensory neurons through TRPA1. The stimulatory
effects of Cd were confirmed in TRPA1-expressing rat pancreatic cancer cells (RIN-14B). Intraplantar injection of Cd
induced pain-related behaviors that were largely attenuated in TRPA1(−/−) mice.

Conclusions: Cd excites sensory neurons via activation of TRPA1 and causes acute pain, the mechanism of which
may be similar to that of Zn. The present results indicate that TRPA1 is involved in the nociceptive or inflammatory
effects of Cd.
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Background
Cadmium (Cd) is a ubiquitous environmental pollutant
distributed in rocks, soil, the atmosphere and water [1].
Human exposure occurs mainly from consumption of
contaminated food, smoking and inhalation by workers
in metal industries (reviewed by [2,3]). Cd is more effi-
ciently absorbed by the lungs (25-50%) than the gastro-
intestinal tract (5%) [4]. Thus, Cd inhalation is often a
problem in metal workers and cigarette smokers.
Chronic Cd toxicity has been well studied and the main

target organs are the kidney, liver, lung cardiovascular,
immune and reproductive systems (reviewed by [5]),
with resultant, renal tubular dysfunction and subsequent
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reproduction in any medium, provided the or
induction of osteomalacia known as “itai-itai disease”
(reviewed by [6]). In acute exposure, on the other hand,
Cd causes symptoms related to pain and inflammation in
the airway or gastrointestinal tract. After exposure to a
high level of metal dust or fumes containing Cd causes
irritation of the upper respiratory tract and induces
coughing in the early stage, various clinical manifestations
known as metal fume fever occur, including airway inflam-
mation, pulmonary edema, chest pain and flu-like symp-
toms. Cd ingestion causes abdominal pain, severe nausea
and diarrhea (reviewed by [2]). These reports suggest that
Cd stimulates sensory processing involved in pain and in-
flammation, but the underlying mechanisms are unclear.
TRPA1 and TRPV1 are nonselective cation channels

expressed in nociceptive neurons and act as polymodal
receptor [7]. For example, TRPA1 channel is activated
by a range of natural products (allyl isothiocyanate,
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cinnamaldehyde and allicin found in mustard oil, cinna-
mon, and garlic, respectively) [8,9], environmental irri-
tants (acrolein and formalin) [10,11], α,β-unsaturated
aldehyde (cigarette smoke) [12], reactive oxygen species
[13] and cold temperature [14], and contributes to the
perception of noxious stimuli. TRPV1 is also activated
by various stimuli such as capsaicin, protons, and nox-
ious heat, and plays an important role in sensory trans-
duction [15,16].
It has been reported that some metal ions regulate TRP

channel activities. For example, nickel activates TRPV1 in
the mM range, which is associated with nickel-induced
contact dermatitis [17]. It has also been reported that Na,
Mg and Ca are able to activate TRPV1, which contributes
to the nociceptive responses to elevated ionic strength
[18]. Moreover, Na negatively regulates TRPV1, since re-
moval of external Na activates TRPV1 [19].
Some metal ions such as Ca, Mg, Ba and Zn modulate

TRPA1 channel activity [20-23]. Among them, Zn, in
the same metal ionic group as Cd, stimulates sensory
nerves and causes nociception in mice through direct
activation of TRPA1 [21,22].
In the present study, we examined the effect of Cd on

sensory neurons in vitro and on nociceptive behavior
in vivo using wild-type and TRPA1(−/−) mice. To exam-
ine the neuronal activity, we used fura-2-based Ca-
Figure 1 [Ca2+]i increases induced by Cd in a subset of mouse sensor
neurons loaded with fura-2. An image under transmitted light (left), and ps
100 μM Cd (+Cd), and 80 mM KCl (+K). In a bright field image, cells with an
[Ca2+]i responses to Cd and KCl in KCl-responding cells (neurons). (C) Actua
concentrations of Cd (1–300 μM). (D) Circles and columns show the conce
percentage of Cd-responding neurons among all neurons, respectively. The
percentage obtained with each coverslip. Symbols with vertical lines show
imaging techniques since some TRP channels are highly
Ca permeable [24]. We investigated the effect of Cd on
cultured mouse dorsal root ganglion (DRG) neurons,
which are a useful model of nociception in vitro. We
also used a heterologous expression system to analyze
the effect of Cd at the molecular level using Ca-imaging
and patch-clamp techniques. In addition, we examined
whether Cd induced acute pain in vivo.

Results
Cd-induced [Ca2+]i increase in mouse DRG neurons
Using the Ca sensitive dye fura-2, we examined the ef-
fect of Cd on changes in the fura-2 ratio, which reflects
the intracellular Ca concentration ([Ca2+]i). Cells were
stimulated with Cd (100 μM) for 2 min and subse-
quently with KCl (80 mM) for 1 min. Actual traces of
[Ca2+]i showed that Cd elicited a [Ca2+]i increase in
some cells responding to KCl (i.e., neurons) (Figure 1A
and B). [Ca2+]i was increased by increasing concentra-
tions of Cd (1–300 μM). [Ca2+]i responses to Cd peaked
during the application to Cd, then returned to the basal
level (<100 μM), but were sustained even after its wash-
out at 300 μM (Figure 1C). Figure 1D shows the
concentration-response relations for Cd; the EC50 value
was 21.9±3.4 μM. The percentages of Cd-responding
neurons increased with increasing concentrations of Cd.
y neurons. (A) Cd evokes a [Ca2+]i increase in cultured mouse DRG
eudocolor images (right), before (pre) and after the application of
arrow (a, b) correspond to (B). (B) Actual recordings of changes in
l recordings of the changes in [Ca2+]i induced by increasing
ntration-response curve for Cd-induced [Ca2+]i increases and the
percentages of Cd-responding cells were calculated from the
mean ± SEM (n=131, from 3 mice).
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Involvement of TRPA1 in the Cd-induced [Ca2+]i increase
Next, we examined the effects of removal of extracellular
Ca and TRP channel blockers. Repetitive application of
Cd (30 μM, 1 min) after an interval of 30 min induced
similar [Ca2+]i increases (Figure 2A). Then the second
application was carried out in the absence of extracellu-
lar Ca (Figure 2B) or presence of TRP channel blockers
(Figure 2C, D). Removal of extracellular Ca abolished
the Cd-induced [Ca2+]i increase, indicating that Cd-
induced [Ca2+]i elevation resulted from extracellular Ca
influx. Ruthenium red (10 μM), a broad TRP channel
blocker, and HC-030031 (10 μM), AP18 (10 μM) and
A967079 (10 μM), specific TRPA1 blockers, but not
BCTC (10 μM), a TRPV1 blocker, inhibited the Cd-
induced [Ca2+]i increase (Figure 2E). These pharmaco-
logical analyses suggested that Cd evoked the [Ca2+]i
increase in mouse sensory neurons through the activa-
tion of TRPA1.

Absence of [Ca2+]i response to Cd in TRPA1(−/−) mouse
DRG neurons
To verify the relationship between Cd and TRPA1, we
used TRPA1(−/−) mice. Figure 3A and B show actual
Figure 2 Inhibition of Cd-induced [Ca2+]i increase by removal of extra
neurons induced by repetitive stimuli with Cd (30 μM, 1 min) with an interval
red (10 μM) or (D) HC-030031(10 μM) was performed before 2 min, during an
representative data from 8–17 cells. (E) Summarized effects of these pharmaco
second one without (No blocker) and with these treatments, respectively. Dat
HC-030031; n=16, AP18 (10 μM); n=22, A967079 (10 μM); n=18, BCTC (10 μM)
traces of [Ca2+]i responses to Cd (100 μM) and subse-
quent cinnamaldehyde (CA, a TRPA1 agonist, 300 μM),
capsaicin (a TRPV1 agonist, 1 μM) and KCl (80 mM) in
wild-type and TRPA1(−/−) mouse DRG neurons, re-
spectively. In wild-type mouse DRG neurons, most of
the Cd-sensitive cells were also CA sensitive (Figure 3C).
In the TRPA1(−/−) mouse, on the other hand, Cd failed
to increase [Ca2+]i (Figure 3B, D). These data clearly in-
dicated that TRPA1 was involved in the Cd-induced
[Ca2+]i increases in mouse sensory neurons.

Cd-influx through TRPA1
As shown in Figure 1C, when Cd was applied at the con-
centration of 300 μM, a sustained fura-2 ratio rise was
observed even after the washout of Cd. This may have
been due to Cd entry into the cell, since fura-2 is sensi-
tive to not only Ca, but also Cd [25]. Thus, we used
Leadmium Green, a Cd indicator for intracellular Cd im-
aging to examine the possibility of Cd influx. Cd induced
an increase of the fluorescent intensity of Leadmium
Green-loaded wild-type mouse DRG neurons, whereas
its intensity was significantly less in TRPA1(−/−) mouse
DRG neurons (Figure 4), suggesting that Cd entered
cellular Ca and TRPA1 blockers. (A) [Ca2+]i responses in mouse DRG
of 30 min. (B) Removal of extracellular Ca, (C) application of ruthenium
d after 2 min application of Cd. Traces shows mean ± SEM of
logical treatments. S1 and S2 are the first peak amplitude and the
a are shown as S2/S1. (No blocker; n=13, Ca0; n=29, ruthenium red; n=39,
; n=32, from 3 mice) **,P<0.01 vs. No blocker.



Figure 3 Cd-induced [Ca2+]i increase is absent in TRPA1 (−/−) mouse DRG neurons. Actual recordings of [Ca2+]i responses to sequential
application of Cd (100 μM, 2 min), cinnamaldehyde (CA, 300 μM, 2 min), capsaicin (Cap, 1 μM, 1 min), and KCl (K, 80 mM, 1 min) in wild-type
(A) and TRPA1(−/−) (B) mouse DRG neurons. Venn diagram showing the sensitivities to Cd, cinnamaldehyde, capsaicin and KCl in wild-type
(C; n=299 from 5 mice) and in TRPA1(−/−) DRG neurons (D; n=245 from 4 mice). Numerics indicate the number of cells responding to each
stimulus. Those in the outermost frames express the number of neurons responding to KCl alone. Note that Cd-responding neurons are mostly
coincident with CA-responding ones in the wild-type but they were absent in TRPA1(−/−) mouse DRG neurons.

Figure 4 Cd-influx into the cells through TRPA1. (A) Actual recordings of the changes in the fluorescent ratio induced by Cd in Leadmium
Green-loaded wild-type and TRPA1(−/−) mouse DRG neurons. Cells were exposed to Cd (3–300 μM, 4 min) and then TPEN (0.05 mM, 1 min),
a cell-permeable heavy metal chelator, was applied at the points shown by arrowheads. Solid and broken lines show the responses in wild-type
and TRPA1(−/−) mouse DRG neurons, respectively. (B) The area under the curve of the fluorescent change after the administration of Cd to wild-
type and TRPA1(−/−) mouse DRG neurons. Symbols with vertical lines show mean ± SEM. (wild-type; n=112-243, TRPA1(−/−); n=193-382, from
3 mice). *,P <0.05, **,P <0.01 vs. TRPA1(−/−). (C) Solid and broken lines show actual recordings of the changes in the fluorescent ratio induced by
Cd in human TRPA1-expresing HEK293 cells (hTRPA1-HEK) and untransfected HEK293 cells (Naïve), respectively.
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DRG neurons through TRPA1 channels. To confirm Cd
influx into cells through TRPA1 channel, we carried out
Cd-imaging in human TRPA1-expressing HEK293 cells.
As shown in Figure 4C, Cd evoked increases of the fluor-
escence of Leadmium Green in HEK293 cells expressing
human TRPA1 but not in untransfected HEK293 cells.

[Ca2+]i responses to Cd in TRPA1-expressing RIN-14B rat
pancreatic cancer cells
To confirm the effect of Cd on TRPA1, we used RIN-
14B cells, rat enterochromaffin cell line, which express
TRPA1 endogenously [26]. As shown in Figure 5, Cd
(30 μM, 4 min) induced [Ca2+]i increases in RIN-14B
cells that were suppressed by removal of extracellular Ca
or the application of HC-030031 (10 μM).

Effect of Cd on TRPA1 mutant channels less sensitive to
Zn
Zn, in the same metal ionic group as Cd, has been
shown to be an agonist of TRPA1 [21,22]. Thus, we hy-
pothesized that Cd recognized the same amino acid resi-
dues to activate TRPA1 as Zn. We used two mutant
TRPA1 channels in which three amino acids were re-
placed by others (C641S/C1021S, H983A). As shown in
Figure 6, these mutant channels exhibited low respon-
siveness to Zn (3 μM). (EC50 values for Zn: 2.2±0.7 μM
for wild-type, 21.6±7.8 μM for C641S/C1021S, 23.4±8.2
for H983A). Similarly, these mutant channels showed
significant attenuation of the [Ca2+]i responses to Cd
Figure 5 Cd-induced [Ca2+]i increases in RIN-14B rat pancreatic cance
RIN-14B cells. (B) Effect of removal of extracellular Ca (Ca0) and (C) HC-0300
removed or a TRPA1 blocker was applied before and during 2 min applicat
the increments of [Ca2+]i in response to Cd. Symbols with vertical lines sho
experiments) **,P <0.01.
(3 μM) and the EC50 values were about 10-fold higher
than for wild-type TRPA1 channels, though C641S/
C1021S mutant TRPA1 did not reached to the max-
imum (1.7±0.08 μM for wild-type, 23.4±8.2 μM for
C641S/C1021S, 13.4±2.0 μM for H983A).
To obtain direct evidence for Cd-induced TRPA1 chan-

nel activation, we performed whole-cell patch-clamp ex-
periments in HEK293 cells expressing hTRPA1. Figure 7A
shows a representative whole-cell current evoked by
10 μM Cd in HEK293 cells expressing hTRPA1. At a
holding potential of −60 mV, an inward current with an
outwardly rectifying current–voltage relationship by
ramp pulses from −100 mV to +80 mV every 5 s was
observed (Figure 7D). Functional hTRPA1 expression
was confirmed by the response to 50 μM ally isothio-
cyanate (AITC, a TRPA1 agonist). In two Zn-insensitive
mutant channels (H983A, C641S/C1021S), TRPA1 acti-
vation by Cd (10 μM) was almost abolished although
the responsiveness of AITC was intact (Figure 7B, C
and E). These results suggested that the cysteine and
histidine residues are important for the activation of
TRPA1 by Cd, the manner of which is similar to Zn.

Cd causes acute pain via activation of TRPA1
We showed that Cd stimulated mouse sensory neurons
through TRPA1 in vitro. Next, we examined whether Cd
could actually induce acute pain in vivo. Intraplantar injec-
tion of Cd (2 nmol/paw) caused licking, biting (Figure 8Aa)
and flicking (Figure 8Ab) of the injected paw as pain-
r cells. (A) Actual traces of [Ca2+]i responses to Cd (30 μM, 4 min) in
31 (10 μM) on the Cd-induced [Ca2+]i increases. Extracellular Ca was
ion of Cd. (D) Summarized effects of these treatments. Columns show
w mean ± SEM. (Control; n=33, Ca0; n=72, HC-030031; n=34, from 2



Figure 6 Involvement of three amino acid residues of TRPA1 in activation by Cd. Actual traces of [Ca2+]i responses to Zn (3 μM, 2 min),
Cd (3 μM, 2 min) and cinnnamaldehyde (CA, 300 μM) in HEK293 cells expressing wild-type (A), C641S/C1021S (B) and H983A TRPA1
(C). Concentration-response curves for Zn (D) and Cd (E) in wild-type and the two types of mutant TRPA1-expressing cells. (wild-type; n=10-40
cells, from 2 experiments, C641S/C1021S; n=13-36, from 2–3 experiments, H983A; n=17-50, from 2–4 experiments).
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related behaviors. These nociceptive behaviors began just
after its application and ceased within 5 min. Figure 8B
shows the total number of nociceptive behaviors for 5 min
after the Cd administration in wild-type and TRPA1(−/−)
mice. TRPA1(−/−) mouse displayed a significant attenu-
Figure 7 Cd activates wild-type human TRPA1 but less mutant chann
(10 μM) followed by ally isothiocyanate (AITC, 50 μM) in HEK293 cells expre
current–voltage (I-V) curve of the Cd-activated current showing an outward
time points in A. (E) Quantification of the current densities activated by Cd
wild, a H983A mutant and C641S/C1021S mutant. Ordinates show inward c
with SEM. (wild-type; n=8, H983A; n=6, C641S/C1021S; n=6) **, P<0.01 vs. w
ation of Cd-induced nociception. In a control experiment,
no responses were observed in mice injected with the
same amount of HEPES-buffered solution as a vehicle.
These results indicated that activation of TRPA1 was asso-
ciated with pain or irritation induced by Cd.
els. Representative traces of the whole-cell currents activated by Cd
ssing wild type (A), H983A (B) and C641S/C1021S (C) TRPA1. (D) A
rectification. Alphabet small letters (a, b) correspond to those at the
(10 μM) and AITC (50 μM) in HEK293 cells expressing human TRPA1;
urrent density (pA/pF) at −60 mV. Each column represents the mean
ild.



Figure 8 Acute pain in mice induced by Cd. (A) Changes in
number of pain-related behaviors (a; licking and biting, b; flicking) of
wild-type and TRPA1(−/−) mice after intraplantarly injection of Cd
(2 nmol/paw). (B) Summarized number of behaviors during 5 min
after Cd injection and HEPES-buffered solution, as a vehicle. Symbols
with vertical lines show mean ± SEM. (wild-type; n=7, TRPA1(−/−);
n=8) *,P <0.05.
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Discussion
The present study indicates that Cd induced [Ca2+]i in-
creases in mouse primary sensory neurons, which were
also sensitive to the TRPA1 agonist cinnamaldehyde
and selectively inhibited by TRPA1 blockers. The Cd-
induced [Ca2+]i responses were absent in TRPA1 (−/−)
mouse DRG neurons. [Ca2+]i responses to Cd were con-
firmed in RIN-14B cells expressing TRPA1 endogen-
ously. Cd evoked current responses in heterologously
expressed TRPA1. In wild-type mice, intraplantar injec-
tion of Cd induced pain-related behaviors, which were
largely attenuated in TRPA1 (−/−) mice. These results
suggested that Cd elicited acute pain through the activa-
tion of TRPA1.
It is known that Cd and Zn bind cysteine and histidine
residues in metallothionein, a cysteine-rich metal-binding
protein [27], and in some metal ion transporters [28]. Zn
directly activates heterologously expressed TRPA1 [21,22]
and specific intracellular cysteine and histidine residues of
TRPA1 bind Zn [22]. Our findings indicated that two cyst-
eine (C641, C1021) residues and one histidine (H983) resi-
due affected Cd sensitivity, since mutant TRPA1 channels
(C641S/C1021S, H983A) showed attenuation of Cd sensi-
tivity like Zn. These properties were confirmed by the
patch-clamp experiments using heterologously expressed
mutant TRPA1 channels. These amino acid residues were
located in the intracellular domain and the N-terminal
C641 has been identified as a residue involved in some
reactive chemicals [29]. Thus, it seems likely that Cd
activates TRPA1 through recognition of the same spe-
cific amino acid residues for its recognition sites as
those for Zn.
Furthermore, Cd imaging using Leadmium Green

showed that Cd entered mouse sensory neurons. The
increases of fluorescent intensity of Leadmium Green
in TRPA1(−/−) mouse DRG neurons were significantly
lower than in wild-type ones. These results suggested
that Cd may be able to permeate into neurons though
TRPA1. It was confirmed in human TRPA1-expressing
HEK293 cells. It has been reported that Zn permeates
through TRPA1 and acts on the inner domain of this
channel [22]. In TRPA1(−/−) mouse DRG neurons,
however, Cd influx remained at higher concentrations,
suggesting that Cd might enter through other path-
ways. It has been reported that Cd permeates through
voltage-dependent Ca channels (L-type; [25], T-type;
[30]), an Fe transporter (DMT1; [31]), Zn transporters
(ZIP8; [32], ZIP14; [33]) and TRPV6 [34]. These chan-
nels or transporters are reported to be expressed in
neurons [33,35-37]. Thus, in wild-type mouse DRG
neurons, Cd entering through these pathways might
also activate TRPA1.
In this study, we used 30–300 μM Cd, concentra-

tions that were much higher than reported blood or
urine Cd levels in exposed humans (blood-Cd:10 μg/L,
urine-Cd:7 μg/L creatinine, [38]). It is reported that
workers exposed to Cd fumes at 8.63 mg/m3 for 5 h
exhibited symptoms of coughing and slight irritation
of the throat and mucosa [39]. In the case of acute Cd
exposure such as airway instillation, local concentra-
tions would be higher than blood or urine concentra-
tions. Similarly, in research on acute toxicity to Zn in vitro,
submillimolar concentrations were used (300 μM; [40],
30 μM; [22], 30 μM, [23]). In the present study, intra-
plantar injection of Cd (2 nmol/paw), the amount of
which was somewhat higher than reports for Zn in in vivo
experiments (0.6 nmol, intraplantarly; [22], 0.05 nmol,
intratracheally; [23]), elicited nociceptive behaviors in
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wild-type mice. On the other hand, Cd induced signifi-
cantly fewer behavioral changes in TRPA1(−/−) mice,
suggesting the involvement of TRPA1 in Cd-induced acute
pain.
Recently, functional TRPA1 expression has been re-

ported in non-neuronal cells such as lung fibroblast
cells, epithelial cells and smooth muscle cells, which re-
lease IL-8 in response to TRPA1 agonists and contribute
to lung inflammation [41]. It is also reported that Cd
promotes secretion of IL-8 and IL-6 from airway epithe-
lial cells [42]. For lung inflammation, therefore, not only
neuronal but also non-neuronal TRPA1 may be involved
in Cd toxicity.
It is reported that Cd produces reactive oxygen species

(ROS) [43] that mediates Ca signaling involved in Cd-
induced cell death [44]. Since ROS are also known to ac-
tivate TRPA1 [13,45], we examined whether Cd elicited
ROS production in mouse DRG neurons. However, Cd
failed to produce ROS under our experimental condi-
tions (30 or 300 μM, 2 min), using CM-H2DCFDA, a
fluorescent ROS indicator (data not shown).

Conclusions
The present study demonstrates that Cd excites sensory
neurons via activation of TRPA1 and causes acute pain,
the mechanism of which may be similar to that of Zn.
Our present data show that TRPA1 contributes to the
nociceptive or inflammatory effects of Cd. However, fur-
ther studies are necessary to completely understand the
pathological conditions of acute Cd toxicity.

Methods
All protocols for experiments on animals were approved
by the Committee on Animal Experimentation of Tottori
University (♯11–T–2). All efforts were made to minimize
the number of animals used.

Isolation and culture of mouse DRG neurons
We used adult mice of either sex (4–16 weeks old).
C57BL/6 J mice, TRPA1-null mice (kindly provided by
Dr. D. Julius, University of California) were euthanized
by inhalation of CO2 gas. Mouse DRG cells were isolated
and cultured as described previously [46]. In brief, DRG
cells were removed, dissected and freed from connect-
ive tissue under a dissecting microscope in phosphate-
buffered saline (PBS: in mM, 137 NaCl, 10 Na2HPO4,
1.8 KH2PO4, 2.7 KCl) supplemented with 100 U/ml
penicillin G and 100 μg/ml streptomycin. Then isolated
ganglia were cut into small pieces and enzymatically
digested for 30 min at 37°C in PBS containing collage-
nase (1 mg/ml, type II, Worthington, USA) and DNase I
(1 mg/ml, Roche Molecular Biochemicals, USA). Subse-
quently, the ganglia were immersed in PBS-containing
trypsin (10 mg/ml, Sigma, USA) and DNase I (1 mg/ml)
for 15 min at 37°C. After enzyme digestion, the enzyme-
containing solution was aspirated and the ganglia were
washed with culture medium (Dulbecco’s-modified Eagle’s
medium [DMEM, Sigma] supplemented with 10% fetal
bovine serum [Sigma]), penicillin G (100 U/ml) and
streptomycin (100 μg/ml). DRG cells were obtained by
gentle trituration with a fine-polished Pasteur pipette.
Then the cell suspension was centrifuged (800 rpm, 2 min,
4°C) and the pellet-containing cells were resuspended with
the culture medium. Aliquots were placed on glass cover
slips coated with poly-D-lysine (Sigma) and cultured in a
humidified atmosphere of 95% air and 5% CO2 at 37°C. In
the present experiment, cells cultured within 24 h were
used.

Culture of RIN-14B cells
The RIN-14B cells were purchased from DS Pharma
Biomedical Co., Ltd. (Osaka, Japan). Cells were cultured
in RPMI1640 medium (Wako) supplemented with 10%
FBS, 100 U/ml penicillin G and 100 μg/ml streptomycin.

Heterologous expression in HEK 293 cells
Cells were transfected using 1 μg of human TRPA1
(hTRPA1, gift from Ardem Patapoutian) and mutants of
hTRPA1 (C641S/C1021S, H983A [47]), which were made
using a modified QuickChange Site-Directed Mutagenesis
method (Stratagene, La Jolla, CA, USA). Human embry-
onic kidney (HEK) 293 cells were cultured in DMEM
supplemented with 10% FBS, 100 U/ml penicillin G
and 100 μg/ml streptomycin. Cells were transfected
with the expression vectors using a transfection re-
agent (Lipofectamine 2000 or Lipofectamine Reagent
together with Plus Reagent, Invitrogen) and used 24 h
after transfection.

Calcium imaging
The intracellular Ca imaging in individual cells were
performed with the fluorescent Ca indicator fura-2 by dual
excitation using a fluorescent-imaging system controlling
illumination and acquisition (Aqua Cosmos, Hamamatsu
Photonics, Hamamatsu, Japan) as described previously
[19]. Briefly, to load fura-2, cells were incubated for
40 min at 37°C with 10 μM fura-2 AM (Molecular
Probes, Eugene, Oregon, USA) in HEPES-buffered solu-
tion (in mM: 134 NaCl, 6 KCl, 1.2 MgCl2, 2.5 CaCl2,
and 10 HEPES, pH 7.4). A coverslip with fura-2-loaded
cells was placed in an experimental chamber mounted
on the stage of an inverted microscope (Olympus IX71)
equipped with an image acquisition and analysis system.
Cells were illuminated every 5 s with lights at 340 and
380 nm, and the respective fluorescence signals of
500 nm were detected. The fluorescence emitted was
projected onto a charge-coupled device camera (ORCA-
ER, Hamamatsu Photonics) and the ratios of fluorescent
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signals (F340/F380) for [Ca2+]i were stored on the hard
disk of a computer (Endeavor pro 2500, Epson). Cells were
continuously superfused with HEPES-buffered solution at
a flow rate of ~2 ml/min through a Y-tube pipette. The
composition of high-K solution was (in mM) 80 KCl,
1.2 MgCl2, 2.5 CaCl2, and 10 HEPES, pH 7.4). For Ca-free
external solution, Ca was omitted. All experiments were
carried out at room temperature (22-25°C).

Whole-cell current recording
HEK293 cells expressing hTRPA1 and mutants of hTRPA1
on coverslip were mounted in an experimental chamber
and superfused with HEPES-buffered solution as for Ca
imaging experiments. The pipette solution contained
(in mM: 140 KCl, 1.2 MgCl2, 2 ATPNa2, 0.2 GTPNa3,
10 HEPES, 10 EGTA, pH 7.2 with KOH). The resist-
ance of patch electrodes ranged from 4 to 5 MΩ. The
whole-cell currents were sampled at 5 kHz and filtered
at 1 kHz using a patch-clamp amplifier (Axopatch 200B;
Molecular Devices, Sunnyvale, CA) in conjunction with
an A/D converter (Digidata 1322A; Molecular Devices).
Membrane potential was clamped at −60 mV and volt-
age ramp pulses from −100 mV to +80 mV for 100 ms
were applied every 5 s.

Cadmium imaging
For single-cell Cd imaging, we used Leadmium Green
(Molecular Probes), a specific indicator for lead and cad-
mium. To load Leadmium Green, cells were incubated for
40 min at 37°C with 50 ng/μl Leadmium Green-AM in
HEPES-buffered solution. Cd imaging was performed
using the same apparatus as for Ca imaging. Cells were
illuminated with light at 490 nm and fluorescence signals
of 520 nm were collected. For Cd imaging, cells were
superfused with Ca-free external solution. Signals were
expressed as the relative change in fluorescence, F/F0,
where F and F0 indicate fluorescence at any given period
and the initial period, respectively.

Behavioral experiment
Mice were placed in cages for 30 min before experi-
ments. Twenty microliters of the HEPES-buffered solu-
tion (vehicle), which was similar in composition to that
used in in vitro experiments, was first injected intra-
plantarly into the right hind paw as a control. The num-
bers of times each mouse licked, bit and flicked the
injected paw were counted for 15 min after the injection.
Subsequently, the same amount of Cd (2 nmol/paw) was
injected into the left hind paw and the number of pain-
related behaviors were counted for 15 min.

Chemicals
The following drugs were used (vehicle and concen-
tration for stock solution). Capsaicin (ethanol, 0.01 M),
HC-030031 (dimethyl sulfoxide: DMSO, 0.01 M), AP18
(DMSO, 0.1 M) and Cremophor EL (distilled water:
DW, 1%) were from Sigma. Ruthenium red (DW,
0.01 M), cadmium chloride (DW, 1 M) and zinc chlor-
ide (DMSO, 0.1 M) were from Wako (Osaka, Japan). N-(4-
t-butylphenyl)-4-(3-chloropyridin-2-yl)tetrahydropyrazine-1
(2H)-carboxamide (BCTC, DMSO, 0.01 M) was from
BIOMOL Research Laboratories, Inc., (Pennsylvania,
USA). A967079 (DMSO, 0.01 M) was from Focus Biomo-
lecules, Llc (Pennsylvania, USA). N,N,N',N'-tetrakis-(2-
pyridylmethyl) ethylenediamine (TPEN, 0.05 M) was from
Dojindo Molecular Technologies, Inc.,(Kumamoto, Japan).
Cinnamaldehyde (DMSO, 1 M) was from Nacalai Tesque,
Inc. (Kyoto, Japan). All other drugs used were of analytical
grade.

Data analysis
The data are presented as the mean ± SEM (n=number
of cells). For comparison of two groups, data were ana-
lyzed by the unpaired Student’s t test, and for multiple
comparisons, one-way ANOVA following by Turkey-
Kramer test was used. Differences with a P-value of less
than 0.05 were considered significant. Values of the 50%
effective concentrations (EC50) were determined using
Origin version 9.0 J (Origin-Lab).

Abbreviations
Cap: Capsaicin; DRG: Dorsal root ganglion; DMSO: Dimethyl sulfoxide;
[Ca2+]i: Intracellular Ca

2+ concentration; TRPA1: Transient receptor
potential ankyrin 1; TRPV1: Transient receptor potential vanilloid 1.

Competing interests
The authors declare that there are no conflicts of interest.

Authors’ contributions
SM carried out all of the experiments and majority data analysis. KT
participated in some of the data analysis. TI and KU prepared experimental
materials. SS, MT, TO and SM conceptualized the project and formulated the
hypothesis and wrote the manuscript. TO designed and directed the
experiments. All authors read and approved the final manuscript.

Acknowledgements
This work was supported by KAKENHI, Grants-in-Aid for Scientific Research
from the Ministry of Education, Culture, Sports, Science and Technology of
Japan.

Author details
1Department of Veterinary Pharmacology, Faculty of Agriculture, Tottori
University, Tottori 680-8553, Japan. 2Biological Chemistry, Department of
Chemistry, Faculty of Science, Hokkaido University, Sapporo 060-0810, Japan.
3Division of Cell Signaling, Okazaki Institute for Integrative Bioscience
(National Institute for Physiological Sciences), National Institutes of Natural
Sciences, Okazaki 444-8787, Japan.

Received: 30 November 2012 Accepted: 26 February 2013
Published: 28 February 2013

References
1. Pinot F, Kreps SE, Bachelet M, Hainaut P, Bakonyi M, Polla BS: Cadmium in

the environment: sources, mechanisms of biotoxicity, and biomarkers.
Rev Environ Health 2000, 15:299–323.

2. Wittman R, Hu H: Cadmium exposure and nephropathy in a 28-year-old
female metals worker. Environ Health Perspect 2002, 110:1261–1266.



Miura et al. Molecular Pain 2013, 9:7 Page 10 of 10
http://www.molecularpain.com/content/9/1/7
3. Satarug S, Moore MR: Emerging roles of cadmium and heme oxygenase in
type-2 diabetes and cancer susceptibility. Tohoku J Exp Med 2012, 228:267–288.

4. Elinder CG, Friberg L, Lind B, Jawaid M: Lead and cadmium levels in blood
samples from the general population of Sweden. Environ Res 1983, 30:233–253.

5. Fowler BA: Monitoring of human populations for early markers of
cadmium toxicity: a review. Toxicol Appl Pharmacol 2009, 238:294–300.

6. Sabath E, Robles-Osorio ML: Renal health and the environment: heavy
metal nephrotoxicity. Nefrologia 2012, 32:279–286.

7. Story GM: The emerging role of TRP channels in mechanisms of
temperature and pain sensation. Curr Neuropharmacol 2006, 4:183–196.

8. Bandell M, Story GM, Hwang SW, Viswanath V, Eid SR, Petrus MJ, Earley TJ,
Patapoutian A: Noxious cold ion channel TRPA1 report is activated by
pungent compounds and bradykinin. Neuron 2004, 41:849–857.

9. Bautista DM, Movahed P, Hinman A, Axelsson HE, Sterner O, Högestätt ED,
Julius D, Jordt SE, Zygmunt PM: Pungent products from garlic activate the
sensory ion channel TRPA1. Proc Natl Acad Sci USA 2005, 102:12248–12252.

10. Bautista DM, Jordt SE, Nikai T, Tsuruda PR, Read AJ, Poblete J, Yamoah EN,
Basbaum AI, Julius D: TRPA1 mediates the inflammatory actions of
environmental irritants and proalgesic agents. Cell 2006, 124:1269–1282.

11. McNamara CR, Mandel-Brehm J, Bautista DM, Siemens J, Deranian KL, Zhao M,
Hayward NJ, Chong JA, Julius D, Moran MM, Fanger CM: TRPA1 mediates
formalin-induced pain. Proc Natl Acad Sci USA 2007, 104:13525–13530.

12. Andrè E, Campi B, Materazzi S, Trevisani M, Amadesi S, Massi D, Creminon,
Vaksman N, Nassini R, Civelli M, Baraldi PG, Poole DP, Bunnett NW, Geppetti
P, Patacchini R: Cigarette smoke-induced neurogenic inflammation is
mediated by alpha, beta-unsaturated aldehydes and theTRPA1 receptor
in rodents. J Clin Invest 2008, 118:2574–2582.

13. Bessac BF, Sivula M, von Hehn CA, Escalera J, Cohn L, Jordt SE: TRPA1 is a
major oxidant sensor in murine airway sensory neurons. J Clin Invest
2008, 118:1899–1910.

14. Story GM, Peier AM, Reeve AJ, Eid SR, Mosbacher J, Hricik TR, Earley TJ,
Hergarden AC, Andersson DA, Hwang SW, McIntyre P, Jegla T, Bevan S,
Patapoutian A: ANKTM1, a TRP-like channel expressed in nociceptive
neurons, is activated by cold temperatures. Cell 2003, 112:819–829.

15. Caterina MJ, Schumacher MA, Tominaga M, Rosen TA, Levine JD, Julius D:
The capsaicin receptor: a heat-activated ion channel in the pain
pathway. Nature 1997, 389:816–824.

16. Tominaga M, Tominaga T: Structure and function of TRPV1. Pflugers Arch
2005, 451:143–150.

17. Luebbert M, Radtke D, Wodarski R, Damann N, Hatt H, Wetzel CH: Direct
activation of transient receptor potential V1 by nickel ions. Pflugers Arch
2010, 459:737–750.

18. Ahern GP, Brooks IM, Miyares RL, Wang XB: Extracellular cations sensitize
and gate capsaicin receptor TRPV1 modulating pain signaling. J Neurosci
2005, 25:5109–5116.

19. Ohta T, Imagawa T, Ito S: Novel gating and sensitizing mechanism of
capsaicin receptor (TRPV1): tonic inhibitory regulation of extracellular
sodium through the external protonation sites on TRPV1. J Biol Chem
2008, 283:9377–9387.

20. Wang YY, Chang RB, Waters HN, McKemy DD, Liman ER: The nociceptor
ion channel TRPA1 is potentiated and inactivated by permeating
calcium ions. J Biol Chem 2008, 283:32691–32703.

21. Andersson DA, Gentry C, Moss S, Bevan S: Clioquinol and pyrithione
activate TRPA1 by increasing intracellular Zn2+. Proc Natl Acad Sci USA
2009, 106:8374–8379.

22. Hu H, Bandell M, Petrus MJ, Zhu MX, Patapoutian A: Zinc activates
damage-sensing TRPA1 ion channels. Nat Chem Biol 2009, 5:183–190.

23. Gu Q, Lin RL: Heavy metals zinc, cadmium, and copper stimulate
pulmonary sensory neurons via direct activation of TRPA1. J Appl Physiol
2010, 108:891–897.

24. Dong XP, Wang X, Xu H: TRP channels of intracellular membranes. J
Neurochem 2010, 113:313–328.

25. Hinkle PM, Shanshala ED 2nd, Nelson EJ: Measurement of intracellular
cadmium with fluorescent dyes. Further evidence for the role of calcium
channels in cadmium uptake. J Biol Chem 1992, 267:25553–25559.

26. Nozawa K, Kawabata-Shoda E, Doihara H, Kojima R, Okada H, Mochizuki S,
Sano Y, Inamura K, Matsushime H, Koizumi T, Yokoyama T, Ito H: TRPA1
regulates gastrointestinal motility through serotonin release from
enterochromaffin cells. Proc Natl Acad Sci USA 2009, 106:3408–3413.

27. Coyle P, Philcox JC, Carey LC, Rofe AM: Metallothionein: the multipurpose
protein. Cell Mol Life Sci 2002, 59:627–647.
28. Hoch E, Lin W, Chai J, Hershfinkel M, Fu D, Sekler I: Histidine pairing at the
metal transport site of mammalian ZnT transporters controls Zn2+ over
Cd2+selectivity. Proc Natl Acad Sci USA 2012, 109:7202–7207.

29. Takahashi N, Mori Y: TRP Channels as Sensors and Signal Integrators of
Redox Status Changes. Front Pharmacol 2011, 2(58):1–11.

30. Lopin KV, Thevenod F, Page JC, Jones SW: Cd2+ block and permeation in
CaV3.1 (α1G) T-type calcium channels. A candidate mechanism for Cd2+

influx. Mol Pharmacol 2012, 82:1183–1193.
31. Bressler JP, Olivi L, Cheong JH, Kim Y, Bannona D: Divalent metal

transporter 1 in lead and cadmium transport. Ann N Y Acad Sci 2004,
1012:142–152.

32. Liu Z, Li H, Soleimani M, Girijashanker K, Reed JM, He L, Dalton TP, Nebert
DW: Cd2+ versus Zn2+ uptake by the ZIP8 HCO3–dependent symporter:
kinetics, electrogenicity and trafficking. Biochem Biophys Res Commun
2008, 365:814–820.

33. Girijashanker K, He L, Soleimani M, Reed JM, Li H, Liu Z, Wang B, Dalton TP,
Nebert DW: Slc39a14 gene encodes ZIP14, a metal/bicarbonate
symporter: similarities to the ZIP8 transporter. Mol Pharmacol 2008,
73:1413–1423.

34. Kovacs G, Danko T, Bergeron MJ, Balazs B, Suzuki Y, Zsembery A, Hediger
MA: Heavy metal cations permeate the TRPV6 epithelial cation channel.
Cell Calcium 2011, 49:43–55.

35. Wu ZZ, Chen SR, Pan HL: Differential sensitivity of N- and P/Q-type Ca2+

channel currents to a mu opioid in isolectin B4-positive and -negative
dorsal root ganglion neurons. J Pharmacol Exp Ther 2004, 311:939–947.

36. Genter MB, Kendig EL, Knutson MD: Uptake of materials from the nasal cavity
into the blood and brain: are we finally beginning to understand these
processes at the molecular level? Ann N Y Acad Sci 2009, 1170:623–628.

37. Howitt J, Putz U, Lackovic J, Doan A, Dorstyn L, Cheng H, Yang B, Chan-Ling
T, Silke J, Kumar S, Tan SS: Divalent metal transporter 1 (DMT1) regulation
by Ndfip1 prevents metal toxicity in human neurons. Proc Natl Acad Sci
USA 2009, 106:15489–15494.

38. Safety O, Administration H: Occupational exposure to cadmium, final-change.
Fed Reg 1993, 58:21778–21850.

39. Beton DC, Andrews GS, Davies HJ, Howells L, Smith GF: Acute cadmium
fume poisoning. Five cases with one death from renal necrosis. Br J Ind
Med 1966, 23:292–301.

40. Rudolf E: Depletion of ATP and oxidative stress underlie zinc-induced cell
injury. Acta Medica (Hradec Kralove) 2007, 50:43–49.

41. Nassini R, Pedretti P, Moretto N, Fusi C, Carnini C, Facchinetti F, Viscomi AR,
Pisano AR, Stokesberry S, Brunmark C, Svitacheva N, McGarvey L, Patacchini
R, Damholt AB, Geppetti P, Materazzi S: Transient receptor potential
ankyrin 1 channel localized to non-neuronal airway cells promotes non-
neurogenic inflammation. PLoS One 2012, 7:e42454.

42. Rennolds J, Malireddy S, Hassan F, Tridandapani S, Parinandi N, Boyaka PN,
Cormet-Boyaka E: Curcumin regulates airway epithelial cell cytokine
responses to the pollutant cadmium. Biochem Biophys Res Commun 2012,
417:256–61.

43. Yang CS, Tzou BC, Liu YP, Tsai MJ, Shyue SK, Tzeng SF: Inhibition of
cadmium-induced oxidative injury in rat primary astrocytes by the
addition of antioxidants and the reduction of intracellular calcium. J Cell
Biochem 2008, 103:825–834.

44. Xu B, Chen S, Luo Y, Chen Z, Liu L, Zhou H, Chen W, Shen T, Han X, Chen L,
Huang S: Calcium signaling is involved in cadmium-induced neuronal
apoptosis via induction of reactive oxygen species and activation of
MAPK/mTOR network. PLoS One 2011, 6:e19052.

45. Lin YS, Hsu CC, Bien MY, Hsu HC, Weng HT, Kou YR: Activations of TRPA1
and P2X receptors are important in ROS-mediated stimulation of
capsaicin-sensitivelung vagal afferents by cigarette smoke in rats. J Appl
Physiol 2010, 108:1293–1303.

46. Ogawa H, Takahashi K, Miura S, Imagawa T, Saito S, Tominaga M, Ohta T:
H2S functions as a nociceptive messenger through transient receptor
potential ankyrin 1 (TRPA1) activation. Neuroscience 2012, 218:335–343.

47. Komatsu T, Uchida K, Fujita F, Zhou Y, Tominaga M: Primary alcohols
activate human TRPA1 channel in a carbon chain length-dependent
manner. Pflugers Arch 2012, 463:549–559.

doi:10.1186/1744-8069-9-7
Cite this article as: Miura et al.: Involvement of TRPA1 activation in
acute pain induced by cadmium in mice. Molecular Pain 2013 9:7.


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Cd-induced [Ca2+]i increase in mouse DRG neurons
	Involvement of TRPA1 in the Cd-induced [Ca2+]i increase
	Absence of [Ca2+]i response to Cd in TRPA1(−/−) mouse DRG neurons
	Cd-influx through TRPA1
	[Ca2+]i responses to Cd in TRPA1-expressing RIN-14B rat pancreatic cancer cells
	Effect of Cd on TRPA1 mutant channels less sensitive to Zn
	Cd causes acute pain via activation of TRPA1

	Discussion
	Conclusions
	Methods
	Isolation and culture of mouse DRG neurons
	Culture of RIN-14B cells
	Heterologous expression in HEK 293 cells
	Calcium imaging
	Whole-cell current recording
	Cadmium imaging
	Behavioral experiment
	Chemicals
	Data analysis

	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


