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Abstract

Protons are released in pain-generating pathological conditions such as inflammation, is-
chemic stroke, infection, and cancer. During normal synaptic activities, protons are thought
to play a role in neurotransmission processes. Acid-sensing ion channels (ASICs) are typi-
cal proton sensors in the central nervous system (CNS) and the peripheral nervous system
(PNS). In addition to ASICs, capsaicin- and heat-activated transient receptor potential vanil-
loid 1 (TRPV1) channels can also mediate proton-mediated pain signaling. In spite of their
importance in perception of pH fluctuations, the regulatory mechanisms of these proton-
sensitive ion channels still need to be further investigated. Here, we compared regulation of
ASICs and TRPV1 by membrane phosphoinositides, which are general cofactors of many
receptors and ion channels. We observed that ASICs do not require membrane phosphati-
dylinositol 4-phosphate (P1(4)P) or phosphatidylinositol 4,5-bisphosphate (P1(4,5)P.) for
their function. However, TRPV1 currents were inhibited by simultaneous breakdown of PI
(4)P and PI(4,5)P». By using a novel chimeric protein, CF-PTEN, that can specifically de-
phosphorylate at the D3 position of phosphatidylinositol 3,4,5-trisphosphate (PI(3,4,5)P3),
we also observed that neither ASICs nor TRPV1 activities were altered by depletion of Pl
(3,4,5)P3 in intact cells. Finally, we compared the effects of arachidonic acid (AA) on two
proton-sensitive ion channels. We observed that AA potentiates the currents of both ASICs
and TRPV1, but that they have different recovery aspects. In conclusion, ASICs and
TRPV1 have different sensitivities toward membrane phospholipids, such as PI(4)P, PI(4,5)
P,, and AA, although they have common roles as proton sensors. Further investigation
about the complementary roles and respective contributions of ASICs and TRPV1 in pro-
ton-mediated signaling is necessary.
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Introduction

Although the physiological pH level in the body is controlled by homeostatic mechanisms,
transient and localized pH changes can occur in pain-generating pathological conditions and
during normal synaptic activities [1,2]. Tissue acidosis is triggered during pain-producing in-
flammation, infection, ischemic stroke, and tumor development [1,3]. Severe ischemic stroke
can reduce the extracellular pH level to 6.3 or even lower [4]. Since local pH changes occur dur-
ing normal brain activities [5], detection of pH fluctuations in the brain is also important. The
proton has been recently reported as a neurotransmitter that can induce excitatory postsynap-
tic currents and regulate synaptic plasticity in the lateral amygdala [2]. For that reason, it is not
surprising that intrinsic systems capable of sensing pH fluctuations exist in our bodies.

Acid-sensing ion channels (ASICs), which belong to the epithelial Na* channel (ENaC)/
degenerin (DEG) superfamily of ion channels, are responsible for perception of pH changes in
the central nervous system (CNS) and the peripheral nervous system (PNS) [1]. These channels
are voltage-independent, proton-gated cation channels mainly permeable to Na* ion. Until re-
cently, it has been reported that four genes, ACCN2, ACCN1, ACCN3, and ACCN4, encode at
least six subunits, ASICla, ASIC1b, ASIC2a, ASIC2b, ASIC3, and ASIC4 [1,6]. Each subunit
consists of two transmembrane (TM) domains, a large extracellular loop, and short intracellu-
lar N- and C-termini. They can form homo- or hetero-trimeric channels, while ASIC2b and
ASIC4 only contribute to the functional properties of heteromeric channels containing each of
them rather than the formation of homomeric channels. Capsaicin- or thermal stimuli-activat-
ed transient receptor potential vanilloid 1 (TRPV1) channels are also proton sensors primarily
expressed in sensory neurons [7-9]. These polymodal signal integrators have received attention
as therapeutic targets for pain. Four subunits are required to form a functional TRPV1 channel.
Each subunit is composed of six TM domains, a pore domain between TM5 and TM6, and in-
tracellular N- and C-termini [9]. When opened by thermal or chemical noxious stimuli, these
channels are permeable to nonselective cations with high Ca** permeability. Ca** influx
through TRPV1 induces robust depletion of phosphatidylinositol 4-phosphate (PI(4)P) and
phosphatidylinositol 4,5-bisphosphate (PI(4,5)P,) via the activation of phospholipase C-8
(PLC9) isoforms and leads to desensitization of channels [10,11]. TRPV1 has putative proton
binding sites on the extracellular face of the channel protein [7,9] as ASICs [12]. TRPV1-me-
diated proton sensing is physiologically relevant to perception of nociceptive and inflammatory
pain signaling in primary afferent neurons [13].

A signaling lipid, PI(4,5)P,, which is a minor acidic phospholipid in the inner leaflet of the
eukaryotic cellular membranes, has received attention as a functional cofactor for membrane
receptors and ion channels [14,15]. Cleavage of PI(4,5)P, by receptor-activated PLC generates
two second messengers: membrane-bound lipid diacylglycerol (DAG) and soluble inositol
1,4,5-trisphosphate (IP3). Depletion of PI(4,5)P, during PLC signaling also inhibits the cur-
rents of several ion channels [14], including inwardly rectifying K" (Kir) channel [16], KCNQ
channel [17,18], voltage-gated Ca* channel (VGCC) [19], ENaC [20-22], and several mem-
bers of the TRP channel family [23].

Although many interesting studies revealed that the plasma membrane (PM) phosphoinosi-
tide PI(4,5)P, is a regulator of TRPV1 channels, whether PI(4,5)P, has inhibitory or potentiat-
ing effects on their activities has been debated over the past decade [10,11,24-30]. In the case
of ASICs, whether these channels have dependence on the phosphoinositides for their function
has not been determined yet [1]. Dorofeeva et al. (2009) [31] reported that homomeric ASICla
channels can be inhibited by the activation of Gq4-coupled M; muscarinic receptor (M;R),
which leads to hydrolysis of both PI(4)P and PI(4,5)P, through the activation of PLCB enzymes
[32,33]. However, Li et al. (2012) [34] were not able to observe the decrease of ASICla currents
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during muscarinic receptor activation. Therefore, it is necessary to further examine the depen-
dence of ASICs on membrane phospholipids for their function.

In this study, we focused on determining the sensitivities of ASICs toward phospholipids by
comparing them to proton-sensitive TRPV1 channels. We used the recently developed translo-
catable pseudojanin (P]) system [35] for investigating the sensitivities of ASICs to PM PI(4)P
and PI(4,5)P,. In addition, we generated a novel inducible 3-phosphatase that can specifically
dephosphorylate PM phosphatidylinositol 3,4,5-trisphosphate (PI(3,4,5)P;) and investigated
PI1(3,4,5)P; sensitivities of ASICs and TRPV1 channels in intact cells. Our studies demonstrate
that the sensitivities of proton-sensitive ion channels toward PM phospholipids differ signifi-
cantly depending on the type of channels.

Materials and Methods
Plasmids

Mouse cDNA clones of ASICla, ASIC2a, and ASIC3 were generously given to us by

Michael J. Welsh (University of Iowa, Iowa city, Iowa). For the C-terminal fusion of GFP to
each ASIC subunit, the cDNAs encoding ASICla, ASIC2a, and ASIC3 were amplified by the
PCR using the primers (forward primer, 5-GAATTCATGGAACTGAAGACCGAG-3’, re-
verse primer, 5-GGATCCCGGCAGGTAAAGTCCTCAAA-3’, for ASICla-GFP; forward
primer, 5-GAATTCATGGACCTCAAGGAGAGC-3’, reverse primer, 5-GGATCCCGG-
CAGGCAATCTCCTCCAG-3’, for ASIC2a-GFP; and forward primer, 5-GAATTCAT-
GAAACCTCCCTCAGGA-3, reverse primer, 5-GGTACCGTGAGCCTTGTCACGAGGTA-
3’, for ASIC3-GFP), and inserted into the pEGFP-N1 (Clontech) vector. For the generation of
CF-PTEN chimera, the DNA fragment encoding codons 22-403 was amplified by the PCR
from Ci-VSPTEN21 [36], a kind gift from Carlos A. Villalba-Galea (Virginia Commonwealth
University, Richmond, Virginia), using forward primer, 5-AAGCTTCGGACTTAGACTT-
GACCTATA-3’, reverse primer, 5-GGATCCGACTTTTGTAATTTGTGAA-3’, and fused to
the C-terminus of CFP-FKBP. The following plasmids were generously given to us: Pseudoja-
nin (PJ), PJ-Dead, PJ-Sac, INPP5E, LDR, PLC31-PH-GFP (from Bertil Hille, University of
Washington School of Medicine, Seattle, Washington); Osh1-PH-GFP (from Deok-Jin Jang,
Kyungpook National University, Sangju, Korea); rat TRPV 1 with internal ribosome entry site
EGFP and rat TRPV1 without GFP (from Jae-Yong Park, Korea University, Seoul, Korea); and
Btk-PH-GFP (from Carlos A. Villalba-Galea, Virginia Commonwealth University, Richmond,
Virginia).

Cell Culture and Materials

TsA201 cells, derived from human embryonic kidney 293 cells (293tsA1609ne0) by stably
transfecting with the SV40 T-antigen [37] were obtained from Bertil Hille (University of Wash-
ington School of Medicine, Seattle, Washington). The cells were cultured in DMEM supple-
mented with 10% FBS and 0.2% penicillin/streptomycin at 37°C with 5% CO, and transiently
transfected using Lipofectamine 2000 (Invitrogen) with various cDNAs. For homomeric ASICs
expression, cells were transfected with cONA encoding ASICla-GFP, or ASIC2a-GFP, or
ASIC3-GFP. For heteromeric ASICs expression, cells were transfected with different ASIC sub-
units in a 1:1 molar ratio, and 0.2 pg of cDNA encoding GFP was co-transfected as a marker
for successfully transfected cells. GFP-positive cells were selected for recording the ASIC cur-
rents. For TRPV1 expression, cells were transfected with cDNA encoding TRPV1 with or with-
out GFP. When needed, 0.2 ug of cDNA encoding tetrameric red fluorescence protein (DsRed)
was co-transfected with TRPV1 as a marker for successfully transfected cells. The next day,
cells were plated onto poly-L-lysine (0.1 mg/ml, Sigma) coated chips, and the fluorescent cells
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were studied within 2 days after transfection. Rapamycin (LC Laboratories), arachidonic acid
(Sigma), amiloride (Tocris), and capsazepine (Sigma) were dissolved in DMSO (Sigma) to
make stock solutions. Stock solutions were diluted in Ringer’s solution before use.

Patch Clamp Recording

The whole-cell configuration of the patch clamp technique was used to voltage-clamp at room
temperature (22-25°C). Electrodes pulled from glass micropipette capillaries (Sutter Instru-
ment) had resistances of 2-2.5 MQ, and series resistance errors were compensated by > 60%.
Fast and slow capacitances were compensated before the application of test-pulse. Recordings
were performed using a HEKA EPC-10 amplifier with pulse software (HEKA Elektronik). The
external Ringer’s solution used for recording ASIC currents contained 160 mM NaCl, 5 mM
KCl, 1 mM MgCl,, 2 mM CaCl,, and 10 mM HEPES, adjusted to pH 7.4 with tetramethylam-
monium hydroxide. For acidic solutions below pH 6.0, HEPES was replaced with MES. The
pipette solution contained 140 mM KCI, 5 mM MgCl,, 10 mM HEPES, 0.1 mM 1,2-bis(2-ami-
nophenoxy)ethane-N,N,N’,N-tetraacetic acid (BAPTA), 3 mM Na,ATP, and 0.1 mM Na;GTP,
adjusted to pH 7.4 with KOH. ASIC currents were recorded by holding the cell at -70 mV. The
external Ringer’s solution used for recording TRPV1 currents contained 150 mM NaCl, 5 mM
KCl, 1 mM MgCl,, 2 mM EGTA, 10 mM Glucose, and 10 mM HEPES, adjusted to pH 7.4 with
NaOH. The pipette solution contained 135 mM CsCl, 5 mM MgCl,, 10 mM HEPES, 5 mM
EGTA, 5 mM Na,ATP, and 10 mM Glucose, adjusted to pH 7.4 with CsOH. TRPV1 currents
were recorded by holding the cell at -80 mV. The following reagents were obtained: BAPTA,
Na,ATP, Na;GTP, EGTA, CsOH and tetramethylammonium hydroxide (Sigma), HEPES (Cal-
biochem), MES (Alfa Aesar), and other chemicals (Merck).

Confocal Imaging

TsA201 cells were imaged 1-2 days after transfection on poly-L-lysine coated chips with a Carl
Zeiss LSM 700 confocal microscope (Carl Zeiss AG) at room temperature. The external Ring-
er’s solution contained 160 mM NaCl, 2.5 mM KCl, 2 mM CaCl,, 1 mM MgCl,, 10 mM
HEPES, and 8 mM Glucose, adjusted to pH 7.4 with NaOH. For time courses, cell images were
scanned with a 40 X (water) objective lens at 512 X 512 pixels using digital zoom. During time
course experiments, images were taken every 5 s. Quantitative analysis of the cytosolic fluores-
cence intensity was performed using the ‘measure’ tool for the region of interest in ZEN 2012
lite imaging software (Carl Zeiss Microlmaging). All confocal images were transferred from
LSM5 to JPEG format, and raw data from time courses was processed with Microsoft Office
Excel 2012 (Microsoft) and Igor Pro (WaveMetrics, Inc.).

Data Analysis

Data acquisition and analysis used Pulse/Pulse Fit software in combination with an EPC-10
patch clamp amplifier (HEKA Elektronik). Further data processing was performed with Micro-
soft Office Excel 2012 (Microsoft) and Igor Pro (WaveMetrics, Inc.). All quantitative data are
expressed as the mean + SEM. Comparisons between two groups were analyzed using Student’s
t-test. Comparisons among more than two groups were analyzed using one-way ANOVA fol-
lowed by Bonferroni post-hoc test. Comparisons among more than two groups with two inde-
pendent variables were analyzed using two-way ANOVA followed by Bonferroni post-hoc test.
Differences were considered significant at the * P < 0.05, ** P < 0.01, and *** P < 0.001 levels,
as appropriate.
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Results

The Activities of TRPV1 Channels are Dependent on Membrane
Phosphoinositides

To assess the requirement of PM phosphoinositides for the activities of proton-sensitive ion
channels, we employed the chemically-inducible dimerization (CID) system. Rapamycin-in-
duced dimerization of FKBP (FK506 binding protein) and FRB (FKBP-rapamycin binding do-
main of mTOR) can be used to rapidly and irreversibly recruit the enzyme of interest to the
target region inside the cell [38]. We applied the recently described fusion protein
mRFP-FKBP-Pseudojanin (PJ), which contains both inositol polyphosphate-5-phosphatase E
(INPP5E) and sacl phosphatase, and thus, the recruitment of which to the PM leads to simul-
taneous depletion of PI1(4,5)P, and PI(4)P [35]. First, we tested the activity of the PJ construct
by using the pleckstrin homology (PH) domain of PLC81 (PLC81-PH-GFP) and oxysterol-
binding protein homologues (Osh1-PH-GFP) as indicators for PM PI(4,5)P, and PI(4)P, re-
spectively. PJ was localized to the cytoplasm when expressed in tsA201 cells. Recruiting PJ to
the PM anchor LDR (N-terminal myristoylation and palmitoylation modification sequence of
a Lyn kinase coupled to FRB domain) by the addition of 1 uM of rapamycin (Rapa) for 60 s re-
sulted in the release of both Osh1-PH and PLC3-PH to the cytoplasm in each separate confocal
experiment (Fig. 1A, bottom). The cytosolic fluorescence intensity of PJ rapidly declined upon
rapamycin addition, while that of Osh1-PH or PLCS8-PH increased (Fig. 1B, bottom). We also
confirmed that the recruitment of PJ-Sac (INPP5E domain is inactivated by mutation to specif-
ically dephosphorylate PI(4)P [35]) resulted in the release of Osh1-PH from the PM and in-
crease in the cytosolic fluorescence intensity of Osh1-PH (Fig. 1A and B, middle). Recruitment
of INPP5E to the PM decreased the PI(4,5)P, level, which was confirmed by the translocation
of PI(4,5)P, probe to the cytoplasm with the increase in the cytosolic intensity of PLC3-PH
(Fig. 1A and B, middle). However, recruiting the cytosolic PJ-Dead, a chimera with inactivated
sacl and INPP5E [35], to the PM had no effects on the localization of Osh1-PH or PLC3-PH
(Fig. 1A, top). Consequently, the cytosolic fluorescence intensities of Osh1-PH and PLC8-PH
remained unchanged following the addition of rapamycin (Fig. 1B, top).

We applied this system on acid-evoked TRPV1 currents to test the regulatory aspects of
phosphoinositides reported by previous studies [10,11,24-30]. Since tsA201 cells have been re-
ported to have endogenous ASIC currents [39], the cells transiently expressing TRPV1 and re-
spective PJ system constructs were preincubated by amiloride (AMI), a general inhibitor of
ASICs, before the acid stimulation to selectively measure the TRPV1 currents. After the prein-
cubation of cells with extracellular solution containing 300 pM of amiloride for 30 s, the cells
were stimulated by pH 5.0 solution for 60 s; then, 1 uM of rapamycin was co-applied with pH
5.0 solution for 90 s. Since we observed variable desensitization among the cells during pro-
longed acidification before the addition of rapamycin, we first compared how much the cur-
rents decrease during acidification in the absence of rapamycin among four groups (PJ-Dead,
PJ-Sac, INPPSE, and PJ). TRPV1 currents usually reached the maximum current amplitude
within 15 s after the currents were activated; thus, we compared the current decrease during 45
s of acidification after reaching the maximum current amplitude. The currents of TRPV1 in
cells expressing PJ-Dead or PJ-Sac were desensitized by 7 + 3% (n = 12) or 9 £ 3% (n = 14), re-
spectively (Fig. 1C-D). When the cells were transfected with INPP5E or PJ, the currents were
decreased by 14 + 1% (n = 12) or 13 £ 6% (n = 10), respectively (Fig. 1C-D). Desensitization
rates of currents showed no statistically significant differences among the four groups before
the application of rapamycin. The currents in cells expressing PJ-Dead, PJ-Sac, and INPP5E
were decreased by 16 + 4% (n = 12), 23 + 4% (n = 14), and 26 + 4% (n = 12), respectively, dur-
ing 45 s of acidification right after rapamycin addition (Fig. 1C-D). However, translocation of
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Fig 1. The activity of TRPV1 is dependent on phosphoinositides. (A) Confocal images of cells expressing PJ-Dead (top), PJ-Sac (middle), INPP5E
(middle), or PJ (bottom) with LDR and respective biosensors for PI(4)P (Osh1-PH-GFP) or PI(4,5)P, (PLCd1-PH-GFP). Images before and after the addition
of rapamycin (1 uM) for 60 s (Scale bar, 5 ym). (B) Cytosolic fluorescence intensities of RFP (red) and GFP (green) for the cells in (A). The values of the Y-
axis use an arbitrary unit. Cells expressing PJ-Dead (top), PJ-Sac (middle), INPP5E (middle), or PJ (bottom) (n = 3, respectively). (C) TRPV1 currents
triggered by prolonged extracellular pH drop to 5.0 for 150 s. Rapamycin (1 uM) was co-applied for 90 s during the acid stimuli. Amiloride (300 uM) was
pretreated for 30 s before the pH pulse. Black dashed line indicates the zero current level. Red dashed line indicates the point of rapamycin application. (D)
Percentage of current decrease in (C) during 45 s of acidification before (grey) and after (red) rapamycin addition (n = 12 for PJ-Dead; n = 14 for PJ-Sac;

n =12 for INPP5E; n=10 for PJ). ** P < 0.01 and *** P < 0.001, with two-way ANOVA followed by Bonferroni post-hoc test and one-way ANOVA followed
by Bonferroni post-hoc test. Data are mean + SEM.

doi:10.1371/journal.pone.0122014.g001

PJ to the PM by the application of rapamycin decreased TRPV1 currents by 48 + 6% (n = 10)
during 45 s of acidification (Fig. 1C-D). These results suggest that the activities of TRPV1
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channels are diminished by simultaneous breakdown of both PM PI(4)P and PI(4,5)P,, as pre-
viously reported [11,35].

The Activities of ASICs are Independent from PI(4)P and P1(4,5)P»

Next, we examined whether ASICs also require phosphoinositides for their function as TRPV1
channels. ENaC belongs to the same superfamily of ion channels as ASICs and is known to be
regulated by PM PI(4,5)P, and PI(3,4,5)P5 [20-22]. That means, ASICs could have sensitivities
toward phosphoinositides. To test this, we employed the PJ system and observed the activities
of homomeric and heteromeric ASICs. The cells transiently expressing each GFP-tagged ASIC
subunit (ASICla, or ASIC2a, or ASIC3) and respective PJ systems were repetitively activated
by extracellular acidification from pH 7.4 to pH 6.0 (ASICla or ASIC3) or to pH 4.5 (ASIC2a)
for 10 s with 2 min time intervals. As previously reported, GFP fusion to the C-terminus of
ASIC subunit did not affect the electrophysiological properties of wild-type ASIC currents ex-
pressed in tsA201 cells [40]. For recruiting the interested enzyme to the PM, 1 uM of rapamy-
cin was perfused for 60 s before the second pH pulse. To minimize possible side effects of
rapamycin, normal extracellular solution was perfused right after the application of rapamycin
for 10 s just before the second pH pulse. First, we confirmed that, as a control, the recruitment
of PJ-Dead to the PM anchor does not affect the repetitive proton-activated ASICla currents
except for tachyphylaxis (reduction in current amplitude with repeated stimulation), a unique
property of homomeric ASICla channels [41] (Fig. 2A-B). Then, we observed that transloca-
tion of PJ-Sac or INPP5E to the PM to specifically deplete PM PI(4)P or PI(4,5)P,, respectively,
had no effects on the relative current density of homomeric ASICla channels (Fig. 2A-B). Si-
multaneous depletion of both PI(4)P and PI(4,5)P, by PJ also had no significant effect on the
successively triggered ASICla currents (Fig. 2A-B). We found that neither ASIC2a nor ASIC3
homomeric channels were affected by the recruitment of PJ to the PM (Fig. 2C-D), allowing us
to conclude that unlike proton-sensitive TRPV1 channels, the activities of homomeric ASICs
are independent of PM PI(4)P and PI(4,5)P.,.

We also tested whether heteromeric ASICs have dependence on phosphoinositides for their
function, since most ASICs exist as heteromeric channels in physiological conditions [42-44].
The current traces from heteromeric channels of ASICla/2a, ASICla/3, and ASIC2a/3 were
similar to those of a previous study [45]. Recruitment of PJ to the PM had no significant effects
on either ASICla/2a or ASICla/3 heteromeric channels (Fig. 3A-B), and transient and sus-
tained currents of ASIC2a/3 heteromeric channels were not significantly affected by the appli-
cation of rapamycin (Fig. 3A and C). In conclusion, neither homomeric ASICs nor
heteromeric ASICs require phosphoinositides for their activities.

Neither ASICs nor TRPV1 Activities are Affected by Depletion of PI
(31415)P3

Even though the PJ system is a powerful tool for probing the role of phosphoinositides for the
function of ion channels, it has a limitation in terms of investigating the specific effect of PI
(3,4,5)P; on the channels. Therefore, we generated a novel chimeric protein to further investi-
gate the role of PI(3,4,5)P; in the activities of proton-sensitive ion channels. One of the tumor
suppressor genes, PTEN (phosphatase and tensin homologue deleted on chromosome 10)
codes a cytosolic 3-phosphatase that degrades P1(3,4,5)P; by removing the phosphate at the D3
position of the inositol ring [46-48]. PTEN has a substrate specificity toward PI(3,4,5)P; [49]
and is composed of N-terminal phosphoinositide-binding motif (PBM) that contributes to the
recruitment of PTEN to the PM, phosphatase domain (PD), C2 domain (C2) that binds to PM
phosphatidylserine (PS), and C-terminal tail PDZ-binding domain [36,46-48] (Fig. 4A). We
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and then normal extracellular solution was perfused for 10 s right before the second pulse to minimize possible side effects of rapamycin. Dashed line
indicates the zero current level. (B) Relative current density measured for the cells in (A) (n = 6, respectively). Current density of each pulse was divided by
that of the first pulse. There is no statistical significance with two-way ANOVA followed by Bonferroni post-hoc test. (C) ASIC2a or ASIC3 current traces
evoked by pH drop to 4.5 or 6.0 for 10 s. (D) Relative current density measured for the cells in (C) (n = 6, respectively). There is no statistical significance with
two-way ANOVA followed by Bonferroni post-hoc test. Data are mean + SEM.

doi:10.1371/journal.pone.0122014.g002

inserted the region from PD to C-terminal tail of PTEN to the C-terminus of CFP-FKBP (CF)
(Fig. 4A). CFP-FKBP-PTEN (CF-PTEN) was translocated to the PM anchor LDR upon addi-
tion of 1 pM rapamycin; in turn, PI(3,4,5)P; was depleted as shown by the specific PI(3,4,5)P;
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Fig 3. Heteromeric ASIC currents are insensitive to PI(4)P and PI(4,5)P,. (A) Current traces from ASIC1a/2a, ASIC1a/3, and ASIC2a/3 heteromeric
channels evoked by extracellular acidification in cells expressing LDR and PJ. Rapamycin (1 pM) was bath-applied for 60 s, and then normal extracellular
solution was perfused for 10 s right before the second pulse to minimize possible side effects of rapamycin. Dashed line indicates the zero current level. (B)
Relative current density measured for the currents of ASIC1a/2a and ASIC1a/3in (A) (n = 3, respectively). Current density of each pulse was divided by that
of the first pulse. There is no statistical significance with two-way ANOVA followed by Bonferroni post-hoc test. (C) Relative current density measured for the
transient and sustained currents of ASIC2a/3 in (A) (n = 3 for PJ-Dead; n = 5 for PJ). There is no statistical significance with two-way ANOVA followed by
Bonferroni post-hoc test. Data are mean + SEM.

doi:10.1371/journal.pone.0122014.9003
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Fig 4. Neither ASICs nor TRPV1 activities are affected by depletion of PI(3,4,5)P3. (A) CF-PTEN is rapidly recruited to the plasma membrane anchor
LDR by dimerization of FRB and FKBP upon addition of rapamycin, and the PD domain of CF-PTEN specifically dephosphorylates PI(3,4,5)P3 to PI(4,5)P».
Red bar in the C-terminal tail of PTEN indicates PDZ-binding domain. (B) Confocal images of cells expressing LDR, CF-PTEN, and Btk-PH-GFP before and
after the addition of rapamycin (1 uM) for 120 s (Scale bar, 5 um) and cytosolic fluorescence intensities of CFP (blue) and GFP (green) (n = 3). The values of
the Y-axis use an arbitrary unit. (C) ASIC current traces triggered by extracellular acidification in cells expressing LDR and CF (lacking PTEN) or CF-PTEN.
Rapamycin (1 uM) was bath-applied for 60 s, and then normal extracellular solution was perfused for 10 s right before the second pulse to minimize possible
side effects of rapamycin. Dashed line indicates the zero current level. (D) Relative current density measured for the cells in (C) (CF (n =8), CF-PTEN (n=7)
for ASIC1a; CF (n = 8), CF-PTEN (n = 8) for ASIC2a; and CF (n = 10), CF-PTEN (n = 10) for ASIC3). Current density of each pulse was divided by that of the
first pulse. There is no statistical significance with two-way ANOVA followed by Bonferroni post-hoc test. (E) TRPV1 currents in response to pH drop in the
cells expressing LDR and CF or CF-PTEN. Rapamycin (1 uM) was co-applied for 90 s during the acid stimuli. Amiloride (300 uM) was pretreated for 30 s
before the pH pulse. Black dashed line indicates the zero current level. Red dashed line indicates the point of rapamycin application. (F) Percentage of
current decrease in (E) during 45 s of acidification before (grey) and after (red) rapamycin addition (n = 9 for CF; n = 10 for CF-PTEN). Data are mean + SEM.

doi:10.1371/journal.pone.0122014.9004

PLOS ONE | DOI:10.1371/journal.pone.0122014 March 17,2015 10/19



@’PLOS | ONE

Regulation of ASICs and TRPV1 by Phospholipids

probe, PH domain of Bruton tyrosine kinase (Btk) (Btk-PH-GFP) (Fig. 4B). The cytosolic fluo-
rescence intensity of Btk-PH rapidly increased while that of CF-PTEN gradually declined by
rapamycin addition (Fig. 4B), indicating the successful development of a novel translocatable
3-phosphatase tool.

Using this tool, we tested the sensitivities of homomeric ASICs and TRPV1 channels to PM
PI(3,4,5)P;. Although the membrane PI(3,4,5)P5 was depleted following the addition of rapa-
mycin, the repetitively activated currents of homomeric ASICla, ASIC2a, and ASIC3 channels
remained unchanged (Fig. 4C-D). These results suggest that ASICs are insensitive to the deple-
tion of PI(3,4,5)P; in intact cells. Next, we investigated whether the depletion of membrane PI
(3,4,5)P5 in an intact cell affects the proton-activated TRPV1 currents. The current decrease
during 45 s of acidification right before the addition of rapamycin was not significantly differ-
ent between two groups (CF: 8 + 2% (n = 9) and CF-PTEN: 10 £ 3% (n = 10)) (Fig. 4E-F). In
the presence of rapamycin, TRPV1 currents were decreased by 18 + 4% (n =9) or 21 + 4%

(n =10) in cells expressing CF or CF-PTEN, respectively, during 45 s of acidification

(Fig. 4E-F). Difference in current decrease ratio between the two groups was not statistically
significant. These results indicate that the depletion of PI(3,4,5)P; has no effects on the activi-
ties of TRPV1 channels, although TRPV1 currents are inhibited by simultaneous depletion of
both PI(4)P and PI(4,5)P,. This result is supported by the previous reports suggesting that PI
(3,4,5)P5 is not an endogenous regulatory factor of TRPV1 currents [27,28]. In inside-out
patches, the application of pH domain of the general receptor of phosphoinositides 1 (GRP1)
which selectively binds to PI1(3,4,5)P; did not inhibit the TRPV1 currents, while the application
of PLC31-PH produced the decrease of the currents [27]. Moreover, in a reconstituted lipo-
some, PI(3,4,5)P; did not have any effect on the TRPV1 currents, unlike other phosphoinosi-
tides [28]. Taken together, neither ASICs nor TRPV1 activities are altered by depletion of PI
(3,4,5)Ps.

ASICs and TRPV1 Channels are Differentially Regulated by AA

In the data above, we investigated the regulatory effects of PM phosphoinositides on proton-
sensitive ion channels, ASICs and TRPV1, and discovered a difference in their sensitivities to-
ward phosphoinositides. We next asked how these proton-sensitive ion channels are regulated
by arachidonic acid (AA), which is liberated from the membrane phospholipids by phospholi-
pase A, (PLA,) activity [50,51]. A pro-inflammatory mediator, AA is a polyunsaturated fatty
acid acting as a lipid second messenger [1,52]. Several ion channels, including ASICs [53,54]
and TRP channels [28,55], are known to be regulated by AA either by a direct or indirect action
[52]. Here, we investigated whether AA also differentially regulates the activities of ASICs and
TRPV1 channels as do phosphoinositides.

When the extracellular solution containing 10 uM of AA was perfused for 20 s right before
the second pH pulse, the peak current density of the second pulse in cells transiently expressing
homomeric ASICla channels was increased by 81 + 29% (n = 6) compared to that of the first
pulse (Fig. 5A-B). On the other hand, the peak current density of the second pulse was slightly
decreased in the control group (Fig. 5B). We observed that the potentiating effect of AA is re-
versible, and the peak current density was recovered to the initial level after washout of AA
(Fig. 5A-B). In the cells expressing ASIC2a homomeric channels, the peak current density of
the second pulse was reversibly increased by 103 + 30% (n = 10) compared to that of the first
pulse, whereas, in the control group, the difference in the current density between the first and
the second pulses was negligible (Fig. 5A-B). Similarly, the peak current density of the second
pulse in cells expressing ASIC3 homomeric channels was reversibly increased by 133 + 33%
(n = 12) compared to that of the first pulse (Fig. 5A-B). AA increased the respective ASIC
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Fig 5. Potentiation of ASICs by AA. (A) ASIC current traces activated by rapid extracellular pH changes. AA (10 uM) was bath-applied for 20 s before the
second pulse. Dashed line indicates the zero current level. (B) Relative current density was measured for the cells expressing ASIC1a (n =5 for DMSO; n=6
for AA), ASIC2a (n =5 for DMSO; n = 10 for AA), and ASIC3 (n = 5 for DMSO; n = 12 for AA). Current density of each pulse was divided by that of the first
pulse. * P < 0.05 and ** P < 0.01, with two-way ANOVA followed by Bonferroni post-hoc test and student’s t-test. (C) Dose-dependent relative current
density of ASIC1a (blue) (n = 5-20), ASIC2a (green) (n = 5-25), and ASIC3 (red) (n = 5-23). (D) ASIC1a and ASIC3 currents were inhibited by preincubation
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ASIC currents was inhibited by amiloride. Data are mean + SEM.

doi:10.1371/journal.pone.0122014.9005
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currents in a dose-dependent manner (Fig. 5C). ASICla, ASIC2a, and ASIC3 homomeric
channels displayed similar dose-dependent curves.

Next, we also tested whether the potentiated currents by AA are attributable to other non-
specific currents in tsA201 cells. First, we observed that respective ASIC currents were inhibited
by amiloride. ASICla currents were inhibited by 95 + 1% (n = 7) when the extracellular solu-
tion containing 300 pM of amiloride was perfused for 20 s right before the second pH pulse
(Fig. 5D-E). AA (10 uM)-induced increased ASICla currents were also inhibited by 93 + 2%

(n =4) by co-application of AA and amiloride before the second pH pulse (Fig. 5E-F). In the
case of ASIC2a homomeric channels, the currents were inhibited by 65 + 3% (n = 4) when
amiloride (600 uM) was applied for 30 s before and during the second pH pulse (Fig. 5D-E).
The potentiating effects of AA (10 uM) on ASIC2a currents were inhibited by 72 £ 11% (n = 3)
by amiloride (Fig. 5E-F). ASIC3 currents were inhibited by 80 + 2% (n = 6) by preincubation of
cells with extracellular solution containing 300 uM of amiloride for 20 s before the second pH
pulse (Fig. 5D-E), and the potentiating effects of AA (10 uM) were similarly inhibited by

85 £ 1% (n = 6) (Fig. 5E-F). Collectively, our results suggest that AA reversibly potentiates
homomeric ASIC currents.

At this time, we investigated the effect of AA on proton-activated TRPV1 currents. The
bath-application of AA (2 uM) for 20 s right before the second addition of amiloride increased
the current density of the second pulse by 129 + 21% (n = 9) compared to that of the first pulse,
whereas the difference in the current density between the first and the second pulses were insig-
nificant (Fig. 6A-B). Unlike ASIC currents, AA-induced potentiated TRPV1 currents were not
fully recovered to the initial level (Fig. 6A-B). AA potentiated the TRPV1 currents in a dose-de-
pendent manner (Fig. 6C). We also tested whether these potentiated currents are indeed attrib-
utable to TRPV1 channels. TRPV1 currents were inhibited by 78 + 7% (n = 4) by bath-
application of capsazepine (CPZ) (10 uM), a specific TRPV1 inhibitor for 20 s (Fig. 6D and F).
Co-application of capsazepine and AA (2 M) before the second amiloride treatment inhibited
the potentiating effect of AA on TRPV1 currents by 89 + 5% (n = 4) (Fig. 6E-F). Taken togeth-
er, AA enhances the activities of TRPV1 channels, although the recovery aspect differs from
that of ASICs (Figs. 5B and 6B).

Discussion

In this study, we observed that the activities of ASICs are independent of membrane phosphoi-
nositides such as PI(4)P, PI(4,5)P,, and possibly PI(3,4,5)P; by using the translocatable phos-
phatase system. This is the first report to show the sensitivities of ASICs toward
phosphoinositides with direct manipulation of membrane phosphoinositides in intact cells. On
the other hand, studies about TRPV1 sensitivity toward phosphoinositides have been under-
taken by various research groups. In our system, we observed that proton-activated TRPV1
currents can be regulated by simultaneous manipulation of PI1(4)P and PI(4,5)P; level, not PI
(3,4,5)P5 level, in intact cells.

Although both ASICs and TRPV1 channels can sense proton-mediated signaling, their ex-
pression and biophysical properties are different. ASICs are widely distributed throughout the
CNS and the PNS, and they act as transducers of multiple sensory and synaptic signaling.
TRPV1 is highly expressed in peripheral nerve endings of primary sensory neurons. Multimod-
al response of TRPV1 to various noxious stimuli elicits pain and leads to the development of
hyperalgesia [13]. According to previous studies, ASICs and TRPV1 are co-localized in a great
part of subpopulation of DRG neurons, although there are differences between species [56,57].
In rat DRG neurons, ASICla and ASIC3 transcripts were detected in approximately 40-45%
and 30% of the TRPV1-positive neurons, respectively [56]. In these subsets of native sensory
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neurons, it is highly possible that the currents elicited by tissue acidosis are contributed from
both ASICs and TRPV1 channels.

It is noteworthy that two channels are activated by different ranges of pH value. TRPV1 is
activated by more severe acidification (pH, 5 activation of 5.4) than that required to activate
most ASIC subunits [1,58]. ASICla and ASIC3 are sensitive to moderate pH drop (pH s acti-
vation of 6.2-6.8 for ASICla and 6.2-6.7 for ASIC3), whereas ASIC2a requires more severe
acidification for activation (pHy s activation of 3.8-5.0) [1]. Interestingly, extracellular protons
have a dual effect on TRPV1 currents. At low pH (< 6.0), protons themselves activate the
channel at room temperature. However, protons potentiate the channel already opened by
other stimuli (capsaicin or heat) by lowering the threshold for channel activation at higher pH
levels (6-7.4) [7,9,58]. Therefore, ASICs are considered main mediators of pain induced by
moderate tissue acidosis, while TRPV1 is thought to contribute to more severe acidosis-medi-
ated pain perception, together with ASICs in peripheral sensory neurons [3]. Hence, the com-
plementary roles of these two proton-sensitive ion channels, ASICs and TRPV 1, have great
significance for perception of pH changes; thus, to understand the regulatory mechanisms of
those channels is quite important.

Phosphoinositides have emerged as general regulators of ion channels, and PI(4,5)P, is
known to stabilize the open state of many ion channels [1,14,17-23]. However, regulation of
TRPV1 by phosphoinositides is controversial [10,11,24-30]. In this study, we simply tested the
effects of phosphoinositides on proton-activated TRPV1 currents by using a rapamycin-induc-
ible PJ system, and compared the results with that of ASICs. We observed that proton-activated
TRPV1 currents are significantly inhibited by the recruitment of PJ, while the translocation of
INPP5E had no statistically significant effect on the currents (Fig. 1). These results are consis-
tent with the study by Hammond et al. (2012) [35]. They observed that capsaicin-activated
TRPV1 currents in HEK293 cells are inhibited when both PI(4)P and PI(4,5)P, are depleted by
the translocation of PJ [35]. In contrast to TRPV1 channels, the function of ASICs does not
rely on PM phosphoinositides. By using the PJ system, we confirmed that homomeric ASICla,
ASIC2a, and ASIC3 channels and heteromeric ASICla/2a, ASICl1a/3, and ASIC2a/3 channels
are insensitive to PI(4)P and PI(4,5)P,. These results are, in fact, unexpected since one previous
study reported that activation of M; R by its agonist, oxotremorine-M (Oxo-M), inhibited
ASIC currents in Chinese hamster ovary (CHO) cells heterologously expressing ASICla and
M;R, and also in isolated rat hippocampus CA1 and striatum interneurons [31]. That study
suggested that muscarinic inhibition of ASICla currents could be due to depletion of P1(4,5)P,
available to the channel [31]; however, we observed no dependence of ASICs on PI(4)P or PI
(4,5)P, (Figs. 2 and 3). Therefore, it is possible that inhibition of ASIC currents by M;R activa-
tion might occur through mechanisms other than direct action of PI1(4,5)P, hydrolysis. We
also tried to test whether the activation of M;R by Oxo-M modulates the function of homo-
meric ASICla channels in either tsA201 or CHO cells. However, we observed no inhibition of
ASICla currents by M, R activation in either type of cells (unpublished observations). In anoth-
er previous study by Li et al. (2012), they found that supplementing the pipette solution with a
short-chain PIP, was not effective to decrease the desensitization of ASICla currents. Further-
more, they observed that the currents were not regulated by activation of muscarinic receptor
[34]. The discrepancy between the studies is not clear; however, in our system, using the trans-
locatable PJ system, we verified that the activities of ASICs are independent from
PM phosphoinositides.

We also investigated the dependence of ASICs and TRPV1 channels on PI(3,4,5)P3. ENaC
and some families of TRP channels such as TRPM4 are known to have sensitivities toward PI
(3,4,5)P5 as well as PI(4,5)P, [20-22,59]. To selectively dephosphorylate PI(3,4,5)P3, we gener-
ated a novel engineered phosphatase tool from PTEN, which is a well characterized
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3-phosphatase that prefers PI(3,4,5)P; as a substrate [49]. By using a chimeric protein
CE-PTEN, we observed that neither ASICs nor TRPV1 currents were altered by depletion of
membrane PI(3,4,5)P; in intact cells.

Finally, we compared differential regulatory features of ASICs and TRPV1 by AA, a pro-in-
flammatory mediator released from phospholipids. In our experiments, AA induced significant
potentiation of all ASICla, ASIC2a, ASIC3, and TRPV1 channels. TRPV1 currents were partic-
ularly more sensitive to AA than ASIC currents were. It is noteworthy that potentiated ASIC
currents by AA were, remarkably, almost fully recovered to the initial level of the currents,
while TRPV1 currents were partially recovered after washout of AA (Figs. 5 and 6). We pro-
pose that this is likely due to the difference in regulatory mechanisms of those channels by AA.
The potentiating effect of AA on TRPV1 currents has been reported to result from the AA me-
tabolites of lipoxygenase pathways, such as 12- and 15-hydroperoxyeicosatetraenoic acid
(HPETE) [60,61]. However, a recent study suggested that both AA and its metabolites can pro-
duce marked sensitization of TRPV1 currents in the reconstituted liposome, allowing them to
observe the direct effects of factors in the absence of other cellular enzymes [28]. Therefore,
AA seems to regulate the TRPV1 channels by both a direct and an indirect action through the
metabolism pathways. On the other hand, ASICs are thought to be directly regulated by AA
[54]. One previous study reported that inhibition of lipoxygenase or cyclooxygenase pathway
did not impair the potentiating effect of AA on ASIC currents [54]. Therefore, ASICs and
TRPV1 channels are differentially regulated by a pro-inflammatory mediator AA.

In this study, we observed that two proton-sensitive ion channels, ASICs and TRPV1, dis-
play differential regulatory features by membrane phosphoinositides and AA. Their different
topology, distribution, and biophysical properties might establish different sensitivities toward
phospholipids. Understanding the relationship between these two groups of channels, and
their relative contributions in proton-mediated signaling, is quite important for comprehend-
ing the complementary roles of ASICs and TRPV1 in the nervous system.

Acknowledgments

We are grateful to Dr. Bertil Hille for his valuable discussions. We thank the many labs that
provided the plasmids.

Author Contributions

Conceived and designed the experiments: BCS. Performed the experiments: HJK SYY DIK.
Analyzed the data: HJK SYY DIK. Contributed reagents/materials/analysis tools: HIK SYY
DIK. Wrote the paper: HJK BCS.

References

1. Kweon HJ, Suh BC. Acid-sensing ion channels (ASICs): therapeutic targets for neurological diseases
and their regulation. BMB Rep. 2013; 46(6): 295-304. PMID: 23790972

2. DuJ, Reznikov LR, Price MP, Zha XM, Lu Y, Moninger TO, et al. Protons are a neurotransmitter that
regulates synaptic plasticity in the lateral amygdala. Proc Natl Acad Sci. 2014; 111(24): 8961-6. doi:
10.1073/pnas.1407018111 PMID: 24889629

3. DevalE, Gasull X, Noél J, Salinas M, Baron A, Diochot S, et al. Acid-sensing ion channels (ASICs):
pharmacology and implication in pain. Pharmacol Ther. 2010; 128(3): 549-58. doi: 10.1016/j.
pharmthera.2010.08.006 PMID: 20807551

4. Smith ML, von Hanwehr R, Siesjé BK. Changes in extra- and intracellular pH in the brain during and fol-
lowing ischemia in hyperglycemic and in moderately hypoglycemic rats. J Cereb Blood Flow Metab.
1986; 6(5): 574—-83. PMID: 3760041

PLOS ONE | DOI:10.1371/journal.pone.0122014 March 17,2015 16/19


http://www.ncbi.nlm.nih.gov/pubmed/23790972
http://dx.doi.org/10.1073/pnas.1407018111
http://www.ncbi.nlm.nih.gov/pubmed/24889629
http://dx.doi.org/10.1016/j.pharmthera.2010.08.006
http://dx.doi.org/10.1016/j.pharmthera.2010.08.006
http://www.ncbi.nlm.nih.gov/pubmed/20807551
http://www.ncbi.nlm.nih.gov/pubmed/3760041

@’PLOS | ONE

Regulation of ASICs and TRPV1 by Phospholipids

10.

1.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

25.

26.

27.

Magnotta VA, Heo HY, Dlouhy BJ, Dahdaleh NS, Follmer RL, Thedens DR, et al. Detecting activity-
evoked pH changes in human brain. Proc Natl Acad Sci. 2012; 109(21): 8270-3. doi: 10.1073/pnas.
1205902109 PMID: 22566645

Wemmie JA, Taugher RJ, Kreple CJ. Acid-sensing ion channels in pain and disease. Nat Rev Neu-
rosci. 2013; 14(7): 461-71. doi: 10.1038/nrm3529 PMID: 23783197

Jordt SE, Tominaga M, Julius D. Acid potentiation of the capsaicin receptor determined by a key extra-
cellular site. Proc Natl Acad Sci. 2000; 97(14): 8134—9. PMID: 10859346

Ryu S, Liu B, Qin F. Low pH potentiates both capsaicin binding and channel gating of VR1 receptors. J
Gen Physiol. 2003; 122(1): 45-61. PMID: 12835470

Aneiros E, Cao L, Papakosta M, Stevens EB, Phillips S, Grimm C. The biophysical and molecular basis
of TRPV1 proton gating. EMBO J. 2011; 30(6): 994—1002. doi: 10.1038/emboj.2011.19 PMID:
21285946

Liu B, Zhang C, Qin F. Functional recovery from desensitization of vanilloid receptor TRPV1 requires
resynthesis of phosphatidylinositol 4,5-bisphosphate. J Neurosci. 2005; 25(19): 4835—43. PMID:
15888659

Lukacs V, Yudin Y, Hammond GR, Sharma E, Fukami K, Rohacs T. Distinctive changes in plasma
membrane phosphoinositides underlie differential regulation of TRPV1 in nociceptive neurons. J Neu-
rosci. 2013; 33(28): 11451-63. doi: 10.1523/JNEUROSCI.5637-12.2013 PMID: 23843517

Jasti J, Furukawa H, Gonzales EB, Gouaux E. Structure of acid-sensing ion channel 1 at 1.9 A resolu-
tion and low pH. Nature. 2007; 449(7160): 316-23. PMID: 17882215

Basbaum Al, Bautista DM, Scherrer G, Julius D. Cellular and molecular mechanisms of pain. Cell.
2009; 139(2): 267—84. doi: 10.1016/j.cell.2009.09.028 PMID: 19837031

Suh BC, Hille B. PIP, is a necessary cofactor for ion channel function: how and why? Annu Rev Bio-
phys. 2008; 37: 175-95. doi: 10.1146/annurev.biophys.37.032807.125859 PMID: 18573078

Falkenburger BH, Jensen JB, Dickson EJ, Suh BC, Hille B. Phosphoinositides: lipid regulators of mem-
brane proteins. J Physiol. 2010; 588(Pt 17): 3179-85.

Hilgemann DW, Ball R. Regulation of cardiac Na*, Ca®* exchange and Katp potassium channels by
PIP,. Science. 1996; 273(5277): 956-9. PMID: 8688080

Suh BC, Hille B. Recovery from muscarinic modulation of M current channels requires phosphatidylino-
sitol 4,5-bisphosphate synthesis. Neuron. 2002; 35(3): 507-20. PMID: 12165472

Suh BC, Inoue T, Meyer T, Hille B. Rapid chemically induced changes of PtdIns(4,5)P, gate KCNQ ion
channels. Science. 2006; 314(5804): 1454—7. PMID: 16990515

Suh BC, Leal K, Hille B. Modulation of high-voltage activated Ca?* channels by membrane phosphati-
dylinositol 4,5-bisphosphate. Neuron. 2010; 67(2): 224—38. doi: 10.1016/j.neuron.2010.07.001 PMID:
20670831

Yue G, Malik B, Yue G, Eaton DC. Phosphatidylinositol 4,5-bisphosphate (PIP,) stimulates epithelial
sodium channel activity in A6 cells. J Biol Chem. 2002; 277(14): 11965-9. PMID: 11812779

Pochynyuk O, Tong Q, Staruschenko A, Ma HP, Stockand JD. Regulation of the epithelial Na* channel
(ENaC) by phosphatidylinositides. Am J Physiol Renal Physiol. 2006; 290(5): F949-57. PMID:
16601296

Pochynyuk O, Tong Q, Medina J, Vandewalle A, Staruschenko A, Bugaj V, et al. Molecular determi-
nants of PI(4,5)P, and PI(3,4,5)P5 regulation of the epithelial Na* channel. J Gen Physiol. 2007; 130(4):
399-413. PMID: 17893193

Hardie RC. TRP channels and lipids: from Drosophila to mammalian physiology. J Physiol. 2007; 578
(Pt1):9-24.

Chuang HH, Prescott ED, Kong H, Shields S, Jordt SE, Basbaum Al, et al. Bradykinin and nerve growth
factor release the capsaicin receptor from PtdIns(4,5)P,-mediated inhibition. Nature. 2001; 411(6840):
957-62. PMID: 11418861

Stein AT, Ufret-Vincenty CA, Hua L, Santana LF, Gordon SE. Phosphoinositide 3-kinase binds to
TRPV1 and mediates NGF-stimulated TRPV1 trafficking to the plasma membrane. J Gen Physiol.
2006; 128(5): 509—22. PMID: 17074976

Lukacs V, Thyagarajan B, Varnai P, Balla A, Balla T, Rohacs T. Dual regulation of TRPV1 by phosphoi-
nositides. J Neurosci. 2007; 27(26): 7070-80. PMID: 17596456

Klein RM, Ufret-Vincenty CA, Hua L, Gordon SE. Determinants of molecular specificity in phosphoinosi-
tide regulation. Phosphatidylinositol (4,5)-bisphosphate (P1(4,5)P>) is the endogenous lipid regulating
TRPV1. J Biol Chem. 2008; 283(38): 26208—16. doi: 10.1074/jbc.M801912200 PMID: 18574245

PLOS ONE | DOI:10.1371/journal.pone.0122014 March 17,2015 17/19


http://dx.doi.org/10.1073/pnas.1205902109
http://dx.doi.org/10.1073/pnas.1205902109
http://www.ncbi.nlm.nih.gov/pubmed/22566645
http://dx.doi.org/10.1038/nrn3529
http://www.ncbi.nlm.nih.gov/pubmed/23783197
http://www.ncbi.nlm.nih.gov/pubmed/10859346
http://www.ncbi.nlm.nih.gov/pubmed/12835470
http://dx.doi.org/10.1038/emboj.2011.19
http://www.ncbi.nlm.nih.gov/pubmed/21285946
http://www.ncbi.nlm.nih.gov/pubmed/15888659
http://dx.doi.org/10.1523/JNEUROSCI.5637-12.2013
http://www.ncbi.nlm.nih.gov/pubmed/23843517
http://www.ncbi.nlm.nih.gov/pubmed/17882215
http://dx.doi.org/10.1016/j.cell.2009.09.028
http://www.ncbi.nlm.nih.gov/pubmed/19837031
http://dx.doi.org/10.1146/annurev.biophys.37.032807.125859
http://www.ncbi.nlm.nih.gov/pubmed/18573078
http://www.ncbi.nlm.nih.gov/pubmed/8688080
http://www.ncbi.nlm.nih.gov/pubmed/12165472
http://www.ncbi.nlm.nih.gov/pubmed/16990515
http://dx.doi.org/10.1016/j.neuron.2010.07.001
http://www.ncbi.nlm.nih.gov/pubmed/20670831
http://www.ncbi.nlm.nih.gov/pubmed/11812779
http://www.ncbi.nlm.nih.gov/pubmed/16601296
http://www.ncbi.nlm.nih.gov/pubmed/17893193
http://www.ncbi.nlm.nih.gov/pubmed/11418861
http://www.ncbi.nlm.nih.gov/pubmed/17074976
http://www.ncbi.nlm.nih.gov/pubmed/17596456
http://dx.doi.org/10.1074/jbc.M801912200
http://www.ncbi.nlm.nih.gov/pubmed/18574245

@’PLOS | ONE

Regulation of ASICs and TRPV1 by Phospholipids

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

4.

42,

43.

44,

45.

46.

47.

Cao E, Cordero-Morales JF, Liu B, Qin F, Julius D. TRPV1 channels are intrinsically heat sensitive and
negatively regulated by phosphoinositide lipids. Neuron. 2013; 77(4): 667—79. doi: 10.1016/j.neuron.
2012.12.016 PMID: 23439120

Lukacs V, Rives JM, Sun X, Zakharian E, Rohacs T. Promiscuous activation of transient receptor po-
tential vanilloid 1 (TRPV1) channels by negatively charged intracellular lipids: the key role of endoge-
nous phosphoinositides in maintaining channel activity. J Biol Chem. 2013; 288(49): 35003—13. doi: 10.
1074/jbc.M113.520288 PMID: 24158445

Senning EN, Collins MD, Stratiievska A, Ufret-Vincenty CA, Gordon SE. Regulation of TRPV1 ion chan-
nel by phosphoinositide (4,5)-bisphosphate: the role of membrane asymmetry. J Biol Chem. 2014; 289
(16): 10999-1006. doi: 10.1074/jbc.M114.553180 PMID: 24599956

Dorofeeva NA, Karpushev AV, Nikolaev MV, Bolshakov KV, Stockand JD, Staruschenko A. Muscarinic
M; modulation of acid-sensing ion channels. Neuroreport. 2009; 20(15): 1386—-91. doi: 10.1097/WNR.
0b013e3283318912 PMID: 19730136

Horowitz LF, Hirdes W, Suh BC, Hilgemann DW, Mackie K, Hille B. Phospholipase C in living cells: acti-
vation, inhibition, Ca®* requirement, and regulation of M current. J Gen Physiol. 2005; 126(3): 243-62.
PMID: 16129772

Balla A, Kim YJ, Varnai P, Szentpetery Z, Knight Z, Shokat KM, et al. Maintenance of hormone-sensi-
tive phosphoinositide pools in the plasma membrane requires phosphatidylinositol 4-kinase Illa. Mol
Biol Cell. 2008; 19(2): 711-21. PMID: 18077555

Li T, Yang Y, Canessa CM. Impact of recovery from desensitization on acid-sensing ion channel-1a
(ASIC1a) current and response to high frequency stimulation. J Biol Chem. 2012; 287(48): 40680-9.
doi: 10.1074/jbc.M112.418400 PMID: 23048040

Hammond GR, Fischer MJ, Anderson KE, Holdich J, Koteci A, Balla T, et al. PI4P and PI(4,5)P, are es-
sential but independent lipid determinants of membrane identity. Science. 2012; 337(6095): 727-30.
doi: 10.1126/science.1222483 PMID: 22722250

Lacroix J, Halaszovich CR, Schreiber DN, Leitner MG, Bezanilla F, Oliver D, et al. Controlling the activi-
ty of a phosphatase and tensin homolog (PTEN) by membrane potential. J Biol Chem. 2011; 286(20):
17945-53. doi: 10.1074/jbc.M110.201749 PMID: 21454672

DuBridge RB, Tang P, Hsia HC, Leong PM, Miller JH, Calos MP. Analysis of mutation in human cells by
using an Epstein-Barr virus shuttle system. Mol Cell Biol. 1987; 7(1): 379-87. PMID: 3031469

DeRose R, Miyamoto T, Inoue T. Manipulating signaling at will: chemically-inducible dimerization (CID)
techniques resolve problems in cell biology. Pflugers Arch. 2013; 465(3): 409—17. doi: 10.1007/
s00424-012-1208-6 PMID: 23299847

Donier E, Rugiero F, Jacob C, Wood JN. Regulation of ASIC activity by ASIC4- new insights into ASIC
channel function revealed by a yeast two-hybrid assay. Eur J Neurosci. 2008; 28(1): 74-86. doi: 10.
1111/j.1460-9568.2008.06282.x PMID: 18662336

Chai S, Li M, Lan J, Xiong ZG, Saugstad JA, Simon RP. A kinase-anchoring protein 150 and calcineurin
are involved in regulation of acid-sensing ion channels ASIC1a and ASIC2a. J Biol Chem. 2007; 282
(31): 22668-77. PMID: 17548344

Chen X, Grunder S. Permeating protons contribute to tachyphylaxis of the acid-sensing ion channel
(ASIC) 1a. J Physiol. 2007; 579(Pt 3): 657—70. PMID: 17204502

Sherwood TW, Lee KG, Gormley MG, Askwith CC. Heteromeric acid-sensing ion channels (ASICs)
composed of ASIC2b and ASIC1a display novel channel properties and contribute to acidosis-induced
neuronal death. J Neurosci. 2011; 31(26): 9723-34. doi: 10.1523/JNEUROSCI.1665-11.2011 PMID:
21715637

Askwith CC, Wemmie JA, Price MP, Rokhlina T, Welsh MJ. Acid-sensing ion channel 2 (ASIC2) modu-
lates ASIC1 H*-activated currents in hippocampal neurons. J Biol Chem. 2004; 279(18): 18296—305.
PMID: 14960591

Hattori T, Chen J, Harding AM, Price MP, Lu Y, Abboud FM, et al. ASIC2a and ASIC3 heteromultimer-
ize to form pH-sensitive channels in mouse cardiac dorsal root ganglia neurons. Circ Res. 2009; 105
(8): 279-86. doi: 10.1161/CIRCRESAHA.109.202036 PMID: 19590043

Hesselager M, Timmermann DB, Ahring PK. pH Dependency and desensitization kinetics of heterolo-
gously expressed combinations of acid-sensing ion channel subunits. J Biol Chem. 2004; 279(12):
11006-15. PMID: 14701823

Das S, Dixon JE, Cho W. Membrane-binding and activation mechanism of PTEN. Proc Natl Acad Sci.
2003; 100(13): 7491-6. PMID: 12808147

Vazquez F, Matsuoka S, Sellers WR, Yanagida T, Ueda M, Devreotes PN. Tumor suppressor PTEN
acts through dynamic interaction with the plasma membrane. Proc Natl Acad Sci. 2006; 103(10): 3633—
8. PMID: 16537447

PLOS ONE | DOI:10.1371/journal.pone.0122014 March 17,2015 18/19


http://dx.doi.org/10.1016/j.neuron.2012.12.016
http://dx.doi.org/10.1016/j.neuron.2012.12.016
http://www.ncbi.nlm.nih.gov/pubmed/23439120
http://dx.doi.org/10.1074/jbc.M113.520288
http://dx.doi.org/10.1074/jbc.M113.520288
http://www.ncbi.nlm.nih.gov/pubmed/24158445
http://dx.doi.org/10.1074/jbc.M114.553180
http://www.ncbi.nlm.nih.gov/pubmed/24599956
http://dx.doi.org/10.1097/WNR.0b013e3283318912
http://dx.doi.org/10.1097/WNR.0b013e3283318912
http://www.ncbi.nlm.nih.gov/pubmed/19730136
http://www.ncbi.nlm.nih.gov/pubmed/16129772
http://www.ncbi.nlm.nih.gov/pubmed/18077555
http://dx.doi.org/10.1074/jbc.M112.418400
http://www.ncbi.nlm.nih.gov/pubmed/23048040
http://dx.doi.org/10.1126/science.1222483
http://www.ncbi.nlm.nih.gov/pubmed/22722250
http://dx.doi.org/10.1074/jbc.M110.201749
http://www.ncbi.nlm.nih.gov/pubmed/21454672
http://www.ncbi.nlm.nih.gov/pubmed/3031469
http://dx.doi.org/10.1007/s00424-012-1208-6
http://dx.doi.org/10.1007/s00424-012-1208-6
http://www.ncbi.nlm.nih.gov/pubmed/23299847
http://dx.doi.org/10.1111/j.1460-9568.2008.06282.x
http://dx.doi.org/10.1111/j.1460-9568.2008.06282.x
http://www.ncbi.nlm.nih.gov/pubmed/18662336
http://www.ncbi.nlm.nih.gov/pubmed/17548344
http://www.ncbi.nlm.nih.gov/pubmed/17204502
http://dx.doi.org/10.1523/JNEUROSCI.1665-11.2011
http://www.ncbi.nlm.nih.gov/pubmed/21715637
http://www.ncbi.nlm.nih.gov/pubmed/14960591
http://dx.doi.org/10.1161/CIRCRESAHA.109.202036
http://www.ncbi.nlm.nih.gov/pubmed/19590043
http://www.ncbi.nlm.nih.gov/pubmed/14701823
http://www.ncbi.nlm.nih.gov/pubmed/12808147
http://www.ncbi.nlm.nih.gov/pubmed/16537447

@’PLOS | ONE

Regulation of ASICs and TRPV1 by Phospholipids

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Rahdar M, Inoue T, Meyer T, Zhang J, Vazquez F, Devreotes PN. A phosphorylation-dependent intra-
molecular interaction regulates the membrane association and activity of the tumor suppressor PTEN.
Proc Natl Acad Sci. 2009; 106(2): 480-5. doi: 10.1073/pnas.0811212106 PMID: 19114656

Iwasaki H, Murata Y, Kim Y, Hossain MI, Worby CA, Dixon JE, et al. A voltage-sensing phosphatase,
Ci-VSP, which shares sequence identity with PTEN, dephosphorylates phosphatidylinositol 4,5-
bisphosphate. Proc Natl Acad Sci. 2008; 105(23): 7970-5. doi: 10.1073/pnas.0803936105 PMID:
18524949

Ghosh M, Tucker DE, Burchett SA, Leslie CC. Properties of the Group IV phospholipase A, family.
Prog Lipid Res. 2006; 45(6): 487-510. PMID: 16814865

Burke JE, Dennis EA. Phospholipase A; structure/function, mechanism, and signaling. J Lipid Res.
2009; 50 Suppl: S237—-42. doi: 10.1194/jir. R800033-JLR200 PMID: 19011112

Meves H. Arachidonic acid and ion channels: an update. Br J Pharmacol. 2008; 155(1): 4—16. doi: 10.
1038/bjp.2008.216 PMID: 18552881

Allen NJ, Attwell D. Modulation of ASIC channels in rat cerebellar Purkinje neurons by ischaemia-relat-
ed signals. J Physiol. 2002; 543(Pt 2): 521-9. PMID: 12205186

Smith ES, Cadiou H, McNaughton PA. Arachidonic acid potentiates acid-sensing ion channels in rat
sensory neurons by a direct action. Neuroscience. 2007; 145(2): 686—98. PMID: 17258862

Chyb S, Raghu P, Hardie RC. Polyunsaturated fatty acids activate the Drosophila light-sensitive chan-
nels TRP and TRPL. Nature. 1999; 397(6716): 255-9. PMID: 9930700

Ugawa S, Ueda T, Yamamura H, Shimada S. In situ hybridization evidence for the coexistence of ASIC
and TRPV1 within rat single sensory neurons. Brain Res Mol Brain Res. 2005; 136(1-2): 125-33.
PMID: 15893610

Leffler A, Monter B, Koltzenburg M. The role of the capsaicin receptor TRPV1 and acid-sensing ion
channels (ASICS) in proton sensitivity of subpopulations of primary nociceptive neurons in rats and
mice. Neuroscience. 2006; 139(2): 699—-709. PMID: 16515841

Tominaga M, Caterina MJ, Malmberg AB, Rosen TA, Gilbert H, Skinner K, et al. The cloned capsaicin
receptor integrates multiple pain-producing stimuli. Neuron. 1998; 21(3): 531-43. PMID: 9768840

Zhang Z, Okawa H, Wang Y, Liman ER. Phosphatidylinositol 4,5-bisphosphate rescues TRPM4 chan-
nels from desensitization. J Biol Chem. 2005; 280(47): 39185-92. PMID: 16186107

Hwang SW, Cho H, Kwak J, Lee SY, Kang CJ, Jung J, et al. Direct activation of capsaicin receptors by
products of lipoxygenases: endogenous capsaicin-like substances. Proc Natl Acad Sci. 2000; 97(11):
6155-60. PMID: 10823958

Shin J, Cho H, Hwang SW, Jung J, Shin CY, Lee SY, et al. Bradykinin-12-lipoxygenase-VR1 signaling
pathway for inflammatory hyperalgesia. Proc Natl Acad Sci. 2002; 99(15): 10150-5. PMID: 12097645

PLOS ONE | DOI:10.1371/journal.pone.0122014 March 17,2015 19/19


http://dx.doi.org/10.1073/pnas.0811212106
http://www.ncbi.nlm.nih.gov/pubmed/19114656
http://dx.doi.org/10.1073/pnas.0803936105
http://www.ncbi.nlm.nih.gov/pubmed/18524949
http://www.ncbi.nlm.nih.gov/pubmed/16814865
http://dx.doi.org/10.1194/jlr.R800033-JLR200
http://www.ncbi.nlm.nih.gov/pubmed/19011112
http://dx.doi.org/10.1038/bjp.2008.216
http://dx.doi.org/10.1038/bjp.2008.216
http://www.ncbi.nlm.nih.gov/pubmed/18552881
http://www.ncbi.nlm.nih.gov/pubmed/12205186
http://www.ncbi.nlm.nih.gov/pubmed/17258862
http://www.ncbi.nlm.nih.gov/pubmed/9930700
http://www.ncbi.nlm.nih.gov/pubmed/15893610
http://www.ncbi.nlm.nih.gov/pubmed/16515841
http://www.ncbi.nlm.nih.gov/pubmed/9768840
http://www.ncbi.nlm.nih.gov/pubmed/16186107
http://www.ncbi.nlm.nih.gov/pubmed/10823958
http://www.ncbi.nlm.nih.gov/pubmed/12097645


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


