
Expression of Genes Encoding Multi-Transmembrane
Proteins in Specific Primate Taste Cell Populations
Bryan D. Moyer.*, Peter Hevezi.¤a, Na Gao, Min Lu, Dalia Kalabat, Hortensia Soto¤b, Fernando Echeverri,

Bianca Laita, Shaoyang Anthony Yeh, Mark Zoller, Albert Zlotnik¤a

Senomyx, Inc, San Diego, California, United States of America

Abstract

Background: Using fungiform (FG) and circumvallate (CV) taste buds isolated by laser capture microdissection and analyzed
using gene arrays, we previously constructed a comprehensive database of gene expression in primates, which revealed
over 2,300 taste bud-associated genes. Bioinformatics analyses identified hundreds of genes predicted to encode multi-
transmembrane domain proteins with no previous association with taste function. A first step in elucidating the roles these
gene products play in gustation is to identify the specific taste cell types in which they are expressed.

Methodology/Principal Findings: Using double label in situ hybridization analyses, we identified seven new genes
expressed in specific taste cell types, including sweet, bitter, and umami cells (TRPM5-positive), sour cells (PKD2L1-positive),
as well as other taste cell populations. Transmembrane protein 44 (TMEM44), a protein with seven predicted
transmembrane domains with no homology to GPCRs, is expressed in a TRPM5-negative and PKD2L1-negative population
that is enriched in the bottom portion of taste buds and may represent developmentally immature taste cells. Calcium
homeostasis modulator 1 (CALHM1), a component of a novel calcium channel, along with family members CALHM2 and
CALHM3; multiple C2 domains; transmembrane 1 (MCTP1), a calcium-binding transmembrane protein; and anoctamin 7
(ANO7), a member of the recently identified calcium-gated chloride channel family, are all expressed in TRPM5 cells. These
proteins may modulate and effect calcium signalling stemming from sweet, bitter, and umami receptor activation. Synaptic
vesicle glycoprotein 2B (SV2B), a regulator of synaptic vesicle exocytosis, is expressed in PKD2L1 cells, suggesting that this
taste cell population transmits tastant information to gustatory afferent nerve fibers via exocytic neurotransmitter release.

Conclusions/Significance: Identification of genes encoding multi-transmembrane domain proteins expressed in primate
taste buds provides new insights into the processes of taste cell development, signal transduction, and information coding.
Discrete taste cell populations exhibit highly specific gene expression patterns, supporting a model whereby each mature
taste receptor cell is responsible for sensing, transmitting, and coding a specific taste quality.

Citation: Moyer BD, Hevezi P, Gao N, Lu M, Kalabat D, et al. (2009) Expression of Genes Encoding Multi-Transmembrane Proteins in Specific Primate Taste Cell
Populations. PLoS ONE 4(12): e7682. doi:10.1371/journal.pone.0007682

Editor: Hiroaki Matsunami, Duke University, United States of America

Received July 30, 2009; Accepted October 8, 2009; Published December 4, 2009

Copyright: � 2009 Moyer et al. This is an open-access article distributed under the terms of the Creative Commons Attribution License, which permits
unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited.

Funding: This study was supported by Senomyx, Inc. (http://www.senomyx.com) and did not use any public funds. Senomyx supported the research (purchased
equipment, reagents, and supplies) and approved publication of the manuscript. Senomyx employees were involved in study design, data collection and analysis,
and preparation of the manuscript. The authors were all employed by Senomyx, Inc. during the described experiments. P. Hevezi and A. Zlotnik are now in the
Department of Physiology and Biophysics as The University of California, Irvine, California, USA. H. Soto is currently at BioLegend, 11080 Roselle Street, San Diego,
CA 92121, USA. All authors are aware of and will adhere to the PLoS ONE policies on sharing data and materials, as detailed on the PLoS ONE website.

Competing Interests: The project was supported by Senomyx, Inc. and all authors were full time employees of Senomyx, Inc. during project conception and
data generation. Senomyx supported the research (purchased equipment, reagents, and supplies), and Senomyx employees were involved in study design, data
collection and analysis, preparation of the manuscript, and decision to publish. P. Hevezi and A. Zlotnik are no longer full time employees of Senomyx, Inc. but
continue to consult for the company. The following patent is relevant to work described in the paper: WO 2008/15394 A2. Rationale, methods, and assays for
identifying human and non-human primate taste specific genes and use thereof in taste modulator and therapeutic screening assays.

* E-mail: bryan.moyer@senomyx.com

¤a Current address: Department of Physiology and Biophysics, University of California Irvine, Irvine, California, United States of America
¤b Current address: BioLegend, San Diego, California, United States of America

. These authors contributed equally to this work.

Introduction

Taste receptor cells packaged in taste buds detect sweet, bitter,

umami (the savory taste of glutamate), sour, and salty stimuli [1].

Sweet, bitter, and umami G protein-coupled receptors are

polarized to apical microvilli where they sample salivary ligands

[2,3]. Sour taste stimuli are sensed by cells expressing the ion

channel PKD2L1, a candidate sour taste receptor that complexes

with PKD1L3 and is gated by acidic tastants [4–6]. Taste

receptors are expressed in distinct and non-overlapping taste

receptor cell populations; in this manner, each taste quality is

recognized by a specialized taste cell type expressing a receptor

tuned to that quality [3].

Identification of genes expressed in specific taste cell types is

necessary to advance understanding of taste cell function from

initial tastant recognition at apical taste receptors, to subsequent

activation of signal transduction machinery and second messenger

pathways, and concluding with information transfer to gustatory
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nerve fibers. We recently reported a gene expression database

comprised of over 2,300 transcripts present in taste buds but not

surrounding lingual epithelial cells in macaques [7]. Using

bioinformatics analyses, we identified over two hundred and fifty

genes predicted to encode multi-transmembrane domain proteins

with no currently known function in taste biology. We focused

specifically on multi-transmembrane domain proteins since they

may encode novel receptors and ion channels involved in taste

signalling and information coding. As a first step towards

elucidating the function of these genes in gustation, we performed

in situ hybridization analyses of this gene set to map transcripts to

specific taste cell populations. This report describes the molecular

and histological expression profiles of selected genes in both

primate and human taste cells. Specific gene products were

identified in TRPM5 taste cells, encompassing sweet, bitter, and

umami cells, PKD2L1 taste cells, representing sour cells, and other

taste cell populations representing candidate immature taste cells

polarized toward the bottom of taste buds. A unifying theme of

new transcripts identified in TRPM5 cells is their link to calcium

signalling processes.

Expression of genes in specific taste cell populations provides

novel insights into the processes and pathways active in gustation.

Our results illustrate that different populations of taste cells exhibit

discrete patterns of gene expression and support a model whereby

each taste quality is detected by a specific taste cell population

expressing the requisite set of gene products necessary to sense,

transmit, and code that particular taste.

Results

Identification of Distinct Cell Types by Histology
To elucidate the expression pattern of genes encoding multi-

transmembrane domain proteins in specific taste cell types, we

used double label in situ hybridization (ISH) to visualize distinct

taste cell populations. Taste receptor cells sensing sweet, bitter,

and umami taste stimuli express TRPM5, a calcium-activated,

monovalent selective cation channel implicated in taste cell

depolarization [8–10]. Taste receptor cells sensing sour taste

stimuli express PKD2L1, an ion channel that binds PKD1L3 and

is gated by acidic tastants [4–6]. Ablation of PKD2L1 cells

selectively inhibits sour taste nerve responses [4]. Therefore,

probes for TRPM5 label sweet, bitter, and umami taste cells

whereas probes for PKD2L1 label sour taste cells. A surrogate

marker for salty taste cells has not been determined. Using double

label ISH, TRPM5 and PKD1L3 labeled distinct taste cell

populations (Fig. 1A–F,M), whereas PKD2L1 and PKD1L3

largely labeled the same taste cell population (Fig. 1G–L,N).

There were an average of 5.5 TRPM5-positive cells, 2.3 PKD1L3-

positive cells, and 1.8 PKD2L1-positive cells per taste bud section

in these experiments, and each taste bud section contained 12-18

taste cells depending on the plane of section. As PKD2L1 signals

were less robust than PKD1L3 signals, we utilized PKD1L3

probes to mark PKD2L1 cells in this study. Identical results were

obtained using double label fluorescent ISH (Fig. 1A–C and G–I)

or double label colorimetric-fluorescent ISH (Fig. 1D–F and J–L).

As TRPM5 and PKD probes labeled roughly half of macaque

taste cells, taste buds clearly house additional cell types; these may

include support cells, stem cells, developing cells, and cells for

other taste modalities including salty taste.

TMEM44 Is Expressed in Taste Cells Distinct from TRPM5
and PKD1L3 Cells and at the Bottom of Taste Buds

TMEM44 is predicted to encode a seven transmembrane

domain protein with an extracellular N-terminus and an

intracellular C-terminus, but with no homology to GPCRs.

TMEM44 transcripts were highly expressed in both FG and CV

cynomolgus macaque (Macaca fascicularis) taste buds (Fig. 2A) and

also in top and bottom portions of CV taste buds (Fig. 2B) by

microarray analyses. There was an average of 4.1 TMEM44-

positive cells per taste bud section in single label experiments.

Using double label ISH, TMEM44 and TRPM5 labeled distinct

taste cell populations in CV (Fig. 2C–E) and FG (Fig. 2I–K) taste

buds. TMEM44 and PKD1L3 also labeled distinct taste cell

populations in CV (Fig. 2F–H) and FG (Fig. 2L–N) taste buds.

Identical results were obtained using double label fluorescent ISH

(Fig. 2C–H) or double label colorimetric-fluorescent ISH (Fig.

2I–N). Note that PKD1L3 is detected in FG taste cells in macaque

whereas PKD1L3 was not detected in FG taste cells in mouse

[4,5]. Thus, TMEM44 transcripts were not expressed in either

TRPM5 or PKD1L3 taste receptor cells (Fig. 2O–P), and

TMEM44 cells define a distinct cell population in macaque taste

buds.

Previously, we determined that transcripts for taste receptors

and signal transduction components were enriched in the top

fraction of CV taste buds while transcripts for cell cycle and

extracellular matrix proteins were enriched in the bottom fraction

of CV taste buds, consistent with a model in which mature taste

receptor cells are located in the top portion while developmentally

immature taste cells reside in the bottom portion of CV taste buds

[7]. Using longitudinal or tangential sections, TMEM44 signals

localized to cells at the bottom and sides of CV (Fig. 3A) and FG

(Fig. 3D) taste buds. By contrast, TRPM5 and PKD1L3 signals

localized to cells toward the top and center region of CV (Fig. 3B)

and FG (Fig. 3E) taste buds. Although TMEM44 cell nuclei are

enriched in the bottom portion of CV taste buds (Fig. 3H), some

TMEM44 cell processes labeled with keratin-19 (Fig. 3G), a

marker of taste bud cells [11], extended to the taste pore region

(Fig. 3I). TMEM44 transcripts in these cell processes likely account

for TMEM44 expression in the top portion of taste buds by

microarray analyses (Fig. 2B). Sonic hedgehog (SHH), a growth

factor expressed in progenitor cells and important for cell fate and

developmental processes is expressed in immature taste cells at the

bottom of taste buds in rodents [12]. TMEM44 cells (Fig. 3J) and

SHH cells (Fig. 3K) were both polarized toward the bottom of CV

taste buds in macaques. Double label ISH revealed that TMEM44

signals partially colocalized with SHH signals (Fig. 3L) in cells at

the bottom of taste buds. In addition, a population of TMEM44

cells that did not express SHH was present above the

TMEMM44/SHH-positive cells and towards the lateral region

of taste buds (Fig. 3L). These data suggest that TMEM44 may be

expressed in cells transiting from an immature (SHH-positive) to a

mature (taste receptor-positive) state and may represent an

intermediate stage in taste cell development.

TRPM5 Cells Express Genes Linked to Calcium Signalling:
MCTP1, CALHM1-3, and ANO7

MCTP1 is predicted to encode a two transmembrane domain

protein with intracellular N- and C-termini, and three calcium-

binding C2 domains preceding the first membrane spanning

domain [13]. C2 domain-containing proteins are generally

involved in signal transduction and membrane trafficking events.

MCTP1 transcripts were expressed in FG and CV taste buds

(Fig. 4A) and were enriched in the top portion of CV taste buds

(Fig. 4B) by microarray analyses. There was an average of 4.7

MCTP1-positive cells per taste bud section in single label

experiments. Using double label ISH, MTCP1 and TRPM5

labeled similar taste cell populations (Fig. 4C–H, O) while MCTP1

and PKD1L3 labeled distinct taste cell populations (Fig. 4I–N, P).

Genes in Taste Cell Subsets
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Identical results were obtained in macaque (Fig. 4) and mouse

(Fig. 5), suggesting that MCTP1 function in taste is likely

conserved between rodents and primates.

CALHM1 (FAM26C), CALHM2 (FAM26B), and CALHM3

(FAM26A) are predicted to encode four transmembrane domain

proteins with intracellular N- and C-termini. CALHM1 was

recently reported to be a component of a novel calcium-permeable

channel expressed in hippocampal neurons [14]. CALHM3

(Fig. 6A–B), CALHM2 (Fig. 6D–E), and CALHM1 (Fig. 6G–H)

were all expressed in FG and CV taste buds with higher levels in

the top portion of CV taste buds by microarray analyses. There

were an average of 4.6 CALHM1-positive cells, 4.5 CALHM2-

positive cells, and 4.7 CALHM3-positive cells per taste bud section

in single label experiments. Using double label ISH, CALHM3

(Fig. 6C), CALHM2 (Fig. 6F), and CALHM1 (Fig. 6I) probes

labeled TRPM5 taste cells but not PKD1L3 taste cells (Fig. 6J–K).

Thus, similar to MCTP1, transcripts from all three CALHM genes

were expressed in TRPM5 taste receptor cells.

ANO7 (TMEM16G) is an eight transmembrane domain

protein with intracellular N- and C-termini [15] that belongs to

the anoctamin family of newly identified calcium-activated

chloride channels [16]. ANO1 (TMEM16A) is a calcium-gated

Figure 1. Identification of distinct taste cell populations by histology. A–F, Double label in situ hybridization (ISH) for TRPM5 and PKD1L3.
TRPM5 (A, D) and PKD1L3 (B, E) are expressed in different cells in the merged images (C, F). G–L, Double label ISH for PKD2L1 and PKD1L3. PKD2L1 (G,
J) and PKD1L3 (H, K) are expressed in similar cells in the merged images (I, L). Identical results were obtained using double label fluorescent ISH (A–C
and G–I) or double label colorimetric-fluorescent ISH (D–F and J–L). Double label fluorescent ISH images show multiple taste buds whereas double
label colorimetric-fluorescent ISH images show a single taste bud. Scale bar is 40mm in A and represents scale for A–C and G–I, 20mm in F and
represents scale for D–F and J–L. Images are from primate CV papilla. M, Pie chart illustrating fraction of cells expressing TRPM5, PKD1L3, or both
TRPM5 and PKD1L3. N, Pie chart illustrating fraction of cells expressing PKD2L1, PKD1L3, or both PKD2L1 and PKD1L3.
doi:10.1371/journal.pone.0007682.g001

Genes in Taste Cell Subsets
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Figure 2. TMEM44 is not expressed in sweet, bitter, umami, and sour cells. Expression of TMEM44 in LE, FG TB, and CV TB (A) as well as top
and bottom portions of CV TB (B) by microarray analyses. * p,0.05 compared to LE. Expression units are GC-RMA normalized average intensities of
microarray signals. Double label in situ hybridization (ISH) for TMEM44 and TRPM5 (C–E and I–K). TMEM44 (C, I) and TRPM5 (D, J) are expressed in
different cells in the merged images (E, K). Identical results were obtained in CV (C–E) or FG taste buds (I–K). Double label ISH for TMEM44 and PKD1L3
(F–H and L–N). TMEM44 (F, L) and PKD1L3 (G, M) are expressed in different cells in the merged images (H, N). Identical results were obtained in
primate CV (F–H) or FG taste buds (L–N). Scale bar is 30mm in C and represents scale for C–H. Scale bar is 20mm in K and represents scale for I–N.
Images are oblique sections with varying orientations from primate CV papilla. O, Pie chart illustrating fraction of cells expressing TMEM44, TRPM5, or
both TMEM44 and TRPM5. P, Pie chart illustrating fraction of cells expressing TMEM44, PKD1L3, or both TMEM44 and PKD1L3.
doi:10.1371/journal.pone.0007682.g002

Genes in Taste Cell Subsets
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chloride channel in secretory epithelia and retina [17–20], while

ANO2 (TMEM16B) is a candidate calcium-gated chloride

channel in photoreceptor neurons and olfactory sensory neurons

[21,22]. In photoreceptor neurons, ANO2 may modulate pre-

synaptic release of glutamate neurotransmitter to second order

neurons [22]. In olfactory cilia, ANO2 may mediate efflux of

chloride ions following calcium entry through cyclic nucleotide-

gated channels, thereby amplifying the magnitude of the

depolarizing signal in response to odorants [21,23]. ANO7

transcripts were expressed in FG and CV taste buds (Fig. 7A)

and were more prevalent in the top portion of CV taste buds

(Fig. 7B) by microarray analyses. There was an average of 5.2

ANO7-positive cells per taste bud section in single label

experiments. Using double label ISH, ANO7 was expressed in

TRPM5 cells (Fig. 7C–E) but not PKD1L3 taste cells (Fig. 7F–H,

J). ANO7 ISH signals were detectable in most all TRPM5 cells

(Fig. 7I), similar to MCTP1 and CALHM1-3 transcripts. ANO7

was also selectively expressed in TRPM5 cells in mouse (Fig. 8),

suggesting conservation of ANO7 function in taste between

primates and rodents.

Collectively, MCTP1, CALHM1-3, and ANO7 are all

expressed with TRPM5 in sweet, bitter, and umami taste receptor

cells. These gene products likely participate in the transmission

and/or amplification of taste signals (see Discussion).

SV2B Is Expressed in PKD1L3 Taste Cells
SV2B is predicted to encode a twelve transmembrane domain

protein with intracellular N- and C-termini, and a major facilitator

superfamily permease domain within the transmembrane region.

SV2B interacts with synaptotagmin 1, forms a complex with

SNARE proteins important in vesicle exocytosis at nerve

terminals, and constitutes a receptor for botulinum neurotoxin A

[24,25]. SV2B transcripts were expressed in FG and CV taste buds

(Fig. 9A) and were enriched in the top portion of CV taste buds

(Fig. 9B) by microarray analyses. There was an average of 2.2

SV2B-positive cells per taste bud section in single label

experiments. SV2B and TRPM5 labeled distinct taste cell

populations (Fig. 9C–E, I) while SV2B and PKD1L3 expression

patterns overlapped (Fig. 9F–H, J), in double label ISH analyses.

Thus, SV2B transcripts were expressed in PKD1L3 taste receptor

cells.

Genes Encoding Transmembrane Proteins Are Expressed
in Human Taste Buds

Human CV taste buds and surrounding lingual epithelium were

collected by laser capture microdissection (Fig. 10A–C) and semi-

quantitative PCR was performed to determine the expression level

of the identified genes. As shown in Fig. 10D, genes encoding

transmembrane proteins were expressed in human CV taste bud

cells with no detectable or greatly reduced expression in lingual

epithelium. These data confirm that taste bud-associated genes

identified in macaques are also expressed in human taste buds.

Discussion

In this study, we describe the molecular and histological

expression profiles of seven genes predicted to encode multi-

transmembrane domain proteins with no prior association with

taste function. These data represent one of the most comprehen-

sive reports of gene expression and transcript localization in

macaque and human taste buds to date. A current labeled line

model in taste biology contends that each taste quality is

recognized by a specialized taste cell type expressing a receptor

tuned to that quality; in this manner, each mature taste receptor

Figure 3. TMEM44 cells localize to the bottom and sides of
taste buds. Double label in situ hybridization (ISH) for TMEM44 and
TRPM5/PKD1L3 in CV taste bud; longitudinal section (A–C). TMEM44
cells (A) are enriched towards the base and sides of taste buds whereas
TRPM5/PKD1L3 cells (B) are enriched toward the center and top of taste
buds. A merged image with nuclei stained blue (DAPI, C) highlights
these signals in a longitudinal section. Double label ISH for TMEM44 and
TRPM5 in FG taste bud; tangential section in middle of taste bud (D–F).
TMEM44 cells (D) surround TRPM5 cells (E) in merged image (F). Some
TMEM44 cells extend processes toward the taste pore (G–I). Double
label IHC-ISH for Keratin-19 (G, IHC), TMEM44 (H, ISH) and merge (I) in
CV taste bud (longitudinal section). Pink arrows track a TMEM44 cell
process towards the taste pore. Double label ISH for TMEM44 (blue)
with TRPM5 (red) (J), SHH (blue) with TRPM5 (red) (K), and SHH (blue)
with TMEM44 (red) (L) in primate CV taste buds (longitudinal sections).
Small white arrows denote cells that express both TMEM44 and SHH
transcripts, whereas small red arrows denote cells that express only
TMEM44 transcripts. Large arrows denote taste pore region. Note that
TMEM44 stain in panel A is a colorimetric signal (DIG-labeled ISH probe)
that is pseudocolored green, whereas the TMEM44 stain in panel H is a
fluorescent signal (FITC-labeled ISH probe). Colorimetric signals
highlight the nuclear envelope and cytoplasm whereas fluorescent
signals highlight intranuclear regions. Scale bar is 20mm in C and
represents scale for A–L.
doi:10.1371/journal.pone.0007682.g003

Genes in Taste Cell Subsets
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Figure 4. MCTP1 is expressed in TRPM5 cells. Expression of MCTP1 in LE, FG TB, and CV TB (A) as well as top and bottom portions of CV TB (B)
by microarray analyses. * p,0.005 compared to LE (A) or CV TB bottom (B). Expression units are GC-RMA normalized average intensities of microarray
signals. Double label in situ hybridization (ISH) for MCTP1 and TRPM5 (C–H). MCTP1 (C, F) and TRPM5 (D, G) are expressed in similar cells in the
merged images (E, H). Double label ISH for MCTP1 and PKD1L3 (I–N). MCTP1 (I, L) and PKD1L3 (J, M) are expressed in different cells in the merged
images (K, N). Single taste buds are illustrated in F–H and L–N. Scale bar is 30mm in E and represents scale for C–E and I–K. Scale bar is 25mm in H and
represents scale for F–H and L–N. Images are from primate CV papilla. O, Pie chart illustrating fraction of cells expressing MCTP1, TRPM5, or both
MCTP1 and TRPM5. Cells with only TRPM5 signals may contain MCTP1 transcripts below the detection limit of ISH. P, Pie chart illustrating fraction of
cells expressing MCTP1, PKD1L3, or both MCTP1 and PKD1L3.
doi:10.1371/journal.pone.0007682.g004

Genes in Taste Cell Subsets
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Figure 5. MCTP1 is expressed in TRPM5 cells in mouse. Double label in situ hybridization (ISH) for MCTP1 and TRPM5 (A–F). MCTP1 (A, D) and
TRPM5 (B, E) are expressed in similar cells in the merged images (C, F). Double label ISH for MCTP1 and PKD2L1 (G–L). MCTP1 (G, J) and PKD2L1 (H, K)
are expressed in different cells in the merged images (I, L). Images in D–F and J–L depict single taste buds at higher magnification. Scale bar is 40mm
in C and represents scale for A–C and G–I. Scale bar is 25mm in F and represents scale for D–F and J–L. Images are from mouse CV papilla. M, Pie chart
illustrating fraction of cells expressing MCTP1, TRPM5, or both MCTP1 and TRPM5. N, Pie chart illustrating fraction of cells expressing MCTP1, PKD2L1,
or both MCTP1 and PKD2L1.
doi:10.1371/journal.pone.0007682.g005

Genes in Taste Cell Subsets
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Figure 6. CALHM1, 2, and 3 are expressed in TRPM5 cells. Expression of CALHM3 (A–B), CALHM2 (D–E), and CALHM1 (G–H) in LE, FG TB, and
CV TB as well as top and bottom portions of CV TB by microarray analyses. For CALHM3, * p,0.005 compared to LE (A) or p,0.05 compared to CV TB
bottom (B); for CALHM2, * p,0.05 compared to LE (D); for CALHM1, p,0.05 for CV top compared to LE. Expression units are GC-RMA normalized
average intensities of microarray signals. Double label in situ hybridization (ISH) for CALHM3 with TRPM5 (C), CALHM2 with TRPM5 (F), and CALHM1
with TRPM5 (I), illustrating that CALHM 1, 2, and 3 are expressed in TRPM5 cells. Scale bar is 20mm in C and represents scale for C, F, and I. Images are
from primate CV papilla. J, Pie chart illustrating fraction of cells expressing CALHM, TRPM5, or both CALHM and TRPM5. Since results were similar for
CALHM1, CALHM2, and CALHM3, data were pooled. Individually, there were 2.5% CALHM1 cells, 18.1% TRPM5 cells, and 79.4% of cells expressing
both CALHM1 and TRPM5 cells; 3.2% CALHM2 cells, 21.5% TRPM5 cells, and 75.3% of cells expressing both CALHM2 and TRPM5; 0.6% CALHM3 cells;
15.1% TRPM5 cells, and 84.5% of cells expressing both CALHM3 and TRPM5. Cells with only TRPM5 signals may contain CALHM transcripts below the
detection limit of ISH. P, Pie chart illustrating fraction of cells expressing CALHM1, PKD1L3, or both CALHM1and PKD1L3.
doi:10.1371/journal.pone.0007682.g006

Genes in Taste Cell Subsets
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cell is hard-wired to sense a single taste [3,26]. Our findings that

gene products are preferentially expressed in different taste cell

populations with specialized functions supports the labeled line

model of gustatory coding in primates whereby differentiated taste

cells expresses transcripts necessary to sense, transmit, and code a

specific taste quality.

Figure 7. ANO7 is expressed in TRPM5 cells. Expression of ANO7 in LE, FG TB, and CV TB (A) as well as top and bottom portions of CV TB (B) by
microarray analyses. * p,0.005 compared to LE (A). Expression units are GC-RMA normalized average intensities of microarray signals. Double label in
situ hybridization (ISH) for ANO7 and TRPM5 (C–E). ANO7 (C) and TRPM5 (D) are expressed in similar cells in the merged image (E). Double label ISH
for ANO7 and PKD1L3 (F–H). ANO7 (F) and PKD1L3 (G) are expressed in different cells in the merged image (H). Images are from primate CV taste
buds. Scale bar is 15mm in E and represents scale for C–H. I, Pie chart illustrating fraction of cells expressing ANO7, TRPM5, or both ANO7 and TRPM5.
J, Pie chart illustrating fraction of cells expressing ANO7, PKD1L3, or both ANO7 and PKD1L3.
doi:10.1371/journal.pone.0007682.g007

Genes in Taste Cell Subsets
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Figure 8. ANO7 is expressed in TRPM5 cells in mouse. Double label in situ hybridization (ISH) for ANO7 and TRPM5 (A–F). ANO7 (A, D) and
TRPM5 (B, E) are expressed in similar cells in the merged images (C, F). Double label ISH for ANO7 and PKD2L1 (G–L). ANO7 (G, J) and PKD2L1 (H, K)
are expressed in different cells in the merged images (I, L). Images in D–F and J–L depict single taste buds at higher magnification. Scale bar is 40mm
in C and represents scale for A–C and G–I. Scale bar is 10mm in F and represents scale for D–F and J–L. Images are from mouse CV papilla. M, Pie chart
illustrating fraction of cells expressing ANO7, TRPM5, or both ANO7 and TRPM5. N, Pie chart illustrating fraction of cells expressing ANO7, PKD2L1, or
both ANO7 and PKD2L1.
doi:10.1371/journal.pone.0007682.g008

Genes in Taste Cell Subsets
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TMEM44 encodes a predicted transmembrane protein that is

poorly characterized. TMEM44 is conserved in mammals with

70–80% protein identity between humans and rodents, present in

zebrafish and C. elegans genomes, and expressed in diverse tissue

types by EST profiling but its function is currently unknown. The

closest relative of TMEM44 by sequence alignment, with 25%

Figure 9. SV2B is expressed in PKD1L3 cells. Expression of SV2B in LE, FG TB, and CV TB (A) as well as top and bottom portions of CV TB (B) by
microarray analyses. * p,0.01 compared to LE (A) or CB TB bottom (B). Expression units are GC-RMA normalized average intensities of microarray
signals. Double label in situ hybridization (ISH) for SV2B and TRPM5 (C–E). SV2B (C) and TRPM5 (D) are expressed in different cells in the merged image
(E). Double label ISH for SV2B and PKD1L3 (F–H). SV2B (F) and PKD1L3 (G) are expressed in similar cell types in the merged image (H). Images are from
primate CV taste buds. Scale bar is 20mm in E and represents scale for C–H. I, Pie chart illustrating fraction of cells expressing SV2B, TRPM5, or both
SV2B and TRPM5. J, Pie chart illustrating fraction of cells expressing SV2B, PKD1L3, or both SV2B and PKD1L3. Cells with only PKD1L3 signals may
contain SV2B transcripts below the detection limit of ISH.
doi:10.1371/journal.pone.0007682.g009
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identity and similar predicted topology, is PQ loop repeat

containing 2 (PQLC2), which also has no known function. The

TMEM44 amino acid sequence is predicted to contain seven

transmembrane domains and does not align to any protein families

or domains in the current Pfam database. TMEM44 transcripts

localized to taste cells toward the bottom of macaque taste buds

that were largely distinct from cells expressing TRPM5 or

PKD1L3. TMEM44 cells may comprise a developing taste cell

population since immature, basal cells in the bottom of the taste

bud express SHH, a growth factor involved in taste bud

development [12,27,28], and TMEM44 signals partially over-

lapped with SHH signals. As taste cells mature, they are thought to

migrate toward the top region of the taste bud, adopt a spindle-

shaped morphology, and start expressing genes for taste receptors

and signal transduction components [12]. A small fraction of

TMEM44 cells also expressed TRPM5 or PKD1L3 and some

TMEM44 cells had apical processes that extended towards the

taste pore region, suggesting that these cells may be transitioning

from an immature to a mature state.

In addition to the bottom region, TMEM44 cells were also

localized to the lateral region of taste buds. In this respect,

TMEM44 cells may function, in part, as support cells for taste

receptor cells, similar to sustentacular cells that support olfactory

sensory neurons in the nasal cavity. A population of taste cells,

frequently referred to as type I cells, expressing the glutamate

transporter GLAST and the ecto-ATPase NTPDase2 is proposed

to clear neurotransmitters, released from TRPM5 and PKD1L3

taste cells, from the extracellular space [29,30], and cells defined as

type I cells by electron microscopic ultrastructural analyses have

nuclei located in lateral and bottom region of taste buds [31,32].

GLAST, encoded by the SCL1A3 gene, was expressed in primate

taste buds by microarray analyses, but was not detectable by ISH,

while NTPDase2, encoded by the ENTPD2 gene, was not

expressed at detectable levels in primate taste buds by microarray

analyses (data not shown); thus, we were unable to compare the

histological expression pattern of TMEM44 with these gene

products in primates.

We identified five genes co-expressed with TRPM5 and

predicted to encode transmembrane proteins with links to calcium

signalling. Calcium is a crucial signalling molecule in transmitting

information from apical taste receptors to basolateral afferent

nerve fibers. Following sweet, bitter, and umami taste receptor

activation, a signal transduction cascade ensues involving

gustducin, phospholipase Cb2, and type III inositol 1,4,5-

triphosphate receptor-mediated release of calcium from intracel-

lular stores. Calcium opens the monovalent cation-selective

TRPM5 ion channel and the resultant receptor potential likely

triggers activation of voltage-gated sodium channels, firing of

action potentials, and information transfer to gustatory nerve

fibers [3,33].

ANO7 is a putative calcium-gated chloride channel or channel

subunit expressed in taste buds. The anoctamin gene family

comprises 10 members of which two, ANO1 and ANO2 have

been demonstrated to function as calcium-gated chloride channels

in non-sensory and sensory cells, including photoreceptor and

olfactory sensory neurons [17–19,21,22,34]. ANO7 exhibits

restricted tissue expression and is highly expressed in normal

and cancerous prostate where it localizes to apical and lateral

membrane regions and may regulate cell aggregation; accordingly

ANO7 represents a target for prostate cancer immunotherapy

[35–37]. We determined that ANO7 is specifically expressed in

taste buds and not in surrounding lingual epithelial cells and

localized to TRPM5 cells by ISH. In addition to ANO7,

transcripts for ANO2, ANO4, ANO5, ANO6, and ANO9 were

present in taste buds but signals were not detectable by ISH (data

not shown). It would be of great interest to determine the specific

role(s) of ANO7 and other anoctamin family members in taste cell

biology. Function of a calcium-gated chloride channel in taste

receptor cell microvilli at the apical membrane could amplify

TRPM5 receptor potentials. As an example, ANO2 is polarized to

apical cilia in olfactory sensory neurons and may amplify initial

depolarizing signals through CNG channels by mediating chloride

efflux into the nasal cavity [21]. Since saliva has a naturally low

chloride concentration [38], chloride efflux through apical

channels would further depolarize taste receptor cells. Conversely,

Figure 10. Genes encoding transmembrane proteins are
expressed in human CV taste buds. Section of human CV papilla
before (A) and after (B) laser capture microdissection of taste buds.
Collected taste bud regions (C), were isolated from CV papilla and used
for molecular analysis of gene expression. A laser beam was used to cut
the perimeter of taste buds and physically separate them from
surrounding lingual epithelium. Taste buds were next lifted away from
the tissue section with an adhesive cap. Panel C is an image of six
isolated taste bud regions, devoid of surrounding lingual epithelium
and connective tissue, on the adhesive cap. Scale bar is 40mm. Semi-
quantitative PCR (D) for known taste genes (TRPM5 and PKD2L1), genes
predicted or known to encode transmembrane proteins, and the
housekeeping gene GAPDH in isolated CV taste buds (black bars) or
non-gustatory lingual epithelium (white bars) collected by laser capture
microdissection. Relative expression is shown on a logarithmic scale.
doi:10.1371/journal.pone.0007682.g010

Genes in Taste Cell Subsets

PLoS ONE | www.plosone.org 12 December 2009 | Volume 4 | Issue 12 | e7682



activation of a calcium-gated chloride channel on basolateral

membranes would cause hyperpolarization, due to chloride influx

from chloride-replete interstitial fluid around taste cells, and

attenuate receptor potentials. As an example, ANO2 is polarized

to photoreceptor synaptic terminals in retina and may modulate

glutamate release via local control of membrane potential [22].

Notably, calcium-dependent chloride currents that resemble

anoctamin currents in their outward rectification and inhibition

by DIDS as well as niflumic acid, have been recorded from taste

cells [39,40].

The CALHM gene family (previously called FAM26) comprises

6 members, of which one, CALHM1, has been demonstrated to

generate a constitutively active cation channel, with a calcium to

sodium permeability ratio of five to one, in heterologous

expression systems [14]. CALHM1 along with CALHM2 and

CALHM3 were specifically expressed in taste buds and localized

to TRPM5 cells by ISH. CALHM proteins have four predicted

transmembrane domains and likely define a new ion channel

family. Since ion channels generally multimerize to form charge

conducting pores, CALHM proteins may homo- or heteromulti-

merize to generate functional entities to regulate calcium entry

from extracellular routes (saliva or interstitial fluid) or release from

intracellular stores. Interestingly, a TRPM5-independent cation

channel regulated by calcium was observed in taste cells [10]. The

relationship of this channel to CALHM proteins requires

additional investigation. TRPM5 cells, referred to as type II cells,

lack voltage-gated calcium channels [41,42] and release ATP

neurotransmitter by a non-conventional pathway involving

pannexin/connexin hemichannels gated by voltage [43–45]. Some

hemichannels are also gated by intracellular calcium [46].

CALHM proteins may, therefore, provide a conduit for calcium

entry leading to hemichannel opening in TRPM5 cells.

The two MCTP genes in vertebrates encode calcium-binding

proteins of unknown function [13]. MCTP1 was specifically

expressed in taste buds and not surrounding lingual epithelial cells

by microarray analyses and localized to TRPM5 cells by ISH.

Transcripts for MCTP2 were also present in taste buds but

expression was not detected by ISH (data not shown). MCTP1 has

three calcium-binding C2 domains in the cytosolic N-terminus.

The single MCTP homologue in C. elegans is an essential gene,

since RNAi-mediated knockdown was lethal to embryos, support-

ing a critical function in calcium signalling [47]. C2 domain-

containing proteins are generally involved in signal transduction

and membrane trafficking events. Thus, MCTP1 could modulate

the function and trafficking of taste cell proteins including sweet,

bitter, and umami taste receptors or the calcium-gated channel

TRPM5. Alternatively, MCTP1 may function as a downstream

effector protein following taste receptor activation.

SV2B is a presynaptic vesicle protein important for calcium-

regulated neurotransmitter exocytosis [48–50]. SV2B localized

exclusively to PKD1L3 cells and was not detectable in TRPM5

cells by ISH. Taste cells expressing PKD1L3 and PKD2L1,

referred to as type III cells, transmit information to afferent nerve

fibers via exocytosis of neurotransmitters [51–53]. Expression of

SV2B in PKD1L3 cells, along with the synaptic protein SNAP-25

[54], is consistent with transmission of sour taste signals to post-

synaptic afferent fibers via conventional synaptic vesicle exocytosis.

SV2B represents a receptor for botulinum neurotoxin A [24], a

toxin that inactivates SNAP-25 by proteolysis [55,56]. Botulinum

neurotoxin A should therefore selectively inhibit sour taste cell

signal transmission without affecting sweet, bitter, and umami

(TRPM5-positive) taste cell function.

We identified seven genes predicted or known to encode multi-

transmembrane domain proteins expressed in specific subsets of

macaque taste bud cells and confirmed expression of these genes in

human taste buds. Localization of transcripts to TRPM5,

PKD1L3, and SHH taste cell populations suggests the possible

functions of these gene products in taste. Identification of gene

products with links to calcium signalling (including ANO7,

CALHM1-3, and MCTP1) in taste receptor cells highlights the

central role of calcium in gustation. Future genetic and functional

studies will illuminate the specific roles of these proteins in various

taste processes including tastant recognition, signal transduction,

and information coding to gustatory nerve fibers.

Materials and Methods

Taste Tissue
All primate samples (Macaca fascicularis) were collected in

compliance with applicable federal, state, and local laws and

regulations (CFR 1985 and PHS 1996) according to IACUC

recommendations and oversight at both Charles River and Covance

as previously described [7]. All human samples were collected with

full written consent and with the approval of the Zoion Diagnostics

institutional review board (IRB), an external IRB, and the IRB or

Human Studies Committee at the organizations involved with the

collection as previously described [7].

Microarrays, Selection of Genes Encoding Multi-
Transmembrane Proteins, and qPCR

Microarray-based gene expression data from lingual epithelium

(LE), FG taste buds, CV taste buds, and the top and bottom

fractions of CV taste buds was obtained from our primate taste

bud gene expression database [7]. Statistical comparisons were

made using unpaired, two-tailed Student’s t-tests. Starting from the

taste bud gene expression database available on-line (Supplemen-

tary Table 2 in [7]), we used Microsoft Excel to filter on the

following functional descriptors in Column M: ‘multi-TM’ (80

genes), ‘channel’ (48 genes), ‘receptor’ (43 genes), ‘vesicular’ (12

genes), and ‘transport/transporter’ (87 genes). This resulted in a

list of 270 genes, the majority of which are predicted to encode for

multi-transmembrane proteins. ISH was performed for all genes as

described below to identify genes expressed in a subset of taste

cells, indicative of function in a particular taste cell type(s). From

these analyses, we identified TMEM44, CALHM1, CALHM2,

CALHM3, MCTP1, ANO7 (‘multi-TM’ descriptor), and SV2B

(‘vesicular’ descriptor) as genes of interest.

Human RNA was isolated and cDNA was amplified from CV

taste buds and lingual epithelium collected by laser capture

microdissection from three donors as previously described [7].

Semi-quantitative PCR was performed using the Mx3000PH
QPCR System (Stratagene, La Jolla CA) using TaqMan Universal

PCR Master Mix (Applied Biosystems, Foster City, CA), 10 ng

of cDNA, and the following inventoried TaqMan assays:

TRPM5 (Hs00175822_m1), PKD2L1 (Hs00175850_m1), ANO7

(Hs00417639_m1), CALHM1 (Hs00736332_m1), CALHM3 (Hs0-

0699323_m1), MCTP1 (Hs00226801_m1), SV2B (Hs00208178_

m1), TMEM44 (Hs00961693_m1), and GAPDH (Hs99999905_m1).

Relative expression (2(40-Ct)) was determined from analysis of

duplicate samples [57]. A Ct value of 40 or more indicates no

detectable transcript expression.

Histology
in situ hybridization was performed as previously described

[7,33,58]. Because the human and macaque genomes are ,95%

homologous [59], we hybridized human riboprobes to macaque

tissue. Riboprobes were generated for TRPM5 (human:

NM_014555; nt 396–2,006 and mouse: NM_ 020277 nt 2,293–
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3,447), PKD2L1 (human: NM_016112; nt 384–1,214 and mouse:

NM_181422 nt 838–2,417), PKD1L3 (NM_181536; nt 1–1,079),

TMEM44 (NM_138399; nt 170–1,489), SHH (NM_000193; nt

147–1,238), MCTP1 (human: NM_024717, nt 1,356–2,215 and

mouse: NM_030174; nt 1,092–2,291), CALHM1 (NM_0010-

01412; nt 755–2230), CALHM2 (NM_015916; nt 819–1,762),

CALHM3 (NM_001129742; nt 939–1610), ANO7 (human:

NM_001001891; nt 431–2195 and mouse: NM_207031; nt

179–1761), and SV2B (NM_014848; 1,076–2,635 nt). CALHM1,

2, and 3 probes were approximately 40% homologous and do not

cross-hybridize under these ISH conditions. ISH studies were

performed with two to three taste tissue samples from separate

animals. Keratin-19 was stained using immunohistochemistry as

previously described [33] following ISH. Keratin-19 monoclonal

antibody (anti-cytokeratin 4.62; Sigma) is immunospecific for

keratin-19 and has been previously used to label taste cells [11].

Digoxigenin and fluorescein labeled riboprobes were used to

detect expression of two different genes in taste bud cells. Signals

were developed using either colorimetric-fluorescent or fluores-

cent-fluorescent detection methods. For colorimetric-fluorescent

detection, fluorescein-labeled riboprobes were first developed with

peroxidase-conjugated anti-fluorescein antibody with tyramide

signal amplification (TSA)-Cy3 (Perkin Elmer, Waltham, MA) and

digoxigenin-labeled riboprobes were subsequently developed with

alkaline phosphataste-conjugated anti-digoxigenin antibody

(Roche, Indianapolis, IN) with NBT/BCIP substrate. For

fluorescent-fluorescent detection, fluorescein-labeled riboprobes

were first developed with peroxidase-conjugated anti-fluorescein

antibody with TSA-Cy3 and digoxigenin-labeled riboprobes were

subsequently developed with peroxidase-conjugated anti-digoxi-

genin antibody with TSA-FITC (Perkin Elmer). After the first

TSA reaction, peroxidase activity was quenched with 3%

hydrogen peroxide for 1 hr [60]. As a consequence of the staining

process, colorimetric ISH signals (alkaline phosphatase-based

chemistry) highlight the nuclear envelope and cytoplasm whereas

fluorescent ISH signals (peroxidase-based chemistry with TSA

amplification) highlight intranuclear regions [7,60]; therefore,

colocalization of colorimetric and fluorescent signals in the same

cell results in the colorimetric signal encircling the fluorescent

signal, whereas colocalization of two fluorescent signals in the

same cell results in the signals overlapping (yellow pixels) in

merged images. Double colorimetric-fluorescent ISH data were

used to quantitate expression of transcripts in specific taste cell

types since fluorescent signals could be more readily assigned to

individual nuclei. Control hybridizations with sense riboprobes

demonstrated signal specificity, and fluorescent-fluorescent detec-

tion with only a fluorescein-labeled riboprobe demonstrated

complete peroxidase quenching.

Acknowledgments

We thank D. Dahan, X. Li, S. Markison, A. Pronin, M. Saganich, and G.

Servant for discussions and critical review of the manuscript. We would like

to dedicate this work to Mark Zoller who passed away during the course of

these studies.

Author Contributions

Conceived and designed the experiments: BDM PAH MZ AZ. Performed

the experiments: NG ML DK HS FE BL SAY. Analyzed the data: BDM

PAH NG ML DK HS SAY AZ. Contributed reagents/materials/analysis

tools: NG ML DK HS FE BL SAY. Wrote the paper: BDM PAH AZ.

References

1. Breslin PA, Huang L (2006) Human taste: peripheral anatomy, taste

transduction, and coding. Adv Otorhinolaryngol 63: 152–190.

2. Bachmanov AA, Beauchamp GK (2007) Taste receptor genes. Annu Rev Nutr

27: 389–414.

3. Chandrashekar J, Hoon MA, Ryba NJ, Zuker CS (2006) The receptors and cells

for mammalian taste. Nature 444: 288–294.

4. Huang AL, Chen X, Hoon MA, Chandrashekar J, Guo W, et al. (2006) The

cells and logic for mammalian sour taste detection. Nature 442: 934–938.

5. Ishimaru Y, Inada H, Kubota M, Zhuang H, Tominaga M, et al. (2006)

Transient receptor potential family members PKD1L3 and PKD2L1 form a

candidate sour taste receptor. Proc Natl Acad Sci U S A 103: 12569–12574.

6. LopezJimenez ND, Cavenagh MM, Sainz E, Cruz-Ithier MA, Battey JF, et al.

(2006) Two members of the TRPP family of ion channels, Pkd1l3 and Pkd2l1,

are co-expressed in a subset of taste receptor cells. J Neurochem 98: 68–77.

7. Hevezi P, Moyer BD, Lu M, Gao N, White E, et al. (2009) Genome-wide

analysis of gene expression in primate taste buds reveals links to diverse

processes. PLoS One 4: e6395.

8. Perez CA, Huang L, Rong M, Kozak JA, Preuss AK, et al. (2002) A transient

receptor potential channel expressed in taste receptor cells. Nat Neurosci 5:

1169–1176.

9. Zhang Y, Hoon MA, Chandrashekar J, Mueller KL, Cook B, et al. (2003)

Coding of sweet, bitter, and umami tastes: different receptor cells sharing similar

signaling pathways. Cell 112: 293–301.

10. Zhang Z, Zhao Z, Margolskee R, Liman E (2007) The transduction channel

TRPM5 is gated by intracellular calcium in taste cells. J Neurosci 27:

5777–5786.

11. Wong L, Oakley B, Lawton A, Shiba Y (1994) Keratin 19-like immunoreactivity

in receptor cells of mammalian taste buds. Chem Senses 19: 251–264.

12. Miura H, Kusakabe Y, Harada S (2006) Cell lineage and differentiation in taste

buds. Arch Histol Cytol 69: 209–225.

13. Shin OH, Han W, Wang Y, Sudhof TC (2005) Evolutionarily conserved

multiple C2 domain proteins with two transmembrane regions (MCTPs) and

unusual Ca2+ binding properties. J Biol Chem 280: 1641–1651.

14. Dreses-Werringloer U, Lambert JC, Vingtdeux V, Zhao H, Vais H, et al. (2008)

A polymorphism in CALHM1 influences Ca2+ homeostasis, Abeta levels, and

Alzheimer’s disease risk. Cell 133: 1149–1161.

15. Das S, Hahn Y, Walker DA, Nagata S, Willingham MC, et al. (2008) Topology

of NGEP, a prostate-specific cell:cell junction protein widely expressed in many

cancers of different grade level. Cancer Res 68: 6306–6312.

16. Hartzell HC, Yu K, Xiao Q, Chien LT, Qu Z (2009) Anoctamin/TMEM16

family members are Ca2+-activated Cl- channels. J Physiol 587: 2127–2139.

17. Yang YD, Cho H, Koo JY, Tak MH, Cho Y, et al. (2008) TMEM16A confers

receptor-activated calcium-dependent chloride conductance. Nature 455:

1210–1215.

18. Caputo A, Caci E, Ferrera L, Pedemonte N, Barsanti C, et al. (2008)

TMEM16A, a membrane protein associated with calcium-dependent chloride

channel activity. Science 322: 590–594.

19. Schroeder BC, Cheng T, Jan YN, Jan LY (2008) Expression cloning of

TMEM16A as a calcium-activated chloride channel subunit. Cell 134:

1019–1029.

20. Rock JR, O’Neal WK, Gabriel SE, Randell SH, Harfe BD, et al. (2009)

Transmembrane protein 16A (TMEM16A) is a Ca2+-regulated Cl- secretory

channel in mouse airways. J Biol Chem 284: 14875–14880.

21. Stephan AB, Shum EY, Hirsh S, Cygnar KD, Reisert J, et al. (2009) ANO2 is

the cilial calcium-activated chloride channel that may mediate olfactory

amplification. Proc Natl Acad Sci U S A 106: 11776–11781.

22. Stohr H, Heisig JB, Benz PM, Schoberl S, Milenkovic VM, et al. (2009)

TMEM16B, a novel protein with calcium-dependent chloride channel activity,

associates with a presynaptic protein complex in photoreceptor terminals.

J Neurosci 29: 6809–6818.

23. Firestein S (2001) How the olfactory system makes sense of scents. Nature 413:

211–218.

24. Dong M, Yeh F, Tepp WH, Dean C, Johnson EA, et al. (2006) SV2 is the

protein receptor for botulinum neurotoxin A. Science 312: 592–596.

25. Lazzell DR, Belizaire R, Thakur P, Sherry DM, Janz R (2004) SV2B regulates

synaptotagmin 1 by direct interaction. J Biol Chem 279: 52124–52131.

26. Yoshida R, Yasumatsu K, Shigemura N, Ninomiya Y (2006) Coding channels

for taste perception: information transmission from taste cells to gustatory nerve

fibers. Arch Histol Cytol 69: 233–242.

27. Nakayama A, Miura H, Shindo Y, Kusakabe Y, Tomonari H, et al. (2008)

Expression of the basal cell markers of taste buds in the anterior tongue and soft

palate of the mouse embryo. J Comp Neurol 509: 211–224.

28. Iwatsuki K, Liu HX, Gronder A, Singer MA, Lane TF, et al. (2007) Wnt

signaling interacts with Shh to regulate taste papilla development. Proc Natl

Acad Sci U S A 104: 2253–2258.

29. Bartel DL, Sullivan SL, Lavoie EG, Sevigny J, Finger TE (2006) Nucleoside

triphosphate diphosphohydrolase-2 is the ecto-ATPase of type I cells in taste

buds. J Comp Neurol 497: 1–12.

Genes in Taste Cell Subsets

PLoS ONE | www.plosone.org 14 December 2009 | Volume 4 | Issue 12 | e7682



30. Lawton DM, Furness DN, Lindemann B, Hackney CM (2000) Localization of

the glutamate-aspartate transporter, GLAST, in rat taste buds. Eur J Neurosci
12: 3163–3171.

31. Paran N, Mattern CF, Henkin RI (1975) Ultrastructure of the taste bud of the

human fungiform papilla. Cell Tissue Res 161: 1–10.
32. Delay RJ, Kinnamon JC, Roper SD (1986) Ultrastructure of mouse vallate taste

buds: II. Cell types and cell lineage. J Comp Neurol 253: 242–252.
33. Gao N, Lu M, Echeverri F, Laita B, Kalabat D, et al. (2009) Voltage-gated

sodium channels in taste bud cells. BMC Neurosci 10: 20.

34. Pifferi S, Dibattista M, Menini A (2009) TMEM16B induces chloride currents
activated by calcium in mammalian cells. Pflugers Arch 458: 1023–1038.

35. Bera TK, Das S, Maeda H, Beers R, Wolfgang CD, et al. (2004) NGEP, a gene
encoding a membrane protein detected only in prostate cancer and normal

prostate. Proc Natl Acad Sci U S A 101: 3059–3064.
36. Das S, Hahn Y, Nagata S, Willingham MC, Bera TK, et al. (2007) NGEP, a

prostate-specific plasma membrane protein that promotes the association of

LNCaP cells. Cancer Res 67: 1594–1601.
37. Kiessling A, Weigle B, Fuessel S, Ebner R, Meye A, et al. (2005) D-TMPP: a

novel androgen-regulated gene preferentially expressed in prostate and prostate
cancer that is the first characterized member of an eukaryotic gene family.

Prostate 64: 387–400.

38. Matsuo R (2000) Role of saliva in the maintenance of taste sensitivity. Crit Rev
Oral Biol Med 11: 216–229.

39. Herness MS, Sun XD (1999) Characterization of chloride currents and their
noradrenergic modulation in rat taste receptor cells. J Neurophysiol 82:

260–271.
40. Taylor R, Roper S (1994) Ca(2+)-dependent Cl- conductance in taste cells from

Necturus. J Neurophysiol 72: 475–478.

41. Clapp TR, Medler KF, Damak S, Margolskee RF, Kinnamon SC (2006) Mouse
taste cells with G protein-coupled taste receptors lack voltage-gated calcium

channels and SNAP-25. BMC Biol 4: 7.
42. Medler KF, Margolskee RF, Kinnamon SC (2003) Electrophysiological

characterization of voltage-gated currents in defined taste cell types of mice.

J Neurosci 23: 2608–2617.
43. Romanov RA, Rogachevskaja OA, Bystrova MF, Jiang P, Margolskee RF, et al.

(2007) Afferent neurotransmission mediated by hemichannels in mammalian
taste cells. Embo J 26: 657–667.

44. Huang YJ, Maruyama Y, Dvoryanchikov G, Pereira E, Chaudhari N, et al.
(2007) The role of pannexin 1 hemichannels in ATP release and cell-cell

communication in mouse taste buds. Proc Natl Acad Sci U S A 104: 6436–6441.

45. Romanov RA, Rogachevskaja OA, Khokhlov AA, Kolesnikov SS (2008)
Voltage dependence of ATP secretion in mammalian taste cells. J Gen Physiol

132: 731–744.

46. Locovei S, Wang J, Dahl G (2006) Activation of pannexin 1 channels by ATP

through P2Y receptors and by cytoplasmic calcium. FEBS Lett 580: 239–244.

47. Maeda I, Kohara Y, Yamamoto M, Sugimoto A (2001) Large-scale analysis of

gene function in Caenorhabditis elegans by high-throughput RNAi. Curr Biol

11: 171–176.

48. Custer KL, Austin NS, Sullivan JM, Bajjalieh SM (2006) Synaptic vesicle protein

2 enhances release probability at quiescent synapses. J Neurosci 26: 1303–1313.

49. Janz R, Goda Y, Geppert M, Missler M, Sudhof TC (1999) SV2A and SV2B

function as redundant Ca2+ regulators in neurotransmitter release. Neuron 24:

1003–1016.

50. Morgans CW, Kensel-Hammes P, Hurley JB, Burton K, Idzerda R, et al. (2009)

Loss of the Synaptic Vesicle Protein SV2B results in reduced neurotransmission

and altered synaptic vesicle protein expression in the retina. PLoS ONE 4:

e5230.

51. Ishimaru Y, Matsunami H (2009) Transient receptor potential (TRP) channels

and taste sensation. J Dent Res 88: 212–218.

52. Kataoka S, Yang R, Ishimaru Y, Matsunami H, Sevigny J, et al. (2008) The

candidate sour taste receptor, PKD2L1, is expressed by type III taste cells in the

mouse. Chem Senses 33: 243–254.

53. Huang YA, Maruyama Y, Stimac R, Roper SD (2008) Presynaptic (Type III)

cells in mouse taste buds sense sour (acid) taste. J Physiol 586: 2903–2912.

54. Yang R, Crowley HH, Rock ME, Kinnamon JC (2000) Taste cells with synapses

in rat circumvallate papillae display SNAP-25-like immunoreactivity. J Comp

Neurol 424: 205–215.

55. Blasi J, Chapman ER, Link E, Binz T, Yamasaki S, et al. (1993) Botulinum

neurotoxin A selectively cleaves the synaptic protein SNAP-25. Nature 365:

160–163.

56. Schiavo G, Santucci A, Dasgupta BR, Mehta PP, Jontes J, et al. (1993)

Botulinum neurotoxins serotypes A and E cleave SNAP-25 at distinct COOH-

terminal peptide bonds. FEBS Lett 335: 99–103.

57. Hever A, Roth RB, Hevezi P, Marin ME, Acosta JA, et al. (2007) Human

endometriosis is associated with plasma cells and overexpression of B

lymphocyte stimulator. Proc Natl Acad Sci U S A 104: 12451–12456.

58. Braissant O, Wahli W (1998) A simplified in situ hybridization protocol using

non-radioactively labeled probes to detect abundant and rare mRNAs on tissue

sections. Biochemica 1: 10–16.

59. Gibbs RA, Rogers J, Katze MG, Bumgarner R, Weinstock GM, et al. (2007)

Evolutionary and biomedical insights from the rhesus macaque genome. Science

316: 222–234.

60. Ishimaru Y, Okada S, Naito H, Nagai T, Yasuoka A, et al. (2005) Two families

of candidate taste receptors in fishes. Mech Dev 122: 1310–1321.

Genes in Taste Cell Subsets

PLoS ONE | www.plosone.org 15 December 2009 | Volume 4 | Issue 12 | e7682


