
Nucleotide Signaling and Cutaneous Mechanisms of Pain
Transduction

G. Dussor1, H.R. Koerber5, AL Oaklander2, F.L. Rice3, and D.C. Molliver4

1Department of Pharmacology, The University of Arizona College of Medicine, Tucson, AZ, 85724
2Departments of Neurology and Pathology, Massachusetts General Hospital, Harvard Medical
School, Boston, Massachusetts 02114
3Center for Neuropharmacology and Neuroscience, Albany Medical College, Albany, New York
12208
4Department of Medicine, University of Pittsburgh, Pittsburgh, PA 15261
5Department of Neurobiology, University of Pittsburgh, Pittsburgh, PA 15261

Abstract
Sensory neurons that innervate the skin provide critical information about physical contact
between the organism and the environment, including information about potentially-damaging
stimuli that give rise to the sensation of pain. These afferents also contribute to the maintenance of
tissue homeostasis, inflammation and wound healing, while sensitization of sensory afferents after
injury results in painful hypersensitivity and protective behavior. In contrast to the traditional view
of primary afferent terminals as the sole site of sensory transduction, recent reports have lead to
the intriguing idea that cells of the skin play an active role in the transduction of sensory stimuli.
The search for molecules that transduce different types of sensory stimuli (mechanical, heat,
chemical) at the axon terminal has yielded a wide range of potential effectors, many of which are
expressed by keratinocytes as well as neurons. Emerging evidence underscores the importance of
nucleotide signaling through P2X ionotropic and P2Y metabotropic receptors in pain processing,
and implicates nucleotide signaling as a critical form of communication between cells of the skin,
immune cells and sensory neurons. It is of great interest to determine whether pathological
changes in these mechanisms contribute to chronic pain in human disease states such as complex
regional pain syndrome (CRPS). This review discusses recent advances in our understanding of
communication mechanisms between cells of the skin and sensory axons in the transduction of
sensory input leading to pain.
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1. Introduction
The skin is a complex laminar tissue that serves both as a protective barrier and as the
body’s largest sensory organ. As the site of contact for the organism with the external
environment, it provides essential information about external stimuli, including those with
the potential to cause tissue damage. The outer region of the skin, the epidermis, is
extensively innervated by axons arising from sensory neurons of the dorsal root (DRG) and
trigeminal ganglia, which convey sensory input to the central nervous system. These sensory
afferents are intimately associated with keratinocytes, mast cells and Langerhans cells,
indicating the capacity of peripheral sensory endings to monitor the ongoing status of the
skin as well as the activation state of cells involved in immune vigilance (Hosoi et al., 1993;
Gaudillere et al., 1996; Shepherd et al., 2005; Boulais and Misery, 2008). Signaling
processes in keratinocytes have been investigated largely from the perspective of
mechanisms involved in intrinsic homeostatic functions of the epidermis, such as
differentiation, metabolism and wound repair. However, several lines of evidence indicate a
complex system of communication between skin cells and the sensory afferents innervating
the skin. Indeed, keratinocytes express many proteins more commonly associated with
neuronal function, most notably receptors implicated in the transduction of sensory stimuli
such as the TRP family of temperature-sensitive cation channels (Peier et al., 2002; Chung
et al., 2004; Stander et al., 2004). Additionally, keratinocytes release numerous factors that
activate sensory neurons, including cytokines, neuropeptides and nucleotides (Burrell et al.,
2005; Zhao et al., 2008). They also secrete neurotrophic factors that support axon
arborization and maintain functional properties of sensory neurons (Albers and Davis,
2007). Keratinocytes thus contain signaling machinery capable of detecting many forms of
noxious and non-noxious stimuli and communicating these stimuli to sensory afferents
(Figure 1). Conversely, sensory endings are not merely sensory-transducing structures but
also play an active efferent role in the skin, releasing pro-inflammatory neuropeptides and
other factors (including ATP) that contribute to inflammation, edema, wound healing and
tissue homeostasis (Holzer, 1988; Dalsgaard et al., 1989; Roosterman et al., 2006). Wound
healing is significantly compromised in denervated tissue, underscoring the bi-directional
nature of skin-nerve communication (Gibran et al., 2002; Barker et al., 2006). This review
addresses emerging evidence that keratinocytes may be active players in the transduction of
noxious sensory stimuli, and that nucleotides may represent a key class of messengers
conveying information from skin cells to cutaneous axon terminals (Denda et al., 2007).

Persistent pain originating in the skin occurs following numerous pathological conditions,
including traumatic injury (including postoperative pain), burn injuries (which cause
extreme persistent pain and have unique pathological features), and neuropathic pain,
including acute zoster (i.e., shingles), postherpetic neuralgia, and complex regional pain
syndrome (CRPS) as well as diabetic, chemotherapeutic and AIDS-related neuropathies. In
addition, a wide variety of pathological conditions cause persistent itch (a sensation unique
to skin) that can significantly impair quality of life (Binder et al., 2008). Both neuropathic
and burn pain are often intractable to opiate analgesia within limitations imposed by the
potential for severe side effects, such as respiratory and peristaltic depression. Patients often
resort to a variety of alternative therapies (e.g. hypnosis) to achieve pain relief, but
controlled demonstrations of efficacy for alternative pain treatments are limited (Ohrbach et
al., 1998; Gallagher et al., 2000). In patients suffering from neuropathic pain syndromes,
spontaneous burning pain, dysesthesias, lancinating and shooting pains, thermal
hyperalgesia and mechanical allodynia of the skin are persistent problems that can be
extremely intense and very difficult to control (Dworkin and Portenoy, 1996; Panlilio et al.,
2002; Rowbotham, 2006; Ziegler, 2006; Said, 2007; Wong et al., 2007). The mechanisms
that drive cutaneous pain are poorly understood and the extent to which peripheral
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mechanisms contribute to neuropathic pain is still under debate, making it difficult to
develop mechanism-based therapies or to identify appropriate strategies for treatment.

2. Roles for nucleotides and their receptors in signaling pain
ATP has been studied for more than 30 years as a candidate messenger of tissue damage
(Collier et al., 1966). Evidence that other nucleotides (e.g. ADP, UTP) might also contribute
to nociception (signal transduction leading to the sensation of pain) has recently begun to
emerge (Molliver et al., 2002; Sanada et al., 2002). ATP injected into the skin causes
moderate pain that becomes intense when the skin is inflamed (Bleehen and Keele, 1977;
Hamilton et al., 2000). After demonstrating the existence of receptor-mediated nucleotide
signaling, Burnstock proposed that the pain of tissue damage is conveyed by the release of
cytosolic ATP onto receptors expressed by nociceptive sensory neurons (nociceptors)
(Burnstock, 1996). Further evidence was provided by Cook and McCleskey, who
demonstrated in an in vitro model that rupture of a single cell could elicit action potentials in
adjacent sensory neurons, and that ATP was the principal excitatory component of
cytoplasm mediating action potential firing (Cook and McCleskey, 2002). This model has
become more complex with subsequent demonstrations of mechanisms for both passive and
active release of nucleotides and the discovery that both ionotropic and metabotropic
nucleotide receptors are expressed by sensory neurons (Donnelly-Roberts et al., 2008). In
addition, mechanical stimulation has been shown to evoke release of ATP in a number of
cell types, including keratinocytes, and the released ATP may transmit mechanical stimuli
from keratinocytes to sensory neuron terminals (Koizumi et al., 2004). ATP can also be
released by macrophages and keratinocytes in response to cytokines, osmotic stress and
mechanical stimulation. Several recent studies have also suggested roles for nucleotide
receptors in thermal transduction (Khmyz et al., 2008; Malin et al., 2008). However, the idea
that keratinocytes actively contribute to sensory transduction is still controversial (Holzer
and Granstein, 2004; Lumpkin and Caterina, 2007).

Nucleotides signal through the P2 family of receptors, which includes both ATP-gated ion
channels (the P2X purinergic receptors) and G protein-coupled receptors (P2Y receptors)
with more diverse agonist profiles. There are currently 7 P2X and 8 P2Y receptors; the P2Y
subfamily includes purinergic receptors selective for adenosine nucleotides (P2Y1, 11, 12,
13), pyrimidinergic receptors selective for uridine nucleotides (P2Y6, 14), and those
responding to both ATP and UTP (P2Y2, 4). These receptors are preferentially activated by
either nucleotide triphosphates or diphosphates. Receptors have not been identified for
monophosphates (i.e., AMP and UMP), however, the nucleoside adenosine acts at the P1
family of G protein-coupled receptors (Ralevic and Burnstock, 1998). The missing numbers
in the P2Y family represent non-mammalian orthologs and orphan receptors initially
identified as nucleotide receptors.

Nociceptors are generally grouped broadly into two populations that can be identified by
virtue of their distinct neurochemistry. One group expresses the pro-inflammatory
neuropeptides calcitonin gene-related peptide (CGRP) and/or substance P and are generally
referred to as peptidergic afferents. The other group (nonpeptidergic afferents) lacks these
peptides, expresses the ATP-gated ion channel P2X3, and (at least in rodents) binds the
lectin IB4 (Snider and McMahon, 1998). The majority (~70%) of epidermal afferents are
nonpeptidergic, while about 30% are peptidergic (O’Brien et al., 1989; Lu et al., 2001; Belle
et al., 2007). In contrast to the epidermis, which is largely avascular, the dermis is highly
vascularized and densely innervated by peptidergic axons (Fundin et al., 1997). Peptidergic
afferents that penetrate the epidermis are commonly associated with Langerhans and mast
cells (Hosoi et al., 1993; Gaudillere et al., 1996; Egan et al., 1998).
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Most members of both the P2X and P2Y receptor families are expressed in primary sensory
neurons (Burnstock, 2000; North, 2003; Nakatsuka and Gu, 2006), and a growing body of
evidence supports the conclusion that both P2X and P2Y receptors contribute to stimulus
transduction in peripheral nociceptors. The predominant ATP-gated current in sensory
neurons appears to be mediated by channels composed of P2X3 homomers and P2X2/3
heteromers, which are found in the majority of skin afferents and only rarely in muscle
afferents (Bradbury et al., 1998; Cockayne et al., 2000; Souslova et al., 2000; Cockayne et
al., 2005). P2Y1 and P2Y2 are the most highly-expressed Gq-coupled P2Y receptors in
sensory neurons (Malin et al., 2008). Histological analysis suggests that P2Y1 and P2Y2 are
likely to be expressed in separate populations of nociceptors, with P2Y1 highly colocalized
with P2X3, and P2Y2 colocalized with the noxious heat sensor TRPV1 in peptidergic
neurons (Moriyama et al., 2003; Gerevich et al., 2004; Ruan et al., 2005). Gi-coupled P2Y
receptors are also widely-expressed in sensory neurons (Molliver et al., (2007) Soc Neurosci
Abstr 509.11; however see also (Kobayashi et al., 2006)). However, physiological evidence
indicates that there is some functional overlap between P2X3 and P2Y2, as many isolated
neurons and identified C-mechanoheat cutaneous nociceptors are activated both by the P2X
agonist αβMeATP and the P2Y agonist UTP (Hamilton et al., 2001; Molliver et al., 2002;
Stucky et al., 2004).

Nucleotide signaling may participate directly in nociceptive transmission by evoking action
potential firing or may modulate transmission by altering nociceptor sensitivity. In vivo,
transient or persistent hypersensitivity to noxious heat can be elicited by activation of P2X3
or P2Y2, respectively (Moriyama et al., 2003). Conversely, mice lacking P2Y2 have deficits
in noxious thermal sensation, whereas mice lacking P2X3 display a reduced ability to detect
warm temperatures, indicating that nucleotide signaling is required for the detection of
thermal stimuli (Souslova et al., 2000; Malin et al., 2008). Mechanisms by which both of
these receptors contribute to thermal sensation are discussed later in this review. Evidence
for a role in mechanical sensation is more limited, however P2Y1 has been implicated in
cutaneous mechanotransduction (Nakamura and Strittmatter, 1996), and intraplantar
administration of αβMeATP produces mechanical allodynia in rats (Tsuda et al., 2000).
Therefore, it appears that excitatory ionotropic and metabotropic receptors act together to
generate the nociceptive nucleotide response.

Consistent with a role for nucleotide signaling in persistent pain, inflammatory injury causes
changes in the expression and function of a number of nucleotide receptors. Expression of
both P2X3 and P2Y2 is increased in animal models of inflammation. P2X3 expression and
function are increased in DRG following injection of complete Freund’s adjuvant (CFA)
into the paw (Xu and Huang, 2002). In the skin-nerve preparation, cutaneous afferent
excitability in response to P2X agonists is increased following carrageenan inflammation
(Hamilton et al., 2001). Mice lacking P2Y2 fail to develop thermal hyperalgesia evoked by
CFA, whereas intraplantar application of the P2X3- and P2X2/3-selective antagonist
A-317491 reduced the severity of thermal hyperalgesia in the CFA model, suggesting that
both P2X and P2Y receptors contribute to inflammatory hyperalgesia (McGaraughty et al.,
2003). Intraplantar P2X antagonists also reduced mechanical hyperalgesia in response to
CFA (Dai et al., 2004). These studies suggest that nucleotide signaling contributes to the
sensitization of nociceptors that occurs in response to inflammation and that blockade of
these receptors may be useful in the clinical treatment of persistent pain conditions.

P2 receptors are also expressed in keratinocytes and immune cells and play complex roles in
intercellular communication in the skin (Greig et al., 2003). P2X5 and P2X7 are
preferentially expressed in the stratum spinosum and stratum corneum, respectively, where
they promote differentiation. In contrast, P2Y2 expressed in basal keratinocytes promotes
proliferation (Holzer and Granstein, 2004). P2Y1, 4 and 6 have also been identified in
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keratinocytes. Histological evidence indicates that P2 receptor expression is restricted to
specific lamina of the skin and subsets of sensory neurons, suggesting that the actions of
each family member are also distinct. However, dissecting separate roles for each receptor in
neuronal, immune and skin cells remains an ongoing and complex task (Denda et al., 2002).

The heat-sensitive channel TRPV1 is the most-extensively investigated candidate transducer
for noxious heat sensation in sensory neurons. Although the extent of its contribution to
acute transduction has not been resolved, substantial evidence supports a key role for
TRPV1 in the development of cutaneous thermal hyperalgesia resulting from inflammation
(Woodbury et al., 2004). This may be due to the ability of TRPV1 to act as a common
pathway for metabotropic receptors that increase nociceptor sensitivity in response to
inflammation, including both trophic factor receptor tyrosine kinases and G protein-coupled
receptors for prostaglandins, bradykinin and ATP (Sugiura et al., 2002; Moriyama et al.,
2003; Malin et al., 2006). Surprisingly, nucleotide signaling may also be required to
maintain TRPV1 function under normal conditions. Molliver and colleagues found that
TRPV1 signaling (but not expression) was profoundly compromised in P2Y2 knockout
mice, but that function could be temporarily restored through activation of the bradykinin
receptor, another Gq-coupled receptor (Malin et al., 2006). Similar to TRPV1 knockout
mice, P2Y2 knockouts failed to develop thermal hyperalgesia in response to inflammatory
injury. These findings suggest that P2Y2 and TRPV1 act together to mediate the neuronal
response to inflammation. A report that mechanically-evoked signaling in keratinocytes can
be communicated to sensory neurons through P2Y2 receptors in vitro suggests that P2Y2
may also contribute to mechanosensation in polymodal nociceptors (Koizumi et al., 2004).
P2Y1 has been implicated in mechanical transduction as well (Nakamura and Strittmatter,
1996). Analysis of P2Y1 and P2Y2 knockout mice using the ex vivo preparation (see below)
may help to determine the contributions of these receptors to thermal and mechanical
transduction.

Mas-related G-protein coupled receptors as genetic markers for nociceptors
In 2001, David Anderson’s laboratory at Caltech published data on the cloning of a new
family of G-protein coupled receptors termed mas-related g protein-coupled receptors (Mrg
or Mrgpr) (Dong et al., 2001). This family was made up of over 50 members in mice, and
individual members were found to be selectively expressed in anatomically-distinct subsets
of sensory neurons of the dorsal root and trigeminal ganglia (DRG and TG). These receptors
respond to diverse ligands such as adenine, cortistatin, β-alanine, and various RF-amide
peptides (Bender et al., 2002; Han et al., 2002; Shinohara et al., 2004) and are co-localized
with several markers of nociceptive sensory neurons. An orthologous family of receptors
was later cloned in humans and rats and named sensory neuron specific receptors (SNSRs)
(Lembo et al., 2002). In humans the SNSRs were also found primarily in sensory neurons
and were shown to respond to proenkephalin A gene products. Injection of SNSR agonists
produced spontaneous nociceptive reponses and hypersensitivity to mechanical and thermal
stimuli in rats (Grazzini et al., 2004). Taken together, these studies implicate MRG/SNSR
receptors in peripheral nociceptive signaling.

A recent series of studies has exploited the selective expression of Mrgpr family members in
subsets of cutaneous afferents. By generating knock-in mice that express green fluorescent
protein (GFP) in the locus of a given Mrgpr family member, they have created a set of
valuable tools for the selective visualization and characterization of distinct subsets of
cutaneous afferents. Using these mice, the MrgprD receptor has been identified in sensory
neurons that innervate the outermost living layer of hairy and glabrous epidermis, the
stratum granulosum (Zylka et al., 2005). Consequently, this population of neurons represents
the cutaneous afferents closest to the outside world. These neurons make up approximately
60% of the epidermal innervation (Zylka et al., 2005). Cutaneous afferents expressing
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MrgprD are unmyelinated, express P2X3 but not TRPV1, and represent a majority of the
IB4-binding population.

Recently, MrgprD-GFP-expressing neurons were characterized electrophysiologically in
vitro using the patch-clamp technique (Dussor et al., 2008). Consistent with histological data
suggesting a nociceptive phenotype, MrgprD+ neurons displayed several
electrophysiological properties characteristic of nociceptors. These included long-duration
action potentials, TTX-resistant Na+ current and Ca++ currents modulated by the mu-opioid
DAMGO. Taken together with prior histological data, these findings suggest that neurons
innervating the outermost living layer of the epidermis contribute to pain sensation. This
study also demonstrated that MrgprD+ neurons are specialized to generate currents in
response to ATP (Dussor et al., 2008). Over 90% of MrgprD+ neurons tested exhibited a
rapidly activating and rapidly desensitizing current in response to ATP and αβMe-ATP,
consistent with expression of P2X3 receptors (Chen et al., 1995; Grubb and Evans, 1999;
North and Surprenant, 2000; Pankratov Yu et al., 2001). Surprisingly, there was a lack of
significant responses to other common chemical activators of nociceptors. The list of agents
that evoked only rare responses included capsaicin, an agonist of the 5-HT3 receptor, mild
acid (pH 6.0), nicotine, cinnamaldehyde (a TRPA1 agonist), menthol (a TRPM8 agonist),
and glutamate. No more than 15% of MrgprD+ neurons responded to these agents. The lack
of responses to capsaicin and menthol suggests that these neurons may not be able to
directly detect temperatures in the ranges detected by TRPV1 and TRPM8. Most
interestingly, these findings indicate that MrgprD+ neurons are putative nociceptors in the
outer epidermis that are specialized to sense extracellular ATP. Preferential innervation of
the epidermis by ATP-selective nociceptors implies that stimulus-evoked release of ATP
from cells of the epidermis is a key component of cutaneous nociceptive transduction.

A role for P2X3 in thermal sensation
The mechanisms by which P2X3 participates in thermal sensation have yet to be resolved.
However, the unusual desensitization kinetics of P2X3 may provide an answer. During
application of ATP this channel generates currents that completely desensitize within 1 sec.
and can take longer than 20 min. to recover from desensitization (Sokolova et al., 2004;
Pratt et al., 2005; Khmyz et al., 2007). This suggests that the continued responsiveness to
ATP of P2X3-expressing neurons is limited by the time necessary for the receptors to
recover from desensitization. Recent data has shown that the time necessary for P2X3 to
recover from desensitization is extremely dependent on temperature (Dixon et al., 1999;
Khmyz et al., 2008). As temperatures increase up to 40°C (the maximum temperature used
in this study), the time necessary for recovery is shortened, with extremely steep temperature
dependence (Q10 of approximately 10). This Q10 indicates a 10-fold change in recovery with
a 10° change in temperature. For comparison, the Q10 for aqueous diffusion and protein
conformational changes are approximately 1.2 and 2, respectively. These data indicate that
neurons expressing P2X3 are dramatically more responsive to ATP with even small
increases in temperature. This finding provides a possible explanation for thermal deficits in
P2X3 knockout mice. Moreover, these data suggest that even mild increases in skin
temperature that accompany cutaneous inflammation and conditions such as CRPS can
dramatically increase the responsiveness of cutaneous afferents to ATP. This may be one of
many mechanisms that can enhance keratinocyte-axon signaling in these conditions.

Keratinocytes continually release ATP at low levels; this release has been shown to regulate
proliferation through P2Y2 expressed in the basal keratinocyte layer (Dixon et al., 1999;
Burrell et al., 2003; Greig et al., 2003). Under normal conditions, ATP is rapidly
metabolized by ectonucleotidases to ADP and adenosine. Depending on the identity of the
local nucleotidase, ADP may have a longer half-life than ATP, resulting in tonic activation
of ADP receptors P2Y1 (coupled to Gq) and P2Y12-13 (coupled to Gi) present on sensory
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afferents. In contrast, ADP may actually inhibit P2Y2, reducing proliferation of
keratinocytes and decreasing nociceptor sensitivity (Ralevic and Burnstock, 1998). Under
inflammatory conditions and in response to injury, both ATP release and P2Y2 expression
are enhanced, which may lead to an increase in keratinocyte production to promote wound
healing and increased nociceptor sensitivity and action potential generation through P2X3
and P2Y2 in cutaneous nociceptors. Pathological dysregulation of this system of
keratinocyte-sensory afferent communication could cause nociceptor activation in the
absence of an explicit noxious stimulus, leading to the perception of “spontaneous” pain.
Dysregulation of purinergic signaling is also likely to contribute to pathological skin
conditions due to its role in homeostatic functions (Dixon et al., 1999). An increase in
nociceptor sensitivity is likely to exacerbate such conditions through the release of pro-
inflammatory neuropeptides from cutaneous terminals.

Functional stratification of the skin
As noted above, the process of epidermal sensory transduction likely includes stimulus-
induced release of ligands such as ATP from keratinocytes that may in turn activate
epidermal sensory endings such as those that express nucleotide receptors. Importantly,
recent evidence indicates that the epidermis and its sensory endings are morphologically and
chemically organized into a stratified sensory transducing and integrating organ (Fundin et
al., 1997; Khodorova et al., 2003; Ibrahim et al., 2005; Zylka et al., 2005; Lumpkin and
Caterina, 2007; Zhao et al., 2008). The first example of this was the surprising discovery of
an analgesic mechanism most likely mediated by endothelin receptor B (ETB) and
cannabinoid receptor 2 (CB2) located on keratinocytes (Khodorova et al., 2003; Ibrahim et
al., 2005). These receptors, which are not on sensory neurons, are normally co-expressed
preferentially on the upper stratum of live keratinocytes (stratum granulosum) (Pomonis et
al., 2001; Khodorova et al., 2003). These keratinocytes also express β-endorphin, which is
released in vitro by activation of ETA and CB2. The analgesic effect in vivo is most likely
on the subset of epidermal peptidergic endings that also express opioid receptors and GIRK
channels. However, MrgprD+ neurons also exhibited some opioid inhibition of calcium
channels (Dussor et al., 2008).

Interestingly, systemic activation of endothelin receptor A (ETA), which is widely expressed
on DRG neurons, induces an algesic effect (Pomonis et al., 2001; Zhou et al., 2001; Zhou et
al., 2002; Balonov et al., 2006). However, preliminary results from the Rice lab indicate that
ETA is also expressed on keratinocytes of the stratum basalis. Given that the epidermis has
an endogenous analgesic mechanism, this raised the question of whether there are also
endogenous algesic mechanisms. Indeed, an extensive literature has documented the
presence on keratinocytes of a wide range of ion channels, receptors and ligands that are
implicated in synaptic transmission and neural activation (Dalsgaard et al., 1989; Galietta et
al., 1991; Lawand et al., 1997; Bae et al., 1999; Dixon et al., 1999; Genever et al., 1999;
Inoue et al., 2002; Kanitakis, 2002; Khodorova et al., 2003; Chung et al., 2004; Koizumi et
al., 2004; Morhenn et al., 2004; Burrell et al., 2005; Ibrahim et al., 2005; Inoue et al., 2005;
Liu et al., 2006; Denda et al., 2007; Lumpkin and Caterina, 2007; Zhao et al., 2008).
However, as noted above, since keratinocytes were seemingly unexcitable these molecules
have primarily been examined in the context of keratinocyte differentiation, metabolism and
wound repair.

Among the excitatory neurotransmitters shown to exist in keratinocytes are glutamate,
aspartate, CGRP, and ATP. Published results of others and preliminary results in the Rice
lab have demonstrated that these neurotransmitters are released by cultured keratinocytes in
response to physiologically relevant thermal stimulation and, in the case of ATP, mild
mechanical stimulation. Consistent with these responses, keratinocytes have been shown to
express TRPV1 (in human), TRPV3, TRPV4 and TRPA1 receptors, which may allow them
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to respond to thermal stimuli (Southall et al., 2003; Chung et al., 2004; Stander et al., 2004).
As with the differential stratification of ETA and ETB, some published results and our
extensive preliminary results with a wide range of immunolabels indicates that most of the
neural-related receptors and ligands expressed on keratinocytes have preferentially stratified
distributions that gravitate to upper, middle and/or lower levels of the epidermis. Taken
together, these results suggest that the type, intensity and duration of epidermal stimulation
will cause differential activation of keratinocytes that would result in the release of different
proportions of excitatory and inhibitory neurotransmitters.

As noted above, parallel to the stratified organization of the epidermal chemistry, the
epidermal innervation is also preferentially stratified (Zylka et al., 2005). In particular, most
endings that express Substance P and CGRP extend only partway into the epidermis,
typically stopping at the mid-level (stratum spinosum). Peptidergic afferents as a group are
preferentially sensitive to opioid inhibition, therefore these midlevel peptidergic afferents
are presumably inhibited by the release of β-endorphin from the overlying stratum of
keratinocytes (Wu et al., 2004). In contrast, endings identified by expression of Mrgprd in
mice extend through the full thickness of the epidermis and make up approximately 60% of
the epidermal innervation. Nearly all of the Mrgprd DRG neurons that supply these endings
lack SP and CGRP, but do express P2X3 receptors and bind IB4, which are properties
lacking in the peptidergic neurons.

Although the epidermal innervation consists of these two major groupings, each group is not
homogenous but consists of subsets with distinguishing molecular characteristics (Zylka et
al., 2005). For example, in the mouse, TRPV1 is expressed only rarely in Mrgprd neurons,
but is found in a large subset of peptidergic neurons. Importantly, it is likely that these major
classes of neurons express different combinations and proportions of other receptors that
would result in a range of subtly-different sensory response properties. As such, each
sensory ending in the epidermis may be thought of as the equivalent of a dendritic arbor,
where the variety of receptors would be equivalent to a variety of postsynaptic receptors.
Whereas some of these receptors, such as TRPV1, may directly respond to thermal stimuli,
other receptors, including TRPV1, integrate signaling initiated by the mix of ligands
released upon stimulation of the keratinocytes. Taken together, both noxious and non-
noxious stimulation of the epidermis would likely generate complex patterns of activity that
would contribute to a wide range of tactile perceptions, including some of which we may not
be consciously aware, such as barometric pressure.

An important implication of the keratinocyte-axon signaling model is that the physiological
properties of a sensory neuron detected in vivo are due not just to the transducing molecules
expressed by the neuron itself, but to mechanisms arising from the combined keratinocyte-
neuron complex. For example, a DRG neuron may have thermal response properties
consistent with activation of TRP receptors on its sensory endings in the skin, while lacking
TRP receptor expression. In this case, the TRP thermal transducing mechanism may be
located in keratinocytes that release ATP, which would in turn activate the neuron through
nucleotide receptors. Because much of the screening for sensory-transducing effector
molecules has been performed in isolated neurons cultured in vitro, an ongoing concern is
that mechanisms dependent upon specialized structures at the axon terminals are missed in
these assays. A less-reduced system with which to comprehensively analyze sensory neuron
response properties was devised by Koerber and Woodbury using back skin (Koerber and
Woodbury, 2002). In the current version of this ex vivo preparation, the dorsal skin of the
forepaw is dissected with the saphenous nerve, DRG and spinal cord intact (McIlwrath et al.,
2007). Recordings are made from the sensory neuron cell body in the ganglion, while
peripheral response properties are analyzed by stimulating the skin. Injection of the cell
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body with fluorescent label allows the tracing of central projections and
immunocytochemical analysis of the characterized neuron.

Using this preparation, it was found that the majority of C-fiber afferents innervating hairy
skin that responded to both noxious heat and mechanical stimulation were labeled by IB4,
consistent with previous reports that the majority of epidermal afferents bind IB4 (Lawson et
al., 2008). Interestingly, the vast majority of IB4-binding neurons in the mouse lack TRPV1,
and TRPV1 immunoreactivity was identified only in afferents that were mechanically-
insensitive (Zwick et al., 2002; Lawson et al., 2008). Furthermore, many cutaneous afferents
retained heat responsiveness in mice lacking TRPV1 (Woodbury et al., 2004). Burning pain
evoked by injection of the TRPV1 agonist capsaicin in humans also appears to be associated
with mechanically-insensitive afferents, although these afferents become mechanically-
sensitive after capsaicin injection (Schmelz et al., 2000). These findings suggest that the
majority of heat-sensitive cutaneous afferents utilize mechanisms for the transduction of
heat other than (or in addition to) TRPV1. Intriguingly, currents gated by noxious heat in the
40–45• range were essentially abolished when sensory neurons from TRPV1 knockout mice
were isolated in vitro, whereas in vivo analysis of TRPV1 knockout mice showed no
reduction of heat sensitivity in this temperature range. These results are consistent with a
model in which many “heat-responsive afferents” are actually responding to ATP released
by keratinocytes in response to noxious heat; as noted above, P2X3 and P2Y1 are widely
expressed in IB4 neurons. Several lines of evidence support this hypothesis. Notably,
preliminary analysis of P2Y1 knockout mice using the ex vivo preparation revealed deficits
in cutaneous C-fiber sensitivity to noxious heat (Rau et al., (2007) Soc Neurosci Abstr
509.13). Recordings of dorsal horn neurons in mice lacking P2X3 revealed a loss of
physiological resonses to warm thermal stimulation (between 32–42•), but responses to 45•
were similar to WT (Souslova et al., 2000). Finally, mice lacking P2Y2 showed deficits in
noxious heat detection using a radiant heat stimulus, although the precise temperature range
of the deficit was not determined (Malin et al., 2008).

Evidence supporting a pronociceptive role for P2 receptors in cutaneous nociceptors
naturally raises the question of what mechanisms regulate ATP release in the skin and
whether ATP levels are increased under acute and chronic pain conditions. Recent evidence
indicates that keratinocytes are a potential source of ATP that can be released in response to
mechanical and thermal stimulation (Burnstock, 1999; Bodin and Burnstock, 2001; Burrell
et al., 2005; Lumpkin and Caterina, 2007). Rice and collaborators have identified a novel
mechanism for the stimulus-evoked release of ATP from keratinocytes. Their data describes
how a nucleotide-mediated mechanism may contribute to chronic pain through a
pathological alteration in the epidermal chemical stratification (Zhao et al., 2008). Among
the mix of ion channels present on keratinocytes in normal humans and rats, they discovered
that the upper stratum of keratinocytes is immunoreactive for the voltage-gated sodium
channel NaV1.6 and to a lesser extent for NaV1.7. mRNA was also detected for these as well
as a few other NaVs that were not immunodetectable. Exposure of cultured keratinocytes to
a depolarizing stimulus (10mM K+) resulted in a 10-fold increase in ATP release over
baseline levels. This release was reduced by 80% by pretreatment with TTX prior to the
potassium challenge. These results indicated that some NaVs are part of the stratified
epidermal chemistry that may contribute to epidermally-mediated sensory transduction.
Surprisingly, immunochemical assessments of skin biopsies from patients with severe cases
of CRPS 1 and with severe cases of postherpetic neuralgia revealed highly increased levels
and a broader distribution of NaV1.6 and 1.7 as well as de novo high levels of
immunofluorescence for NaV1.1, 1.2 and moderate levels of NaV1.8. Elevated NaV
immunofluorescence was also detected in the epidermis of Rhesus monkeys that
spontaneously developed Type 2 diabetes with increased age and weight. These results
suggest that a change in the epidermal chemistry may result in elevated levels of ATP
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release in response to normal tactile stimuli. This may contribute to pathological perceptions
of pain that occur spontaneously and in response to normally non-noxious levels of
cutaneous stimulation. If so, then pathological changes in the chemistry of the epidermis,
particularly in relation to nucleotide signaling, may provide novel targets for future
therapeutics to treat chronic pain.

It remains unresolved to what extent cutaneous nucleotide signaling contributes to
pathological pain states. Since NaV channels appear to participate in the release of ATP
from keratinocytes and these channels are upregulated in patients with CRPS, this condition
may provide valuable insight into the role of nucleotides in CRPS-related pain. This issue
can most easily be addressed using animal models of CRPS. The final section of this review
provides a general overview of CRPS and describes a recently-developed animal model that
may aid in the discovery of the molecular mechanisms that generate pain in CRPS patients.

Cutaneous-neuro-immune interactions in CRPS
Pioneering neurologist S. Weir Mitchell and colleagues first described an unusual phenotype
in detailed case histories of American Civil War soldier with penetrating sword and bullet
wounds (Mitchell, 1864). Their descriptions of “causalgia” documented the salient
symptoms of excessively severe and prolonged chronic pain while at rest and hyperalgesia
(excess pain after sensory stimulation) in an arm or leg distal to the site of a nerve or plexus
injury. They identified the symptoms of co-localizing dysautonomia including tissue edema,
temperature asymmetry, and hyperhydrosis in the absence of infection or injury. They noted
the spread of symptoms outside the territories of specific nerves, including “mirror” spread
to the uninjured contralateral limb. This same symptom complex was later recognized in
patients whose limb traumas had not caused overt nerve-injuries as reflex sympathetic
dystrophy (now known as CRPS-I) (Evans, 1946). Because there was no known explanation
for CRPS-I symptoms, many physicians attributed them to psychological causes and were
reluctant to care for these patients.

Modern pathological evidence strongly supports the hypothesis that CRPS is a post-
traumatic neuropathic pain syndrome. A key feature appears to be damage and dysfunction
of the small fibers that subserve pain and autonomic function. A Dutch team studied legs
amputated from eight chronic CRPS-I patients with severe disease (van der Laan et al.,
1998). The large nerves were mostly normal by light microscopic examination. Electron
microscopic (ultrastructural) examination was used to study the small-diameter
unmyelinated C-fibers and to look for subtle large-fiber loss. The investigators could only
analyze the sural, the only nerve for which normative standards are available (Ochoa and
Mair, 1969). There was no overall reduction in density of sural myelinated fibers, although
four patients had mild reductions. Degeneration of unmyelinated fibers was present, but
could not be quantified for technical reasons. The authors concluded that even severely
affected CRPS-I patients do not have overt nerve degeneration, but at least some have
unmyelinated fiber losses of, and minimal loss of myelinated axons as well. Considering that
the sural is but one of the four major nerves in the leg, detection of sural damage in half of
the subjects studied is biologically significant and supports the hypothesis that CRPS-I is
associated with underlying nerve injuries that affect nociceptive axons.

In 2006, two studies of skin from CRPS-I patients corroborated and extended these results.
Skin from two amputated limbs included reduced epidermal, sweat gland, and vascular
small-fibers, loss of vascular endothelial integrity and blood-vessel hypertrophy. Altered
neuropeptide distributions in remaining small-fibers innervating hair follicles, superficial
arterioles and sweat glands were also evident (Albrecht et al., 2006). Another study of skin
biopsies from 19 ambulatory CRPS-I patients’ affected and control sites showed a mean loss
of 29% of intraepidermal neurites at affected sites (Oaklander et al., 2006). Nine symptom-
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matched control subjects with osteoarthritis had no focal neurite losses, suggested that the
CRPS losses may have been causal rather than consequences of disuse, swelling or pain.
These studies establish the presence of chronic focal axonal degeneration in CRPS-I and
support the theory that all CRPS involves focal nerve injury. They also obviate the basis for
distinguishing between CRPS-I and CRPS-II subtypes, since nerve injuries are present in
both.

However, these retrospective studies do not address the question of whether relatively minor
nerve injuries are sufficient to produce the CRPS phenotype, nor why most people with
similar injuries do not develop this phenotype. To address this, a prospective animal study
was performed with partial tibial-nerve injury by needlestick, a cause of human CRPS
(Horowitz, 1994). Left tibial nerves of male Sprague-Dawley rats were transfixed once by
30-gauge (G), 22G, or 18G needles (Siegel et al., 2007). Unoperated and sham-operated rats
provided controls. Hindpaw sensory function, edema, and posture were measured, and the
prevalence and severity of mechanical allodynia was independent of lesion size.

Fifty-seven percent of all DNI rats had contralateral-hindpaw “mirror” changes.
Hyperalgesic responses to cold and pinprick applied to the plantar hindpaw were less
common and were ipsilesional only, as was neurogenic hindpaw edema. Ipsilesional-only,
tonic, dystonic-like hindpaw postures developed in 42% of 18G-DNI, 6% of 22G-DNI, and
no 30G-DNI or sham-operated control rats. Unlike evoked pain behaviors, the prevalence of
postural abnormalities correlated with needle diameter, suggesting that the underlying
mechanisms may differ.

Analysis of PGP9.5-immunolabeled axons in skin biopsies from rats’ ipsilesional hindpaws
demonstrated mean reductions of 0% after 30G-needlestick, 15% after 22G-needlestick, and
26% after 18G-needlestick - which closely reproduces the 29% mean epidermal neurite
losses of CRPS-I patients. This not only better models human epidemiology than larger
nerve injuries in which all lesioned rats develop pain behaviors, but generates nerve injured
rats without pain that can serve as controls for the effects of nerve injury that are not
specifically related to the phenotype in question.

Distal nerves from allodynic, non-allodynic, and sham-operated Sprague-Dawleys were
compared 14 days after 18G tibial-nerve needlestick (Oaklander et al., 2008). Unmyelinated
small-fibers were quantitated in PGP9.5-labeled hindpaw-skin biopsies. Ipsilaterally, tibial
nerves had 30% fewer myelinated axons, and tibial-innervated plantar skin samples had lost
44% of epidermal innervation. These values were similar in allodynic and nonallodynic rats.
In contrast, nerves from allodynic rats were 23% more edematous, were more vasodilated,
and contained three times as many endoneurial mast cells as nerves from non-allodynic rats,
consistent with an association between allodynia and propensity to develop endoneurial
neurogenic edema and inflammation after nerve injury. Ipsilateral sural nerves averaged
25% fewer myelinated axons, independently of the presence of allodynia. Numbers of
ipsilesional sural endoneurial mast-cells rose nearly 10-fold in allodynic rats, but declined
47% in non-allodynic rats. Contralesional, uninjured, tibial nerves had insignificant axonal
changes, but significant mast-cell increases (2.5-fold) and vascular changes. These were not
present in contralesional sural nerves, which eliminated the possibility that changes in
ipsilesional sural nerves reflected nonspecific systemic changes. Thus, in this rat model for
CRPS, risk for neuralgia after nerve injury appears to reflect individual propensity to
develop post-traumatic endoneurial edema rather than number of axons injured.
Extraterritorial pain-behaviors, which are often attributed to central mechanisms or to
psychogenic causes in patients, may reflect spread of inflammation to uninjured nerves.
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Summary
Evidence is accumulating that communication between the skin and primary sensory
neurons through nucleotide signaling provides a mechanism for the transduction of
nociceptive stimuli. This hypothesis is based on the following findings: 1) skin cells express
a variety of receptors known to participate in pain signaling; 2) skin cells can release
numerous pain-related molecules, including ATP; 3) cutaneous nociceptors are responsive to
substances released by skin cells, particularly ATP and its breakdown products, and
nucleotide receptors have been shown to participate in cutaneous nociceptive signaling; 4)
application of ATP into human skin produces pain.

Under pathological conditions such as CRPS, persistent changes in cutaneous nucleotide
signaling may be a mechanism for the development of chronic pain. Partial loss of epidermal
innervation by small-diameter fibers appears to be an important feature in CRPS, as the
fibers that remain may have dramatically different signaling properties due to changes in the
neurons, changes in skin cells, or a combination of both. Studies in humans with pain
syndromes as well as basic research using animal models are expanding our understanding
of communication between nociceptors and the skin. These advances may lead to novel
approaches to pharmacotherapy based on blocking communication between the skin and the
nervous system.
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Figure 1. Stratified organization of the skin and its innervation
Schematic illustration of the biochemistry implicated in nucleotide signaling in the
epidermis and epidermal free nerve endings (FNE). Symbols indicate expression of
receptors, ion channels and neuropeptides (CGRP) discussed in the text. The distribution of
the symbols reflects the approximate distribution and colocalization described in references
listed to the right of each symbol. There are some discrepancies between the references that
may be due to differences in the species analyzed and location of the skin. Note that only the
non-peptidergic, MrgprD+ axons penetrate to the stratum granulosum. All cells contain
millimolar ATP that may be released by cell damage or as a result of sensory stimulus
transduction. ATP may act in a paracrine and/or autocrine fashion at nucleotide receptors
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expressed by keratinocytes, and may act at receptors on sensory afferents or dendritic
(Langerhans) cells. The strata of the skin are labeled: SC, stratum corneum; SG, stratum
granulosum; SS, stratum spinosum; SB; stratum basalis; BM, basement membrane.
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