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Brain-derived neurotrophic factor enhances the excitability
of rat sensory neurons through activation of the p75
neurotrophin receptor and the sphingomyelin pathway

Y. H. Zhang, Xian Xuan Chi and G. D. Nicol

Department of Pharmacology and Toxicology, Indiana University School of Medicine, Indianapolis, IN 46202, USA

Neurotrophin-mediated signalling cascades can be initiated by activation of either the p75

neurotrophin receptor (p75NTR) or the more selective tyrosine kinase receptors. Previously, we

demonstrated that nerve growth factor (NGF) increased the excitability of sensory neurons

through activation of p75NTR to liberate sphingosine 1-phosphate. If neurotrophins can

modulate the excitability of small diameter sensory neurons through activation of p75NTR,

then brain-derived neurotrophic factor (BDNF) should produce the same sensitizing action

as did NGF. In this report, we show that focally applied BDNF increases the number of action

potentials (APs) evoked by a ramp of depolarizing current by reducing the rheobase without

altering the firing threshold. This increased excitability results, in part, from the capacity of

BDNF to enhance a tetrodotoxin-resistant sodium current (TTX-R I Na) and to suppress a delayed

rectifier-like potassium current (I K). The idea that BDNF acts via p75NTR is supported by the

following observations. The sensitizing action of BDNF is prevented by pretreatment with a

blocking antibody to p75NTR or an inhibitor of sphingosine kinase (dimethylsphingosine), but

not by inhibitors of tyrosine kinase receptors (K252a or AG879). Furthermore, using single-cell

RT-PCR, neurons that were sensitized by BDNF expressed the mRNA for p75NTR but not

TrkB. These results demonstrate that neurotrophins can modulate the excitability of small

diameter capsaicin-sensitive sensory neurons through the activation of p75NTR and its down-

stream sphingomyelin signalling cascade. Neurotrophins released upon activation of a variety

of immuno-competent cells may be important mediators that give rise to the enhanced neuronal

sensitivity associated with the inflammatory response.
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Nerve growth factor (NGF) plays a key role in the initiation
of the inflammatory response. This idea is supported by the
observation that the levels of NGF are significantly elevated
in the skin after blister formation or in pleural exudates
after exposure to carrageenan (Weskamp & Otten, 1987).
Furthermore, a number of immuno-competent cells
upon activation release NGF (Ehrhard et al. 1993; Leon
et al. 1994; Thacker et al. 2007). Associated with the
inflammatory response is the activation of small diameter
sensory neurons which, in turn, contributes to increased
sensitivity, vasodilatation, and plasma extravasation. A
number of inflammatory mediators including cytokines
(Ferreira et al. 1988; Schweizer et al. 1988; Cunha et al.
1992), prostaglandins (Handwerker, 1976; Chahl & Iggo,
1977), and NGF (Lewin et al. 1993; Lewin & Mendell,
1993) heighten the sensitivity of nociceptors to noxious
stimulation. When injected into the paw of a rat NGF
produces hyperalgesia to both thermal and mechanical

stimulation (Lewin et al. 1993). In addition, pretreatment
with an antibody to NGF prevents the thermal hyperalgesia
produced by injection of complete Freund’s adjuvant
into the paw of a rat (Lewin et al. 1994; Woolf et al.
1994). In an isolated skin–nerve type preparation, NGF
increases the firing frequency of isolated saphenous nerve
in response to thermal stimulation (Rueff & Mendell,
1996). The mechanisms giving rise to NGF-induced
sensitization are not well understood. However, studies
indicate that NGF acts directly on sensory neurons to
modulate their excitability because NGF augments the
capsaicin-evoked current (Shu & Mendell, 1999, 2001) as
well as current-evoked AP firing (Zhang et al. 2002) in
small diameter sensory neurons.

It is well established that NGF can activate the p75
neurotrophin receptor (p75NTR) and the tyrosine kinase
receptor TrkA (Meakin & Shooter, 1992; Bothwell, 1995;
Roux & Barker, 2002; Huang & Reichardt, 2003; Reichardt,
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2006). However, the specific roles of each receptor and
their downstream signalling cascades in the sensitizing
actions of NGF remain poorly defined. We previously
demonstrated that acute exposure to NGF enhances AP
firing evoked by a ramp of depolarizing current in sensory
neurons isolated from young adult rats. This effect of NGF
appears to result from activation of the sphingomyelin
signalling cascade via p75NTR to liberate ceramide, which
is metabolized to sphingosine 1-phosphate (Zhang et al.
2002; Zhang & Nicol, 2004; Zhang et al. 2006). Unlike
TrkA, p75NTR can be activated by all the neurotrophins
(Rodriguez-Tébar et al. 1990, 1992; Squinto et al. 1991;
Roux & Barker, 2002; Gentry et al. 2004), most notably
brain-derived neurotrophic factor (BDNF). Therefore,
to further define the role of p75NTR activation in the
sensitization of small diameter capsaicin-sensitive sensory
neurons, the capacity of acutely applied BDNF to augment
neuronal excitability was examined. In this report, we
show that BDNF, through the p75NTR signalling cascade,
increases the number of APs evoked by a ramp of
current through an enhancement of the TTX-R INa and
a suppression of a delayed rectifier-like IK.

Methods

Isolation and maintenance of rat sensory neurons

The procedures for primary culture of rat sensory neurons
have been previously described (Lindsay, 1988) with
slight modification (Jiang et al. 2003). Briefly, male
Sprague–Dawley rats (100–150 g) were killed by placing
them in a chamber that was then filled with CO2.
DRGs were removed and collected in a culture dish
filled with sterilized Puck’s solution. The ganglia were
transferred to a conical tube filled with Puck’s solution
containing 10 U ml−1 of papain II, and incubated for
12 min at 37◦C. The tube was centrifuged for 50 s at
low speed (approximately 2000 g) and the pellet was
resuspended in Puck’s solution containing collagenase
(1 mg ml−1, type 1A) and dispase II (2.5 mg ml−1).
After a 14 min incubation at 37◦C, the tube was
centrifuged for 50 s before the enzyme-containing super-
natant was removed. The pellet was resuspended in F-12
medium supplemented with 30 ng ml−1 7S nerve growth
factor (Harlan Bioproducts, Indianapolis, IN, USA)
and mechanically dissociated with fire-polished pipettes
until all obvious chunks of tissues were gone. Isolated
cells were plated onto plastic coverslips that had been
previously coated with poly d-lysine and laminin. The
cells were maintained in F-12 medium containing nerve
growth factor at 37◦C and 3% CO2 and used within
6–24 h for electrophysiological recordings and the RT-PCR
experiments. All procedures have been approved by the
Animal Use and Care Committee of the Indiana University
School of Medicine.

Electrophysiology

Recordings were made using the whole-cell patch-clamp
technique as previously described (Hamill et al. 1981;
Zhang et al. 2002). Briefly, a coverslip with the sensory
neurons was placed in a recording chamber where the
neurons were bathed in normal Ringer solution of the
following composition (in mm): 140 NaCl, 5 KCl, 2 CaCl2,
1 MgCl2, 10 Hepes and 10 glucose, pH adjusted to 7.4 with
NaOH. Recording pipettes were pulled from borosilicate
glass tubing and fire-polished. Whole-cell voltages or
currents were recorded with an Axopatch 200 patch-clamp
amplifier (Molecular Devices, Sunnyvale, CA, USA); the
data were acquired and analysed using pCLAMP 6.04
or pCLAMP 9.0 (Molecular Devices). In the current
clamp experiments, the neurons were held at their resting
potentials and a depolarizing ramp (1000 ms in duration)
was applied. The amplitude of the ramp was adjusted
to produce between two and five action potentials (APs)
under control conditions and then the same ramp was
used throughout the recording period for each individual
neuron. In voltage clamp experiments, both capacitance
and series resistance compensation (typically 80%) were
used. The mean series resistance before compensation was
1.7 ± 0.1 M� (n = 22). Linear leakage currents were sub-
tracted by a P/4 protocol in the recordings of TTX-R INa

but not in the IK recordings.
IK was isolated by superfusing the cells with 140 mm

N-methyl-glucamine chloride (NMG)-containing Ringer
solution (an equimolar substitution for NaCl); pH
adjusted to 7.4 with KOH. Patch pipettes had resistances
of 2–5 M� when filled with the following solution
(in mm): 140 KCl, 5 MgCl2, 4 ATP, 0.3 GTP, 2.5 CaCl2,
5 EGTA (calculated free Ca2+ concentration of 100 nm,
MaxChelator) and 10 Hepes, at pH 7.3 adjusted with KOH.
This pipette solution was also used in the current clamp
recordings. The TTX-R INa was isolated by superfusing
the cells with the following Ringer solution (in mm):
30 NaCl, 65 NMG-Cl, 30 TEA, 0.1 CaCl2, 5 MgCl2, 10
Hepes, 10 glucose, 10 sucrose and 500 nm TTX; pH
adjusted to 7.4 with TEAOH. The recording pipette was
filled with (in mm): 110 CsFl, 25 CsCl, 10 NaCl, 5 MgCl2,
4 ATP, 0.3 GTP, 1 CaCl2, 10 EGTA, 10 glucose and 10
Hepes, at pH 7.3 (maintained with CsOH). Patch pipettes
had resistances of 1–1.5 M�. The membrane voltage was
held at −60 mV; activation of the currents was determined
by voltage steps of 380 ms or 30 ms for IK or TTX-R
INa, respectively, which were applied at 5 s intervals in
+5 mV (TTX-R INa) or +10 mV (IK) increments to
+60 mV. Kinase inhibitors were applied to the neurons
by superfusion of the recording chamber prior to the
focal application of BDNF. At the end of each recording,
the neuron was exposed to 100 nm capsaicin. This
neurotoxin was used to distinguish capsaicin-sensitive
sensory neurons as these neurons are believed to
transmit nociceptive information (Holzer, 1991).
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Table 1. The effects of BDNF on parameters of excitability

RMP (mV) FT (mV) Rheobase (pA) RTh (M�) Normalized RTh

Control −61.0 ± 1.6 −12.3 ± 3.2 853 ± 305 214 ± 52 1.0
BDNF
2 min −57.2 ± 1.8∗ −13.5 ± 3.1 555 ± 249∗ 288 ± 64∗ 1.61 ± 0.21∗

6 min −56.0 ± 2.1∗ −13.1 ± 2.3 383 ± 134∗ 312 ± 63∗ 1.89 ± 0.24∗

10 min −56.7 ± 2.1∗ −13.1 ± 3.1 414 ± 152∗ 295 ± 56∗ 1.85 ± 0.24∗

RMP: resting membrane potential. FT: firing threshold. RTh: resistance at the firing threshold n = 15.
P < 0.05, RM ANOVA

However, the correlation between capsaicin sensitivity
and that a neuron is a nociceptor is not absolute. Some
nociceptive neurons are insensitive to capsaicin and
some capsaicin-sensitive neurons are not nociceptors
(see Petruska et al. 2000). Therefore this agent was
used to define a population of small-diameter sensory
neurons that could serve a nociceptive function. The
results reported in the following text were obtained from
capsaicin-sensitive neurons only. All experiments were
performed at room temperature (∼22◦C).

Data analysis

Data are presented as the means ± s.e.m. The excitability
parameters described in Table 1 were determined, in
part, by differentiating the voltage trace (dV /dt) in the
current-clamp recordings (sampling frequency of 500 Hz).
The voltage and time at which the first AP was fired were
taken as the point that exceeded the baseline value of dV /dt
by > 20-fold. The baseline value of dV /dt was determined
by averaging the points between the onset of the ramp and
the next 100 ms (135–235 ms). The rheobase was measured
as the amount of ramp current at the firing threshold.
The resistance at threshold (RTh) was calculated as the
difference between the firing threshold and the resting
membrane potential divided by the rheobase current. The
voltage dependence for activation of TTX-R INa and IK was
fitted with the Boltzmann equation where:

G/Gmax = 1/[1 + exp(V0.5 − Vm)/k],

where G is the conductance (G = I/(V m − Erev)), Gmax is
the maximal conductance obtained from the Boltzmann
fit under control conditions, V 0.5 is the voltage for
half-maximal activation, V m is the membrane potential,
and k is a slope factor. The Boltzmann parameters were
determined for each individual neuron and were used to
calculate the means ± s.e.m. Statistical differences between
the control recordings and those obtained under various
treatment conditions were determined by using either
Student’s paired t test, ANOVA, or repeated-measures
(RM) ANOVA. When a significant difference was obtained
with an ANOVA, post hoc analysis was performed using
Tukey’s test. Values of P < 0.05 were judged to be
statistically significant.

Single cell RT-PCR

The presence of gene transcripts for p75NTR and
TrkB was detected after electrophysiological recording
using techniques described by Song et al. (1998) with
modification. Briefly, APs before and after treatment with
BDNF were recorded from a small diameter sensory
neuron; the cell was aspirated into another sterilized
micropipette containing DEPC water. The contents of
the micropipette were forced into a 0.2 ml microtube
that contained 5 μl DEPC water, 1 μl 10× DNase I
buffer and 1 μl DNase I, and allowed to incubate at
room temperature for 15 min. EDTA (1 μl, 25 mm) was
then added and this solution incubated at 65◦C for
10 min (DNase I amplification kit, Invitrogen, Carlsbad,
CA, USA). The single-cell RNA was reverse transcribed
using the iScript cDNA synthesis kit (Bio-Rad, Hercules,
CA, USA) according to the manufacturer’s instructions.
The cDNA was stored at −20◦C prior to the PCR
detection. Two 5 μl aliquots from the cDNA isolated from
each neuron were then used to detect the presence of
p75NTR and full-length TrkB in that cell. Amplification
of the p75NTR was performed using the forward primer
(bases 27): GGTCTATTCTGATGGAGTCAAGCTAAG
(2152–2178) and the reverse primer (bases 22):
CCAAGAATGAGCGCACTAACAG (2240–2219) using
the Platinum PCR Supermix (Invitrogen). Amplification
of the full-length TrkB was performed using the forward
primer (bases 21): TTCGGTATCACCAACAGCCAG
(2210–2230) and the reverse primer (bases 21):
CTCGGTGGGCGGGTTACCCTC (2602–2582) using the
Platinum PCR Supermix (Invitrogen). The TrkB primer
sequences were obtained from Lee et al. (1999). These
PCR reactions ran for 45 cycles (94◦C for 1 min, 56◦C
for p75NTR and TrkB for 1 min, 72◦C for 2 min). The PCR
products were sequenced using an ABI Prism 3100 genetic
analyser at facilities in the Department of Biochemistry
and Molecular Biology, Indiana University School of
Medicine.

Chemicals

BDNF was obtained from R&D Systems (Minneapolis,
MN, USA). The p75NTR blocking antibody was kindly
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provided by Dr Louis Reichardt (University of California,
San Francisco). K252a and AG879 were purchased
from EMD Chemicals Inc. (San Diego, CA, USA).
Dimethylsphingosine (DMS) was obtained from Avanti
Polar Lipids (Alabaster, AL, USA). Tissue culture supplies
were purchased from Invitrogen (Carlsbad, CA, USA). All
other chemicals were obtained from Sigma Chemical Co.
(St Louis, MO, USA). DMS and capsaicin were dissolved
in 1-methyl-2-pyrrolidinone (HPLC grade). K252a came
from the supplier in DMSO and was diluted into Ringer
solution just before use. We have demonstrated previously
that the vehicle, 1-methyl-2-pyrrolidinone, has no effect
on AP firing or the activation of either TTX-R INa or IK

(Zhang et al. 2002).

Results

BDNF enhances the excitability of sensory neurons

We previously demonstrated that NGF enhanced the
excitability of rat sensory neurons via activation of
the p75NTR. Because the p75NTR can be activated by

Figure 1. BDNF augments the excitability of capsaicin-sensitive
small diameter sensory neurons
A, in a representative neuron, 6 min after the focal application of
50 ng ml−1 BDNF the number of evoked APs increases from a control
value of 5 to 9 APs. In this particular neuron, the resting membrane
potential was depolarized by 10 mV from a control value of −64 mV.
B, summary of the capacity of BDNF (open bars) to sensitize sensory
neurons (n = 15). The focal application of Ringer solution alone (grey
bars) had no effect on the number of evoked APs (control 3.3 ± 0.3
APs versus 3.0 ± 0.6 APs after 10 min, n = 3, P = 0.67 RM ANOVA).
Asterisks indicate a significant difference from control (P < 0.05, RM
ANOVA).

all members of the neurotrophin family, BDNF should
produce a similar increase in the excitability as did NGF.
To determine whether BDNF modulates the excitability
of small-diameter capsaicin-sensitive sensory neurons,
BDNF was applied focally through a microperfusion
pencil applicator (∼10 p.s.i., 5 s duration, Smart Squirt,
AutoMate Scientific Inc., Berkeley, CA, USA) placed near
the neuronal cell body. The effect of BDNF on the firing of
APs evoked by a ramp of depolarizing current was tested
2, 6, 10 and 20 min after the focal application. Indeed,
BDNF augmented AP firing in 12 of 15 small diameter
capsaicin-sensitive sensory neurons. A representative
recording (Fig. 1A, left panel) illustrates that the ramp of
current evoked five APs under control conditions, whereas
6 min after exposure to BDNF (50 ng ml−1), the same ramp
of current now elicited nine APs (right panel). The capacity
of BDNF to enhance AP firing is summarized in Fig. 1B.
Focally applied BDNF significantly increased the number
of APs elicited by the ramp from an average control value
of 3.5 ± 0.2 to 9.9 ± 1.8 APs (n = 15, RM ANOVA) after
a 10 min exposure to BDNF. There was no significant
difference in the number of APs at the different times of
exposure to BDNF. After a 20 min exposure to BDNF the
number of evoked APs (8.9 ± 2.0 APs, n = 10, data not
shown) was not different from that at 10 min. In 3 of the
15 neurons, BDNF appeared to have only a small effect on
AP firing wherein after a 10 min exposure the number of
APs evoked by the ramp was increased by one or two APs
compared to the control values.

It is possible that these neurons did not express the
p75NTR (see below). In a separate series of experiments,
focal application of Ringer solution alone had no effect
on AP production over time (see Fig. 1B). In addition
to augmenting the number of APs, BDNF produced a
significant depolarization of the resting membrane by
∼5 mV, a twofold reduction in the rheobase, and about
a twofold increase in the resistance measured at threshold
(RTh). However, the firing threshold was not altered by
BDNF. These actions of BDNF are summarized in Table
1. The changes in the AP properties produced by BDNF
are similar to those we previously reported for NGF
(Zhang et al. 2002). None of the APs properties shown in
Table 1 were altered significantly by the focal application
of Ringer solution alone (data not shown). For example,
the resting membrane potential after a 10 min exposure to
focally applied Ringer solution (−57.3 ± 3.4 mV, n = 3)
was unchanged from a control value of −57.2 ± 3.9 mV
(RM ANOVA). To examine whether the increase in APs was
reversible, neurons were superfused with normal Ringer
solution for 10 min after a 20 min exposure to BDNF;
however, the number of APs elicited by the ramp remained
elevated at 14.5 ± 2.7 (n = 4). Therefore, these results
demonstrate that exposure to BDNF can lead to a rapid and
sustained enhancement of the excitability of adult sensory
neurons by significantly altering the resting membrane
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potential and the rheobase without changing the apparent
firing threshold.

BDNF-induced sensitization is prevented by the
blocking antibody to p75NTR but not by inhibition of
tyrosine kinase receptors

To determine whether the sensitization produced by
BDNF was mediated by activation of the p75NTR, sensory
neurons were pretreated with a blocking antibody to
p75NTR (courtesy of Dr Louis Reichardt, see Weskamp &
Reichardt, 1991) for 1 h at a concentration of 50 μg ml−1.
As shown in Fig. 2, after pretreatment with the blocking
antibody, BDNF failed to increase the number of APs
evoked by the depolarizing ramp (control 3.8 ± 0.2 APs
versus 3.7 ± 0.3 APs after 10 min treatment with BDNF,
n = 9, RM ANOVA). Also, pretreatment with the p75NTR

blocking antibody prevented the other changes in AP
properties that are represented in Table 1 (data not shown).
In a parallel series of experiments on sensory neurons
obtained from the same tissue harvest but not pretreated
with the blocking antibody, BDNF significantly increased
the number of APs from a control value of 4.0 ± 0.6
to 7.0 ± 0.8 APs (6 min exposure, n = 4, RM ANOVA).
A similar suppression of sensitization was observed
previously wherein the blocking antibody to p75NTR

prevented the enhancement of excitability by NGF (Zhang
& Nicol, 2004). These results indicate that activation of the
p75NTR plays a critical role in enhancing the excitability of
these small diameter sensory neurons.

Figure 2. Pretreatment with a blocking antibody to p75NTR

prevented the increase in AP firing by BDNF
Summary of results from nine sensory neurons that had been
pretreated with a blocking antibody to p75NTR for 1 h. Focal
application of 50 ng ml−1 BDNF (open bars) failed to increase AP
firing. In a parallel series of experiments, sensory neurons that were
not treated with blocking antibody were sensitized by BDNF (grey
bars). Asterisks indicate a significant difference from control (P < 0.05,
RM ANOVA).

In addition to p75NTR, it is possible that BDNF sensitizes
these sensory neurons through activation of the tyrosine
kinase receptor, TrkB. To examine this possibility, sensory
neurons were pretreated for 20 min with an antagonist
of tyrosine kinase receptors, K252a (Tapley et al. 1992;
Knüsel & Hefti, 1992; but see Kase et al. 1987). As
shown in Fig. 3A, treatment with 400 nm K252a did
not suppress the sensitizing effect of BDNF on sensory
neurons. In untreated parallel neurons, BDNF produced a
significant increase in the number of evoked APs (control
3.6 ± 0.4 versus 10 min BDNF treatment 9.0 ± 0.8 APs,
n = 5, RM ANOVA). K252a was dissolved in DMSO
and was diluted with Ringer solution just before use.
Recordings from other neurons demonstrated that the
vehicle alone (0.04% DMSO Ringer solution) did not alter
the excitability (control 4.6 ± 0.2 APs versus 4.4 ± 0.04

Figure 3. Treatment with antagonists of tyrosine kinase
receptors does not block the increase in AP firing produced by
BDNF
A, summary of the results obtained from five sensory neurons that
were pretreated with 400 nM K252a before exposure to 50 ng ml−1

BDNF. B, pretreatment with 30 μM AG879 also had no effect on the
sensitization produced by 50 ng ml−1 BDNF (n = 6). Asterisks indicate
a significant difference from control (P < 0.05, RM ANOVA).
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APs after 20 min exposure, n = 5, data not shown).
Similar to the neurons described in Table 1, in this series
of K252a experiments, untreated neurons exposed to
BDNF exhibited a significant increase in AP firing that
was associated with a 30 ± 9% decrease in the value of
the rheobase measured after 10 min whereas the firing
threshold was unchanged (control −15.4 ± 3.5 mV versus
−16.9 ± 3.2 mV, n = 5, P = 0.09 RM ANOVA).

To further examine the idea that the augmentation of
excitability of sensory neurons produced by BDNF did
not occur through activation of Trk receptors, a different
structurally unrelated inhibitor of Trk receptors was used.
Another series of experiments examined the effects of
AG879, which is a member of the tyrphostin family of
Trk inhibitors (Yaish et al. 1988; Lyall et al. 1989; Ohmichi
et al. 1993), on the sensitizing capacity of BDNF. Sensory
neurons were pretreated with 30 μm AG879 for 30 min
and then BDNF was applied focally. As shown in Fig. 3B,
treatment with AG879 had no effect on the ability of
BDNF to sensitize sensory neurons (control 3.3 ± 0.5 APs
versus 10 min BDNF treatment 7.2 ± 0.7 APs, n = 6, RM
ANOVA). In the presence of AG879, BDNF, after only
a 2 min exposure, produced a significant depolarization
of the resting membrane potential and ∼50% decrease
in the rheobase without altering the firing threshold
(data not shown). These results were similar to those
observed with BDNF in the untreated sensory neurons (see
Table 1). Thus, BDNF rapidly augments the firing capacity
of small diameter sensory neurons through activation of
the p75NTR rather than TrkB.

Figure 4. Pretreatment with an inhibitor of sphingosine kinase,
N,N-dimethylsphingosine, blocks the ability of BDNF to increase
AP firing
Summary of the results obtained for four sensory neurons that were
exposed to 50 ng ml−1 BDNF after pretreatment with 20 μM

N,N-dimethylsphingosine (DMS).

Dimethylsphingosine, an inhibitor of sphingosine
kinase, blocks the sensitization produced by BDNF

Our previous studies indicated that NGF increased the
excitability of sensory neurons through activation of
p75NTR (Zhang & Nicol, 2004) and the NGF-induced
increase in excitability was dependent on the conversion
of ceramide to sphingosine 1-phosphate (S1P) (Zhang
et al. 2006). Our results presented above suggest that
BDNF may sensitize sensory neurons though the p75NTR

with downstream activation of the S1P signalling pathway.
To examine this idea, sensory neurons were pretreated
for 20 min with 20 μm N ,N-dimethylsphingosine (DMS),
a specific competitive inhibitor of sphingosine kinase
(Olivera & Spiegel, 1993; Yatomi et al. 1996; Edsall et al.
1998), which is the kinase that converts sphingosine to S1P.
As shown in Fig. 4, pretreatment with DMS blocked the
ability of BDNF to augment AP firing (control 4.0 ± 0.7
APs versus 10 min BDNF exposure 3.0 ± 0.9, n = 4,
P = 0.07 RM ANOVA). In contrast to the Trk inhibitors,
DMS blocked the BDNF-induced depolarization of the
resting membrane potential (control −67.2 ± 3.1 mV
versus 10 min BDNF exposure −68.8 ± 4.4, n = 4,
P = 0.50 RM ANOVA) and the decrease in the rheobase
(control 898 ± 275 pA versus 10 min BDNF exposure
935 ± 239, n = 4, P = 0.22 RM ANOVA). Taken together,
these results indicate that BDNF enhances the excitability
of small diameter sensory neurons through the activation
of the p75NTR–S1P cascade rather than the TrkB pathway.

Neurons sensitized by BDNF express the mRNA for
p75NTR but not TrkB

In using pharmacological inhibitors to elucidate signalling
cascades, there are always questions regarding the
specificity of these agents and the consequent inter-
pretation of their results. To further establish that BDNF
augments AP firing through activation of the p75NTR

and not TrkB, we used single-cell RT-PCR to determine
the expression of p75NTR and TrkB in neurons that were
sensitized by BDNF. These results are shown in Fig. 5.
The top panel shows that after a 6 min exposure to BDNF,
the number of APs evoked from a representative small
diameter sensory neuron was increased by ∼twofold. This
neuron was then aspirated into another pipette from
which single-cell RT-PCR was performed. The bottom
panel represents the PCR products obtained from this
neuron (cell 3, lanes labelled 3). The gel shows that neuron
3 expressed the mRNA for p75NTR but not TrkB. In
addition, the gel demonstrates that neurons 1–6, which
were all small diameter (< 25 μm) and sensitized by
BDNF (summarized in Fig. 3B), expressed the mRNA for
p75NTR but not TrkB. It is well established that TrkB is
infrequently expressed in small diameter sensory neurons,
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but expressed more highly in medium to large diameter
sensory neurons (see Discussion). To test this idea,
single-cell RT-PCR was performed using a large diameter
neuron (> 50 μm). Indeed, neuron 7 (lanes labelled 7)
expressed the mRNA for TrkB and also p75NTR. As another
positive control, mRNA was isolated from five additional
large diameter (> 50 μm) sensory neurons wherein the
RT-PCR indicated that these neurons expressed the mRNA
for TrkB (lane 8). The sizes of the PCR products for
p75NTR (89 bp) and TrkB (392 bp) were as predicted and
sequencing revealed the products to match those expected
for the targeted sites (data not shown). It is unclear what
the product detected in lane 2 for TrkB represents as the
size is only about half that of the expected TrkB product.
It is possible that this band resulted from a non-specific
interaction with the random hexamer primers in the PCR
that were used to enhance the sensitivity. It seems unlikely
that this band is a specific reaction product since no
other bands at this size were detected in any of the TrkB
reactions for the other neurons. Also, there is no band at
this size detected in the reaction for p75NTR using cDNA
obtained from this same neuron. The lanes labelled B

Figure 5. Sensory neurons that were sensitized by BDNF express the mRNA for p75NTR but not TrkB
A, a recording obtained from a representative neuron wherein the focal application of 50 ng ml−1 BDNF increased
the number of evoked APs. B, an ethidium bromide gel representing the RT-PCR results obtained for six individual
capsaicin-sensitive small diameter sensory neurons. The left side of the gel labelled p75 shows the results obtained
for the detection of p75NTR in six individual sensory neurons that were sensitized by BDNF (lanes 1–6). Each neuron
expressed the mRNA for p75NTR (product size 89 bp). Lane 7 shows that a single large diameter (> 50 μm) sensory
neuron expressed the mRNA for p75NTR (no recordings were obtained from this neuron). The base pair ladder is
shown on the left. The right side of the gel illustrates the results obtained for the detection of TrkB in those same
six sensory neurons that were sensitized by BDNF (lanes 1–6). None of these neurons expressed the mRNA for TrkB
(392 bp). Lane 7 shows that the same single large diameter (> 50 μm) sensory neuron that expressed the mRNA
for p75NTR also expressed the mRNA for TrkB. Lane 8 shows that the cDNA isolated from five large diameter sensory
neurons expressed the mRNA for TrkB at the appropriate size. Lane 3∗ represents the RT-PCR results obtained for
the neuron shown in panel A. Lanes marked B represent RT-PCR results wherein the reaction contained no cDNA
(blanks).

(blank) represent reactions carried out in the absence of
cDNA template and indicate that there is no amplification
of non-specific targets. Therefore, these results indicate
that small diameter sensory neurons that were sensitized
by BDNF expressed the mRNA for the p75NTR but not
TrkB and that TrkB was detected in large diameter sensory
neurons.

If these neurotrophins, NGF and BDNF, are sensitizing
sensory neurons through activation of p75NTR, then this
suggests that prior sensitization by one neurotrophin
should occlude the actions of the other. Indeed, treatment
with NGF produced about a twofold increase in the
number of APs compared to the control condition (see
Fig. 6). BDNF was then added in the presence of NGF.
Under these conditions, BDNF did not cause an additional
increase in the number of APs. These results suggest that
NGF and BDNF activate the same receptor to enhance
the excitability of small diameter sensory neurons. These
results in combination with those obtained for K252a
and AG879 as well as the single-cell RT-PCR demonstrate
that activation of p75NTR, but not TrkB, mediates the
sensitization produced by BDNF.
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BDNF enhances TTX-R INa

Previous studies have shown that the enhanced excitability
of small diameter sensory neurons produced by the
pro-inflammatory prostaglandin, PGE2, results, in part,
from an augmentation of the amplitude of TTX-R INa

(Gold et al. 1996a; England et al. 1996). Also, we have
previously shown that NGF increased the amplitude of
TTX-R INa in a time-dependent manner (Zhang et al.
2002). Therefore, we examined whether BDNF modulated
TTX-R INa and could account for the enhanced AP firing
produced by BDNF. As shown in Fig. 7A, exposure to
50 ng ml−1 BDNF enhanced the amplitude of TTX-R INa

wherein after 6 min the peak amplitude was increased
from a control value of −1.80 nA to −2.35 nA. The results
obtained from eight sensory neurons are summarized
in Fig. 7B (left panel). BDNF rapidly and significantly
increased the peak amplitude of TTX-R INa from the
control value of −1.95 ± 0.13 to −2.24 ± 0.11 nA (n = 8,
RM ANOVA) after only a 2 min exposure. The average
peak currents obtained for the 2 and 6 min exposures
to BDNF were not significantly different. Although one
neuron was lost after 6 min of recording, the average
value for the peak amplitude of TTX-R INa after 6 min
(n = 8) was not different from that obtained after 10 min
(−2.32 ± 0.15 nA, n = 7, ANOVA, data not shown).

Figure 6. BDNF does not further enhance the increase in
excitability produced by NGF
Recordings were obtained from six small-diameter sensory neurons
under control conditions wherein the ramp elicited 3.7 ± 0.4 APs.
These neurons were then exposed to 100 ng ml−1 NGF and the AP
firing was determined at 2, 6 and 10 min. NGF produced about a
twofold increase in the number of APs. After the 10 min exposure to
NGF, the neurons were then exposed to 50 ng ml−1 BDNF in the
presence of NGF. Recordings of APs evoked by the ramp of current
were obtained after 2, 6 and 10 min exposure to NGF and BDNF.
Asterisks indicate a significant difference from control (P < 0.05, RM
ANOVA).

The currents obtained after exposure to BDNF were
normalized to their respective peak currents obtained
under control conditions. As shown in Fig. 7B (right
panel) BDNF significantly augmented TTX-R INa by about
1.17-fold for both time points.

We noted that over the time of exposure to BDNF there
was a small rightward shift in the reversal potential for
TTX-R INa. Under control conditions, ENa was measured
to be 26.7 ± 1.0 mV (n = 8) and was not significantly
different from the calculated ENa of 27.7 mV. However,
after the 6 min exposure to BDNF, ENa had shifted to
30.4 ± 1.0 mV and although only ∼3 mV, was significantly
different from ENa measured for the control (RM ANOVA).
The origins of this are unclear. It is possible that
BDNF somehow modifies the screening of the membrane
surface charge which then alters the permeability of the
channel. Elevations in extracellular Ca2+ or a lowering of
intracellular Ca2+ concentrations can produce a small
rightward shift in ENa which has been attributed to
alterations in screening of surface charge. However, this
shift was also accompanied by a rightward shift in the
activation curve with a large decrease in the peak INa

amplitude (Ohmori & Yoshii, 1977; Kostyuk & Krishtal,
1977). This is contrary to the leftward shift in the
current–voltage relation observed after treatment with
BDNF. It is also possible that BDNF somehow alters the
activity of the Na+/K+-ATPase so that intracellular levels of
Na+ are reduced. Calculations using the Nernst equation
indicate that a lowering of intracellular Na+ by 1 mm (from
10 to 9 mm) would account for the 3 mV shift in ENa.

The current values were converted to conductance and
then normalized to the fitted value of Gmax obtained for
each respective neuron; the G/Gmax versus voltage relation
is summarized in Fig. 7C (left panel). The G/Gmax versus
voltage relation was fitted with the Boltzmann equation
wherein the fitting parameters are summarized in Table 2.
After a 6 min exposure to BDNF, V 0.5 was significantly
shifted by about 7 mV to more hyperpolarized voltages
whereas the value of k was unchanged. The right panel
of Fig. 7C expands the Boltzmann fit of the G/Gmax versus
voltage relation and shows that that the values of G/Gmax

were significantly larger after BDNF exposure between the
voltages of −25 and −10 mV. Therefore, these results show
that BDNF rapidly augments TTX-R INa by shifting the
voltage dependence for activation to more hyperpolarized
voltages and it is over this voltage range where such changes
can have an impact on the AP firing.

BDNF suppresses IK

It is well established that a reduction in potassium
currents enhances the excitability of sensory neurons
(Weinreich & Wonderlin, 1987; Gold et al. 1996b; Nicol
et al. 1997; Cordoba-Rodriguez et al. 1999; Zhang
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et al. 2002). Therefore, we explored the idea that the
sensitizing actions of BDNF observed in the current-clamp
experiments may result from the inhibition of an outward
potassium current (IK) in capsaicin-sensitive sensory
neurons. As illustrated in Fig. 8, externally applied BDNF
produced a time-dependent suppression of IK in adult
rat sensory neurons (7 of 8 cells). Figure 8A shows a
representative recording obtained before (left) and after

Figure 7. BDNF enhances the TTX-R INa in capsaicin-sensitive small diameter sensory neurons
A, left, a representative recording of TTX-R INa obtained for voltage steps between −60 and +35 mV (in 5 mV
increments) under control conditions. Right, after a 6 min exposure to 50 ng ml−1 BDNF the amplitude of TTX-R INa

was increased. B, left, summary of the effects of focally applied BDNF (50 ng ml−1) on the current–voltage relation
obtained from eight sensory neurons. The average current values after 2 and 6 min exposure to BDNF were
significantly different from the control values for the voltages between −35 and +60 mV (RM ANOVA). Right,
summary of the I/Imax–voltage relation in which the values of the current after BDNF treatment were normalized to
their respective peak amplitude values for the control condition. The values of I/Imax after 2 and 6 min of BDNF were
significantly different from their control values for voltages between −35 and +60 mV. C, left, the G/Gmax–voltage
relation for the control condition and after 6 min exposure to BNDF. Right, expansion of this relation for voltages
between −30 and 0 mV where the asterisks represent a significant difference between the control values and after
the 6 min BDNF treatment (RM ANOVA). In addition, the values of G/Gmax were significantly different between
the control and after 2 min exposure to BDNF for the voltages between −30 and −15 mV (data not shown).

a 6 min exposure to 50 ng ml−1 BDNF (middle) wherein
BDNF reduced the peak IK by ∼28% measured at +60 mV.
The IK that was sensitive to BDNF (right panel) was
obtained by subtraction of the traces shown in the
middle panel from the left panel. The BDNF-sensitive IK

exhibited rapid activation with a slow relaxation suggesting
that NGF acts on a delayed rectifier-like IK. Figure 8B
illustrates the suppression of IK (∼19%) in another
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Table 2. Boltzmann parameters for TTX-R INa and IK

V0.5 (mV) k (mV) n

TTX-R INa

Control −1.7 ± 1.4 11.9 ± 0.6 8
BDNF 2 min −5.2 ± 1.6 12.2 ± 0.7 8
BDNF 6 min −8.9 ± 1.5∗ 11.3 ± 0.9 8
BDNF 10 min −8.8 ± 3.2 11.3 ± 0.8 7

IK
Control −8.4 ± 4.1 15.2 ± 1.1 7
BDNF 2 min −9.0 ± 3.9 16.2 ± 1.6 7
BDNF 6 min −10.3 ± 4.9 15.5 ± 1.7 7
BDNF 10 min −3.5 ± 6.7 18.2 ± 3.0 7

∗P < 0.05 RM ANOVA comparing Control, BDNF 2 min, and BDNF
6 min.

representative neuron that exhibited outward currents
that had relatively little time-dependant relaxation. Again,
the BDNF-sensitive current exhibits the properties of
a delayed rectifier type of IK. Figure 8C summarizes
the effects of BDNF on the current–voltage relation
obtained from seven neurons. Under control conditions,
the average peak value of IK was 9.69 ± 1.42 nA as
measured at +60 mV whereas after a 10 min exposure
to 50 ng ml−1 BDNF the average value was significantly
reduced to 6.45 ± 1.31 nA. The extent of inhibition
measured after a 20 min exposure (6.28 ± 1.14 nA) was
not different from that obtained after 10 min (t test,
P > 0.05) suggesting that, for this concentration, maximal
inhibition was achieved after 10 min. These neurons
then were washed with NMG-Ringer solution for 10 min
after the 20 min treatment with BDNF. IK was not
significantly altered (4.96 ± 0.51 nA) from the average
value at 20 min suggesting that over this time frame,
the suppression of IK was not readily reversible. The
conductance–voltage relation is summarized in Fig. 8D.
Conductance values determined from currents before and
after the application of BDNF were fitted by the Boltzmann
relation and were normalized to their respective values
for the fits of Gmax obtained for the control condition.
The conductance–voltage relation demonstrates that
treatment with BDNF significantly reduced G/Gmax by
approximately 21, 27 and 34% after 2, 6 and 10 min,
respectively, without altering either V 0.5 or k (see Table 2).
The current–voltage relation for the BDNF-sensitive IK

obtained from these seven neurons is summarized in
Fig. 8E. The BDNF-sensitive IK begins to activate around
−20 mV, which places the suppression of this IK at the
appropriate voltage range to influence the value of the
rheobase and therefore modulate the capacity of these
neurons to fire APs.

Discussion

Our results demonstrate that acutely applied BDNF
enhances the excitability of small diameter capsaicin-

sensitive sensory neurons. Previously, we showed that
activation of p75NTR by NGF increased the capacity of
sensory neurons to fire APs in response to a ramp of
depolarizing current through the intracellular metabolism
of ceramide to sphingosine 1-phosphate (Zhang et al.
2002, 2006). If NGF sensitizes sensory neurons through
activation of p75NTR, then BDNF should produce similar
effects like NGF. Indeed, our current findings support this
idea wherein a blocking antibody to p75NTR prevents the
sensitization produced by BDNF, the increase in AP firing
produced by BDNF is blocked by inhibition of sphingosine
kinase and not inhibitors of tyrosine kinase receptors,
those neurons sensitized by BDNF expressed the mRNA
for only p75NTR but not TrkB, and in the presence of NGF,
BDNF did not produce an additional increase in AP firing.

Analogous to NGF, BDNF can be synthesized and
released from a variety of immuno-competent cells.
Human platelets express BDNF at levels that are 50–100
times that found in extracts of porcine brain (Yamamoto
& Gurney, 1990). These platelets release BDNF, which may
have an important role in supporting the outgrowth and
survival of sensory neurons as well as potentially regulating
vascular permeability (Yamamoto & Gurney, 1990). Later
studies showed that other types of immuno-competent
cells such as T cells (CD4+ and CD8+), B cells,
macrophages, monocytes and dendritic cells release BDNF
upon activation by such agents as LPS (Batchelor et al.
1999; Braun et al. 1999; Kerschensteiner et al. 1999; Noga
et al. 2008). Interestingly, a local wound to the striatum
promotes the release of BDNF from microglia (Batchelor
et al. 1999). More recently, intrathecal injection of BDNF
produced a decrease in the paw withdrawal threshold,
indicating that BDNF was involved in the initiation of
tactile allodynia (Coull et al. 2005). This response to BDNF
was comparable to that caused by the intrathecal injection
of microglia that had been previously activated by ATP. In
support of the important role of neurotrophin release from
immuno-competent cells, Coull et al. (2005) found that
when the microglia were pretreated with siRNA targeted
to BDNF and then activated by ATP, they failed to sensitize
the withdrawal response. These results suggest that local
injury releases ATP to the extracellular environment, where
it can activate both neurons and microglia (see reviews of
ATP and pain, Ding et al. 2000; Hamilton & McMahon,
2000; North, 2004; Inoue, 2006). The microglia then
release BDNF which enhances the sensitivity of dorsal
horn neurons to peripheral stimulation (Coull et al. 2005).
Our results are consistent with this idea wherein BDNF
through activation of p75NTR augments the capacity of
sensory neurons to fire APs.

Using single-cell RT-PCR, we observed that those
small diameter sensory neurons that were sensitized by
BDNF expressed the mRNA for p75NTR and not TrkB.
Based on previous studies, it is not surprising that
we detected p75NTR and failed to detect TrkB in small
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Figure 8. BDNF suppresses IK in capsaicin-sensitive small diameter sensory neurons
In panels A and B, the traces on the left illustrate the recordings of IK for voltage steps between −80 and +60 mV
(in 20 mV increments) for two neurons exhibiting different recovery kinetics (A: fast; B: slow). The middle traces
represent the IK remaining after 6 min exposure to 50 ng ml−1 BDNF. The traces on the right illustrate the IK that
was sensitive to BDNF and were obtained by the subtracting the middle traces from the control traces on the left.
The lines labelled with zero mark the zero current level for each panel. C, summary of the current–voltage relation
showing the time-dependent suppression of IK obtained from seven sensory neurons. The current values after 2
and 6 min exposures to BDNF were significantly different from the control values for the voltages between +10
and +60 mV, for the 10 min exposure current values were different between −10 and +60 mV (RM ANOVA).
D, the G/Gmax relation for the seven neurons shown in C. The values of G/Gmax after 2 and 6 min exposures to
BDNF were significantly different from the control values for the voltages between 0 and +60 mV; for the 10 min
exposure the values of G/Gmax were different between −50 and +60 mV (RM ANOVA). E, the current–voltage
relation for the IK that was sensitive to BDNF for these seven sensory neurons.
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diameter neurons. The mRNA for p75NTR colocalizes with
TrkA mRNA in small diameter sensory neurons of the
lumbar DRG (Verge et al. 1992; Wright & Snider, 1995).
However, the mRNA for p75NTR was observed in only
approximately 8% of those sensory neurons expressing
TrkB mRNA (Wright & Snider, 1995). In addition, the
expression of TrkB in the lumbar DRG is essentially
limited to medium/large-sized sensory neurons with the
values ranging from lower levels of 5–12% (Wright &
Snider, 1995; Kashiba et al. 1995; Kobayashi et al. 2005) to
higher levels of 27–33% (McMahon et al. 1994; Wetmore
& Olson, 1995; Karchewski et al. 1999). In addition,
our current clamp recording were obtained from only
capsaicin-sensitive neurons wherein the coexpression of
TrkB and TRPV1 is limited to 0.4% of the lumbar 4/5
DRG (Kobayashi et al. 2005). Based on these observations,
it seems unlikely that BDNF was acting through TrkB
to augment the excitability of capsaicin-sensitive small
diameter sensory neurons.

Previous studies have shown that other neurotrophins
can augment the sensitivity of sensory neurons in a
manner similar to NGF. The application of BDNF or
neurotrophin-5, which is also a ligand at p75NTR and TrkB,
lowered the thermal threshold for AP firing in the isolated
saphenous nerve–skin preparation (Rueff & Mendell,
1996; Shu et al. 1999). Neurotrophin-4/5 also enhanced
the amplitude of the capsaicin-evoked current in sensory
neurons isolated from the DRG (Shu & Mendell, 1999).
The injection of neurotrophin-4/5 or BDNF, but not
neurotrophin-3, into the hind paw of a rat significantly
decreased the withdrawal latency to a thermal stimulus
(Shu et al. 1999). It is not clear why neurotrophin-3
did not produce thermal hyperalgesia; however,
previous studies suggest that neurotrophin-3 may have
antinociceptive actions. Treatment with neurotrophin-3
suppressed, rather than enhanced, the release of substance
P evoked by electrical stimulation in the isolated spinal
cord (Malcangio et al. 1997). Although neurotrophin-3
does not alter neuronal sensitivity under normal
conditions, exposure to this neurotrophin reverses
the mechanical hyperalgesia produced by injection of
complete Freunds adjuvant into the paw (Watanabe et al.
2000) or acid into the muscle (Gandhi et al. 2004) and the
thermal hyperalgesia produced by chronic constriction
injury of the sciatic nerve (Wilson-Gerwing et al. 2005).
Because neurotrophin-3 reversed thermal hyperalgesia,
it seems unlikely that these antinociceptive effects are
mediated by TrkC pathways (Wilson-Gerwing et al.
2005). These results all suggest that neurotrophin-3 can
effectively reverse the heightened sensitivity produced by
either inflammation or injury; however, the mechanisms
of action remain to be determined.

The work by Mendell’s laboratory suggests that BDNF
or neurotrophin-5 alters the sensitivity of sensory neurons

by modulating the activity of ion channels that regulate AP
firing (Rueff & Mendell, 1996; Shu et al. 1999). Our results
demonstrating that BDNF increases AP firing through
an augmentation of the amplitude of TTX-R INa and
suppression of a delayed rectifier-like IK are consistent
with this idea. Previous studies have demonstrated that
BDNF, through activation of either TrkB or p75NTR, can
modulate the activity of ion channels. In PC12 cells, which
express p75NTR but not TrkB, exposure to BDNF produced
an increase in the peak amplitude of the L-type calcium
current (Jia et al. 1999). Application of BDNF to isolated
neurons of the CNS evoked an inward current that
gave rise to a rapid depolarization (Kafitz et al. 1999).
The BDNF-induced inward current was blocked by
pretreatment with K-252a but not by TTX, suggesting
that BDNF was acting through TrkB. Also, BDNF activates
a slow non-selective cationic current thought to be
conducted by TRPC3 in which the actions of BDNF were
blocked by K-252a (Li et al. 1999). Later studies indicate
that BDNF activation of this TRPC3 current plays a critical
role in the guidance of nerve growth cones (Li et al. 2005;
Amaral & Pozzo-Miller, 2007).

In terms of regulating membrane excitability, BDNF can
suppress the current conducted by potassium channels,
such as those carried by heteromultimers of the Kir3
family (Rogalski et al. 2000) and Kv1.3 (Tucker & Fadool,
2002). In addition, BDNF increases the excitability of
neurons in brain slices isolated from the medial nucleus
of the trapezoid body through the suppression of both
low- and high-threshold IK (Youssoufian & Walmsley,
2007). In contrast to the BDNF-induced enhancement of
TTX-R INa in sensory neurons, BDNF via the activation
of Fyn kinase inhibits the peak current conducted by
Nav1.2 (Ahn et al. 2007). Since both TrkB and p75NTR

were coexpressed with Nav1.2 and Fyn kinase, it is
difficult to know which pathway resulted in the activation
of Fyn. Taken together, these results demonstrate
that BDNF, through the modulation of different ion
channels, can increase the excitability in a variety of
neurons.

In summary, our results show that BDNF through
activation of p75NTR can enhance the excitability of small
diameter capsaicin-sensitive sensory neurons through
the modulation of both TTX-R INa and a delayed
rectifier-like IK. Inhibition of sphingosine kinase pre-
vents the sensitization produced by BDNF suggesting
that activation of p75NTR leads to the liberation of
S1P, which somehow modulates the excitability of
the sensory neuron. Thus, neurotrophins released by
activated immune cells could augment the excitability
of nociceptive sensory neurons through activation of
p75NTR-mediated signalling pathways to produce the
heightened sensitivity associated with the inflammatory
response.
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