
Signaling Mechanisms Mediating BDNF
Modulation of Synaptic Plasticity
in the Hippocampus
Wolfram A. Gottschalk,1 Hao Jiang,3 Nicole Tartaglia,1,4 Linyin Feng,1,2

Alexander Figurov,1 and Bai Lu1,5

1Unit on Synapse Development and Plasticity
National Institute of Child Health and Development (NICHD),
National Institutes of Health (NIH),
Bethesda, Maryland 20892-4480 USA
2Shanghai Research Center of Life Sciences
and Shanghai Brain Research Institute
Chinese Academy of Sciences
Shanghai, China 200031
3Section on Growth Factors
NICHD
and 4Howard Hughes Medical Institute–
NIH Research Scholars Program
Bethesda, Maryland 20829-4480 USA

Abstract

Although recent studies indicate that
brain-derived neurotrophic factor (BDNF)
plays an important role in hippocampal
synaptic plasticity, the underlying signaling
mechanisms remain largely unknown. Here,
we have characterized the signaling events
that mediate the BDNF modulation of
high-frequency synaptic transmission.
Mitogen-associated protein kinase (MAPK),
phosphotidylinositol-3 kinase (PI3K), and
phospholipase C-g (PLC-g) are the three
signaling pathways known to mediate
neurotrophin signaling in other systems. In
neonatal hippocampal slices, application of
BDNF rapidly activated MAPK and PI3K but
not PLC-g. BDNF greatly attenuated synaptic
fatigue at CA1 synapses induced by a train
of high-frequency, tetanic stimulation (HFS).
Inhibition of the MAPK and PI3K, but not
PLC-g, prevented the BDNF modulation of
high-frequency synaptic transmission.
Neurotrophin-3 (NT-3), a close relative of
BDNF, did not activate MAPK or PI3K and

had no effect on synaptic fatigue in the
neonatal hippocampus. Neither forskolin,
which activated MAPK but not PI3 kinase,
nor ciliary neurotrophic factor (CNTF),
which activated PI3K but not MAPK, affected
HFS-induced synaptic fatigue. Treatment of
the slices with forskolin together with CNTF
still had no effect on synaptic fatigue. Thus,
although the activation of MAPK and PI3K is
required, the two together are not sufficient
to mediate the BDNF effect. Inhibition of
new protein synthesis by anisomycin or
cycloheximide did not prevent the BDNF
effect. These data suggest that BDNF
modulation of high-frequency transmission
is independent of protein synthesis but
requires MAPK and PI3K and yet another
signaling pathway to act together in the
hippocampus.

Introduction

Studies in the last few years have identified a
novel function of neurotrophins: regulation of syn-
aptic function and plasticity (for review, see Lo
1995; Thoenen 1995; Bonhoeffer 1996; Lu and Fig-
urov 1997). Substantial evidence indicates that
neurotrophins can influence a wide variety of syn-5Corresponding author.
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apses, not only during development but in the
adult nervous system as well. At the neuromuscular
junction (NMJ), neurotrophins appear to play two
distinctive roles: acute potentiation of transmitter
release (Lohof et al. 1993; Stoop and Poo 1995,
1996; Wang and Poo 1997; Xie et al. 1997) and
long-term regulation of synapse maturation (Wang
et al. 1995; Liou and Fu 1997; Liou et al. 1997;
Wang et al. 1998). In the visual cortex, nerve
growth factor (NGF), brain-derived neurotrophic
factor (BDNF), and neurotrophin-4/5 (NT-4/5)
have been shown to modulate the development of
ocular dominance columns in cat and rodents (Maf-
fei et al. 1992; Gu et al. 1994; Cabelli et al. 1995;
Riddle et al. 1995; Galuske et al. 1996). Morpho-
logical studies indicate that different neurotroph-
ins appear to have differential effects on dendritic
growth in the visual cortex (McAllister et al. 1995,
1996, 1997) in a layer-specific fashion.

The function of BDNF in synaptic transmission
and plasticity in the hippocampus has been one of
the major focuses in recent neurotrophin research.
In primary cultures of embryonic hippocampal
neurons, acute application of exogenous BDNF
rapidly enhances neuronal and synaptic activity
and transmitter release (Knipper et al. 1994; Less-
mann et al. 1994; Levine et al. 1995; Takei et al.
1997). Although the exact physiological signifi-
cance of the culture experiments remains unclear,
these data suggest that BDNF is capable of modu-
lating synaptic function in the hippocampus.
BDNF also seems to play an important role in long-
term potentiation (LTP) in the hippocampus. Te-
tanic stimulation enhances the expression of BDNF
mRNA in the hippocampus (Patterson et al. 1992;
Castren et al. 1993) and activity-dependent release
of BDNF protein has also recently been demon-
strated (Goodman et al. 1996; Canossa et al. 1997).
Application of exogenous BDNF facilitates tetanus-
induced LTP in neonatal hippocampal slices,
where the endogenous BDNF levels are low (Fig-
urov et al. 1996). In contrast, inhibition of endog-
enous BDNF activity, either by the BDNF scavenger
TrkB–IgG or by BDNF gene knockout, reduces the
magnitude of LTP in adult hippocampus, in which
the endogenous BDNF levels are high (Korte et al.
1995; Figurov et al. 1996; Patterson et al. 1996).
BDNF may also be involved in the long-term main-
tenance of LTP, or later phase LTP (Kang et al.
1997; Korte et al. 1998).

In addition to its role in LTP, BDNF has also
been shown enhance high-frequency transmission
in the hippocampus. Treatment of neonatal slices

with BDNF enhances the synaptic responses to
high-frequency stimulation (HFS) and attenuates
synaptic fatigue in the CA1 synapses (Figurov et al.
1996; Gottschalk et al. 1998). Conversely, inhibi-
tion of endogenous BDNF activity by gene knock-
out or by TrkB–IgG elicits a more pronounced fa-
tigue at these synapses (Figurov et al. 1996; Pozzo-
Miller et al. 1999). Whether BDNF can also
enhance low frequency, basal synaptic transmis-
sion in acute hippocampal slices remains contro-
versial. Several reports have shown that BDNF can
rapidly enhance basal synaptic transmission in the
CA1 excitatory synapses (Kang and Schuman 1995,
1996; Kang et al. 1996). In contrast, other groups
have found that BDNF has minimal or no effect on
excitatory transmission but can modulate inhibi-
tory transmission in the CA1 regions (Figurov et al.
1996; Patterson et al. 1996; Tanaka et al. 1997;
Frerking et al. 1998; Gottschalk et al. 1998; Huber
et al. 1998). This controversy has been related to,
at least in part, the observation that BDNF penetra-
tion into the slices may be limited (Kang et al.
1996; Patterson et al. 1996; but see Frerking et al.
1998).

The signal transduction mechanisms that me-
diate the synaptic actions of BDNF in the hippo-
campus remain unknown. Studies primarily using
PC12 cells have identified a number of important
signaling pathways that are activated by neuro-
trophins (Segal and Greenberg 1996). These path-
ways are initiated by the binding of neurotrophins
to specific Trk receptor tyrosine kinases (Barbacid
1994; Kaplan and Stephens 1994). TrkA is acti-
vated by NGF, TrkB by BDNF and NT-4/5, and
TrkC by NT-3. Once activated, the Trk receptors
are autophosphorylated at specific tyrosine resi-
dues within the intracellular domains (Kaplan et al.
1991; Lamballe et al. 1991; Soppet et al. 1991). The
phosphorylated tyrosines serve as protein interac-
tion sites for SHC, phospholipase C-g (PLC-g), and
phosphotidylinositol-3 kinase (PI3K), the intracel-
lular molecules that lead to the activation of three
major signaling pathways (Vetter et al. 1991; Ohmi-
chi et al. 1992; Obermeier et al. 1993; Stephens et
al. 1994). Tyrosine phosphorylation of SHC then
triggers SHC/Grb2/Sos interaction, Ras activation,
and a series of phosphorylation reactions that in-
clude Raf, MEK, and mitogen-associated protein ki-
nase (MAPK) (for review, see Segal and Greenberg
1996). The active PLC-g cleaves phosphotidylino-
sitol-4,5-biphosphate to generate inositoltrisphos-
phate (IP3) and diacylglycerol (DAG), which in
turn induces the release of Ca2+ from internal
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stores and activates protein kinase C (PKC), re-
spectively (for review, see Kaplan and Stephens
1994). The putative effector of PI3K is the serine
and threonine kinase Akt (Burgering and Coffer
1995; Franke et al. 1995). The cyclic AMP response
element-binding protein (CREB), a transcription
factor known for its role in synaptic plasticity, ap-
pears to be an important downstream mediator for
BDNF function, at least in cortical neurons (Fink-
beiner et al. 1997). In the present study we exam-
ined the signaling mechanisms for the acute effect
of BDNF on the CA1 synapses in hippocampal
slices. We determined the signaling events acti-
vated by acute application of BDNF to the hippo-
campus. We also tested whether specific inhibitors
can block the effect of BDNF on synaptic fatigue
for each of the signaling pathways. Our results sug-
gest that both MAPK and PI3K are essential for
BDNF modulation of synaptic fatigue in the hippo-
campus.

Materials and Methods

ELECTROPHYSIOLOGY

The methods used in the present study were
essentially the same as described previously (Fig-
urov et al. 1996). Briefly, whole hippocampal slices
(400 µm thick) were cut in the transverse plane
using a tissue chopper from neonatal Sprague-Daw-
ley rats (Taconics). Neonatal is defined as pups that
are 12–13 days old (p12–13). In some cases CA1
microslices were prepared by subdissection of this
region from the whole hippocampal slices. All
slices were maintained in an interface chamber and
exposed to an artificial atmosphere of 95% O2 and
5% CO2. Perfusion medium [artificial cerebrospinal
fluid (ACSF), 34°C] contained 124 mM NaCl, 3.0
mM KCl, 2.5 mM CaCl2, 1.5 mM MgCl2, 26 mM

NaHCO3, 1.25 mM KH2PO4, 10 mM glucose, and 2
mM ascorbate (pH 7.4). The perfusion rate was 15
ml/hr. Electrophysiological or biochemical experi-
ments were performed after slices were placed in
the chamber for a recovery period of at least 2 hr.
Human recombinant BDNF (kindly provided by Re-
generon Pharmaceuticals, Tarrytown, NY) was
added directly into the chamber and perfused in a
constant volume of ∼3 ml at a final concentration
of 2 nM. Other drugs were added to the perfusion
medium at the final concentrations as indicated.
PD098059 (10 µM), wortmannin (0.5 µM),
LY294002 (30 µM), U73122 (5 µM), and forskolin
(50 µM) were dissolved first in DMSO and then

diluted at least 1000 times into artificial cerebro-
spinal fluid (ACSF). An extracellular recording elec-
trode was filled with ACSF and placed in the stra-
tum radiatum layer of CA1. Field excitatory post-
synaptic potentials (EPSPs) in either whole
hippocampal slices or CA1 microslices were moni-
tored by stimulating the Schaffer collaterals alter-
nately at low frequency (1 per min), by two stimu-
lating electrodes positioned on either side of the
recording electrode. Repetitive stimulation at 100
Hz was used to examine synaptic fatigue. Re-
sponses were digitized (10 kHz) and filtered (1
kHz), analyzed on line, and stored on magnetic
media using the acquisition systems DaQSys 1.0
and Process 2.0 (University of Geneva), and
pClamp 7.0 (Axon Instruments).

BIOCHEMICAL ANALYSIS OF MAPK, PI3K,
AND PLC-g ACTIVATION

Hippocampal whole slices or CA1 microslices
from p12–13 rats were harvested at the end of
BDNF and/or drug treatments and quickly frozen
in liquid nitrogen. The frozen tissues were soni-
cated in lysis buffer, which contained 10 mM

NaPO4 (pH 7.2), 150 mM NaCl, 1 mM EGTA, 50 mM

NaF, 1% NP-40, 1% deoxycholate, 0.1% SDS, 1 mM

[4-(2-aminoethyl)-benzenesulfluoride hydrochlo-
ride], 10 µg/ml of leupeptin, and 10 µg/ml of apro-
tinin (English and Sweatt 1996). The protein con-
centration of lysates was determined by the Bio-
Rad protein assay. MAPK activation was measured
by Western blot using an antiactive MAPK antibody
(1:2000; Promega). Briefly, equal amounts of pro-
tein (5 µg per lane) were loaded onto a 4%–20%
Tris-glycine gel, separated by electrophoresis, and
transferred to an Immobilon P membrane (Milli-
pore). The membranes were first incubated with
blocking buffer (0.2 mM Tris, 137 mM NaCl, 0.2%
I-Block, and 0.1% Tween 20) for 1 hr and then
probed at 4°C overnight with antiactive MAPK an-
tibody (1:2000; Promega). The membranes were
rinsed with washing buffer (0.1% Tween 20, 0.2
mM Tris, and 137 mM NaCl) and incubated with
HRP-conjugated secondary antibody (1:5000) for 1
hr at room temperature, followed by chemilumi-
nescent detection [(ECL); Pierce]. Two methods
were used for the detection of PI3K activation. The
first method was identical to that for MAPK activa-
tion described above, except an antibody against
phosphorylated Akt (PhosphoPlus Akt [Ser-473], 1:
2000; New England Biolabs) was used and a block-
ing buffer containing 5% (wt/vol) nonfat milk in-
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stead of I-Block was used. The second method was
immunoprecipitation. Briefly, an equal amount of
lysate was immunoprecipitated with anti-phospho-
tyrosine antibody 4G10 (Upstate Biotechnology,
Inc). The precipitants were separated on a 10%
Tris-glycine gel (10 µg per lane), electrotrans-
ferred, and then incubated with an antibody
against PI3K p85 subunit (Santa Cruz Biotechnol-
ogy) overnight at 4°C. The blots were rinsed with
washing buffer, incubated with anti-rabbit HRP-
conjugated secondary antibody (1:5000) in block-
ing buffer for 1 hr at room temperature, and de-
tected by an ECL method. For PLC-g, a similar im-
munoprecipitation method as that for PI3K was
used except that an anti-PLC-g antibody (Santa
Cruz Biotechnology, Inc) was used to detect tyro-
sine-phosphorylated PLC-g on the blot. The gels
were scanned, and the intensities of the bands
were quantified using NIH Image software. Quan-
titation was based on 3–4 independent experi-
ments (samples), with each repeated at least two
times.

Results

BDNF-INDUCED SIGNALING EVENTS
IN THE HIPPOCAMPUS

Our previous work demonstrated that BDNF
promotes LTP and enhances high-frequency synap-
tic transmission in the neonatal hippocampus (Fig-
urov et al. 1996; Gottschalk et al. 1998). At least
three signal transduction pathways, the MAPK
pathway, the PI3K pathway, and the PLC-g path-
way, have been postulated to mediate neuro-
trophin signaling based on studies using PC12 cells
(Segal and Greenberg 1996). To determine which
pathway is activated by BDNF in the developing
hippocampus, we systematically measured the ef-
fects of BDNF on the activities of the key enzymes
in these pathways in hippocampal slices. All ex-
periments were performed using slices derived
from p12–13 animals, because the effects of exog-
enous BDNF on LTP and high-frequency transmis-
sion have been observed in the hippocampus at
this age. Activation of the MAPK pathway was mea-
sured by Western blot using antibodies specific for
the phosphorylated form of MAPK (Erk1-P and
Erk2-P; collectively, pMAPK), which represents the
active form of the enzyme. The tyrosine phos-
phorylation of PLC-g, and therefore the activation
of the enzyme, was detected by immunoprecipita-
tion with an anti-phosphotyrosine antibody, fol-

lowed by Western blot using an anti-PLC-g anti-
body. Two methods were used to measure PI3K
activation. The first was to measure the tyrosine-
phosphorylated form (the active form) of PI3K by
immunoprecipitation of samples with an anti-phos-
photyrosine antibody, followed by Western blot
using an antibody against PI3K p85 subunit. The
second method was to detect the phosphorylation
of Akt, the target of PI3K, by Western blot using an
antibody that specifically recognizes the phos-
phorylated Akt. Using these methods, we found
that BDNF (2 nM) rapidly activated the MAPK and
PI3K pathways in the whole hippocampal slices
(Fig. 1). The phosphorylation of MAPK and Akt
were both elevated within 30 min after BDNF ap-
plication (Fig. 1A). However, PLC-g was not acti-
vated after BDNF application in the neonatal hip-
pocampal slices. The tyrosine phosphorylation of
PLC-g did not exhibit any change, whereas that of
PI3K showed a marked increase in the same
samples under these conditions (Fig. 1B). To con-
firm this, we also did immunoprecipitation in the
reverse order. Control and BDNF-treated slices
were first immunoprecipitated with the anti-PLC-g
antibody and, then probed with an anti-tyrosine
antibody on the Western blot. Again, we found no
increase in tyrosine phosphorylation of PLC-g (data
not shown). Because large amounts of slice tissue
were needed to perform immunoprecipitation ex-
periments, we did not examine the time course of
PLC-g activation. Thus, BDNF activates MAPK and
PI3K without affecting PLC-g in these neonatal hip-
pocampal slices.

Because most, if not all, of the studies on BDNF
modulation of hippocampal synapses have focused
on CA1 synapses, it is important to determine the
signaling events that underlie this modulation in
this area. The sensitivity of the MAPK and Akt as-
says allows detection of MAPK and Akt phosphory-
lation using only 10 µg of hippocampal tissue. We
have developed a method to measure MAPK or Akt
activity in CA1 microslices. The CA1 area was dis-
sected from the whole hippocampal slice and was
placed in the chamber for recovery before being
harvested for the MAPK assay. BDNF elicited al-
most the same magnitude of MAPK phosphoryla-
tion in the microslices as it did in whole hippocam-
pal slices (Fig. 1C). We then compared the time
course of BDNF-induced MAPK activation between
the whole slices and the microslices. The MAPK
phosphorylation exhibited very similar time
courses upon BDNF application to the whole slices
or the microslices. The phosphorylation reached a
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peak within 30–40 min and then declined to base-
line within 2 hr (Fig. 1D). A similar time course of
PI3K activation was observed using the Akt assay in
both whole slices as well as microslices (data not
shown).

BOTH MAPK AND PI3K PATHWAYS ARE REQUIRED
FOR BDNF MODULATION OF SYNAPTIC FATIGUE

An important step in characterizing BDNF sig-
naling is to determine whether the activation of a
pathway is specific. We tested the ability of a num-
ber of inhibitors to block specific pathways in hip-
pocampal slices. In these experiments, the inhibi-
tors were added to the slice chamber before BDNF
application and were present together with BDNF
throughout the experiment. BDNF-induced activa-
tion of MAPK was prevented by PD098059 (Fig.
2A, 10 µM), a specific inhibitor for MAPK kinase,
the enzyme that phosphorylates and activates
MAPK (Alessi et al. 1995; Dudley et al. 1995). Treat-

ment with PD098059 alone had no obvious effect
on the basal levels of MAPK activity in the slices,
suggesting that the endogenous activation of the
enzyme is low in the neonatal slices. We then ex-
amined the effect of LY294002 (30 µM) and wort-
mannin (0.5 µM), two compounds that have been
shown to inhibit the PI3K activity in a number of
systems (Kimura et al. 1994; Sanchez-Margalet et
al. 1994). Application of BDNF in the presence of
wortmannin (Fig. 2B) and LY294002 (not shown)
no longer activated PI3K. In addition, the two com-
pounds alone reduced the basal levels of PI3K in
these slices (data not shown). BDNF had no effect
on PLC-g activity in the neonatal hippocampal
slices (Fig. 1B). Furthermore, the combination of
the PLC-g inhibitor U73122 and BDNF did not af-
fect the PLC-g activity either (data not shown).

BDNF modulates the synaptic fatigue seen dur-
ing a train of HFS in the neonatal rat hippocampus
(Gottschalk et al. 1998). To determine which of
the specific signaling events are involved in this
modulation, we blocked each of the pathways by

Figure 1: Signaling events induced by the acute appli-
cation of BDNF to neonatal hippocampal slices. Hippo-
campal whole slices or CA1 microslices from p12 rats
were freshly cut, placed in an interface chamber for re-
covery (2 hr), and then treated with BDNF (2 nM) for 30
min. The slices were harvested and quickly frozen in
liquid nitrogen. (A) Activation of pI3K pathway (top) and
MAPKK pathway (bottom) by BDNF in the whole hip-
pocampal slices. MAPK and PI3K activities were mea-
sured by Western blot using anti-phospho-MAPK anti-
body (Erk1-P and Erk2-P, or collectively, pMAPK) and
anti-phospho-Akt (pAkt) antibody, respectively; n = 5.
(B) Effects of BDNF on the PLC-g pathway (top) and PI3K
pathway (bottom). Whole hippocampal slices were
treated with or without BDNF for 30 min. The samples
were immunoprecipitated with an anti-phosphotyrosine
antibody, followed by Western blot using either an anti-
PLC-g antibody (top) or an antibody against PI3K p85
subunit (bottom). Note that BDNF treatment resulted in
an increase in tyrosine phosphorylation of PI3K but not
that of PLC-g; n = 3. (C) BDNF (hatched bars) induced
MAPK activation in whole hippocampal slices as well as
CA1 microslices. Control (open bars). MAPK activity
was detected as in A (left), and the intensities of the
Erk2-P bands in the Western blots were quantified;
n = 4. (D) Time courses of MAPK activation in CA1 mi-
croslices; n = 4. BDNF was present during the entire
time course. In this and all other figures, the data repre-
sent mean ± S.E.M., and the statistics were done using
either Student’s t-test for two group comparison or
ANOVA test followed by post hoc comparison for mul-
tiple groups. Significance: (*) P < 0.01.
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the inhibitors identified above and examined
whether the BDNF modulation of synaptic fatigue
was prevented. As described previously
(Gottschalk et al. 1998), we used the percentage of
the fortieth EPSP slope over the first EPSP slope as
a measure of the synaptic fatigue (from here on
termed response to HFS) seen during the HFS train.
The HFS train elicited a gradual decline of the slope
and amplitude of the EPSPs (Fig. 3), and BDNF
attenuated this response (Figs. 3 and 4A; control:
30% ± 0.95, n = 8; BDNF: 72% ± 4.2, n = 10). Al-
though BDNF rapidly activated MAPK and PI3K
(Fig. 1), it took at least 2.5–3 hr to observe the
physiological effects of BDNF (Patterson et al.
1992; Figurov et al. 1996). Application of BDNF in

the presence of the MAPK inhibitor PD098059
compound (applied 60 min earlier) prevented the
potentiating effect by BDNF, suggesting that MAPK
activation is required for BDNF modulation of high-
frequency transmission (Figs. 3 and 4A; PD:
30% ± 1.1, n = 8; PD/BDNF: 29% ± 2.4, n = 11).
Similarly, pretreatment of the slices with the PI3K
inhibitors LY294002 (30 µM) or wortmannin (0.5
µM) blocked the BDNF attenuation of the re-
sponses to HFS, whereas treatment with the inhibi-
tors alone had no effect on the synaptic fatigue
(Fig. 4B). In contrast, BDNF still potentiated the
responses to HFS in slices pretreated with the
PLC-g inhibitor U73122 (5 µM) (Fig. 4B). Taken
together, these results suggest that MAPK and
PI3K, but not PLC-g, mediate the BDNF modulation
of synaptic fatigue.

We then examined the effects of NT-3, a close
relative to BDNF in the neurotrophin family. NT-3
has been shown to activate MAPK in cultured neu-
rons derived from embryonic hippocampus (Marsh
and Palfrey 1996). There are several isoforms of
TrkC, the receptors for NT-3, only one of which
can activate PI3K (Lamballe et al. 1993). Under our
experimental conditions, however, neither MAPK
nor PI3K was activated by application of 4 nM NT-3
to p12 hippocampal slices (Fig. 5A). Moreover,
NT-3 had no modulatory effect on the synaptic re-
sponses to HFS (Fig. 5B; control: 43% ± 1.2, n = 5;
NT-3: 41% ± 2.5, n = 14). Consistent with this find-
ing, NT-3 has no effect on LTP in the neonatal
hippocampus (Figurov et al. 1996). The inability of
NT-3 to activate MAPK and PI3K may explain why

Figure 3: Involvement of MAPK in the BDNF modula-
tion of synaptic fatigue. Examples of EPSPs elicited by a
train of HFS (100 Hz) in p12–13 hippocampal slices are
shown. Treatment with BDNF attenuated synaptic fa-
tigue, whereas pretreatment with PD098059 (PD) pre-
vented the BDNF effect.

Figure 2: Blockade of BDNF signaling by specific in-
hibitors. Whole slices from p12–13 hippocampus were
pretreated with specific inhibitors for 60 min. The slices
were then treated with BDNF for 30 min in the presence
of the inhibitors and processed for measurement of spe-
cific signaling pathways. (A) Effect of the MAPK kinase
inhibitor PD098059 (PD, 10 µM). (B) Effect of the PI3
kinase inhibitor, wortmannin (0.5 µM). (Open bars) Con-
trol; (hatched bars) BDNF. These experiments have been
repeated four times, and similar results were obtained
every time.
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NT-3 cannot modulate synaptic plasticity in the de-
veloping CA1 synapses.

ACTIVATION OF MAPK AND PI3K TOGETHER IS
NOT SUFFICIENT TO POTENTIATE SYNAPTIC
REPONSES TO HFS

To distinguish the individual contributions of
MAPK and PI3K to the BDNF effect, we needed to
identify factors that activated MAPK without affect-
ing PI3K or vice versa. Similar to previous reports
(Martin et al. 1997), we found that forskolin (50
µM) elicited a robust increase in MAPK activity (Fig.
6A). The magnitude and the time course of MAPK
activation induced by forskolin were similar to
those induced by BDNF (Fig. 6B). Despite its ro-
bust effect on MAPK, forskolin did not activate
PI3K (Fig. 7A). In contrast, ciliary neurotrophic fac-

tor [(CNTF) 100 ng/ml] was the only factor we
tested that was capable of activating PI3K but had
no effect on MAPK activity in whole hippocampal
slices (Figs. 6A,C and 7A). The time course and the
magnitude of Akt phosphorylation elicited by
CNTF were similar to those by BDNF (99% ± 13,
peaked around 15–30 min). In contrast, MAPK
phosphorylation remained unchanged after CNTF
application (Fig. 6A). Thus, forskolin specifically
enhances MAPK without affecting PI3K activity,
whereas CNTF activates PI3K without affecting
MAPK activity.

Having found compounds specific for the ac-
tivation of MAPK activity and PI3K activity indi-

Figure 4: Specific signaling pathways involved in the
BDNF modulation of synaptic fatigue. The inhibitors
were applied to p12–13 slices either alone or 60 min
before BDNF application. In this and all other figures on
synaptic responses to HFS, the slope of the fortieth EPSP
in the train is presented as the percentage of the first
EPSP slope, and the numbers associated with each col-
umn represent the number of recordings. In addition,
controls were done for each set of slices. (A) The effect
of the MAPK kinase inhibitor PD098059 (PD, 10 µM). (B)
The effect of the PI3K inhibitors wortmannin (Wort., 0.5
µM) or LY294002 (LY, 30 µM) and the PLC-g inhibitor
U73122 (5 µM).

Figure 5: Effects of NT-3 on whole slices from neonatal
hippocampus. (A) Effect on the MAPK and PI3K path-
ways. The whole slices from p12–13 hippocampus were
treated with or without NT-3 (4 nM) for 30 min and then
harvested for MAPK and Akt assays as described. (B)
Effect on synaptic responses to HFS. The p12–13 slices
were stimulated with a train of HFS (100 Hz, 1 sec)
before and 3 hr after application of NT-3 (4 nM). (Open
bars) Control; (hatched bars) NT-3. The synaptic re-
sponses to HFS were measured the same way as in
Fig. 4.
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vidually, we determined whether activation of
MAPK or PI3K alone is sufficient to enhance syn-
aptic responses to HFS. Treatment with forskolin
alone did not change the synaptic responses to
HFS, suggesting that activation of MAPK alone is
not sufficient to prevent the synaptic fatigue elic-
ited by HFS (Fig. 7B; forskolin: 39% ± 3.4, n = 32).
The application of CNTF alone did not seem to
affect the responses to HFS either (Fig. 7B; CNTF:
40% ± 1.4, n = 26). When CNTF and forskolin
were applied together, the synaptic responses to
HFS were still not significantly elevated (Fig. 7B;
CNTF/forskolin: 41% ± 1.9, n = 12). These results

suggest that the independent yet simultaneous ac-
tivation of both MAPK and PI3K is not sufficient to
mimic the BDNF modulation of synaptic fatigue.

BDNF MODULATION OF SYNAPTIC FATIGUE IS
INDEPENDENT OF PROTEIN SYNTHESIS

Our previous work demonstrated that BDNF
modulation of synaptic responses to HFS is medi-
ated through presynaptic mechanisms (Gottschalk
et al. 1998). Application of BDNF activated MAPK
and PI3K in both whole hippocampal slices and
CA1 microslices from p12–13 rats (Fig. 1). Electro-
physiology experiments indicated that these mi-
croslices exhibit the same degree of synaptic fa-

Figure 7: Effects of forskolin and CNTF on PI3K acti-
vation and HFS in p12–13 hippocampus. (A) The acti-
vation of PI3K was detected by measuring the phos-
phorylation of the PI3K substrate Akt using an anti-phos-
pho-Akt antibody. Note that CNTF, but not forskolin,
increased the Akt phosphorylation. (B) Effects of forsko-
lin and/or CNTF on high-frequency synaptic transmis-
sion. Forskolin and CNTF were either applied alone or
together to p12–13 hippocampal slices, and synaptic
responses to HFS were measured the same way as in
Fig. 4.

Figure 6: Effects of forskolin and CNTF on MAPK ac-
tivation. (A) Example of MAPK assay gels. p12–13 whole
slices were treated with either forskolin (50 µM) or CNTF
(4 nM) and then harvested for MAPK assay as described
in Fig. 1. (B) Comparison of the time courses of MAPK
activation by BDNF(s) and forskolin (d). (C) Quantita-
tion of the MAPK activity 30 min after forskolin or CNTF
application. (Open bars) Control; (hatched bars) treat-
ment. Note that the application of forskolin, but not
CNTF, activated MAPK.
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tigue and that BDNF also attenuated the synaptic
fatigue in the microslices (Fig. 8; control:
46% ± 3.5, n = 6; BDNF: 64% ± 5.1, n = 8). These
results suggest that BDNF acts on the presynaptic
terminals of CA1 synapses and its effect is indepen-
dent of the cell bodies in the CA3 area. We then
determined whether the BDNF modulation of the
responses to HFS requires new protein synthesis.
Slices were pretreated with the protein synthesis
inhibitor anisomycin (40 µM) for 30 min before
BDNF was applied to the recording chamber. An-
isomycin has been shown to effectively block pro-
tein synthesis and later phase LTP in the hippocam-
pal (Stanton and Sarvey 1984; Frey et al. 1988).
Incubation of the slices with anisomycin alone did
not alter the synaptic fatigue during HFS (Fig. 8).
The response to HFS after the application of BDNF
to the anisomycin-treated slices was comparable to
that observed in slices treated with BDNF alone

(Fig. 8). Similar results were seen in slices treated
with another inhibitor, cycloheximide (data not
shown). Thus, BDNF modulation of high-frequency
synaptic transmission is independent of protein
synthesis.

Discussion

Signal transduction mechanisms mediating
synaptic plasticity are a subject of intense investi-
gation in the field of synaptic physiology. BDNF
has now emerged as an important modulator for
synaptic transmission and plasticity in the hippo-
campus and perhaps in other areas of the brain as
well. At the developing CA1 synapse, BDNF has
been shown to enhance synaptic responses to HFS
and to promote LTP (Figurov et al. 1996;
Gottschalk et al. 1998; Pozzo-Miller et al. 1999).
We have used two approaches to study the signal-
ing mechanisms underlying the synaptic actions of
BDNF in the hippocampus. One was to examine
which signaling pathways are activated by BDNF in
the neonatal hippocampus and the other was to
determine whether inhibition of a specific signal-
ing pathway blocks the BDNF modulation of high-
frequency synaptic transmission. Our results indi-
cate that both MAPK and PI3K pathways are re-
quired but that independently activating the two
pathways is not sufficient to elicit the BDNF effect.
We also demonstrate that the BDNF modulation of
high-frequency transmission is independent of pro-
tein synthesis. These results may provide insights
into the general signaling mechanisms by which
BDNF modulates synaptic plasticity.

Extensive studies using PC12 cells have iden-
tified three major signaling pathways activated by
neurotrophin: the MAP kinase pathway, the PI3
kinase pathway, and PLC-g pathway (Kaplan and
Stephens 1994; Segal and Greenberg 1996). The
signaling pathways involved in a specific function
of a trophic factor in a specific neuronal popula-
tion or under specific conditions, however, need
to be investigated individually. For example, NT-3,
a close relative of BDNF, has been shown to acti-
vate MAPK in embryonic hippocampal neurons in
culture (Marsh and Palfrey 1996). In the neonatal
hippocampal slices, however, neither MAPK nor
PI3K was activated by NT-3. In cultured neurons
derived from embryonic hippocampus, BDNF is ca-
pable of activating all three signaling pathways
(Marsh et al. 1993; Marsh and Palfrey 1996; Qiu et
al. 1998). However, BDNF treatment of the neona-
tal hippocampal slices elicited no increase in tyro-

Figure 8: Independence of BDNF effect on protein syn-
thesis. The synaptic responses to HFS were recorded and
measured the same way as in Fig. 4. (Left) Potentiation of
synaptic responses to HFS by BDNF in CA1 microslices.
CA1 microslices were dissected from p12–13 hippo-
campal whole slices and treated with BDNF for 3 hr.
(Right) Effect of protein synthesis inhibitors on BDNF
modulation of synaptic fatigue. Anisomycin (40 µM) was
applied either alone or 30 min before BDNF application.
EPSPs evoked by HFS were compared before and 3 hr.
after BDNF and anisomycin application. Note that
BDNF is still capable of potentiating the synaptic re-
sponses to HFS in the presence of the protein synthesis
inhibitor.
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sine phosphorylation of the PLC-g, a common in-
dicator for PLC-g activation, when measured by
immunoprecipitation with an anti-phosphotyro-
sine antibody followed by Western blot using an
anti-PLC-g antibody. Western blot using an anti-
PI3K antibody detected tyrosine phosphorylation
of PI3K in the same immunoprecipitants used for
PLC-g assay. Moreover, inhibition of PLC-g did not
affect the ability of BDNF to potentiate synaptic
responses to HFS in these slices. It was unclear
why PLC-g was not activated by BDNF in the neo-
natal slices, but our results reiterate the impor-
tance of using the exact same preparation for bio-
chemical and physiological experiments.

BDNF enhances high-frequency synaptic trans-
mission and potentiates LTP in the neonatal hippo-
campus (Figurov et al. 1996). We found that inhi-
bition of either MAPK or PI3K blocks the BDNF
effect, suggesting that both signaling pathways are
necessary. The time courses for BDNF-induced
MAPK and PI3K activation are shorter than the
time needed to see the modulatory effects of BDNF
on high-frequency transmission. MAPK and PI3K
are the initial signaling events elicited by BDNF,
and there may be a number of downstream events
that ultimately mediate the BDNF effect. In PC12
cells, for example, application of NGF elicits a
rapid increase and decrease in PI3K activity
(Kimura et al. 1994; Greene and Kaplan 1995).
PI3K is required for NGF-induced neurite out-
growth, which occurs many hours after NGF ap-
plication. NT-3 does not modulate either synaptic
fatigue or LTP in the hippocampal slices, probably
owing to its inability to activate these two path-
ways. However, the simultaneous activation of
MAPK by forskolin and PI3K by CNTF does not
mimic the BDNF effect either. Thus, these two
pathways alone are not sufficient to attenuate syn-
aptic fatigue. It is possible that in addition to MAPK
and PI3K, BDNF modulation requires the activation
of yet another unidentified signaling pathway. In
this context, it is interesting to note that several
new substrates of Trk receptor tyrosine kinases
have recently been identified (Qian et al. 1998).
We cannot exclude the possibility that the targets
of BDNF or the magnitude and/or kinetics of
MAPK and PI3K activated by BDNF are different
from those activated by forskolin and CNTF to-
gether.

In addition to attenuating synaptic fatigue,
BDNF also promotes tetanus-induced LTP during
hippocampal development. In p12–13 slices, te-
tanic stimulation induced only short-term potentia-

tion (STP) in control but a stable LTP after BDNF
treatment (Figurov et al. 1996). An interesting
question is whether BDNF elicits certain signaling
events that contribute to hippocampal LTP. Exten-
sive studies have identified complex biochemical
pathways that lead to LTP in the hippocampus
(Roberson et al. 1996). Two important signaling
molecules involved in LTP are Ca2+/ calmodulin-
dependent protein kinase II (CaMKII) and protein
kinase C (PKC), both of which require Ca2+ for
their activation. MAPK is also activated by tetanic
stimulation and is required for LTP in the adult
hippocampus (English and Sweatt 1996). PLC-g has
been shown to be involved in the priming of hip-
pocampal LTP (Okada et al. 1989; Cohen et al.
1998). An activation of MAPK by BDNF may help
CA1 synapses to induce LTP. BDNF-induced poten-
tiation of synaptic responses to tetanus may result
in more sustained depolarization and more Ca2+

influx, which in turn would lead to more sustained
activation of CaMKII and/or PKC. Although our
experiments showed that BDNF does not activate
PLC-g in neonatal hippocampus, it is possible that
application of BDNF together with tetanic stimula-
tion will activate the pathway. Thus, it is reason-
able to imagine that BDNF may facilitate LTP in the
neonatal hippocampus by enhancing some of the
signaling events necessary for LTP induction.

Because the synaptic fatigue seen during HFS
is a presynaptic phenomenon (Highstein and Ben-
nnet 1975; Heuser and Reese 1979; Zucker 1989;
Dobrunz and Stevens 1997; Schikorski and Stevens
1997; Wang and Kaczmarek 1998), BDNF modula-
tion of synaptic fatigue must be presynaptic. BDNF
could act either directly on the presynaptic termi-
nals or indirectly by stimulating the postsynaptic
production of some other factor or messenger that
in turn may feedback onto the presynaptic site. We
have demonstrated recently that hippocampal CA1
synapses in BDNF knockout mice exhibit a severe
synaptic fatigue due to a reduction in the number
of docked vesicles at the active zones (Pozzo-Miller
et al. 1999). Interestingly, among all the synaptic
proteins tested, the levels of two proteins, synap-
tophysin and synaptobrevin, are markedly reduced
only in the synaptosomes derived from the mutant
mice. No change has been found in any of the
synaptic proteins in the whole hippocampal ho-
mogenates, suggesting that the decrease in the two
proteins occurs only at the nerve terminals and not
in the cell bodies. Moreover, treatment of the mu-
tant slices with BDNF restores the impairments in
high-frequency transmission and in the terminal
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levels of synaptobrevin and synaptophysin within
3 hr. These results suggest that the BDNF modula-
tion may not require the synthesis of new proteins
within the cell bodies. In the present study we
show that BDNF still enhances high-frequency
transmission in CA1 microslices, which are free
from the presynaptic CA3 cell bodies. Further-
more, we found that BDNF still enhances high-fre-
quency transmission in the presence of protein
synthesis inhibitors. Thus, regardless of whether
the postsynaptic cells are involved or not, BDNF
modulation of high-frequency transmission is inde-
pendent of protein synthesis. Our present result is
in marked contrast with a previous report, which
suggested that BDNF acutely potentiated basal syn-
aptic transmission by new synthesis of proteins in
isolated CA1 synapses (Kang and Schuman 1996).

In summary, our results suggest that the BDNF
modulation of high-frequency transmission re-
quires the activation of MAPK and PI3K but is in-
dependent of protein synthesis. However, activa-
tion of both MAPK and PI3K together by other
factors is not sufficient to mimic the BDNF effect
on synaptic fatigue. This result implies that another
signaling pathway may be necessary to act together
with MAPK and PI3K. Alternatively, it is possible
that the simultaneous activation of MAPK and PI3K
by other individual factors may not have the same
magnitude and/or kinetics or act on the same
populations of cells as that of BDNF. Further work
is needed to distinguish these possibilities.
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