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SUMMARY

1. The monoamine transmitter 5-hydroxytryptamine (5-HT) and the peptide
Phe-Met-Arg-Phe-amide (FMRFa), which appear to contribute to presynaptic
facilitation and inhibition of the sensorimotor synapse in the abdominal ganglion of
Aplysia, can modulate the frequency of spontaneous transmitter release at synapses
formed between dissociated Aplysia sensory neurones and motoneurones in vitro.

2. 5-HT caused a decrease in the mean time interval between consecutive
miniature EPSPs (mEPSPs), while FMRFa, applied either by itself or together with
5-HT, caused an increase in the mean time interval between consecutive mEPSPs.

3. Depolarization of the presynaptic neurone caused a decrease in the mean time
interval between consecutive mEPSPs. This modulation required external Cai±.

4. 5-HT and FMRFa were able to modulate spontaneous release when applied in
saline solutions lacking Ca2± and containing Ca2+-chelating agents, suggesting that
the modulation of spontaneous release by 5-HT and FMRFa did not require a Ca2+
influx. Similarly, spontaneous release could still be modulated by 5-HT and FMRFa
in saline solutions containing 1 mM-Cd2 , which blocked both the voltage-gated Ca2,
channels and the evoked transmitter release.

5. To prevent a rise in intracellular Ca +, we buffered the concentration of Cai+ in
the presynaptic terminals by injecting into the sensory neurone the Ca2+ chelator 1,2-
bis(o-aminophenoxy)ethane-N,N,N',N'-tetraacetic acid (BAPTA). The injection of
BAPTA blocked evoked transmitter release, suggesting that it acted as an effective
buffer of Ca2+ in the terminals. However, spontaneous release could still be observed
and was still modulated by 5-HT and FMRFa. This suggests that the modulation of
spontaneous release does not require an elevation of intracellular Cai±.

6. We propose that 5-HT and FMRFa can modulate the rate of spontaneous
release directly by mechanisms that do not require changes in the intracellular
concentration of Ca2+. These mechanisms might contribute an additional component
to the presynaptic inhibition and facilitation of evoked transmitter release.
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INTRODUCTION

Modulation of ionic currents has long been shown to play a role in altering the
efficacy of transmitter release from neurones (Klein & Kandel, 1980; Kretz, Shapiro,
Connor & Kandel, 1984). For example at sensorimotor synapses of Aplysia
facilitatory transmitters such as 5-HT can cause the reduction of a specific K+
current, the serotonin-sensitive K+ current (S-current; Klein, Camardo & Kandel,
1982) and result in broadening of the action potential. This occurs in the growth
cones of cultured cells (Belardetti, Schacher, Kandel & Siegelbaum, 1986) and is
thought to occur in the terminals and allow more Ca2± to enter during each action
potential and hence more transmitter release (Castellucci & Kandel, 1976; Klein &
Kandel, 1980). Conversely, inhibitory transmitters in Aplysia, such as the peptide
Phe-Met-Arg-Phe-amide (FMRFa), can cause both an increase in the S-current
(Belardetti, Kandel & Siegelbaum, 1987) and a reduction of a Ca2+ eurrent involved
in transmitter release (Brezina, Eckert & Erxleben, 1987; Edmonds, Kandel & Klein,
1988). The modulation of these two currents is thought to reduce the Ca21 influx
during the action potential and contribute to the presynaptic inhibition.
However, other mechanisms, independent of the modulation of the S-current,

contribute to facilitation of sensorimotor synapses in Aplysia. For example there is
a second process by which more transmitter can be released from Aplysia sensory
neurones which does not involve changes in the width of the action potential
(Hochner, Klein, Schacher & Kandel, 1986a). This second process may involve the
release of more transmitter, either by changing the efficiency of the release process
itself, or by increasing the availability of transmitter for release (Gingrich & Byrne,
1985; Hochner et al. 1986a).
The aim of this paper is threefold. First, we try to provide more direct evidence for

a second process in presynaptic facilitation by examining whether transmitter
release or the availability of transmitter for release can be modified by mechanisms
independent of the modulation of ionic currents. Second, we attempt to elucidate the
possible role of Ca2+ (either a Ca2± influx or release of Ca2+ from internal stores) in the
modulation of the transmitter release process or availability of transmitter. Finally,
we try to examine whether direct modulation of the release process or the availability
of transmitter contributes to other forms of plasticity at this synapse, in particular
presynaptic inhibition.
To address these issues, we have studied the modulation of spontaneous release at

cultured Aplysia sensorimotor synapses. By forming cultures consisting of only one
sensory neurone and one motoneurone, we have been able to study, unambiguously,
the incidence of spontaneous miniature EPSPs originating from a single presynaptic
neurone (Dale et al. 1988). Although many factors influence the rate of spontaneous
release, including the basal concentration of Ca2+ in the presynaptic terminals
(Zucker & Haydon, 1988), an alteration of either the efficiency of the release
mechanism or the availability of transmitter for release might also be expected to
alter the rate of spontaneous release. We have therefore used spontaneous release to
examine new aspects of the actions of modulatory transmitters.
The use of spontaneous release provides several advantages to studying processes

contributing to presynaptic facilitation: (1) It allows modulation of release to be
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studied under conditions in which membrane currents essential for evoked release
need play no role (Martin, 1966). (2) Facilitatory mechanisms can be studied in the
absence of homosvnaptic depression produced by repeated stimulation. This is
particularly advantageous at the sensorimotor synapses in Aplysia, which decrement
rapidly when an action potential is fired (Castellucci, Pinsker, Kupfermann &
Kandel, 1970). (3) The role of Ca2+ in mediating the facilitation of spontaneous
release can be elucidated since, unlike evoked release, spontaneous release can occur
in the absence of external Ca2+ (Fatt & Katz, 1952; Katz & Miledi. 1967;
Rahamimoff. Lev-Tov & Meiri, 1980).

In this paper we provide evidence that both 5-HT and FMRFa can modulate
spontaneous release by mechanisms which are independent of the modulation of ionic
currents and do not require either a Ca2+ influx or a change in the internal Ca2+
concentrations. We argue that these mechanisms not only modulate spontaneous
release but also contribute to the modulation of evoked transmitter release.

METHODS

Cell culture
Pleural sensory neurones and L7 gill motoneurones were isolated from the pleural ganglia of

adult Aplysia (75-150 g) and the abdominal ganglia of juvenile Aplysia (1-3 g). respectively, using
techniques pioneered by Schacher and colleagues (Schacher & Proshansky. 1983; Schacher. 1985).
After dissociation. L7 motoneurones and sensory neurones were plated close together on dishes
(Falcon, 50 mm) coated with polylysine (Sigma) and grown in a medium consisting of Aplysia
haemolymph mixed with L15 culture medium (Flow Laboratories, McLean, VA, USA), with salts
added to adjust the medium to an appropriate composition (400 mM-NaCl, 11 mM-CaC12, 10 mM-
KCl, 27 mM-MgSO4, 27 mM-MgCI2, and 2 mM-NaHCO3). Each dish containied a sinigle L7
motoneurone in close physical contact with a single sensory neurone. As described in earlier studies
(Schacher, 1985; Rayport & Schacher, 1986) the cells extended neurites and made synaptic
contact. The presumed site of synapse formation is between the short newly extended neurites of
the sensory neurone and the initial segment of the motoneurone axon (Masurovsky. Glanzman &
Schacher, 1988). Experiments were performed between 3 and 6 days after the initial dissociation
and plating of the cells. Occasionally LFS, small motoneurones from adult abdominal ganglia, were
used instead of the L7 motoneurone. These cultures responded to 5-HT and FMRF in the same
manner as those made with L7.

Recording techniques
Conventional recording techniques were used to make intracellular recordings from the sensory

and motoneurones. Results were stored for later analysis on a 7-channel FM tape-recorder (Racal
7 DS). The voltage trace of the motoneurone was recorded at high and low gain. The low-gain
record was filtered at 3 kHz (-3 dB) and DC coupled, while the high-gain recording was filtered
at 300 Hz (-3 dB) and was AC coupled. To reduce the noise of the electrode, recordings from the
L7 motoneurone were made with bevelled electrodes filled with a mixture of 1 M-potassium acetate
and 1 M-KCl; the sensory neurones and LFS motoneurones were penetrated with unbevelled
2 5 M-KCI electrodes. A conventional bridge balanee circuit was used to inject current through the
recording electrode. Pharmacological agents were applied by a microperfusion system that allowed
rapid changing of the medium surrounding the cells. Recordings were made in a saline that
contained L15 medium diluted by an equal volume of artificial sea water. The pH was adjusted to
7-8 and buffered with 5 mM-HEPES.

lkeasurements
To analyse the effects of transmitters on spontaneous release, the time interval between

consecutive mEPSPs was measured. A computer was used to digitize and display the data.
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Manually controlled cursors were used to mark the beginning of the mEPSPs. The amplitude, rise
time, half-fall time and time interval between consecutive mEPSPs were then determinied
automatically by the computer. At the high gains necessary to observe mEPSPs, noise and slow
oscillations in membrane potential could be observed (especially in low-Ca2± saline solutions).
Nevertheless, mEPSPs could clearly be distinguished visually by the following three criteria: they
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Fig. 1. Effect of 10 /Lm-5-HT and 100 nm-FMRFa on the amplitude of the spontaneous
mEPSPs. Amplitude histograms are shown before (A a) and after (A b) the application of
5-HT. The smooth line is the Gaussian curve specified by the mean and standard
deviations of the underlying distributions. The insets shown the evoked synaptic
potential and demonstrate the facilitation of the EPSP caused by 5-HT. In B the
amplitude histograms before (Ba) and after (Bb) the application of FMRFa to a different
pair of cells are shown. The smooth lines are the best-fitting Gaussian distribution
determined by using the simplex algorithm and the method of maximum likelihood.
Before FMRFa three Gaussians were fitted (mean + S.D.) : 65 + 16-4, 135 + 23-8 and
246 + 483,uV. After application of FMRFa a single Gaussian was fitted (mean +S.D.):
67 + 16-9 ,tV. The experiment in B was performed in a 0 Ca2" saline.

had to have (1) a rise time between 3 and 20 ms, (2) a half-fall time of at least 5 ms, and (3) an
amplitude greater than 40,aV. As reported in a previous paper (Dale, Schacher & Kanldel, 1988).
application of these criteria gave mEPSPs with amplitudes which were normally distributed about
a mean in the range 60-120 ItV, with a standard deviation ranging from 15 to 25 ,uV. The
spontaneous mEPSPs which were very similar in time course to the evoked EPSP (of Dale et al.
1988) remained consistent in amplitude and shape throughout each experiment, and had mean rise
times in the range 6-13 ms and mean half-fall times ranging from 10 to 16 ms. WVhile both 5-HT
and FMRFa altered the input resistance and resting potential of the motoneurone slightly, neither
5-HT (mean difference 1-5%, S.E.M. 2-01 %, 10 experiments, t = 0-75. P > 04) nor FMRFa (mean
difference -2-7 %,.S.E.M. 2 20, 8 experiments, t = 1-23, P > 0-2) changed the mean amplitude of the
unitary spontaneous miniature potentials significanitly (Fig. 1).
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For each experiment, the mean time interval between consecutive mEPSPs unlder conltrol

conditions was computed and normalized to 100%. The mean time intervals betweenl collsecultixve
mEPSPs under the various experimental conditions were then calculated andl expressedl as a
percentage of the control. Enough data were analysed to obtain a minimum of fifteen time
intervals. In practice, this meant analysing at least 1 mim of data. To assess the effect of 5-HT
and/or Phe-Met-Arg-Phe-amide (FMRFa) on spontaneous release, the portions of data anialysed
for each treatment were chosen immediately before the application of 5-HT or FMIRFa.
immediately after their maximal action and immediatelv after complete wash-out. Silnce both
5-HT and FMRFa affect the membrane potential and input resistance of the sensory nieui-rone. the
onset of the actions of these transmitters and the extent of their wash-out were assessed by
continuously measuring the membrane potential and input resistanice of the sensory neuronie. The
results reported in the text are the overall averages of the normalized meall time ilntervals obtainied
by performing the same experiment on several different cultures. Statistical comparisonis were
performed by using the pair-sample t test oIn the normalized data. For each experimelnt the mealn
time interval under the experimental condition was subtracted from 100 (the normalized cointrol).
The mean of the differences obtained in a series of experiments was then coompared to zero with the
number of degrees of freedom being equal to the number of experiments miinus one. The values of
t and associated probabilities are reported in the text.

'Zero' Caa2+ saline solutions
In some experiments, it was necessary to examine the role of external Ca2+ inl mediatilng the

modulation of spontaneous release. Two types of saline were used. The first was made without
adding Ca2+. Measurements of the free Ca2+ in the deionized water, together with the amounits of
Ca2+ contaminating the MgCl2, suggested that the free Ca2+ in these saline solutions was about
20,/M (K. Karl, personal communication). The second saline included 1 mM-1.2-bis(o-amniio-
phenoxy)ethane-N,N,N',N'-tetraacetic acid (BAPTA; Tsien, 1980). This was calculated to reduce
the free Ca2+ to 13 nm if the total contaminating Ca2+ was 20 /LM, and 72 iiM if the total
contaminating Ca2+ was 100p/M. Thus, even assuming the worst conditiolls, the incluisioll of
BAPTA reduced the free concentration of Ca2+ in the external medium to below the basal lev els
found inside the cell (Spira, Blumenfeld, Schacher & Siegelbaum, 1987).

Intracellular injection ofBAPTA
For the intracellular injection of BAPTA, microelectrodes were filled with BAPTA dissolved in

2 M-potassium acetate. The concentrations of BAPTA in the micropipette ranged from 100 to
400 mM. In most experiments, Ca2+ was added to the microelectrode solution to give a free Ca2+
concentration of around 100 nm. The electrodes were bevelled to lower their resistance and facilitate
the ionophoretic injection of BAPTA. In two experiments, the presynaptic cell was perfused from
a patch pipette containing 10 nm-BAPTA dissolved in an intracellular perfusion medium containinlg
6-82 mM-MgCl2, 10 mM-NaCl, 496 mM-KCI, 20 mM-HEPES, 5 mM-ATP, 10 mM-glutathione. 100
mM-glucose, 2-84 mM-CaCl2, 01 mM-GTP and 01 mM-leupeptin. Leupeptin, a protease inhibitor.
was included to avoid possible proteolytic degradation of Ca21 channels reported by Chad & Eckert
(1986). Some 20 min after intracellular perfusion, evoked release was blocked but spontaneous
release was maintained. The experiments with whole-cell perfusion gave similar results to those
performed with ionophoresis of BAPTA from microelectrodes.

RESULTS

Application for 1-2 min of 1-10 JtM-5-HT, a transmitter that is thought to mediate
facilitation at the sensorimotor synapse of Aplysia (Hochner, Klein, Schacher &
Kandel, 1986b), caused a large increase in spontaneous release (Fig. 2) with a time
course similar to that of the facilitation of the evoked EPSP (Fig. 2B). Under control
conditions in eleven experiments, the mean time interval between consecutive
mEPSPs was 3 07 s (S.E.M. 0 44). During the application of 1 and 10 /IM-5-HT, the
mean time interval between consecutive mEPSPs was reduced to 0 78 s (S.E.M. 0-16,
7 experiments) and 0-52 s (S.E.M. 0418, 4 experiments), respectively. Thus during the
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application of 1 and 10 /IM-5-HT, the mean time interval between consecutive
mEPSPs was reduced to 28-8% (S.E.M. 5-11%, t = 11P87, P < 0001) and 17-7%
(S.E.M. 2-88 %, t = 28-75, P < 0 001), respectively.

In three further experiments, the dose-response relation between the con-
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Fig. 2. Bath application of 5-HT causes an enhancement of spontaneous release. A. a slow
record showing the increases in spontaneous release caused by 10 .am-5-HT. The mEPSPs
are seen as upward defiections. In this and all subsequent figures, the high-gain voltage
record of the motoneurone is AC coupled and filtered at 300 Hz (-3 dB). B, a comparison
in a different culture of the time course of the reduction in the mean time interval betweeni
consecutive mEPSPs during the application of 10 /im-5-HT (@) and the onset of synaptic
facilitation (0). In order to follow the change in spontaneous release, the mean time
interval between consecutive mEPSPs was calculated from consecutive 40 s segments of
data throughout the experiment. The motor cell in this culture was anl LFS cell.

centration of bath-applied 5-HT and the reduction in the mean time interval
between consecutive mEPSPs and facilitation of the evoked EPSP at the same

synapse was determined (Fig. 3). In all three cases, the evoked and spontaneous
transmitter release were maximally enhanced by 10 Itm-5-HT (Fig. 3), with a higher
dose of 5-HT giving a submaximal enhancement of both the evoked EPSP and
spontaneous release.
The tetrapeptide FMRFa is thought to mediate presynaptic inhibition at

sensorimotor synapses in Aply-sia (Abrams, Castellucci, Camardo, Kandel & Lloyd,
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1984; Montarolo, Kandel & Schacher, 1987; Mackey, Glanzman, Small, Dyke,
Kandel & Hawkins, 1987). We therefore examined the effects of FMRFa on
spontaneous release. In eight experiments, FMRFa at 100 nm so greatly depressed
spontaneous release that only a few mEPSPs could be observed during the period of
its application (1-2 min). FMRFa also caused a small depolarization (< 5 mV) of the
motor cell. When spontaneous release was enhanced by prior application of 5-HT,
and FMRFa was then applied in conjunction with the 5-HT, it could overcome the
action of 5-HT and cause a great reduction in spontaneous release (Fig. 4).
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Fig 3. The dose-response relation between the concentration of 5-HT, the degree of
heterosynaptic facilitation (@0), and the decrease in the mean time interval between
consecutive mEPSPs (0) of the mean.

Since 5-HT depolarizes and FMRFa hyperpolarizes the sensory neurones, the
modulation of spontaneous release by these transmitters could be ascribed to
alterations of the resting potential, either directly or indirectly through consequent
changes of the influx of Ca2+ through voltage-gated Ca2+ channels.

Effect of membrane potential on spontaneous release
Depolarization of the soma of the presynaptic neurone decreased the mean time

interval between consecutive mEPSPs (Fig. 5A), suggesting that the membrane
potential of the terminal could be altered by injecting current into the soma.
However, hyperpolarization by 1-2 nA, sufficient current to hyperpolarize the soma
by approximately 20 mV, had no effect on the mean time interval between
consecutive mEPSPs. The effect of depolarization required external Ca2+: when
saline solutions containing no added Ca2+ were applied, depolarization no longer
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caused a decrease in the mean time interval between consecutive mEPSPs (Fig. 5A
and B). This suggests that the membrane potential of the presynaptic neurone is
unable to alter the rates of spontaneous release directly, but that loading of the
terminals with Ca2+ might increase spontaneous release.

Control +I I i I

1 uM-5-HT

1 pM-5-HT + 100 nM-FMRFa

J200 puV
200 ms

Fig. 4. Application of I ,uM-5-HT increases the frequeney of mEPSPs. XVhen 100 HM-
FMRFa is applied in conjunction with the 5-HT, the incidence of mEPSPs is greatly
reduced. The arrows above the top trace indicate m EPSPs.

To test whether 5-HT might enhance spontaneous release by depolarizing the
presynaptic terminals, the sensory neurone was hyperpolarized by 1-2 nA during the
application of 5-HT. This amount of current hyperpolarized the neurones by some
20-30 mV below their resting potential. The mean time interval between consecutive
mEPSPs was compared just before and during the hyperpolarization. There was no
significant difference between the mean time intervals between consecutive mEPSPs
before and during the hyperpolarization (mean difference -0-086 s, S.E.M. 0-055 s. 5
experiments, P > 01). Since 5-HT increases the membrane resistance, injection of
current into the soma might be expected to have a greater effect on the membrane
potential of the terminals than under control conditions. The lack of effect of
hyperpolarization during the actions of 5-HT therefore suggests that the en-
hancement of spontaneous release by 5-HT was not due to depolarization of the
presynaptic neurone.

Modulation of spontaneous release in saline solutions lacking added Caa2±
To test whether the modulation of spontaneous release by 5-HT and FMRFa

might be due to alterations in a Ca2± influx, experiments were performed in saline
solutions lacking added Ca2+. Spontaneous release persisted in the absence of adde(d
Ca2 . Under these conditions, bath application of 10 jiM-S-lT still caused a decrease
in the mean time interval between consecutive mEPSPs to 31-5% of the control
value (17-7% in Ca2+) (S.E.M. 494%, 7 experiments, t = 13-87, P < 0-001, Fig. 6; see
also Table 1). When applied in conjunction with the 5-HT, 100 nm-FMRFa
significantly increased the mean time interval between consecutive mEPSPs to
75-8% of the control value (S.E.M. 10-96%, 7 experiments, t = 519, P < 0-01, Fig. 6).
A large component of the modulation of spontaneous release by 5-HT and FMRFa
can clearly occur in the absence of external Ca2 .
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Since saline solutions lacking added Ca2± can still contain significant amounts of
Ca2+ (as a contaminant from MgCl2 or the water; see Methods), four further
experiments were performed in which the Ca2± chelator BAPTA was added at 1 mm
to the saline. The application of 10 ,aM-5-HT reduced the mean time interval between
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Fig. 5. The effect of cell body membrane potential on spontaneous release. A,
depolarization of the sensory neurone soma decreases the mean time interval between
consecutive mEPSPs when the bathing medium contains 10 mM-Ca2+. If the neurone is
bathed in a saline containing no added Ca2+, depolarization is no longer effective. B, in a
different culture, the sensory neurone soma was depolarized by + 6 nA, in a saline
containing 10 mm-Ca2 , to elevate the frequency of spontaneous release. Using a
microperfusion system, the bathing medium was quickly replaced by one containing no
added Ca2+; the frequency of spontaneous release was greatly diminished. WVhen 10 mm-
Ca2+ was reintroduced to the bathing medium, the frequency of spontaneous release
became elevated once more. In the 0 Ca2+ salines, slow fluctuations in membrane potential
are seen (middle trace of B). Spontaneous mEPSPs superimposed on these slow
fluctuations are clearly distinguishable by virtue of their fast rise t,ime (see Methods).

consecutive mEPSPs to 15 2% of the control (S.E.M. 3-57 %, 4 experiments, t = 23-8,
P < 0 001; see also Table 1).
The effect of FMRFa applied alone in saline containing no added Ca2+ and 1 mm-

BAPTA was examined. At a concentration of 100 nm (Fig. 7), FMRFa caused a small
but significant increase (4 experiments, t = 3418, P < 0-05) in the mean time interval
between consecutive mEPSPs. At a concentration of 1 JtM (n = 4), FMRFa caused a
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Fig. 6. Modulation of spontaneous release in saline solutions containing no added Ca2±. A.
10,am-5-HT elevates spontaneous release in a saline containing no added Ca2±; when
100 nM-FMRFa is added in conjunction with the 5-HT, spontaneous release is depressed;
this effect of FMRFa reverses when the FMRFa is washed out, leaving the 5-HT. The
effect of the 5-HT reverses when the 5-HT is washed off. B, a histogram summarizing
seven similar experiments showing the effect of 5-HT and FMRFa on the mean time
interval between consecutive mEPSPs in a saline containing no added Ca2+. Error bars
are one standard error of the mean.

TABLE 1. Comparison of the effects of 10 /IM-5-HT and 100 nM-FMRFa on the absolute mean time
interval between consecutive mEPSPs in the presence and absence of external Ca2l, Cd2+ and
BAPTA

Experimental
conditions

ASW with
10 mM-Ca2"
ASW with
no added Ca2+
ASW with

1 mM-BAPTA,
no added Ca2+
ASWr with

I mM-Cd2+
BAPTA
injection

Mean time interval between mEPSPs (s)
Control 5-HT 5-HT + FMRFa

307+ 0-44

2-82 + 0-39

1-99+0-22

1-95+0-18

6-97 + 0-79

0-52+0-18

0-94+0-22 2-15+0-45

0-29+0-07

0-57+0-09

2-82 + 0-65

1-49+0-10

4-15+0-49

ASWV = artificial sea water.
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MODULATION OF SPONTANEOUS RELEASE 213

roughly twofold increase in the mean time interval between consecutive mEPSPs
(t = 15-69, P < 0-01, Fig. 7). FMRFa by itself can therefore modulate spontaneous
release in the absence of external Ca2+.

Modulation of spontaneous release in saline solutions containing 1 mm-Cd2+
To investigate further whether the modulation of spontaneous release required a

Ca2+ influx, experiments were performed in the presence of 1 mM-Cd2+ (with normal

280 0 Ca2+ saline

cn

0- 240w
E

T200

o160 -

120
Fi. .T100 an1------
> 80H

E' 40jfL-i
consecutive mEPSPs in saline solutions containing no added Ca2+ and 1 mM-BAPTA.
Error bars are one standard error of the mean.

external Ca2+). At this concentration, Cd2+ blocks all voltage-gated Ca2+ currents,
and completely abolished evoked transmitter release. Both 5-HT and FMRFa, in
combination with 5-liT, were able to modulate spontaneous transmitter release (Figs
8 and 9) by amounts very similar to those seen in the 0 Ca2+ saline solutions (compare
Figs 6, 8 and 9, see also Table 1). 5-HT (10 /SM) caused a significant decrease in the
mean time interval between mEPSPs to 29% of the control (t = 2O#76, P < 0~001)
and 100 nM-FMRFa significantly increased the time interval between mEPSPs to
79@8% of the control (t = 28'28, P < 0~01). This confirms that the modulation of
spontaneous release does not depend on a Ca2+ influx. Unlike the 0 Ca2+ saline
solutions, Cd2+ caused a slow and progressive decrease in the mean time interval
between consecutive mEPSPs. A similar effect has been reported at the vertebrate
neuromuscular junction and it may be due to a blockade of the Ca2+-Na+ exchanger
by Cd2+ which could gradually elevate the levels of Ca2+ in the terminals (Trosper &
Philipson, 1983).
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Fig. 8. The effects of 5-HT and FMRFa in saline solutions containing 1 mM-Cd2+. The
effect of 10 ,uM-5-HT on spontaneous release in a control saline was determined; a salille
containing 1 mm-Cd2+ was introduced. Under these conditions, 5-HT still increased
spontaneous release, and FMRFa applied in conjunictioni with the 5-HT reduced it.
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Fig. 9. A summary histogram showing the effect of 10 /tM-5-HT under control conditionls
and in the presence of 1 mM-Cd2+ (n = 5), and the effect of Fl\IRFa when applied together
with the 5-HT in the presence of Cd2+ (n = 3). Error bars are one standard error of the
mean.
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Modulation of spontaneous release in cells injected with BAPTA

To test whether release of Ca2+ from internal stores could be involved in the
modulation of spontaneous release by 5-HT and FMRFa, sensory neurones were
injected with the Ca2+ chelator BAPTA. Two criteria were used to determine whether
the BAPTA was acting as an effective buffer at the terminals of the sensory neurones.
The first and more rigorous condition was whether, with the normal concentration
of Ca2+ in the medium, evoked transmitter release was blocked after injection of
BAPTA. This condition was verified both before and during the application of 5-HT
(Fig. IOA). The second test was whether the injection of BAPTA could block the
increase in spontaneous release caused by depolarization of the sensory neurone with
normal Ca2+ in the extracellular saline. This second condition was always fulfilled if
BAPTA had blocked evoked transmitter release. The effect of the BAPTA was to
cause a progressive decline in the amplitude of the evoked EPSP from its full size to
the level of single quanta. The evoked EPSP was tested at intervals of 5 min with
trains for four stimuli. Successful blockade was considered to be achieved only when
all four stimuli failed to evoke even a single quantum. In all the experiments reported
here, after some 20-40 min of injection, the first of these conditions was met,
suggesting that the BAPTA was present in the presynaptic terminals and able to
chelate the fast Ca2+ transient during the action potential sufficiently well to prevent
evoked transmitter release even during the actions of 5-HT (cf. Storm, 1987).
The injection of BAPTA also caused a gradual and progressive increase in the

mean time interval between consecutive mEPSPs. For control cells, the mean time
interval between consecutive mEPSPs was 3 07 s (S.E.M. 0 44 s, 11 experiments). In
the BAPTA-treated cells, when enough BAPTA had been injected over a period of
20-40 min to block evoked release, the mean time interval between consecutive
mEPSPs was increased to 6-97 s (S.E.M. 079 s, 10 experiments). This is further
evidence that the BAPTA had reached the presynaptic terminals and was
presumably able to reduce the basal levels of Ca2+, and hence the amount of
spontaneous release.
Bath application of 10 jtM-5-HT to the cells injected with BAPTA was still able to

cause an enhancement of spontaneous release, reducing the mean time interval
between consecutive mEPSPs to 38-7 % of the control (S.E.M. 5 55 %, 10 experiments,
t = 11i05, P < 0 01, Fig. lOB; see also Table 1). When 100 nM-FMRFa was applied in
conjunction with the 5-HT, it partially reversed the effect of 5-HT, significantly
increasing the mean time interval between consecutive mEPSPs to 63-8% of the
control (S.E.M. 7-17%, 6 experiments, t = 4-95, P < 001 Fig. lOB; see also Table 1).
The magnitude of these changes is similar to those seen with the 0 Ca2+ and Cd2+
saline solutions, and suggests, therefore, that a large component of the modulation
of spontaneous release by 5-HT and FMRFa does not require changes in the internal
Ca2+ concentration.
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A B

a Control before BAPTA injection

110 mV
30 mV Control

b BAPTA control 5-HT

5-HT + FMRFa

5-HT

c BAPTA + 5-HT Wash
1 200 pV

100 ms

200MV
30 mV

10 ms
Fig. 10. The effect of injection of BAPTA into the presynaptic neurone. A a, before the
injection of BAPTA into the sensory neurone, the sensory neurone could evoke an EPSP
in the motoneurone of about 10 mV. A b, after the injection of BAPTA, action potentials
in the sensory neurone could no longer evoke an EPSP (four superimposed traces). A c, the
BAPTA injection blocked synaptic transmission even during the application of 5-HT
(four superimposed traces). Note the difference in the gain of the motoneurone recording
between A a and A c and d. B, in the same cells as in A, 10 /tM-5-HT could cause an increase
in spontaneous release after the BAPTA injection had blocked evoked release. FMRFa
(100 nM) applied in conjunction with the 5-HT caused a decrease in the amount of
spontaneous release from which there was partial recovery when the FMRFa was washed
out.

DISCUSSION

The dependence of the modulation of spontaneous release on Ca2+
Both 5-HT and FMRFamide produce substantial modulation - increases and

decreases respectively - in the spontaneous release of transmitter from the
presynaptic terminals of individual sensory neurones in culture. A large component
of this modulation remained when the external Ca2+ was removed or Cd2+ was added
to abolish voltage-gated Ca2+ currents. This suggests that the modulation of
spontaneous release was not due to a Ca2+ influx. Similar results have been obtained
in other preparations. For example, at the frog neuromuscular junction, adreno-
corticotrophic hormone (ACTH) enhances spontaneous release. This effect can be
seen in saline solutions containing no added Ca2+ (Johnston, Kravitz, Meiri &
Rahamimoff, 1983). In the CAI region of the hippocampus, both evoked synaptic
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transmnission and the frequency of spontaneous release are enhanced by activation of
protein kinase C by application of phorbol esters (Alalenka, Ayout) & Nicoll. 1O97).
Here too the modulation of spontaneous release by the phorbol esters can be seen in
the absence of added Ca2+ and with elevated Mg2+ concentrations. In apparenit
contrast, while elevation of spontaneous release during post-tetanic potentiation can
occur at the frog neuromuscular junction in the absence of extracellular Ca2+, it is
much reduced when compared to the elevation recorded in normal Ca2+ salinie
solutions (Lev-Tov & Rahamimoff, 1980). Similarly post-tetanic )oten1tiationl in
Aplysia is reduced by injection of EGTA (Kretz et al. 1984).
Our experiments with the intracellular injection of BAPTA wvere designed to test

whether alterations in the concentrations of intracellular Ca2+ might mediate the
effects of 5-HT and FMRFa on spontaneous release. Our criteria for the effective
action of BAPTA in the terminals were: (1) a blockade of evoke(d release; (2) the
blockade of the depolarization-induced enhancement of spontaneous release: and. (3)
the gradual and progressive increase in the mean time initerval between consecutive
mEPSPs which occurred during the injection of BAPTA. XV'e cannot fully discountlt
the possibility that the BAPTA was unable to buffer some localized changes in the
internal Ca2+ levels in the terminals, which could underlie the actions of 5-HT and(
FMRFa. However, a localized increase in Ca2+ seems unlikely to account for the
modulation of spontaneous release for two reasons: (1) the BAPTA was able to block
evoked release even in the presence of 5-HT which would be expected to increase
both evoked release and the invasion of the terminials by the action potential; (2) if
there were a localized increase in Ca2± it might be expected to be greatly attenuated
by the BAPTA and, hence, the resulting modulation of release would also be
attenuated. This was not seen; a substantial amount of the modulation remained.
That 5-HT and FMIRFa were still able to modulate spontaneous release after the

injection of BAPTA, suggests that a major component of the actions of 5-HT and
FMRFa are not mediated by a change in the basal levels of Ca2± caused by release
of Ca2+ from internal stores. This conclusion is further supported by observations in
the sensory neurones with the Ca21 indicator dye Fura-2, which show that 5-HT does
not alter the resting level of Ca2+ (Spira et al. 1987). WNe propose, therefore. that these
transmitters can modulate spontaneous release either by altering directly the
availability of transmitter for release, or the efficiency of the release process (e.g. the
docking or fusion of vesicles) by a mechanism that is independent of transmembrane
ionic fluxes or changes in Ca2±. This finding suggests further that the secondl
messenger, which might mediate this process? cannot require changes in the basal
conceintrations of Ca2+.
An alternative interpretation of the observation that spontaneous release remaine(d

at a reduced rate after injection of BAPTA into the sensory neurone is that this
spontaneous release might represent a constitutive C(a2+-independent form of release.
If this were the case, modulation of this constitutive spontaneous release process
might not be representative of the more normal Ca2+-dependent release. Although we
cannot discount this possibility, we think it unlikely. In all the experiments with
BAPTA injection, the synapse went through a phase, some 20-40 miin after injection.
when evoked release was blocked and spontaneous release remained (albeit at a
reduced rate) to a phase where spontaneous release seemed to have disappeared

217



2N1.KDALE AND E. R. KAiNI)EDL

completely. This suggests that prolonged injection of BAPTA into the presynaptic
cell was able to reduce the Ca2+ levels gradually to a point where spontaneous release
could no longer occur. This in turn would suggest that there is not a constitutive
release process that is independent of Ca2+.

Possible mechanisms for modulating spontaneous release
Our results suggest that presynaptic facilitation and inhibition utilize an additional

component, one that involves either a change in the release process or the availability
of transmitter. The mechanism by which this component operates is not known. WNre
shall here outline two main alternatives.
One possibility, proposed by Gingrich & Byrne (1985) and Hochner et al. (1986a),

is that there could be a storage pool and a releasable pool of transmitter, and that
5-HT and FMRFa could cause the movement of transmitter between the two pools.
This hypothesis has recently received support. Klein, Braha, Dale, Kandel, Hansen
& Abrams (1989) have found that both the modulation of spontaneous release and
a component of heterosynaptic facilitation may be mediated by an additional protein
kinase, perhaps protein kinase C, acting either in series or in parallel with the cyclic
AMP-dependent protein kinase (see also Higashida, 1988). This suggests that the
modulation of spontaneous release and a component of heterosynaptic facilitation
are two manifestations of the same underlying mechanism. This component of
facilitation is particularly important for increasing transmitter release at synapses
that have previously been depressed by repeated stimulation (Hochner et al. 1986a;
Klein et al. 1989). The modulation of spontaneous release could involve a
replenishment of the depleted pool of releasable transmitter. A synapsin-like
molecule (Llinas, McGuiness, Leonard, Sugimori & Greengard, 1985) could be
involved in such a process by, for example, controlling translocation of vesicles or
their attachment to the cytoskeleton (De Camilli & Greengard, 1986). 5-HT and
FMRFa could alter the availability of transmitter for release by altering the
translocation of vesicles or the proportion that might be anchored to the
cytoskeleton. However, on the basis of our data in Aplysia, it seems unlikely that
Synapsin I itself is involved, since Synapsin I is thought to require phosphorylation
by Ca2+/calmodulin kinase before it will release vesicles from their cytoskeletal
attachment. Moreover, spontaneous release and its modulation by 5-HT are
unaffected by brief applications (1-5 min) of 5-15 /tM-cytochalasin B or 1 m.m-
colchicine, both of which might be expected to alter the cytoskeleton (N. Dale,
personal observations).
A second alternative is that 5-HT and FMRFa could affect the release process

directly. For example, perhaps only a proportion of the morphological release sites
in the synapse are active and release transmitter. The effects of 5-HT and FMRFa
would be to increase or decrease, respectively, the proportion of active release sites.
possibly by phosphorylating proteins in the active zones.

Relationship between spontaneous and evoked transmitter release
We suggest that the mechanisms which modulate spontaneous release also

contribute to the modulation of evoked release during presynaptic facilitation and
inhibition, and that the study of spontaneous release is a useful additional approach
to examining the mechanisms of synaptic plasticity. Several observations support
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this suggestion. (1) Spontaneous mEPkSPs have the same amplitude, rise time. anid
half-fall time as the unitary evoked EPSPs elicited under conditions of low release
(Dale et al. 1988). This suggests that the same quantal release event underlies both
evoked and spontaneous release, and that the transmitter pools for spontaneous and(
evoked release might be the same. (2) The modulation of spontaneous release and the
enhancement of evoked transmitter release share a very similar time course and
dose-response relation to the application of 5-HT, suggesting that they are but tw!o
manifestations of a related underlying process. (3) The modulation of sponltanleouis
release and a component of heterosynaptic facilitation may share the same second(
messenger pathway: possibly activation of protein kinase C (Klein et al. 1989).
We therefore argue that our conclusions can be extended to the facilitation of

evoked release itself, and propose that the component of heterosynaptic facilitation.
which is thought to be independent ofK+ and Ca2+ currents (see Hochner et al. 1986 a),
could involve a direct modulation of the release process or the availability of
transmitter for release.

Presynaptiefacilitation and inhibition
Although our results suggest that a major component of the modulation of

spontaneous release and, by extension, a component of heterosynaptic facilitation,
does not require a change in the intracellular Ca2+, there is evidence that Ca2+ plays
an important role in heterosynaptic facilitation. First, the reduction of the K+ 5-
current produced by cyclic AMP that accompanies facilitation allows a broadeninig
of the action potential, a consequent increase in Ca2+ entry during the action
potential (Hochner et al. 1986 b), and hence more evoked transmitter release. Second,
there is a change in the Ca2+ handling in response to depolarization and action
potentials (Boyle, Klein, Smith & Kandel, 1984; Spira et al. 1987). The increase in
intracellular Ca2+ that results from these two mechanisms is important for evoked
transmitter release. This additional Ca2+ could play a synergistic role, together wvith
the Ca2+-independent mechanisms, and further enhance the release process or
availability of transmitter. Indeed, spontaneous release can be enhanced by
depolarization of the presynaptic neurone, both under control conditions (Fig. 5) and
during the application of 5-HT (data not shown), suggesting that a Ca21 influx during
the actions of 5-HT will provide an additional enhancement of facilitatorv
mechanisms.
The peptide FMRFa mediates presynaptic inhibition in Aplysia. Two actions

which could contribute to presynaptic inhibition have already been described (cf.
Kretz, Shapiro, Bailey, Chen & Kandel, 1986a). The first involves an increase in the
probability in the opening of the serotonin-sensitive K+ channel (Belardetti et al.,
1987). A second effect involves a reduction of a voltage-sensitive Ca2± current
(Brezina et al. 1987; Edmonds, Kandel & Klein, 1988). Our results suggest a third
physiological effect of FMRFa, which appears to be independent of both K+ and Ca2+
currents: a direct modulation of spontaneous release either by altering transmitter
availability or the release process itself.
Thus, for both facilitation and presynaptic inhibition, it appears that several

changes act in concert at several different targets to modulate the synapse. (1)
Modulation of K+ channels which alters the width of the action potential, thereby
indirectly altering the Ca2+ influx during the action potential (Hochner et al. 1986 a, b;
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Klein & Kandel, 1980). (2) Modulation of the Ca2+ influx (cf. Kretz, Shapiro &
Kandel, 1986b; Kretz et al. 1986a) or handling of intracellular Ca21 (Boyle et al.
1984), both of which could alter the availability of transmitter for release. (3) A
direct modulation of either transmitter availability or the release mechanism
through a Ca2+-independent process.

W\e thank D)rs V. Brezina. B. Hochner, AI. Klein. J. Koester, S. Schacher an(d K. WN'eiss for
helpful comments oIn earlier versions of this paper. K. Hilten and L. Katz for help writh illustrations.
A. Kraw-etz for help with typinig anid T. Capo and S. Peret for raising the animals used in this study.

REFERENCES

ABRAMIS. T. WX.. CASTELLUCCI, V. ., CAMARDO. J. S., KANDEL, E. R. & LLOYD, P. E. (1984). TWo
endogenious neuropeptides modulate the gill withdrawal reflex in Aplysia by presynaptic
facilitation involving cAMIP-dependent closure of a serotonin-sensitive potassium channel.
Proceedin1gs of the National Academty of Sciences of the USA 81, 7956-7960.

BELARDETTI, F.. KANDEL. E. R. & SIEGELBAUM, S. A. (1987). Neuronal inihibitioni by the peptide
FAIRFamide involves opening of KS K' channels. Nature 325. 153-156.

BELARDETTI. F., SCHAdCHER. S., KANDEL, E. R. & SIEGELBAUm, S. A. (1986). The growth conies of
Aply.sia sensory neurons: Modulation by serotonin of action potential duration and single
potassium currents. Proceedinys of the National Academy of Sciences of the USA 83, 7094-7098.

BOYLE, M. B., KLEIN, K., SMITH, S. J. & KANDEL, E. R. (1984). Serotonin increases intracellular
Ca"5 transients in voltage clamped neurons of Aplysia californica. Proceedings of the National
Acadenmy of Sciences of the USA 81, 7642-7646.

BREZINA. V.. ECKERT. R. & ERXLEBEN, C. (1987). Suppression of calcium current by an
endogenous neuropeptide in neurones of Aplysia californica. Journal of Physiology 388, 565-595.

CASTELIuCCI. V. & KANDEL. E. R. (1976). Presynaptic facilitation as a mechanism for behavioral
seInsitizationi in Aplysia. Science 194, 1176-1178.

CASTELLUCCI, V., PINSKER. H., KUPFERMANN, I. & KANDEL, E. (1970). Neuronal mechallisms of
habituation and dishabituation of the gill-withdrawal reflex in Aplysia. Science 167, 1745-1748.

CHAD. J. E. & ECKERT, R. (1986). An enzymatic mechanism for calcium current iniactivatioll in
dialysed Helix neurones. Journal of Physiology 378, 31-51.

DALE, N., SCHACHER, S. & KANDEL, E. R. (1988). Lon-g-term facilitationi in Aplysia inivolves
increase in transmitter release. Science 239, 282-285.

DE CAMIiLLI. P. & GREENGARD, P. (1986). Synapsin I: A synaptic vesicle-associated neuronal
phosphoprotein. Biochemical Pharmiacology 35, 4349-4357.

EDMONDS. B. WV., KANDEL, E. R. & KLEIN, M. (1988). Different functional roles for the
components of calcium current in Aplysia sensory neurons. Society for Neuroscience Abstracts 14.
1206.

FATT. P. & KATZ, B. (1952). Spontaneous subthreshold activity at motor nerve endings. Journal
of Physiology 117. 109-128.

GING(RICH. K. J. & BYRNE. J. H. (1985). Simulation of synaptic depression, posttetanic potentiation
aInd presvnaptic facilitation of synaptic potentials from sensory neurons mediating the gill
withdrawal reflex in Aplysia. Journal ofNeurophysiology 53, 652-669.

HIGASHIDA, H. (1988). Acetylcholine release by bradykinin, inositol 1 4,5-trisphosphate and
phorbol dibutvrate in rodent neuroblastorna cells. Journal of Physiology 397. 209-222.

HoCHNER. B., KLEIN, MA., SCHACHER, S. & KANDEL, E. R. (1986a). Additionial componienit in the
celluilar mechanisms of presynaptic facilitation contributes to behavioral dishabituation in
Aplysia. Proceedinys of the National Acadenmy of Sciences of the USA 83, 8794-8798.

HocliN ER, B., KLEIN, AM.. SCHACHER, S. & KANDEL. E. R. (1986b). Action potenitial duration- an-id
the modulation of transmitter release from the sensory neurons of Aplysia in presynaptic
facilitation and behavioral sensitization. Proceedings of the National Acadenmy of Sciences of the
USA 83. 8410-8414.

,JOHNSTON, Ml. F.. KRAVITZ, E. A.. AEIRI, H. & RAHAMIMOFF. R. (1983). Adrenocorticotropic
hormone causes longlasting potentiation of transmitter release from frog motor nerve terminals.
Science 220. 1071-1072.

220



MODt 'LATION OF SPONTANEO I TS RELEASE 221

KANDEL, E. R. & SCHWARTZ, *J. (1982). Molecular biology of learnin1g: Mlodulation) of tral1snsitter
release. Science 218, 433-443.

KATZ, B. & MILEDI. R. (1967). The timinlg of calcium actioni (Iliring neuromus(ular tralnsmission.
Journal of Physiology 189. 535-544.

KLEIN. MI., BRAHA. O.. DALE. N'.. KANDEL. E. R.. HANSEN. C. A. & ABRA-MS. T. M1. (1989). Analysis
of a newly described cellular process contributing to facilitation at depressed sensory neuron
synapses in Aplysia. Society for Neuroscience Abstracts 15, 1264.

KLEIN, M.. (CAMARDO, J. & KANDEL. E. R. (1982). Serotoninl modlulates a specific potassiuln cullrrellt
in the sensory neurons that show presynaptic facilitation in Aplysia. Proceedingls of the N'ational
Academy of Sciences of the USA 79. 571'3-57 17.

KLEIN. M. & KANDEL. E. R. (1980). Mlechanism of calciutmi current mo(lutlationi underlying
presynaptic facilitationi and(l behavioral sensitizationi in Aplysia. Proceedinigs of the National
Acadenmy of Sciences of the USAI' 77. 1912--6916.

KRETZ, It., SHAPIRO, E., BAILEY, C. H.. (CHEN, MI. & KANDEI, E. R. (1986a). PresvnaptiC
inhibition produced by an identified presynaptic inhibitory neuron. II. Presynaptic conductance
changes (aused by histamine. Journal of Neuirophysiology 55, 131-146.

KRETZ. R., SHAPIRO, E., (ONNER. J. & KANDIE., E. R. (1984). Posttetanic. presyniaptic inhllibition
and the modulation of free Ca2+ level in the )resynaptic terminals. Experimental Brain2 Resea(rch
9. sup))l.. 240-283.

KRETZ, R., SHAPIRO, E. & KANDEL, E. R. (1986b)). Presvnaptic inhibitioni produced by ani
identified1 presynaptic neuron I. Physiological mechanisms. Journal of Nearophysiology 55.
11:3-130.

LEV-Tov, A. & RAHANIIMoFF, R. (1980). A study of tetanic and post-tetanic potentiation- of
miniatture enid-plate potenitials at the frog neuromuscular junction. Journal of Physiology 309.
247-273.

LLIN.kS, P., MCGUINESS. T. L., LEONARI), C. S., SUGIMORI, M. & GREENGARD. P. (1985).
Intraterminal injection of synapsin I or calcium/calmodulin-dependent proteini kinase II alters
neurotransmitter release at the squid giant synapse. Proceedings of the National Academly (*f
Sciences of the USA 77. 7039-7043.

MACKEY. S. L., GLANZMAN, 1). L., SMALL. S. A.. DYKE. A. M., KANDEL. E. R. & HAWKINS. R. D.
(1987). Tail shock produces inhibition as well as sensitization of the siphon-withdrawal reflex of
Aplysia: Possible behavioral role for presynaptic inhibition mediated by the pep)tide Phe-Met-
Arg-Phe-NH2. Proceedings of the =National Acadenmy of Sciences of the USA 84, 8730-8734.

MALENKA, R. C.., AYOUB, G . S. & 'NICOLL, R. A. (1987). Phorbol esters en-hanice tranismitter release
in rat hippocampal slices. Brain Research 403, 198-203.

MARTIN, A. R. (I1966). Quantal nature of synaptic transmission. Physiological Revieuws 46. 51-66.
MIASUROVSKY, E., GLANZMAN, D. L. & SCHACHER, S. (1988). Correlative Inorphologic andl

physiologic featur-es of identified synapses between individual sensorv and miotor neuronis of'
Aplysia cocultured on polylysine-coated aclar substrates. Biophysical Journal 53. 360 a.

MONTAROLO, P. G., KANDEL E. R. & SCIIACIIER. S. (1987). Long-term heterosynaptic inihibitioll in
Aplysia. Vature 333. 17 1-174.

RAHAMIMoFF, R., LEV-ToV, A. & MEIRI, H. (1980). Primary and secondary regulation of qualntal
transmitter release: Calcium and sodium. Journal of Experinmental Biologqy 89. 5-18.

RAYPORT, S. G. & SCHACHER, S. (1986). Synaptic plasticity in vitro: cell culture of identified
Aplysia neurons mediating short-term habituation and sensitization. Journal of Neuroscience 6,
759-763.

SCHACH ER. S. (1985). Differential synapse formation and neurite outgrowth at two branches of the
metacerebral cell of Aplysia in dissociated cell culture. Journal ofNeuroscience 5, 2028-2034.

SCIIACHER, S. & PROSCHANSKY, E. (1983). Neurite regeneration by Aply,sia neuronis in dissociated
cell culture: Modulationi by Aplysia hemolymph and the presence of the initial axonal segmenlt.
Journal of Neuroscience 3, 2403-2413.

SPIRA, M. E., BLUMENFELD, H.. SCHACHER. S. & kSIEGELBAUM, S. A. (1987). IMeasurement of free
intracellular calcium in Aplysia sensory neurons using Fura-2. Society for Neeuroscience Abstracts
13, 1238.

STORM, J. F. (1987). Intracellular injection of a Ca2+ chelator inhibits spike repolarization in
hippocampal neurons. Brain Research 435. 387-392.

TROSPER. T. L. & PHILIPSON, K. D. (1983). Effects of divalent anid trivalenit cations on Na'-Ca2+
exchange in cardiac sarcoleminal vesicles. Biochimica et biophysica acta 731. 63-68.



222 N. DALE AND E. R. KANDEL

TsIEN, R. Y. (1980). New calcium indicators and buffers with high selectivity against magnesium
and protons: Design synthesis and properties of prototype structures. Biochemistry 19,
2396-2404.

ZUCKER, R. S. & HAYDON, P. G. (1988). Membrane potential has no direct role in evokilng
neurotransmitter release. Nature 335, 360-362.


