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Abstract
Cholecystokinin (CCK) is the most abundant neuropeptide in the central nervous system. In the
hippocampal CA1 region, CCK is co-localized with GABA in a subset of interneurons that synapse
on pyramidal cell somata and apical dendrites. CCK-containing interneurons also uniquely express
a high level of the cannabinoid receptor, CB1, and mediate the retrograde signaling process called
DSI. Reported effects of CCK on inhibitory post-synaptic potentials (IPSPs) in hippocampus are
inconsistent, and include both increases and decreases in activity. Hippocampal interneurons are very
heterogeneous, and these results could be reconciled if CCK affected different interneurons in
different ways. To test this prediction, we used sharp microelectrode recordings from pyramidal cells
with ionotropic glutamate receptors blocked, and investigated the effects of CCK on
pharmacologically distinct groups of IPSPs during long-term recordings. We find that CCK, acting
via the CCK2 receptor, increases some IPSPs and decreases others, and most significantly, that the
affected IPSPs can be classified into two groups by their pharmacological properties. IPSPs that are
increased by carbachol (CCh-sIPSPs), are depressed by CCK, ω-conotoxin GVIA, and
endocannabinoids. IPSPs that are enhanced by CCK (CCK-sIPSPs) are blocked by ω-agatoxin IVA,
and are unaffected by carbachol or endocannabinoids. Interestingly, a CCK2 antagonist enhances
CCh-sIPSPs, suggesting normally they may be partially suppressed by endogenous CCK. In
summary, our data are compatible with the hypothesis that CCK has opposite actions on sIPSPs that
originate from functionally distinct interneurons.
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Introduction
Cholecystokinin (CCK) is the most abundant neuropeptide in the central nervous system (CNS)
(Beinfeld et al., 1981), and is highly expressed in a subset of GABAergic interneurons of the
hippocampus (Dockray, 1976; Innis et al., 1979). CCK is released mainly as CCK8-S, and
also, at low concentrations, as CCK4 or CCK8-U (Rehfeld, 1985). CCK-releasing interneurons
in the hippocampus all contain GABA (Somogyi et al., 1984) and most express cannabinoid
receptors (Katona et al., 1999; Freund, 2003). The axons of many CCK-positive neurons
terminate on hippocampal pyramidal cell somata in stratum (s.) pyramidale and their proximal
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dendrites of s. radiatum (Freund & Buzsaki, 1996). Central (CCK2) receptors are widely
distributed throughout the CNS (Zarbin et al., 1983) and modulate stress, anxiety and
exploratory behaviors (Singh et al., 1991; Matto et al., 1997).

Physiological actions of CCK in the hippocampus have been attributed to CCK2 (Bohme et
al., 1988; Carlberg et al., 1992); however CCK2 has not yet been localized to specific neuronal
sub-types in hippocampus or elsewhere (cf. Mercer et al., 2000). Reports of CCK’s
physiological actions are inconsistent, with both excitation (Dodd & Kelly, 1979; Boden &
Hill, 1988; Bohme et al., 1988; Shinohara & Kawasaki, 1997), and inhibition (MacVicar et al.,
1987; Perez de la Mora et al., 1993) of pyramidal cells having been demonstrated. CCK may
inhibit pyramidal cells indirectly (Perez de la Mora et al., 1993) by increasing GABA release
from interneurons (Miller & Lupica, 1994; Miller et al., 1997; Ferraro et al., 1999; Deng &
Lei, 2006). Some discrepancies have been ascribed to dosage and application method, or to
different effects of CCK on interneurons and pyramidal cells (Miller et al., 1997). The close
association of CCK only with certain interneurons suggests that some of the reported
discrepancies in CCK effects might reflect its actions on distinct classes of interneurons
(Freund & Buzsaki, 1996).

The primary aim of the present study was to test the hypothesis that CCK affects different
interneurons in different ways, by using pharmacological tools to identify classes of
interneuron outputs. Focusing on the rat hippocampal CA1 region, we show that CCK2
activation mediates the effects of CCK agonists, and directly stimulates persistent spontaneous
(sIPSP) activity in control conditions. However, other sIPSPs are initiated in the presence of
carbachol (CCh) and activation inhibits the CCh-sIPSPs. This does not represent opposing
effects of CCK and CCK2 CCh on the same interneurons however, because the IPSPs in these
two different conditions are sharply distinguished by their sensitivity to endocannabinoids,
calcium channel antagonists, muscarinic agonists, and GABAB agonists. We also report the
first evidence that endogenously released CCK suppresses CCh-sIPSPs. Our data are consistent
with the hypothesis that the disparate actions of CCK on inhibition reflect opposite effects on
distinct interneuron classes. Indeed, the pharmacological profiles of these two classes of sIPSPs
correspond well with the properties of PV- and CCK-expressing interneurons as described in
the literature (see Table 1). We suggest that CCK could thereby link the actions of different
interneurons, a hypothesis that may have implications for understanding some of the oscillatory
electrical activity in hippocampus (Buzsaki, 2002;Baraban & Tallent, 2004;Freund,
2003;Whittington & Traub, 2003).

Materials and Methods
Male Sprague-Dawley Rats, 5–7 wks old (Charles River Laboratories) were deeply
anaesthetized with halothane and decapitated in accordance with the guidelines set forth by
the Institutional Animal Care and Use Committee of the University of Maryland, School of
Medicine. The brain was rapidly removed from the skull and both hippocampi dissected free.
Transverse hippocampal sections (400 μm thick) were cut on a Vibratome (Series 1000,
Technical Products International). Slices were kept in a holding chamber at room temperature
at the interface of artificial cerebro-spinal fluid (ACSF) and a humidified gas mixture of 95%
O2 and 5% CO2 for ≥ 1 hr and then transferred to a submersion chamber (Nicoll & Alger,
1981) that was continuously perfused with ACSF at 29–31°C, and positioned under a dissecting
microscope. The submerged chamber permits rapid, thorough access of bath-applied drugs to
the entire slice, and cells remain in healthy condition (as judged by active and passive cell
properties) for 6–8 hours. ACSF contained (in mM): 120 NaCl, 3 KCl, 2 MgSO4, 1
NaH2PO4, 25 NaHCO3, 10 glucose, and 2.5 CaCl2, and was continuously bubbled with 95%
O2 and 5% CO2 (pH 7.4). The ionotropic glutamate antagonists D-AP5 (20μM) and NBQX
(10μM, both from Tocris) were present in all experiments to block EPSPs. CCK8-S,
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LY225910, YM022 CGP55845 and WIN55212-2 were obtained from Tocris. Carbachol
(CCh), CCK4, ω-agatoxin GVIA (agatoxin), ω-conotoxin GVIA (conotoxin) and all other
chemicals were obtained from Sigma. All drugs were bath applied. To avoid desensitization
induced by repeated applications of CCK, each slice was limited to a single application of
CCK.

Electrophysiology
Conventional high resistance intracellular (“sharp”) electrode recordings were carried out in
CA1. The CA1 stratum pyramidale was visualized under a dissecting microscope at 4X (the
objective does not touch the solution, and the tip of the electrode can readily be positioned
directly over the layer), the pyramidal cells were then impaled by lowering the electrode
“blindly” into the layer. Microelectrodes (50 –150 MΩ) were filled with a 3M KCl solution to
facilitate the observance of GABAA-mediated sIPSPs. Acceptable cells had resting potentials
of > −60mV. When necessary, a modest holding current (< −0.5 nA) was used to maintain a
slightly hyperpolarized membrane potential at −70 mV, to suppress action potential firing, and
enhance sIPSP size. The negative holding potential also prevented CCh from depolarizing the
cell because many of the currents affected by CCh are activated only at more depolarized levels.
The holding current used was constant during the experiment. In some cases, as noted, we
stimulated cells with current injections through the microelectrode in a ‘theta burst’ pattern,
where one theta burst equaled 5 depolarizing pulses, 10 msec each in duration, given at 100
Hz; bursts separated by 200 msec. Signals were digitized at 5 kHz (Digidata 1200A, Axon
Inst., Foster City, CA), filtered at 2 kHz, and analyzed with pClamp 8.0 or 9.0 software (Axon
Inst.). For miniature IPSC (mIPSC) experiments, whole-cell patch clamp recordings were
performed. Pyramidal cells were held under whole-cell voltage clamp at −70mV and cells with
low, stable holding current (<300pA) were used. Whole cell intracellular solution contained
in mM: 90 CsCH3SO3, 1 MgCl2, 1 CsCl, 2 MgATP, 0.2 Cs4-BAPTA, 10 HEPES, 0.3 tris-
GTP, and 5 QX-314 (Lidocaine-N-ethyl Bromide). The electrode access resistance measured
in a cell was ≤ 30 MΩ and did not change by more than 15% in acceptable experiments.

For analysis of theta rhythms, the data were filtered at 200 Hz with a low-pass, eight pole Bessel
filter (Frequency Devices, Haverhill, MA). Power spectrum analysis and autocorrelations were
done in Clampfit 9.0. We calculated a value of “relative theta power” for each cell by summing
the spectral power between 4–14 Hz, and dividing this by the total spectral power between 1–
50 Hz during 10 seconds of sIPSP activity (Reich et al., 2005). We also measured peak theta
power as the largest peak spectral power within the theta range of frequencies. Both measures
led to the same conclusions, therefore we generally refer to peak power in the text.

MiniAnalysis software (Synaptosoft Inc, Decatur, GA) was used to perform sIPSP amplitude
and kinetics analyses of sIPSPs and mIPSCs. The MiniAnalysis program is not a simple
‘window discriminator’ that detects events solely by their amplitudes. Rather it employs a
sophisticated fitting routine that takes into account amplitude, rise and decay times and area
under curve, in effect creating a template of the target event, in its detection routine. A large
sample (n = 10036 events from 25 cells) of CCK- and CCh-sIPSPs had amplitudes of 4.17 ±
0.13 mV (mean ± s.e.m.), rise times of 4.6 ± 0.02 ms, decay times 23.8 ± 0.16 ms, and areas
(ms*mV) of 60.9 ± 3.31. Visual checking confirmed the absence of aberrant events in the
records. Hence, detectability of even small synaptic potentials is much more accurate with
MiniAnalysis than if only amplitude measurements are made.

Data are presented as mean ± s.e.m. Unless noted, paired-sample t-tests were used to determine
statistical significance, although for display purposes, group data are shown in bar graphs.
Komolgorov-Smirnov tests of sIPSP amplitudes in three cells (total of 1490 sIPSPs) showed
distributions did not differ significantly from normal distributions (p > 0.1), further supporting
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use of parametric tests. Statistical analysis was performed using Sigmastat (Jandel Scientific)
at the significance level of p < 0.05, except for K-S tests, for which the significance level was
p < 0.005.

Results
CCK analogs initiate sIPSP activity in control conditions by activating CCK2

We used high resistance microelectrodes for pyramidal cell recording under current clamp
conditions because the experiments, involving multiple pharmacological tests on single cells,
demanded long-term (>2 hour), stable recording conditions. The advantages of these electrodes
– less disruption of cell internal environment and long lasting maintenance of normal cell
properties – outweighed the drawback of somewhat noisier recordings. With D-AP5 and
NBQX present, the average pyramidal cell resting membrane potential was −70.4 ± 1.90 mV
(n=33). Bath application of 1 μM CCK8-S for 15 min did not alter the membrane potential
(−71.6 ± 0.99 mV, n=33, p>0.05) or input resistance (82.4 ± 2.7 MΩ in CCK, and 82.2 ± 2.3
MΩ, pre-CCK, n=33, p>0.05). CCK8-S reduced the amplitude of the slow AHP elicited by
“theta-burst” pattern of dc stimulation given through the recording electrode (see Methods).
The AHP was reversibly reduced by ~ 30% by CCK8-S (from 7.3 ± 1.4 mV in control to 4.9
± 1.1 mV in CCK8-S, p<0.01, n=16), although its duration was not significantly affected (6.3
±1.4 s and 7.0 ± 2.1 s in CCK, n.s., n=16). Hence, although the agonist does reduce the AHP,
the pyramidal cell passive properties are insensitive to CCK8-S. This finding is similar to
observations by Miller et al. (1997), who observed no effect of CCK on passive membrane
properties of pyramidal cells. However, Miller et al., (1997) did not observe an effect of CCK
on the AHP, while others (e.g. Dodd and Kelly, 1979; Shinohara and Kawasaki, 1997) reported
the AHP reduction that we see. There is no obvious explanation for this discrepancy, and the
issue deserves further study. In any event, our focus in this investigation was on synaptic
inhibition, and the CCK effects on the slow AHP that occurred only after strong pyramidal cell
activation do not interact with the effects on sIPSPs.

We observed that, in control solution, CCK8-S induced a steady barrage of sIPSPs that were
significantly larger and more frequent than sIPSPs prior to CCK8-S application (1.7± 0.29 mV
at 2.2 ± 0.25 Hz in control conditions, 4.0 ± 0.96 mV at 4.2 ± 0.47 Hz in CCK8-S, p<0.0001,
n=8, for both comparisons, see Fig. 1A). For the sake of clarity, sIPSPs that were increased by
any CCK analog will be referred to as “CCK-sIPSPs”. The CCK-sIPSPs often had abrupt onset
and occurred rhythmically. A power spectral analysis of 10-sec stretches of sIPSPs in 8 cells
revealed a small peak power in the theta frequency range, ~4–14 Hz (power in this range was
0.4 ± 0.02 mV2/Hz in control, and 0.5 ± 0.02 mV2/Hz in CCK8-S, p<0.006, n=8, Fig. 1B). The
CCK8-S-enhanced sIPSP activity in our young adult rats diminished only slightly over tens of
minutes: the initial CCK-sIPSPs were 4.1 ± 0.31 mV in amplitude and occurred at 4.0 ± 0.29
Hz, and 25 min later were 4.1 ± 0.62 mV at 3.6 ± 0.31 Hz (n = 5 cells, n.s.),. This is unlike the
transient effect that CCK has in cells from younger animals (Miller et al., 1997;Deng & Lei,
2006), suggesting developmental changes may affect CCK responses.

The first question we addressed was which CCK receptor mediates the effects of CCK8-S. We
found that the effects of CCK8-S were replicated by the highly specific CCK2 receptor agonist,
CCK4 (1 μM), (1.3 ± 0.1 mV at 2.5 ± 0.05 Hz in control, 2.0 ± 0.05 mV at 4.2 ± 0.29 Hz in
CCK4, p < 0.05, n=5 for both comparisons). Relative theta power was significantly increased
by CCK4 (from 0.5 ± 0.07 to 0.6 ± 0.03 mV2/Hz, p<0.005, n = 5, data not shown). CCK4 also
reduced the pyramidal cell AHP from 7.4 ± 1.1 mV to 5.5 ± 0.9 mV (n=5, p < 0.05). Selective
CCK2 antagonists LY225910 (2 μM) or YM022 (1 μM), were bath-applied for > 1 hr before
the subsequent addition of CCK agonists. The antagonists did not affect the pyramidal cell
membrane potential (n.s.) or the baseline sIPSPs, but fully prevented CCK8-S from increasing
sIPSP amplitude or frequency, example shown in Fig. 1C (LY225910, n=9; YM022, n=6;
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p>0.05, each comparison). The selective CCK1 antagonist, devazepide, had no effect on CCK-
sIPSPs (n = 4, data not shown) further supporting the conclusion that the observed effects are
mediated via the CCK2 receptor.

These experiments revealed that activation of CCK2 mediates the effects of CCK8-S, and
triggers a persistent barrage of sIPSPs in control conditions.

CCK analogs suppress sIPSPs activated by mAChR activation
It is well established that agonists of mAChR, including CCh, also induce the occurrence of
persistent, rhythmic sIPSPs (Pitler & Alger, 1992a; Martin & Alger, 1999; Fischer et al.,
2002; Gillies et al., 2002; Reich et al., 2005), probably via the M1 and M3 receptor subtypes
(Martin & Alger, 1999; Fukudome et al., 2004). These sIPSPs will be designated “CCh-
sIPSPs.” To determine if CCK-sIPSPs and CCh-sIPSPs originate from the same class of
interneurons, we compared a number of their key features.

We confirmed that 5 μM CCh induced persistent sIPSP activity in the 22 cells tested (e.g. Fig
2A). Once CCh-sIPSPs were initiated, we added 1 μM CCK8-S to the bath solution and
observed its effects on them. The mean membrane potential of CCh-treated CA1 pyramidal
cells was maintained at −69.8 ± 1.11 mV (n=18). If both agonists affect the same cells, CCh,
having already strongly initiated the sIPSP activity, should reduce or occlude the relative ability
of CCK8-S to increase the activity. Contrary to this prediction, however, we found that
CCK2 agonists strongly suppressed the CCh-sIPSPs (Fig 2A). CCh-sIPSP amplitudes were
reduced from 8.2 ± 0.60 mV, to 5.6 ± 0.46 mV by CCK8-S (p<0.001, n=18 cells) and their
frequency from 9.4 ± 0.36 Hz to 5.6 ± 0.48 Hz in CCK8-S (p<0.0001, n=18 cells) (Figs. 2A
and 2B). Reich et al. (2005) showed that CCh application induces sIPSPs that occur at theta-
rhythm frequency in CA1 pyramidal cells, independent of activation of glutamate receptors or
of inputs from other hippocampal regions. CCK8-S significantly reduced, but did not abolish,
the increase in peak spectral power of CCh-sIPSPs across the theta range (from 7.9 ± 2.15
mV2/Hz to 3.3 ± 1.76 mV2/Hz, n=22, Fig. 2B). CCK4 also reduced the CCh-sIPSP amplitudes
and frequency (CCh 5.6 ± 0.41 mV, reduced to 4.5 ± 0.27 mV in CCh plus CCK4; sIPSP
frequency in CCh was 7.3 ± 0.60 Hz, reduced to 2.7 ± 0.34 Hz in CCh plus CCK4, n = 4,
p<0.003 for both comparisons, data not shown).. The CCK2 antagonists LY225910 and YM022
prevented the suppressive effects of CCK8-S on CCh induced activity. The sIPSPs were 10.0
± 1.31 mV in CCh plus LY225910, and 9.8 ± 1.23 mV in CCh plus LY225910 and CCK8-S,
n=5 cellsp>0.05. CCh-sIPSP frequency was not affected by LY225910 or subsequent addition
of CCK8-S (8.2 ±1.25 Hz in CCh, 8.7 ± 0.58 Hz in CCh plus LY225910, 8.3 ±1.41 Hz in CCh
plus LY225910 plus CCK 8-S, n=5 cells, p>0.05). In CCh plus YM022 the sIPSPs were 5.3 ±
0.62 mV, 5.4 ± 0.49 mV and in CCh plus YM022 plus CCK8-S they were 5.3 ± 0.56 mV, n=7,
p>0.05. The mean sIPSP frequency in CCh was 7.1 ± 0.98 Hz, 7.0 ± 1.1 Hz in CCh plus YM022,
and 7.2 ± 0.99 in CCh plus YM022 plus CCK8-S, n=7, (p>0.05 for all comparisons). Hence,
CCK8-S suppressed CCh-sIPSPs by activating CCK2. The significance of the larger sIPSPs
in LY225910 will be discussed in a later section.

When CCh was added after CCK8-S, there were small increases in sIPSP amplitude (from 3.5
± 0.16 mV in CCK8-S alone to 4.2 ± 0.32 mV when CCh was added, n = 5, p<0.005), frequency
(from 3.9 ± 0.27 Hz in CCK alone to 4.4 ± 0.1 when CCh added, n=5, p<0.05) and theta power
(from 0.6 ± 0.03 mV2/Hz in CCK alone to 4.0 ± 1.32 mV2/Hz when CCh was added, n=5,
p<0.001). However, the sIPSPs were smaller, less frequent, and had less theta power in these
cells than in those treated with CCh alone (n=5, p<0.01 for each comparisons), illustrating that,
in this case also, CCK opposed the effects of CCh.

Thus, contrary to our initial hypothesis that CCK and CCh would mutually occlude each other
because of similar actions on the same interneurons, they had opposite effects on sIPSPs.
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Moreover, CCK8-S suppressed CCh-induced sIPSPs by activating CCK2 so different CCK
receptor subtypes could not explain the results. We considered two other explanations:
CCK2 and M1/M3 mAChR agonists could produce opposing effects on the same interneurons,
or they could each primarily affect a different type of interneuron. Predictions of these
hypotheses are tested below.

Different interneurons originate CCK-sensitive and CCh-sensitive sIPSPs
Previous work has shown that the large sIPSPs in the hippocampal CA1 cells arise from
perisomatic synapses, almost certainly from basket cell interneurons (Banks et al., 1998; Martin
& Alger, 1999). There are two major classes of GABA-ergic basket interneurons in
hippocampus. Both predominantly innervate the perisomatic region of pyramidal cells in CA1
and CA3 (Pawelzik et al., 2002; Hefft & Jonas, 2005) which enables them to control pyramidal
cell firing patterns (Cobb et al., 1995; Freund, 2003, for review). Nevertheless, the two classes
of basket cells are not identical. For example, they express different complements of receptors
and channels, and have distinctive physiological properties. Hence, the IPSPs they produce
can be distinguished by means of pharmacological tools and physiological characteristics (see
Table 1). We made use of several of these distinguishing characteristics to compare the CCh-
and CCK-sIPSPs, and determine if they arise from the same or different cell types.

Cannabinoid Sensitivity
CB1 receptors in the hippocampal CA1 region exist in very high concentrations on the terminals
of CCK-expressing interneurons, and are either absent or in very low concentration elsewhere
(Katona et al., 1999). DSI dramatically reduces CCh-sIPSP/Cs (Pitler & Alger, 1992b; Alger
et al., 1996; Martin & Alger, 1999; Wilson & Nicoll, 2001; Fortin et al., 2004; Reich et al.,
2005) an effect we confirmed in all 18 cells that were tested (e.g., Fig. 3A1). We initiated DSI
using a single, 1-second, depolarizing voltage-step from the resting potential to 0 mV, or by 3
brief ‘theta-burst’ trains of intracellular current injection (see Methods). Thus our data agree
with previous reports that CCh-sIPSPs originate from CB1-expressing interneurons.

In contrast, CCK-sIPSPs are resistant to suppression by DSI (e.g. Figs. 3A2 and 3A3). There
was a hint of DSI of CCK-sIPSPs in only 1 of 9 cells, and furthermore, bath application of the
CB1 agonist, WIN55212-2 (5 μM) had no effect on CCK-sIPSP amplitude or frequency (2.4
± 0.04 mV at 4.6 ± 0.72 Hz, compared to 2.5 ± 0.06 mV at 4.4 ± 0.52 Hz in WIN 55212-2,
n=3 cells). In contrast, CCh-sIPSPs were significantly reduced by WIN 55212-2 (from 7.21 ±
0.92 mV and 8.43 ± 1.72 Hz in control to 4.33 ± 0.86 mV and 3.41 ± 1.65 Hz, in WIN 55212-2,
n=3, p<0.05). DSI of CCh-sIPSPs was similarly abolished in WIN-treated cells (data not
shown). This confirms previous findings that CCh-sIPSPs are predominantly generated by
interneurons with the CB1 receptor (Wilson & Nicoll, 2001; Varma et al., 2001; Fortin et al.,
2004), and represents the first evidence that CCK-sIPSPs are generated by interneurons lacking
the CB1 receptor.

Variability
We observed that the amplitudes of the CCK-sIPSPs are often much more uniform than are
those of CCh-sIPSPs (compare e.g., 3B1 and 3B2). The mean cumulative frequency plots of
sIPSPs (10 CCK8-S treated and 10 CCh-treated) were significantly different (p< 0.001 by K-
S test, Fig. 3C). Differences in firing patterns of groups of hippocampal interneurons have often
been reported (Freund & Buzsaki, 1996;Pawelzik et al., 2002;Hefft & Jonas, 2005;Glickfeld
& Scanziani, 2006). In particular, IPSPs from CB1-expressing interneurons are much more
variable in amplitude and temporal dispersion than IPSPs from CB1-lacking neurons (Glickfeld
& Scanziani, 2006). Hence amplitude variability measurements also support the interpretation
that different classes of interneurons mediate the different responses resulting from CCK2
activation.
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Ca2+ channel antagonists
GABA release from different classes of interneurons is mediated by either P/Q, or N-type,
Ca2+ channels (Poncer et al., 1997). IPSPs that are inhibited by CB1 agonists are entirely
dependent on N-type Ca2+ channel influx (Lenz et al., 1998; Hoffman & Lupica, 2000; Wilson
et al., 2001); whereas IPSPs that are insensitive to CB1 agonists are dependent on the P/Q-
dependent, or mixed (N and P/Q) Ca2+ channels (Lenz et al., 1998; Wilson et al., 2001). Thus,
sensitivity of sIPSPs to agatoxin (selective P/Q-type channel blocker) or conotoxin (selective
N-type channel blocker) can help ascertain the class of the interneuron releasing GABA. In
slices pre-treated for ≥ 1 hr with the P/Q-type Ca2+ channel blocker ω-agatoxin IVA (250 nM),
CCK8-S did not induce any spontaneous activity (e.g. Fig. 4A). Agatoxin did not directly
interfere with CCK2 activation, however, as CCK8-S continued to reduce the pyramidal cell
AHP in agatoxin (data not shown). Thus, CCK-sIPSPs depend on activation of P/Q-type
Ca2+ channels for their occurrence.

On the other hand, CCh-sIPSP activity is robust in agatoxin (Fig. 4B), and statistically
indistinguishable from the CCh-sIPSP activity in control solution (6.9 ± 0.5 mV in agatoxin
versus 8.2 ± 0.60 mV in control; n=7, p>0.05) consistent with the evidence that the DSI-
sensitive, CB1-expressing interneurons release GABA via the activation of N-type, but not P/
Q-type Ca2+ channels (Lenz et al., 1998;Hoffman & Lupica, 2000;Wilson et al., 2001).
Importantly, in the presence of agatoxin, CCK8-S did not reduce CCh-sIPSPs (Fig. 4B2). Note
also that agatoxin generally abolished the sIPSPs that occurred in the absence of CCh,
suggesting that interneurons releasing GABA via P/Q channels are predominantly active in
control conditions. This would agree with previous reports that these baseline sIPSPs are
generally insensitive to DSI (e.g., Martin & Alger, 1999;Martin et al., 2001).

The N-type Ca2+ channel blocker, ω-conotoxin GVIA (250 nM; pre-treatment to the slices and
present in the bath solution) did not prevent induction of CCK-sIPSPs (Fig. 4C1). In conotoxin,
CCK8-S increased both sIPSP amplitudes and frequency (n=4, p<0.01 for each comparison).
Conotoxin also prevented the CCh-induced increase in sIPSP amplitude, although not the
increase in frequency of small sIPSPs (to 5.7 ± 1.1 Hz from 2.2 ± 0.3 Hz in conotoxin alone,
n=3, p<0.05, Fig. 4C2), suggesting that CCh can also induce the occurrence of small sIPSPs
from conotoxin-insensitive interneurons.

The results indicate that CCK-sIPSPs are generated by interneurons that depend on P/Q- but
not N-type Ca2+ channels for GABA release. Large, DSI-sensitive sIPSPs induced by CCh are
released from N-channel dependent interneurons, although a population of smaller CCh-sIPSP
originates from cells that are partly or wholly dependent on P/Q channel activation.

TTX-resistant mIPSCs
CCK could affect sIPSPs solely by altering the action potential firing of interneurons, or it
could affect action potential-independent quantal release of GABA, or both. To determine
where CCK acts, we recorded miniature IPSCs (mIPSCs) under whole-cell voltage clamp in
the presence of 1 μM tetrodotoxin to block action potential-dependent responses (Edwards et
al., 1990). We measured mIPSCs during 4-minute intervals before, during and after bath-
application of CCK8-S (n = 100 mIPSCs per condition, total of 300 mIPSCs per cell for 5 cells)
and found that CCK8-S slightly and transiently increased their amplitude and frequency (mean
amplitude in TTX: 14.5 ± 0.43 pA, mean amplitude in TTX plus CCK8-S; 17.6 ± 0.68 pA, p
< 0.005; mean frequency in TTX: 0.6 ± 0.15 Hz; mean frequency in TTX plus CCK8-S 1.0 ±
0.15 Hz, p<0.05; n = 5 cells, Fig 5A, 5B1 and 5B2). In four additional cells, we bath-applied
the selective CCK2 antagonist, LY225910, and found that CCK8-S had no effect in its presence
(p>0.05), confirming that the enhancement of mIPSCs was mediated by CCK2 (Fig 5B1 and
5B2).
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Increase in mIPSCs could contribute to the initial onset of CCK-sIPSPs, although the
magnitude and transient nature of the increases demonstrate that they cannot account for the
entire effect of CCK8-s on sIPSPs in the absence of TTX. Most importantly, the results imply
that that the suppression of CCh-sIPSPs by CCK8-S does not reflect a post-synaptic effect on
GABAA receptors, since mIPSC amplitudes do not decrease. We consider the mechanism of
the decrease in CCh-sIPSPs in more detail below.

Relationship between CCK-activated and CCK-inhibited interneurons
The results strongly argue that CCK- and CCh-sIPSPs originate from different interneurons,
but they do not address the issue of how CCK affects the two responses. CCK could directly
excite some interneurons and inhibit others, if CCK2 were present on all interneurons, but
coupled to different effectors on the different cells. Although possible, this seems unlikely. An
alternative hypothesis would be that CCK affects some cells directly, and others only indirectly.
Heterosynaptic effects of CCK have been reported in the n. accumbens (Kombian et al.,
2005). There, CCK initiates the release of GABA from interneurons, which activates
GABAB receptors on glutamate or GABA terminals, and thereby inhibits transmitter release
indirectly.

Extrapolation of this concept to our system would mean that the CCK might directly excite
certain interneurons in control conditions, and via GABABR activation, indirectly inhibit those
excited by CCh. To test this mechanism, we observed the effects of CCK application in the
presence of the GABAB antagonist, CGP55845 (1 μM).

In control conditions, bath-application of CGP55485 slightly increased the baseline sIPSPs
(1.5 ± 0.13 mV at 0.6 ± 0.1Hz in control, and 1.9 ± 0.09 mV at 2.2 ± 0.5 Hz in CGP55485, n
= 3, p<0.05), but did not alter the ability of CCK8-S to increase sIPSP activity (3.8 ± 0.9 mV
at 4.2 ± 0.3 Hz in CGP55485 plus CCK8-S, n=3, p<0.05 each comparison, Fig. 6A). Similarly,
CCK- sIPSPs were unaffected by subsequent addition of CGP55485 to the bath (4.0 ± 0.41
mV at 4.2 ± 0.09 Hz in CCK8-S, compared with 4.1 ± 0.46 mV at 4.3 ± 0.16 Hz, in CCK plus
CGP55485, n.s., n=3).

In contrast, CGP55845 markedly enhanced the large CCh-sIPSP frequency, but not amplitudes
(from 5.3 ± 0.14 mV at 5.5 ± 0.34 Hz in CCh, to 5.21 ± 0.51 mV at 7.3 ± 0.06 Hz in CCh plus
CGP55845, n=4, p<0.05 for frequency comparison). Most importantly, in the presence of
CGP55845, CCK8-S had no effect on the CCh-sIPSPs, (p>0.05, n=3, e.g., Figs. 6B1 and 6B2).
Therefore the ability of CCK8-S to suppress CCh-sIPSPs is not a direct effect, but is dependent
on GABAB receptor activation, in full agreement with the proposal of CCK-mediated
heterosynaptic inhibition (Kombian et al. 2005).

Activity dependent release of endogenous CCK
The results described in the previous section imply that exogenously applied CCK can release
GABA and cause the subsequent suppression of CCh-sIPSPs by activation of GABAB
receptors. There is essentially no information on the effects of endogenously released CCK,
however. Therefore we considered whether a CCK2 antagonist would affect sIPSPs at a time
when CCK release was expected, i.e., while interneurons are being strongly activated by CCh.
This was suggested during the identification of the CCK2 receptor, when, in the presence of
LY225910, we noted that the CCh-sIPSPs were very large. Indeed, we observed that bath
application of the CCK2 antagonist LY225910 markedly increased the amplitudes of CCh-
induced sIPSPs, (from 4.5 ± 1.1 mV in CCh, to 10.0 ± 1.3 mV in CCh plus LY225910, p<0.001,
n=5 cells), without affecting sIPSP frequency (p>0.05, Figs. 7A and 7B. As noted earlier, the
CCK2 antagonists applied alone in control conditions (total n = 15 cells) have no effects on
baseline sIPSPs, and therefore the increase in CCh-sIPSPs by LY225910, demonstrates a
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significant link between the increase in sIPSP activity by CCh and the endogenous action of
CCK itself. The spontaneous activity was completely abolished by bicuculline (10 μM, Fig.
7A), confirming that it represents GABAA sIPSP firing. Importantly, the large LY225910-
enhanced sIPSPs were highly susceptible to DSI (Fig. 7C, typical of 4 cells tested) arguing
that the sIPSPs originate from DSI-sensitive, i.e., CB1- expressing interneurons. Enhancement
of CCh-sIPSPs by a CCK2 antagonist suggests that endogenously released CCK partially
counteracts the interneurons’ ability to release transmitter, and that CCK participates in a
complex feedback mechanism among interneurons.

Summary and hypothetical model
While the data may appear complex, they can be succinctly summarized by the schematic
model shown in Fig. 8. The model is consistent with a great deal of prior work by other
investigators, although definitive testing must await recordings from interneuron-pyramidal
cell pairs under our experimental conditions, followed by immunocytochemical identification
of the interneurons. For ease of comparison with prior work, we excerpted some key features
of the literature on interneurons, as presented in the review by Freund (2003) and other
references, and illustrated them in Table 1. Note that the characteristics of the CCK-expressing
basket cells predict that they would be the source of IPSPs that are sensitive to CCh, conotoxin,
endocannabinoids and GABAB activation; i.e., ideal candidates for the origin of CCh-sIPSPs.
In contrast, PV-expressing basket cells could be the source of IPSPs that are sensitive to
agatoxin, but insensitive to direct stimulation by CCh, or inhibition by endocannabinoids. Our
data suggest that CCK may directly excite PV interneurons (probably via the inhibition of an
resting K+ conductance as suggested by Cox et al., 1995 and Miller et al, 1997), while indirectly
inhibiting the CCK-interneurons via GABA (since the inhibition was blocked by a GABAB
antagonist). An unresolved but important issue is exactly where the CCK2 receptors are located.
We (unpub. obs.) have been unsuccessful in unambiguously localizing the CCK2 receptors to
single cells with commercially (CalBiochem) or provided (Mercer et al., 2000) CCK2
antibodies. In view of the general paucity of published work on this topic, it is likely that
unknown difficulties prevent the ready staining of CCK2 in CNS.

Discussion
Despite the close association of CCK with GABAergic interneurons, prior reports of its actions
on synaptic inhibition have not yielded a coherent picture. Our findings can reconcile some of
the previous contradictory results, and in addition, suggest that CCK may mediate interactions
between different classes of interneurons. The main observation was that CCK has opposite
effects on two kinds of pyramidal cell sIPSPs, suppressing the endocannabinoid-sensitive,
CCh-sIPSPs, but inducing the occurrence of CCK-sIPSPs. These sIPSPs arise from
interneurons with distinct functional properties. The data show that CCK triggers GABA
release from interneurons that are not excited by CCh, or inhibited by endocannabinoids, but
that express P/Q- type Ca2+ channels. Other interneurons that are excited by CCh, but inhibited
by CCK, release GABA via N-type Ca2+ channels and produce IPSPs that are suppressed by
endocannabinoids. The inhibition of the CCh-sIPSPs by CCK appears to be an indirect effect,
because it is blocked by a GABAB receptor antagonist. A simple interpretation is that, when
CCK stimulates the first group of interneurons, the released GABA then heterosynaptically
activates GABAB receptors on the second group of interneurons and inhibits their release. The
main features of our work are parsimoniously represented by the model in Fig. 8. Comparison
of our results with the published properties of CCK-expressing and PV-expressing interneurons
(see Table 1) supports our tentative identification of the interneurons. Testing the predications
of this model must await paired, interneuron-pyramidal cell recordings followed by
immunocytochemical staining for the interneuronal markers.
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It might appear that CCK could reduce CCh-sIPSPs by directly decreasing the ability of CCh
to excite the interneurons. However, both agatoxin and CGP55845 prevented the reduction of
CCh-sIPSPs by CCK, and there is no reason to think that these agents would prevent an
interaction between CCK and mAChRs. A more likely interpretation is that CCK-sIPSPs arise
from CB1-lacking interneurons, from which GABA release is P/Q channel dependent.
Agatoxin blocks release from these interneurons, thereby preventing CCK from stimulating
GABA release from them. CGP55845, on the other hand, by blocking activation of GABAB
receptors on the CCK interneurons (where they exist in higher numbers than on PV
interneurons, see Freund, 2003), prevents nearby release of GABA from inhibiting the CCh-
sIPSPs. These two non-obvious results support the conclusion that the CCK-mediated
inhibition of CCh-sIPSPs is an indirect effect. Our results with Ca2+ channel blockers and
interneuron output inhibited by cannabinoids are exactly in line with previous reports (Hoffman
& Lupica, 2000; Wilson et al., 2001).

Our observations also provide the first evidence that endogenously released CCK can affect
synaptic inhibition. We observed that the CCK2 antagonist, LY225910, increased CCh-sIPSP
amplitudes. A likely explanation is that activation by CCh caused the interneurons to release
CCK as well as GABA. Like exogenous CCK, endogenous CCK evidently exerted a
suppressive influence on the CCh-sIPSPs, which was relieved when the CCK2 antagonist was
applied by itself in the presence of CCh (i.e., an agonist of CCK2 was not also applied). As
noted, the CCK2 antagonist did not affect baseline sIPSPs in the absence of CCh or CCK, so
its ability to enhance CCh-sIPSPs was linked to the heightened activity induced by CCh.
Endogenous CCK may have caused reduced release from the interneuron terminals, rather than
interneuron action potential firing, because only the amplitude and not the frequency of the
CCh-sIPSPs was altered by the antagonist.

We also noted that CCK-sIPSPs were less variable than CCh-sIPSPs, which appears to reflect
a difference in their release properties. Hefft and Jonas (2005) have recently found that in the
dentate gyrus CCK- and PV- cells can be distinguished by the degree of synchrony with which
they release GABA quanta. Recently, Glickfeld and Scanziani (2006) found that CB1-
expressing and CB1--lacking basket cells in hippocampus differ in their synaptic inputs and
spike timing properties. Specifically, these authors showed that the CB1-negative interneurons
responded quickly and reliably to synaptic inputs, while the CB1-positive cells required higher
levels of stimulation and did not reliably follow high (20 Hz) frequency stimulation. These
properties enabled the interneurons to serve different functions in the hippocampal circuit. By
inference from the previous work of others, the results of Glickfeld and Scanziani (2006) can
be attributed to PV- and CCK-expressing interneurons, although was not shown directly. Thus,
our observation that CCK-sIPSPs were less variable than CCh-sIPSPs is in line with the
hypothesis that they are derived CB1-negative and CB1-positive respectively, although it is
emphasized that the work of Hefft and Jonas was done in the dentate gyrus.

We have focused on the large, CCh-sIPSPs that are produced by perisomatic synapses and
originate from CB1-expressing cells (Martin & Alger, 1999; Martin et al., 2001; Wilson et al.,
2001). Nevertheless, mAChR agonists can activate a number of hippocampal interneuron
subtypes (McQuiston & Madison, 1999; Chapman & Lacaille, 1999; McMahon et al., 1998;
Cobb & Davies, 2005), in addition to the perisomatic targeting ones. It is, therefore, no surprise
that in conotoxin, when the large CCh-sIPSPs are blocked, CCh-sIPSPs with different
properties are revealed (they are small, insensitive to DSI, and their frequency but not amplitude
was reduced by CCK8-S). Identifying the cells from which these small CCh-sIPSPs originate
must await further work.

Networks of interneurons can generate rhythmic oscillations (e.g. gamma and theta), thereby
inducing IPSPs, which tightly control the timing of pyramidal cell action potentials (Cobb et
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al., 1995; Fisahn et al., 1998; Gillies et al., 2002; Freund, 2003). Our results are compatible
with these interpretations, but may in addition, point to a novel mechanism for potential
functional linkage between the interneuron classes. The release of CCK could trigger GABA
release from some interneurons, which in turn would transiently inhibit others. Strong
persistent activation of the former interneurons (e.g., by mAChR activation) would
continuously regenerate the cycle. GABAB-mediated heterosynaptic inhibition of glutamate
release occurs in the hippocampus (Isaacson et al., 1993) when vigorous stimulation generates
enough GABA spillover to reach the GABAB receptors on the glutamate terminals. In our case,
this would imply that the postulated interactions between the different interneurons would not
be instantaneous, and the kinetic details would influence the properties of the rhythms involved.

Despite the rhythmic behaviors of the interneuronal output induced by CCh and CCK, clearly
they would not solely be responsible for hippocampal oscillations. Other factors, including
interneuronal rhythms initiated by mGluRs (Gillies et al., 2002; Palhalmi et al., 2004),
excitatory inputs (Buzsaki, 2002), autapses (Cobb et al., 1997), and gap junctions (Blatow et
al., 2003; Whittington & Traub, 2003) play critical roles. Nevertheless, the importance of
inhibition in modulation of rhythms (Fisahn et al., 1998; Cobb & Davies, 2005), together with
the endocannabinoid- and CCh-sensitivity of the IPSPs, suggests that the regulation of
inhibitory synaptic rhythms by CCK will be important for behaviorally relevant oscillations.
By suppressing the CCh-sIPSPs, CCK will modulate the functional roles of endocannabinoids
in such network activity.
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Figure 1. CCK receptor agonist enhances sIPSP activity (CCK-sIPSPs) in CA1 pyramidal cells
Recordings are shown for the same cells before and during the experimental treatment, unless
otherwise stated. A1), Upper - representative trace of sIPSPs before (Con) and during wash-
in of 1 μM CCK8-S. Lower - representative trace of CCK-sIPSPs in same cell. Calib. =10 mV,
2 sec. A2) Group data (n = 8 cells, 10-sec traces from each cell) showing that CCK8-S increased
sIPSP amplitudes and frequencies (paired-t tests). B) sIPSP spectral power in the ‘theta’
frequency range (4–14 Hz) is enhanced by CCK8-S (control spectrum in inset). Graphs
represent data from one cell, and are representative of spectra from all 16 cells. C1) Traces
(same cell throughout) showing sIPSPs in control solution (upper trace), 15 min after addition
of the CCK2-selective antagonist, LY225910 (2 μM), to the solution (middle trace), and 20
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min after adding CCK8-S to the solution (lower trace). Calib. = 5mV, 1 sec. Note LY225910
does not affect control sIPSPs, but prevents increase in sIPSPs by CCK8-S. C2) Group data
(n = 9, same cells in all conditions).

Karson et al. Page 16

Neuropharmacology. Author manuscript; available in PMC 2009 January 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 2. sIPSP activity induced by carbachol (CCh-sIPSP) is reduced by CCK8-S
A1) All traces from the same cell. Upper trace - wash-in of 5 μM CCh and onset of robust
CCh-sIPSPs. Middle trace - CCh sIPSPs in same cell after 5 min and during start of wash-in
of CCK8-S. Lower trace - subsequent cessation of CCh-sIPSPs caused by CCK8-S. Calib. =
10mV, 2 sec. A2) Group data (n = 18) showing significant reduction in CCh-sIPSP amplitude
and frequency caused by CCK8-S; paired t-tests. B) Power spectra for a cell first recorded in
CCh (left), and then in CCh plus CCK8-S (inset). Note the peak spectral power occurs between
3–10 Hz in both cases; results typical of 18 cells.
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Figure 3. Short-term endocannabinoid effect (DSI) reduces CCh-sIPSPs, but not CCK- sIPSPs
A1) Typical trace from a cell treated with 5 μM CCh for 20 min. Following three ‘theta burst’
trains of action potentials (see Methods), the sIPSPs are reversibly abolished. Calib. = 5 mV,
1 sec, applies to all traces in this figure. A2) and A3) illustrate typical results from two cells
to which either CCK8-S or CCK4 are applied. Neither a 1-sec long depolarizing current pulse
that triggered a train of action potentials (A2), nor a theta-burst protocol (A3) suppresses the
CCK-sIPSPs. Results are typical of 9 cells. B1) and B2) compare sIPSPs from two cells treated
either with CCh, or CCK8-S. Note that relative uniformity in amplitude of the CCK-sIPSPs
compared with the CCh-sIPSPs. C) Cumulative frequency plots of data from 10 cells (10 sec
of data per cell). A K-S two-sample test shows that the difference in the two curves is highly
significant (p<0.001, D1293,2463=99.17). Note that ~70% of the sIPSPs induced by CCK2
agonists had amplitudes between 1.0 – 2.35 mV, whereas the range for 70% of the CCh-induced
sIPSPs was 1.6 – 4.20 mV (i.e., twice as broad).
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Figure 4. CCK-induced sIPSPs are generated by interneurons that depend on P/Q- and not N-type
Ca2+ channels for GABA release
Agatoxin (AgTx) prevents occurrence of CCK-sIPSPs, but not occurrence of CCh-sIPSPs. A)
Pre-treatment of a slice for 60 min with 1 μM ω-agatoxin prevents CCK8-S from inducing
sIPSPs. B1) Agatoxin does not prevent induction of sIPSPs by CCh. Subsequent CCK8-S
application does not reduce the CCh-sIPSPs in agatoxin. Calib. = 5 mV, 1 sec in A and B. B2)
Group data (n=7) showing that agatoxin blocks the CCK reduction of CCh-sIPSPs. C1) Slices
were pretreated for 60 min with 250 nM conotoxin, which was also present in the bath solution.
Conotoxin does not prevent CCK8-S from inducing sIPSPs, but prevents large CCh-sIPSPs.
Calib. 5 mV, 2 sec. C2) Group data (n=4) showing effects of conotoxin.
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Figure 5. CCK8-S increases mIPSCs in TTX
CCK application increases miniature IPSCs (mIPSCs) recorded under whole-cell voltage
clamp in the presence of 1 μM tetrodotoxin. A) Representative 30-sec traces of mIPSCs before
(upper trace) and in the same cell in CCK8-S (lower trace). Calib. = 20 pA, 1 sec. Group data
(n=5 cells) show that mIPSC frequency (B1) and amplitude (B2) are transiently increased
during application of CCK8-S, and return to baseline levels after wash-out of the peptide (black
circles). The increase in mIPSCs is blocked by the CCK2 receptor antagonist LY225910
(2μM; grey circles, n=4 cells).
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Figure 6. CCK8-S cannot reduce CCh- sIPSPs if GABAB receptors are blocked
A) The GABAB antagonist, CGP55845 slightly increases the baseline sIPSP activity,
suggesting a resting inhibitory GABAB –mediated inhibitory ‘tone’. CCK8-S does not affect
the GABAB increased sIPSPs. Calib. = 5 mV, 1 sec, applies to all traces in this figure. B1)
Sample CCh-sIPSPs treated with CGP55845. There is a slight increase in CCh-sIPSP
frequency, and subsequent addition of CCK8-S has no effect. B2) Group data (n = 3) showing
effects of CGP55485 and CCK8-S on CCh-sIPSPs.
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Figure 7. Endogenous CCK release caused by bath-applied CCh
A) Representative traces of CCh-sIPSPs (top) and their increase by LY225910, 2 μM (middle).
Subsequent addition of bicuculline methochloride (bottom) abolishes all activity, confirming
the large events were CCh-sIPSPs. Calib. = 10 mV, 1 sec. B) Group data (n=5) showing that
LY225910 significantly (p<0.001) increases the mean CCh-sIPSP amplitudes without
changing sIPSP frequency. C) The CCh-sIPSPs that are enhanced by LY225910 are susceptible
to DSI. Top trace is in CCh, middle and bottom traces are in CCh plus LY225920 (30-sec
traces). Three theta-burst trains of action potentials were given at the point shown by the upward
arrow. Marked suppression of sIPSPs reflects DSI. Calib. = 10 mV, 3 sec.
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Figure 8. Summary and schematic model
The data have shown that there are two distinct groups of interneuronal responses that we
propose originate from functionally distinct interneuron classes, types 1 and 2. Type 1
interneurons are stimulated by CCh, and IPSPs originating from these neurons are inhibited
by endocannabinoids, conotoxin and activation of GABAB receptors. Type 2 interneurons are
activated by CCK, and IPSPs originating from these neurons are inhibited by agatoxin, but are
insensitive to endocannabinoids or conotoxin. Our data also suggest that CCh causes the
liberation of CCK, perhaps from type 1 cells. Activation of type 2 cells by CCK feeds back
GABA, which by activation of GABAB receptors, partially suppresses the type 1 interneurons.
Because their pharmacological profiles are consistent with the identification of type 1 as CCK-
expressing interneurons and type 2 with PV interneurons, we tentatively propose this
conclusion. Predictions of the model remain to be tested.
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Table 1
Comparison of hippocampal CCK and PV basket interneurons

Properties PV CCK References
Spike Timing Fast-Spiking Regular Spiking Reviewed in Freund, 2003; Hefft &

Jonas, 2005; Glickfeld & Scanziani,
2006

GABA release Quantal Release Synchronous Quantal Release Asynchronous Hefft & Jonas, 2005
Ca Channels mediating
GABA release

P/Q-Type N –Type Reviewed in Freund, 2003

CB1R Absent Present Tsou et al., 1998; Marsicano & Lutz,
1999; Freund, 2003

mAChR M2 on terminals (no M1 or M3) M1 and M3 on soma, (no M2) Reviewed in Freund 2003;
Fukudome et al, 2004

Pre-synaptic GABABRs Low concentration High Reviewed in Freund, 2003
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