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Acetylcholine modulates cortical synaptic transmission
via different muscarinic receptors, as studied
with receptor knockout mice
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The central cholinergic system plays a crucial role in synaptic plasticity and spatial attention;
however, the roles of the individual cholinergic receptors involved in these activities are not well
understood at present. In the present study, we show that acetylcholine (ACh) can facilitate or
depress synaptic transmission in occipital slices of mouse visual cortex. The precise nature of the
ACh effects depends on the ACh concentration, and is input specific, as shown by stimulating
different synaptic pathways. Pharmacological blockade of muscarinic receptor (mAChR)
subtypes and the use of M1–M5 mAChR-deficient mice showed that specific mAChR subtypes,
together with the activity of the cholinesterases (ChEs), mediate facilitation or depression
of synaptic transmission. The present data suggest that local ACh, acting through mAChRs,
regulates the cortical dynamics making cortical circuits respond to specific stimuli.
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Cholinergic transmission plays an essential role in the
modulation of memory, attention and neuronal plasticity
in the CNS (Everitt & Robbins, 1997; Sarter & Bruno, 1997;
Segal & Auerbach, 1997; Kirkwood et al. 1999; Linster et al.
2003; Warburton et al. 2003). Acetylcholine (ACh) in the
cerebral cortex serves as a neuromodulator rather than
as a classical neurotransmitter (Krnjevic, 2004). Indeed,
in sensory cortices, ACh influences cortical neurones
by modulating responses to sensory inputs. In the visual
cortex of cats in vivo, iontophoretic application of ACh
induces changes of cell responses to visual stimuli (Sillito
& Kemp, 1983; Sato et al. 1987). Several studies have
shown that changes in the concentration of ACh in
the hippocampus and cortex correlate with learning and
cognitive function (Fadda et al. 1996; Ragozzino et al. 1996;
Hironaka et al. 2001; Chang & Gold, 2003).

To clarify the cellular mechanisms of cholinergic effects,
a great number of studies have been conducted using
in vitro slices of different brain areas. Most of these
studies reported an increase of neuronal excitability
following application of cholinomimetic drugs (Krnjevic
& Phillis, 1963; McCormick & Prince, 1987). However,
discrepant results were obtained regarding the effects
of cholinomimetic drugs on glutamatergic transmission.
Some authors reported a decrease in synaptic efficacy
when ACh or cholinergic agonists were applied to the

cortex and to hippocampus slices or cultured cells (Huerta
& Lisman, 1993; Vidal & Changeux, 1993; Hasselmo &
Cekic, 1996; Gil et al. 1997; Kimura & Baughman, 1997).
However, others showed an increase in glutamatergic
(Cox et al. 1994; Marino et al. 1998) or synaptic
transmission (Gil et al. 1997) after application of ACh.
Additional experiments conducted in the piriform cortex
and hippocampus advanced the idea that the action of
ACh on synaptic transmission is region- and input specific
(Hasselmo & Bower, 1992; Hasselmo & Schnell, 1994;
Kimura et al. 1999).

Taken together, the reported studies suggest that ACh
has numerous and specific actions on neural networks.
However, the roles of the individual cholinergic receptors
involved in these various actions of ACh are not well
understood at present.

In the present study we have examined the functional
role of ACh in synaptic transmission using in vitro
electrophysiology and a combination of genetic and
pharmacological approaches on visual cortex slices.
We found that varying the concentrations of ACh is
critical for determining the type of modulation of the
synaptic response elicited by electric stimulation of
white matter (WM), layer IV and layer II/III in visual
cortex slices. Indeed, high and low concentrations of
ACh induced depression and facilitation of synaptic
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responses, respectively. Modulation of synaptic trans-
mission by ACh is mediated by multiple muscarinic
receptors (mAChRs), as shown using pharmacological
tools and M1–M5 mAChR knockout (KO) mice (for
a review see Wess, 2004). Cholinergic modulation of
synaptic transmission changed when different synaptic
pathways were stimulated, suggesting that the effects of
ACh are input specific. These results indicate that local
ACh modulates the functional dynamics of the cortical
network.

Methods

Slice preparation

Primary visual cortex slices were prepared from adult
mice. Pharmacological experiments were performed in SLJ
mice crossed with C57BL/6J mice, SJL–C57BL/6J, unless
otherwise stated. Animals were deeply anaesthetized by
intraperitoneal injection of urethane (0.7 ml/100 mg in
20% physiological solution) and then decapitated. The
brain was rapidly removed and 400-µm-thick coronal
sections of the occipital poles were sliced with a vibratome.
All steps were performed in ice-cold artificial cerebrospinal
fluid (ACSF) solution (mm: NaCl, 119; KCl, 2.5; CaCl2, 2.5;
MgSO4, 1.3; NaH2PO4, 1; NaHCO3, 26.2; and glucose,
11) bubbled with 95% O2/5% CO2. Prior to recording,
slices were stored for at least 1 h in a recovery chamber
containing oxygenated ACSF solution, at 33 ± 1◦C. During
electrophysiological recordings, slices were perfused at
3–4 ml min−1 with oxygenated ACSF, at 33 ± 1◦C (see also
Pesavento et al. 2000).

Electrophysiological recordings

Extracellular field potentials (FPs) were evoked via a
tungsten concentric bipolar stimulating electrode placed
in three different sites: WM/layer VI border, layer IV and
layer II/III. The recording electrode was filled with ACSF
solution and placed in layer II/III. In order to isolate the
horizontal from the vertical synaptic pathways, a vertical
cut under the stimulating electrode was made when
the stimulating electrode was placed in layer II/III. The
amplitude of the FPs in layer II/III was used as a measure
of the evoked population excitatory current as reported
previously (Mitzdorf & Singer, 1978; Domenici et al.
1995). Baseline responses were obtained with a stimulation
intensity that yielded 50–60% of maximal amplitude. All
FPs had a peak latency from time of stimulation ranging
from 4 to 7 ms, and a maximal amplitude of at least
−0.6 mV. FP amplitudes were monitored every 20 s, and
averaged every three responses using an on-line data
acquisition software (Anderson & Collingridge, 2001).

At least 10 min of stable basal FPs were recorded
before application of cholinergic drugs. To check for

involvement of the cholinergic system we employed
different concentrations of ACh (10 µm to 1 mm),
antagonists of cholinergic receptors (1 µm atropine,
3 µm mecamylamine), and an agonist of cholinergic
receptors (0.5–10 µm muscarine). In addition, we used
edrophonium (1–10 µm) to block cholinesterase (ChE)
activity. All compounds were purchased from Sigma (St
Louis, MO, USA). The role of mAChRs in synaptic trans-
mission was investigated by using different antagonists
purchased from Tocris (Bristol, UK); M1 receptors were
preferentially blocked by using pirenzepine (10 nm–2 µm);
M4 receptors were preferentially blocked by PD102807
(0.5–1 µm). Cholinergic drugs were dissolved in ACSF
solution and delivered through slice perfusion.

For each kind of treatment, drug effects on FP
amplitudes were measured by averaging the FP amplitudes
of the last three minutes of drug application, normalized
with respect to the average of FP amplitudes of the last
three minutes of basal stimulation (relative amplitude with
respect to the baseline).

M1–M5 mAChR KO mice

The generation of homozygous M1–M5 single receptor
KO mice (genetic background: 129/SvEv × CF1 (M1, M3,
M4, and M5), or 129J1 × CF1 (M2)) has been previously
described (Gomeza et al. 1999a,b; Yamada et al. 2001a,b;
Fisahn et al. 2002). Similarly, M1/M3 (Gautam et al.
2004), M2/M4 (Duttaroy et al. 2002), and M1/M4 (Gautam
et al. 2004) double KO mice were obtained as previously
described. The M1/M3 and M1/M4 receptor double
KO mice had the same mixed genetic background
(129SvEv (50%) × CF1 (50%)). The M2/M4 receptor
double KO mice had the following genetic background:
129J1 (25%) × 129SvEv (25%) × CF1 (50%). For each KO
strain, wild-type (WT) mice of the same mixed genetic
background were used in parallel as controls (named M4

WT for M1, M3, M4 and M5 single KO and M2 WT for the
M2 KO single KO mice). All experiments were carried out
with mice that were at least 6 weeks old.

RT-PCR

Anaesthetized SLJ-C57BL/6J wild-type mice were
decapitated and the visual cortex was immediately
removed, frozen in dry ice, and kept at −80◦C until
processed. Total RNA was extracted using the Trizol
reagent (Invitrogen, Carlsbad, CA, USA), treated with
DNAse I (Ambion, Austin, TX, USA), and tested by
PCR in order to ensure the absence of genomic DNA
in the sample. Five micrograms of total RNA were
reverse transcribed using the SuperScript First-Strand
Synthesis System for RT-PCR kit (Invitrogen), according
to manufacturer’s indications, using random hexamers
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to start the reaction. Amplification of specific domains of
the different muscarinic receptor cDNAs were carried out
using the following primers, specific for each gene: M1S1:
5′-cca aca tca ccg tct tgg cac-3′; M1A1: 5′-agt gcc aat gat
gag atc agc-3′; M2-A6: 5′-gct att acc agt cct tac aag aca-3′;
M2-B5: 5′-cca gag gat gaa gga aag aac c-3′; M3-A3: 5′-aag
acc aca gta gca gtg-3′; M3-B: 5′-ctc tct aca tcc ata gtc cc-3′;
M4-A: 5′-gga gaa gaa ggc caa gac tct gg-3′; M4-B: 5′-ggc
agt cac aca ttc act gcc tg-3′; M5A7: 5′-tcc gtc atg acc ata ctc
ta-3′; M5B6: 5′-ccc gtt gtt gag gtg ctt cta c-3′.

Two different programmes were used to amplify these
sequences: PCR programme A was used to amplify the
M1, M3, and M5 receptor cDNAs (consisting in an initial
denaturing step at 94◦C for 10 min, followed by 30 cycles
at 94◦C for 30 s, 55◦C for 30 s and, 72◦C for 2 min,
which were followed by a final step at 72◦C for 8 min).
Programme B was used to amplify the M2 and M4 receptor
cDNAs (essentially as programme A, except that the 30
amplification cycles consisted of 94◦C for 30 s, 60◦C for
30 s and, 72◦C for 1 min). The specificity of the amplified
bands was assessed by restriction endonuclease digestion.

Statistics

Statistical comparison between FP amplitudes measured
during baseline, and FP amplitudes measured during
bath application of pharmacological compounds was
performed by applying Student’s t test. The t test was also
used for statistical comparisons among different groups.
Differences were considered significant with P < 0.05.

Results

The amplitude of FPs evoked by stimulation of WM
is modulated in an opposing way by different
concentrations of ACh

To understand the role of ACh in cortical synaptic
transmission we measured the changes in amplitude of
FPs evoked by stimulation of WM and recording in
cortical layer II/III, using bath application of different
pharmacological compounds in slices of SJL–C57BL/6J
mice. FPs recorded in layer II/III represent a current sink
reflecting the strength of excitatory synaptic connections
(Mitzdorf & Singer, 1978; Mitzdorf, 1985; Bode-Greuel
et al. 1987; Lee et al. 1991), and correlate with variation in
intracellular EPSP response (Kirkwood & Bear, 1994)

Application of 100 µm ACh for 10 min through general
perfusion induced a significant increase in amplitude
of FPs (120 ± 3.5% of baseline, n = 15; Fig. 1A). This
facilitation reached a plateau within a few minutes
and returned to basal values after washout of ACh.
A longer application of ACh (20 min) led to similar
results (121 ± 3.2%, n = 11; P < 0.001; data not shown).
In contrast, when 1 mm ACh was applied, a significant

decrease in the amplitude of FPs was observed (72 ± 3.5%
of baseline, n = 15; Fig. 1B). Also in this case the amplitude
of FPs returned to basal levels after washout. In order to
obtain a concentration–response curve, we tested different
concentrations of ACh. We found that 10 µm ACh did not
induce any changes in the amplitude of FPs (99 ± 3.4%
of baseline, n = 6; Fig. 1C). Concentrations of 20, 50, 200
and 500 µm ACh induced a significant facilitation that was
not significantly different from that obtained with 100 µm
ACh (relative changes from baseline: 125 ± 6, n = 5; for

Figure 1. ACh modulates the amplitude of FPs in layer II/III of
mouse (SLJ–C57BL/6J) visual cortex during stimulation of WM
A, bath application of 100 µM ACh induces an increase of FP
amplitudes that return to baseline after washout (n = 15, symbols
represent the mean relative values ± S.E.M.). B, bath application of
1 mM ACh induces a decrease in amplitude of FPs that returns to
baseline after washout (n = 15, symbols represent the mean relative
values ± S.E.M.). C, concentration–response curve of ACh bath
application (20 µM, n = 5; 50 µM, n = 6; 100 µM, n = 15; 200 µM,
n = 6; 500 µM, n = 7). Horizontal bars depict the period of application
of ACh. Inset: representative traces. Calibration bar = 0.2 mV/5 ms. In
C circles represent the mean amplitude of FPs during the last three
minutes of ACh application normalized with respect to the mean FP
amplitudes during the last three minutes of baseline (S.E.M. is shown as
a vertical bar for each symbol).
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20 µm; 118 ± 3.4, n = 6, for 50 µm; 118 ± 2.6, n = 6, for
200 µm; 112 ± 2.6, n = 7; for 500 µm; Fig. 1C). Thus, ACh
enhances or inhibits synaptic transmission depending on
the concentration used.

Muscarinic receptor subtypes mediate Ach-dependent
facilitation and depression of synaptic transmission

In order to dissect the roles of the different types of
cholinergic receptors in modulating cortical synaptic
transmission, we employed nicotinic and muscarinic
antagonists. Ten minutes of bath application of the mAChR
antagonist atropine (1 µm) did not significantly modify
basal FP responses (SJL–C57BL/6J slices, 99 ± 1% of
baseline, n = 6, data not shown). However, 1 µm atropine
prevented both FP facilitation induced by 100 µm ACh
(97 ± 3% of baseline, n = 5; Fig. 2) and depression of FPs
induced by 1 mm ACh (98 ± 2% of baseline, n = 5; Fig. 2).
The nicotinic receptor antagonist mecamylamine (3 µm,
10 min) did not modify basal FP responses (101 ± 1%
of baseline, n = 4, data not shown). In contrast to
atropine, facilitation and depression induced by 100 µm
ACh (114 ± 1.9% of baseline, n = 5; Fig. 2) and 1 mm
ACh (76 ± 9% of baseline, n = 6; Fig. 2), respectively, were
not affected by mecamylamine. These data suggest that
ACh-induced modifications in the amplitude of FPs are
mediated by muscarinic but not nicotinic receptors.

The analysis of total RNA extracted from the visual
cortex of wild-type mice (strain SJL–C57BL/6J) revealed
the presence of all five mAChR transcripts (Fig. 3A).
Receptor subtype-specific primers were used for cDNA

Figure 2. The modulatory effects of ACh in visual cortex slices
are mediated by mAChRs
Atropine or mecamylamine were bath-applied 10 min before ACh
application; 1 µM atropine prevents both 100 µM ACh-induced
facilitation (n = 5) and 1 mM ACh-induced depression (n = 5) of the
amplitude of the FPs elicited by WM stimulation. Mecamylamine
(3 µM) failed to prevent 100 µM ACh-induced facilitation (n = 5) and
1 mM-induced depression (n = 6) of the amplitude of the FPs elicited
by WM stimulation. Columns represent the mean FP amplitudes
during the last three minutes of drug application normalized with
respect to the mean amplitude of FPs with S.E.M. during the last 3 min
of baseline. ∗P < 0.05.

amplification. As shown in Fig. 3A, these reactions resulted
in the expected PCR product sizes for each mAChR gene
(M1: 197 bp; M2: 435 bp; M3: 226 bp; M4: 367 bp; M5:
227 bp).

In order to test whether different mAChRs play
differential roles in the ACh-induced modulation of FPs,
we used two different experimental approaches. First, we
used pharmacological tools with the aim of preferentially
blocking specific mAChR subtypes. Second, we studied
preparations from M1–M5 receptor KO mice.

Use of muscarinic antagonists

As pharmacological tools, we used the M4

receptor-preferring antagonist, PD102807, and the
M1/M4 receptor-preferring antagonist, pirenzepine
(Caulfield & Birdsall, 1998). The presence of the M4

receptor-preferring antagonist PD102807 (0.5–1 µm) did
not prevent depression induced by 1 mm ACh (79 ± 4%
of baseline, n = 7; Fig. 3B) in SJL–C57BL/6J mice.
However, ACh (200 µm) induced only a small facilitation
in the amplitude of FPs (107 ± 3.3% of baseline, n = 13;
Fig. 3B), which was significantly lower than that obtained
in ACh alone (P = 0.009, Fig. 3B).

To further investigate the contribution of different
mAChRs to ACh modulation of synaptic transmission,
we used three different concentrations of pirenzepine
(10 nm, 100 nm, and 2 µm). According to Caulfield &
Birdsall (1998), 10 nm pirenzepine blocks about 50%
of M1 receptors, 100 nm pirenzepine blocks most M1

and part of M4 and M3 receptors, and 2 µm blocks
most M1 and M4 and a considerable portion of M2,
M3, M5 receptors. Ten minutes of bath application of
pirenzepine (2 µm) did not modify basal FP amplitudes
(SJL–C57BL/6J slices, 100 ± 1.6% of baseline, n = 9; data
not shown). 1 mm ACh induced a significant depression
of FPs (61 ± 8% of baseline, n = 9, controls SJL–C57BL/6J
mice, Fig. 3C), whose amplitude was not significantly
reduced by the presence of 10 and 100 nm pirenzepine
(67 ± 4% of baseline, n = 8 and 81 ± 7% of baseline,
n = 7, respectively; Fig. 3C). ACh-dependent depression
was completely blocked only when pirenzepine was
applied at the highest concentration (102 ± 5% of baseline,
n = 5, 2 µm pirenzepine; P < 0.01 compared to control,
Fig. 3C). Interestingly, when ACh-dependent depression
was blocked by 2 µm pirenzepine, 1 mm ACh failed to elicit
facilitation (Fig. 3C).

Facilitation induced by 100 µm ACh was not changed by
10 nm pirenzepine; higher concentrations of pirenzepine,
100 nm and 2 µm, slightly reduced ACh-dependent
facilitation, although the level of reduction was not
significant (relative changes with respect to baseline:
124 ± 7%, n = 9, control SJL–C57BL/6J; 127 ± 5%, n = 6,
10 nm pirenzepine; 117 ± 3%, n = 7, 100 nm pirenzepine;
113 ± 5%, n = 6, 2 µm pirenzepine; Fig. 3D).
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M1–M5 receptor KO mice

M1–M5 mAChR single KO and M1/M3, M1/M4 and
M2/M4 mAChR double KO mice were used for the
preparation of occipital slices. WT control mice with
the same genetic background as the individual KO mice
were studied in parallel (for details, see Methods). Mice
prepared for electrophysiology were genotyped by PCR
using DNA extracted from tail biopsies.

We found that 200 µm ACh induced facilitation of
FPs in both WT strains used as controls for mAChR
single KO mice (relative changes with respect to baseline:
M4 WT, 115 ± 1%, n = 10, Fig. 4A; M2 WT, 131 ± 6%,
n = 6, Fig. 4C). A concentration of 1.5 mm ACh was
necessary to obtain a significant depression of FPs in both
M2 and M4 WT mice (relative changes with respect to
baseline: 69 ± 6%, n = 7, for M4 WT, Fig. 4B; and
68 ± 6%, n = 6, for M2 WT, Fig. 4C). In M1, M3 and
M5 KO mice, 200 µm ACh induced facilitation of FPs
whose amplitude was not significantly different from that
measured in control animals (relative changes with respect

Figure 3. Effects of muscarinic receptor antagonists on ACh modulation of synaptic transmission
Pharmacological antagonists of mAChRs were bath applied in visual cortex slices of SLJ–C57BL/6J mice. A, agarose
gel electrophoresis showing the products from reverse transcription and PCR of total RNA from visual cortex of
SLJ–C57BL/6J wild-type mice using M1, M2, M3, M4, and M5 mAChR gene-specific primers. Amplification of
cDNA from reverse transcription reactions is indicated as +. Control reactions to check for contamination with
genomic DNA were run without reverse transcribing the RNA samples (indicated with –). All mAChR genes are
expressed in the visual cortex of control mice. B, in the presence of the selective M4 mAChR antagonist PD102807
(0.5–1 µM), there was a significant reduction of 100 µM ACh-induced (n = 13) facilitation without affecting 1 mM

ACh-induced depression in FP amplitudes (n = 7).(C and D). The mAChR antagonist pirenzepine was bath-applied
at three different concentrations (10 nM, 100 nM, and 2 µM). Application of pirenzepine for 10 min did not modify
basal FP amplitudes (data not shown). C, depression of FPs induced by 1 mM ACh was prevented by 2 µM but not
by 10 and 100 nM pirenzepine. ∗P < 0.01; other conventions as in Fig. 2. D, pirenzepine (Pir) at the concentrations
used did not significantly change the facilitation of FP amplitudes induced by 100 µM ACh.

to baseline: 126 ± 8%, n = 7, for M1 KO; 116 ± 12%,
n = 7, for M3 KO and 121 ± 4%, n = 8, for M5 KO,

Fig. 4A). In contrast, facilitation was absent or significantly
reduced in M4 and M2 KO mice (M4 KO, 102 ± 5% of
baseline, n = 7 P < 0.05 compared to control, Fig. 4A; M2

KO, 112 ± 5% of baseline, n = 8, P < 0.05 compared to
WT mice, Fig. 4C). In all M1–M5 KO animals, 1.5 mm
ACh induced a significant depression of FPs, whose
amplitude was not significantly different with respect
to that measured in WT controls (relative changes with
respect to baseline: M1 KO, 65 ± 8%, n = 6; M3 KO,
82 ± 7%, n = 5; M4 KO, 77 ± 6%, n = 6; M5 KO, 76 ± 8%,
n = 7; M2 KO, 69 ± 5%, n = 7; Fig. 4B and C).

Since ACh-induced depression was not sensitive to
the lack of single mAChRs, ACh effects were further
investigated in mAChR double KO mice. Analysis of
M1/M3 mAChR KO mice showed that neither facilitation
induced by 200 µm ACh (121 ± 8% of baseline in WT,
n = 10; 119 ± 4% of baseline in M1–M3 KO, n = 10)
nor depression due to 1.5 mm ACh (71 ± 6% of base-
line in WT, n = 10; 71 ± 6% of baseline in M1–M3 KO,
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n = 10; ) were affected (Fig. 4D). In M1/M4 mAChR KO
mice, 200 µm ACh was unable to induce FP facilitation
(WT, 115 ± 3% of baseline, n = 8; M1/M4 KO, 99 ± 4%
of baseline, n = 5; P < 0.05 between groups, Fig. 4E), in
agreement with results obtained in M4 single KO mice
(see Fig. 4A). Remarkably, FP depression produced by
1.5 mm ACh was significantly reduced in M1/M4 mAChR
double KO mice (WT, 68 ± 6% of baseline, n = 6; M1/M4

KO, 85 ± 3% of baseline, n = 6; P < 0.05 between groups;
Fig. 4E). Finally, we found that ACh-dependent facilitation

Figure 4. Modulatory effects of ACh on FPs elicited in visual cortex slices from M1–M5 mAChR KO mice
A, bath application of 200 µM ACh. Facilitation of FPs was absent in M4 KO mice while it was retained in M1, M3

and M5 KO mice (WT, n = 10; M4 KO, n = 7; M3 KO, n = 8; M5 KO, n = 8; mean FP amplitudes were significantly
different between M4 KO and WT mice). B, bath application of 1.5 mM ACh. Depression of FPs was not affected
in M1, M3, M4, and M5 KO mice (WT, n = 7; M1 KO, n = 6; M2 KO, n = 7; M3 KO, n = 5; M4 KO, n = 6; M5 KO,
n = 7; mean FP amplitudes were not significantly different between KO and WT mice). C, M2 KO mice showed a
significant decrease of facilitation induced by 200 µM ACh (WT, n = 6; M2 KO, n = 8; mean FP amplitudes were
significantly different between KO and WT mice). Depression of FPs induced by 1.5 mM ACh was normal in M2 KO
mice. D, M1/M3 double KO mice showed normal facilitation and depression of synaptic transmission after bath
application of ACh at different concentrations (200 µM and 1.5 mM) (M1/M3 WT, n = 10; M1/M3 KO, n = 10; mean
FP amplitudes were not significantly different between KO and WT mice). E, M1/M4 double KO mice showed a
significant decrease of FP depression induced by 1.5 mM ACh (M1/M4 WT, n = 6; M1/M4 KO, n = 6) and absence
of facilitation induced by 200 µM ACh (M1/M4 WT, n = 8; M1/M4 KO, n = 5). F, concentration–response curves
in M2/M4 double KO and WT mice. In KO animals, FP facilitation was absent at all ACh concentrations, while
depression was induced only by 1.5 mM ACh; the amplitude of FPs was not significantly different between KO and
WT mice (see also Table 1).The different KO animals were compared with their corresponding WT mice having the
same genetic background (see Methods). Columns in (A–E) and symbols in (F) represent the mean amplitude of
FPs during the last 3 min of ACh application, normalized with respect to the mean amplitude of FPs during the
last 3 min of baseline. S.E.M. is shown as a vertical bar. ∗P < 0.05.

but not depression was impaired in M2/M4 mAChR
double KO mice (Table 1; Fig. 4F). In these mutant
mice, ACh concentrations of less than 1.5 mm failed
to induce depression. Moreover, the magnitude of the
depression induced by 1.5 mm was similar between control
and KO animals. Thus, the relationship between ACh
concentration and depression was not changed when
ACh-dependent facilitation was blocked.

The overall results obtained using mAChR KO mice
and mAChR antagonists indicate that low concentrations
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Table 1. Relative changes of FP amplitudes in WT and M2/M4 mAChR KO mice following bath
application of different ACh concentrations

ACh 20 µM 100 µM 500 µM 1.5 mM

Control (WT) 111 ± 4% (6) 117 ± 2% (8) 120 ± 2% (5) 87 ± 5% (6)
M2/M4 KO 98 ± 4% (6) 102 ± 5% (6) 100 ± 3% (6) 86 ± 6% (8)

Values of n are given in parentheses. Each value represents the mean amplitude of FPs ± S.E.M.
during the last 3 min of ACh application normalized with respect to the mean amplitude of
FPs during the last 3 min of baseline.

of ACh facilitate synaptic transmission via activation
of M2 and M4 mAChRs. Depression induced by high
ACh concentrations appears to be mediated by multiple
mAChRs, including the combined action of M1 and M4

receptors, as suggested by experiments using pirenzepine
and M1/M4 double KO mice.

Cholinesterase activity regulates the modulatory
action of ACh

When examining the physiological effects induced by
ACh, attention must be paid to the role of ChEs, the
enzymes which promote the hydrolysis of ACh. In the
primary visual cortex, ChE enzymes show a characteristic
pattern of expression throughout the cortical layers (Zilles
et al. 1984; Maffei et al. 1992). We investigated whether
modulation of FP amplitudes by ACh was influenced by
ChEs. To this end, we used edrophonium, an inhibitor
of ChEs. Bath application of 1 µm edrophonium did
not modify basal FP amplitudes (102 ± 4% of base-
line, n = 5, data not shown). In the presence of 1 µm
edrophonium, however, we observed a shift of the ACh
concentration–response curve to the left (compare Fig. 1C
with Fig. 5A). Indeed, a significant depression of FPs was
induced by 500 µm ACh (85 ± 2% of baseline, n = 5;
Fig. 5A), while a significant facilitation was observed both
with 100 µm ACh (135 ± 5% of baseline, n = 5; P < 0.01;
Fig. 2A) and 10 µm ACh (151 ± 7% of baseline, n = 5;
Fig. 5A). A significant facilitation, although reduced in
magnitude, was also seen with 1 µm ACh (112 ± 4% of
baseline; n = 6, Fig. 5A), but was no longer observed with
0.5 µm ACh (102 ± 4% of baseline, n = 4; Fig. 5A).

A small but significant increase of FP responses was
produced by bath application of 10 µm edrophonium
(108 ± 2% of baseline, n = 5, P < 0.05, data not shown).
In addition, 10 µm edrophonium caused a dramatic
change of the ACh concentration–response curve. Indeed,
a significant depression of FP amplitudes was observed
with 5–100 µm ACh (100 µm, 54 ± 9% of baseline, n = 5;
10 µm, 80 ± 5% of baseline, n = 11; 5 µm, 87 ± 6% of
baseline, n = 10; Fig. 5B). In contrast, no statistically
significant changes were found with 0.5–2 µm ACh (2 µm,
102 ± 4% of baseline, n = 9; 1 µm, 101 ± 4% of baseline,
n = 13; 0.5 µm, 97 ± 2% of baseline, n = 5; Fig. 5B). Since

only FP depression was observed in the presence of
10 µm edrophonium, we examined whether facilitation
can be induced in the absence of depression. To this
end, a low concentration of ACh was applied in the
simultaneous presence of 10 µm edrophonium and a
pirenzepine concentration able to prevent ACh-dependent
depression (2 µm, see Fig. 3C). Under these experimental
conditions, 10 µm ACh induced a significant facilitation
of FP responses (115 ± 1% of pre ACh, P < 0.05, n = 8;
Fig. 5B). These data suggest that ChE activity determines
the range of ACh concentrations that induce enhancement
or depression of FPs.

As blockade of ChEs enhances ACh-dependent
depression over facilitation, we predicted that the use
of cholinergic agonists resistant to ChEs would mimic
this activity. We found that the concentration–response
curve produced by bath application of muscarine was
similar to that induced by ACh in the presence of 10 µm
edrophonium, with the absence of facilitatory effects even
at low agonist concentrations (muscarine 10 µm, 66 ± 5%
of baseline, n = 7; muscarine 2 µm, 88 ± 5% of base-
line, n = 5; muscarine 0.5 µm 98 ± 2% of baseline, n = 4;
Fig. 5B).

Effects of ACh on cortical synaptic transmission upon
stimulation of different cortical synaptic pathways

To study whether the modulatory action of ACh is input
specific, we applied ACh while recording FPs induced by
stimulation of different synaptic pathways of the primary
visual cortex. The recording electrode was placed in
layer II/III as usual, while the stimulating electrode was
placed either in layer IV in order to stimulate layer IV–II/III
vertical intracortical transmission, or in layer II//III, at
the same level of the recording electrode, to stimulate
horizontal intracortical connections (Domenici et al.
1995). We found that bath application of 10–50 µm ACh
significantly facilitates FPs induced by stimulation of
layer II–III (110 ± 3% of baseline, n = 5, for 10 µm ACh;
114 ± 2% of baseline, n = 5, 20 µm ACh; 116 ± 5% of
baseline, n = 5, 50 µm ACh; Fig. 6) and layer IV (110 ± 4%
of baseline, n = 5, for 10 µm ACh; 114 ± 3% of baseline,
n = 6, for 20 µm ACh; 112 ± 5% of baseline, n = 7, for
50 µm ACh; Fig. 6). Application of 100 µm ACh did not
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modify either FPs induced by stimulation of layer II/III
(105 ± 3.9% of baseline, n = 6; Fig. 6) or those induced
by stimulation of layer IV (103 ± 3.2% of baseline, n = 8;
Fig. 6). When 500 µm and 1 mm ACh were applied, a
significant depression in amplitude of FPs was observed
for stimulation of both layers, i.e. layer II/III (88 ± 5%
of baseline, n = 14, 500 µm ACh; 80 ± 5.9% of baseline,
n = 5, 1 mm ACh; Fig. 6) and layer IV (78 ± 7.4% of
baseline, n = 6, 500 µm ACh; 75 ± 6.7% of baseline,
n = 5, 1 mm ACh, Fig. 6). These data show that different
concentrations of ACh enhance or inhibit synaptic
transmission for stimulation of intracortical pathways.
However, ACh concentrations were shifted towards
lower values when stimulating layer II–III and layer IV

Figure 5. ChE influences cholinergic modulation of synaptic
transmission in visual cortex slices
A, concentration–response curve of ACh effects on FP amplitudes is
shifted towards lower values in the presence of 1 µM edrophonium
(0.5 µM, n = 4; 1 µM, n = 6; 10 µM, n = 5; 100 µM, n = 5; 500 µM,
n = 5). B, in the presence of 10 µM edrophonium (Edro), a depression
of FP amplitudes was observed at ACh concentrations ranging from
5–100 µM (5 µM, n = 10; 10 µM, n = 11; 100 µM, n = 5), while no
changes were found at ACh concentrations ranging from 0.5–2 µM

(0.5 µM, n = 5; 1 µM, n = 13; 2 µM, n = 9). Pirenzepine (pir; 2 µM)
unmasked ACh-induced facilitation of FPs in the presence of 10 µM

edrophonium (10 µM ACh, n = 8). Bath application of muscarine
produced an effect similar to that observed with ACh in the presence
of 10 µM edrophonium. In A and B, symbols represent the mean
amplitude of FPs during the last 3 min of agonist application,
normalized with respect to the mean amplitude of FPs during the last
3 min before drug application. S.E.M. is shown as a vertical bar for each
symbol.

with respect to stimulation of WM (compare Fig. 6
with Fig. 1C), suggesting that cholinergic modulation of
synaptic transmission is input specific.

Discussion

In the present work, we investigated the role of ACh
in modulating cortical synaptic transmission. We found
that (i) different concentrations of ACh coupled with
ChE activity enhance or inhibit cortical synaptic trans-
mission of vertical input from WM to layer II/III (ii) the
modulatory action of ACh is exerted through mAChRs
with M2 and M4 mAChRs mediating enhancement of
synaptic transmission and multiple mAChR (including
M1 and M4 mAChRs) mediating depression, and (iii) the
action of ACh is input specific.

Cholinergic modulation of synaptic transmission has
been widely discussed in the literature; a large number
of methodologies have been used, sometimes leading to
opposing results. In particular, while there is general
agreement that ACh increases intrinsic excitability of
cortical neurones (Krnjevic & Phillis, 1963; McCormick
& Prince, 1987), some authors report an ACh-mediated
suppression of glutamatergic inputs, while others report
an enhancement (Huerta & Lisman, 1993; Cox et al. 1994;
Hasselmo & Cekic, 1996; Gil et al. 1997).

In the present study, we showed that different
concentrations of exogenously supplied ACh resulted
in opposite effects on the amplitude of FPs evoked by
stimulating WM. Concentrations of ACh ranging from 20
to 500 µm facilitate FPs, increasing their amplitude, while
ACh concentrations in the millimolar range depress FPs.

The effects of ACh are due to stimulation of mAChRs
since they are blocked by an antagonist of muscarinic
(atropine) but not of nicotinic (mecamylamine) receptors.
Facilitation of extracortical input has previously been
shown to be induced by ACh through the activation of
nicotinic receptors in layer II/III of the barrel cortex (Gil

Figure 6. ACh modulation of FPs elicited in visual cortex slices
via stimulation of intracortical pathways
ACh concentration–response curve of FP elicited by stimulation of
layer II/III (•) or layer IV (�). Symbols represent the mean relative
amplitude of FPs during the last three minutes of ACh application,
normalized with respect to the mean FP amplitudes during the last
3 min of baseline S.E.M. is shown as a vertical bar for each symbol.
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et al. 1997). In the present study, we provide new evidence
that ACh is able to enhance and inhibit synaptic trans-
mission of the vertical pathway from WM to layer II/III in
visual cortex, through activation of mAChRs, independent
of nicotinic receptors.

It has been reported that different mAChR subtypes are
expressed in the visual cortex, with characteristic patterns
of distribution throughout the cortical layers (Levey et al.
1991; Mrzljak et al. 1993; Aubert et al. 1996; Tigges
et al. 1997). Transcripts for all five mAChRs (M1–M5)
are expressed in the adult mouse visual cortex, as shown
in the present paper. To identify the specific mAChR
subtypes controlling ACh-dependent facilitation and
depression of synaptic responses, we used a combination
of pharmacological tools and M1–M5 KO mice (Gomeza
et al. 1999a,b; Yamada et al. 2001a,b; Fisahn et al. 2002).
We showed that different mAChR subtypes are involved
in facilitation/depression of FPs evoked by stimulation of
WM. In particular, M2 and M4 mAChRs are necessary for
the enhancement of synaptic transmission by low ACh
concentrations, as shown by the results obtained with M2

and M4 KO mice and the use of an M4 receptor-preferring
antagonist. In contrast, the depression of synaptic trans-
mission induced by high ACh concentrations is not
modified in M1–M5 mAChR single KO mice. Since
ACh-dependent depression was normal in mAChR single
KO mice, we also analysed a series of mAChR double
KO mice. We found that M1/M4 double KO mice showed
reduced depression at high ACh concentrations. However,
since the ACh-induced depression was reduced but not
abolished in M1/M4 double KO mice, additional mAChRs
must be involved in mediating this activity. In agreement
with this idea, we found that a high concentration of
pirenzepine (2 µm) that blocks most M1 and M4 and
a portion of M2, M3, and M5 receptors (Caulfield &
Birdsall, 1998) completely suppresses ACh-dependent
depression.

One important question is whether the facilitatory
and inhibitory effects of ACh on FPs overlap. We
investigated this issue by examining the effects of ACh
under experimental conditions characterized by the
absence of either depression or facilitation. M4 KO
mice lacking ACh-mediated facilitation did not show a
depressing effect at low ACh concentrations. Analogously,
when ACh-dependent depression was blocked by 2 µm
pirenzepine, high ACh concentrations failed to induce
facilitatory effects. Thus, ACh-induced facilitatory and
inhibitory effects do not overlap at the ACh concentrations
used.

Partial blockade of ChE activity by 1 µm edrophonium
modified the modulatory effects of ACh, shifting the
concentrations of ACh inducing depression towards lower
values. Increasing the concentration of edrophonium
up to 10 µm resulted in a dramatic shift to the left
of the ACh concentration–response curve, with a

very low concentration of ACh (5 µm) still inducing
depression of synaptic responses. A critical question
is whether inhibition of ChE activity directly affects
ACh-dependent facilitation or simply masks the
facilitatory effect by enhancing depression. To address
this issue, ACh-mediated depression was blocked
by 2 µm pirenzepine. Under these conditions, low
concentrations of ACh were able to elicit facilitation
even in the presence of 10 µm edrophonium, suggesting
that inhibition of ChE activity favours ACh-dependent
depression, thus masking the facilitatory effects of
ACh.

In control experiments, we showed that the
ACh-induced facilitatory and inhibitory effects do
not overlap. However, when ChE activity is blocked,
facilitatory and depressing effects appear to overlap,
with depression being the predominant response. This
suggests that the activity of ChEs plays an essential role in
determining the precise nature of the ACh response.

What are the potential mechanisms underlying
ACh-dependent facilitation and depression? Our data
suggest that ACh modulation of synaptic transmission
relies on ChE activity and preferential activation of
different mAChRs subtypes. We showed that low levels
of ACh induce facilitation of synaptic transmission by
activating M4 and M2 receptors. At higher ACh levels,
multiple mAChRs are activated. Indeed, the combined lack
of M1 and M4 receptors impairs depression of synaptic
transmission. At a molecular level, the ACh-dependent
depression may be due to differences in the subcellular
distribution of different mAChR subtypes, including
presynaptic versus postsynaptic sites, and the activation
of multiple intracellular signalling pathways. Our data
suggest that ChE activity determines whether ACh induces
facilitation or depression of FPs. At low ACh levels,
activation of M2 and M4 mAChRs leads to facilitatory
responses. When ACh levels exceed the saturation
threshold of local ChE activity (Silver, 1974), additional
mAChRs are activated leading to depression of FPs. Due
to the high hydrolytic activity of ChEs (Rosenberry, 1975;
Quinn, 1987; for reviews see Descarries et al. 1997;
Massoulie et al. 1999), these enzymes would be able to
regulate ACh levels and thereby determine which mAChR
subtypes are activated. This hypothesis is supported by
data showing that the affinity of ACh is higher for M2

and M4, i.e. the receptors involved in ACh-dependent
facilitation, than for M1, M3, and M5 receptors (Lazareno
& Birdsall, 1995; Page et al. 1995). Based on this concept,
the different distribution of ChE (Rotundo & Carbonetto,
1987) and mAChRs (Levey et al. 1991; Buwalda et al. 1995)
within the same cortical areas and in different cortical areas
could contribute to generating the input specificity in the
response to ACh observed in previous reports (Hasselmo
& Bower, 1992; Hasselmo & Schnell, 1994; Kimura et al.
1999).
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In agreement with this idea, we showed that the
modulatory action of ACh on FP amplitude is input
specific. We found that ACh concentration–response
curves obtained by stimulation of layer II/III and layer IV
intracortical pathways were shifted towards lower ACh
concentrations with respect to those obtained by WM
stimulation. In particular, different ranges of ACh
concentrations were able to modulate cortical synaptic
transmission. High ACh concentrations, in the millimolar
range, inhibit synaptic transmission of both intracortical
pathways and WM. Since WM contains extracortical
connections, we suggest that at high ACh concentrations
there is a suppression of both intracortical and
extracortical inputs. Intermediate ACh concentrations
(500 µm) facilitated responses to extracortical input, while
inhibiting intracortical inputs. Considering that about
80% of excitatory synapses in the cortex are of intracortical
origin (Douglas & Martin, 1991), specific cholinergic
enhancement of extracortical connections appears to
be a suitable mechanism to increase the influence of
extracortical input on the cortical network. ACh in the
range of 20–50 µm facilitated both extracortical and intra-
cortical inputs and, finally, concentrations lower than
20 µm favoured only intracortical connections. Therefore
changes of local ACh levels, together with the activity of
ChE and the stimulation of different mAChR subtypes,
appear to be responsible for the fine adjustment of cortical
responsiveness to different inputs in primary visual
cortex.

The two intracortical pathways, i.e. the layer II–III
and layer IV intracortical pathways, were modulated in
a similar way by the different ACh concentrations. This
could be due to a similar ACh responsiveness of cortical
neurones activated by the stimulation of either pathway,
probably due to similar mAChR and ChE expression and
distribution patterns. However, we cannot exclude minor
differences among the ACh responsiveness of the two
intracortical pathways at ACh concentrations not used in
the present study.

Microdialysis studies showed that cortical ACh levels
are in the range of tens to hundredths of micromolar
(Mitsushima et al. 1996; Acquas et al. 1998; Diez-Ariza et al.
2002), i.e. one order of magnitude lower than necessary
to induce depression of synaptic transmission under our
experimental conditions. However, microdialysis studies
use large volumes of extracellular liquid that accumulate
over minutes, and most of the results have been obtained in
the presence of ChE inhibitors with the consequence that
this technique cannot be used to determine actual local
ACh concentrations. Thus, it remains to be investigated
whether local ACh concentrations, under physiological
conditions, can reach the ACh levels used in this
study.

We showed that in occipital slices it is possible to
modulate the amplitude of basal FPs when ChE activity

is drastically reduced by 10 µm edrophonium, leading to
an increase in endogenous ACh levels. This observation,
together with data showing that mAChR antagonists did
not change FP amplitudes, suggests that endogenous ACh
is present but at a relatively low level, which is not sufficient
to modulate cortical responses.

Concluding remarks

We showed that changes of local ACh, together with
the activity of ChE and the stimulation of different
mAChR subtypes, appear to be responsible for the fine
adjustment of cortical responsiveness to different inputs
in primary visual cortex. Since the activity of basal
forebrain cholinergic nuclei regulates cortical efflux of
ACh (for reviews see Hasselmo & McGaughy, 2004;
Pepeu & Giovannini, 2004), we propose that local ACh
concentrations acting through specific mAChR subtypes
modulate the cortical flow of information. This
mechanism may play a key role in switching the cortex
through different cognitive states associated with high
or low activity of the cholinergic system (Sarter et al.
1996; Passetti et al. 2000; Dalley et al. 2001; Pepeu &
Giovannini, 2004). Consistent with this concept, Hasselmo
& McGaughy (2004) proposed a model where high
levels of ACh favour encoding of sensory information
by enhancing extracortical over intracortical inputs,
while low levels of ACh promote memory consolidation
inducing enhancement of intracortical versus extracortical
inputs.

Cholinergic impairment is associated with age-related
cognitive deficits such as those occurring in sporadic
Alzheimer’s disease (AD) (Auld et al. 2002). ChE
inhibitors, which increase ACh levels in the brain, are
used for the treatment of AD. However, the present data
suggest that ChE regulates local ACh concentrations to
induce either enhancement or suppression of synaptic
inputs. As discussed above, the physiological activity of
the cholinergic system depends on selective activation
of specific mAChR subtypes. Therefore, it would be
interesting to study new pharmacological tools targeted
at specific mAChRs, for example allosteric ligands that
can change the binding affinity of ACh for distinct
mAChR subtypes (Tucek & Proska, 1995; Jakubik et al.
1997). This strategy, together with the use of therapeutic
agents that increase the bio-availability of ACh, might
be particularly useful to halt the cognitive impairment
in neurodegenerative diseases affecting the cholinergic
system.
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