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ABSTRACT
The large intracellular loop (IL) of the glycine receptor (GlyR)
interacts with various signaling proteins and plays a funda-
mental role in trafficking and regulation of several receptor
properties, including a direct interaction with G��. In the
present study, we found that mutation of basic residues in
the N-terminal region of the IL reduced the binding of G�� to
21 � 10% of control. Two basic residues in the C-terminal
region, on the other hand, contributed to a smaller extent to
G�� binding. Using docking analysis, we found that both
basic regions of the IL bind in nearby regions to the G��
dimer, within an area of high density of amino acids having

an electronegative character. Thereafter, we generated a
17-amino acid peptide with the N-terminal sequence of the
wild-type IL (RQH) that was able to inhibit the in vitro binding
of G�� to GlyRs to 57 � 5% of control in glutathione S-
transferase pull-down assays using purified proteins. More
interestingly, when the peptide was intracellularly applied to
human embryonic kidney 293 cells, it inhibited the G��-
mediated modulations of G protein-coupled inwardly recti-
fying potassium channel by baclofen (24 � 14% of control)
and attenuated the GlyR potentiation by ethanol (51 � 10%
versus 10 � 3%).

The glycine receptor (GlyR) is a member of the ligand-
gated ion channel (LGIC) superfamily, and along with
acetylcholine nicotinic receptors, serotonin receptors, and
�-aminobutyric acid (GABA)A receptors, GlyR conforms the
Cys-loop family. Its activation by glycine causes a rapid in-
crease in Cl� conductance, resulting in postsynaptic mem-
brane hyperpolarization and leading to an effective inhibi-
tory response. GlyRs are the main inhibitory LGICs in spinal
cord and brain stem (Legendre, 2001), thus explaining their
role in pain transmission, motor control, and cardiovascular
and respiratory regulations. GlyRs are composed of �1
through �4 and � subunits, which are arranged as pentamers
with all the ion-permeating function residing in the � sub-
units (Moss and Smart, 2001). The receptor can assemble as
a functional membrane protein only with the combination of
�1 subunits, making the examination of molecular determi-

nants for receptor activation, blocking, and modulation
straightforward (Legendre, 2001). Each of the receptor sub-
units presents a large extracellular amino terminal domain,
four transmembrane � helixes (TM1–4), and a large intra-
cellular loop (IL) between TM3 and TM4. The IL is relevant
for GlyR function because it was reported that it can be
modulated by activation of intracellular cAMP-dependent
protein kinase and protein kinase C (Aguayo et al., 1996;
Tapia et al., 1997). GlyR modulation and the direct interac-
tion with specific intracellular domains in the receptor have
been recently documented (Yevenes et al., 2003, 2006). Fur-
thermore, recent studies showed that, similar to nicotinic
acetylcholine receptor (Fischer et al., 2005), the GlyR func-
tion can be directly modulated by G��. Together, these re-
sults clearly link this inhibitory receptor to specific intracel-
lular signal transduction pathways.

Although it is recognized that taurine, �-alanine, Zn2�,
neurosteroids, picrotoxin, and strychnine are important li-
gands acting on GlyR, their mechanism and sites of action
are not well understood (Young and Snyder, 1974; Prince and
Simmonds, 1992; Laube et al., 1995; Wu et al., 1997). Fur-
thermore, previous studies have described that the function
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of GlyRs was enhanced by pharmacological relevant concen-
trations of ethanol (�100 mM). Supporting the idea that the
effects of ethanol are partly mediated by signal transduction,
ethanol actions on spinal GlyRs are modulated by the pres-
ence of guanine nucleotides and regulators of G protein acti-
vation (Aguayo and Pancetti, 1994; Aguayo et al., 1996;
Tapia et al., 1997). Moreover, recent findings from our labo-
ratory showed that G�� is a main factor for potentiation of
the GlyR by low concentrations of ethanol (Yevenes et al.,
2008).

Although there is not a well defined consensus sequence
within the several proteins that interact with G��, the pres-
ence of basic amino acids (Arg, Lys) appears to be essential
(Krapivinsky et al., 1998; Cantí et al., 1999). In the case of
GlyRs, mutations in basic amino acids in the IL decreased
both the interaction and modulation of G�� with GlyRs
(Yevenes et al., 2006). Therefore, using biochemical, electro-
physiological, and in silico techniques, we decided to examine
the ability of several regions of the �1 GlyR IL to directly
interfere with G�� signaling. We identified a heptadecapep-
tide with the sequence of the N-terminal region of the IL that
was able to inhibit the effects of G�� on two effectors, GABAB

activation of G protein-coupled inwardly rectifying potas-
sium channel (GIRK) and, more interestingly, the ethanol-
induced potentiation of GlyRs.

Materials and Methods
Plasmids and Constructions. All the chemicals and reagents

were purchased from Sigma-Aldrich (St. Louis, MO), and the molec-
ular biology reagents were from New England Biolabs (Ipswich, MA)
unless otherwise indicated. Expression vectors for GABAB1 and
GABAB2 were provided by Dr. Andres Couve (University of Chile,
Santiago, Chile). The GIRK1 plasmid was used as the template for
glutathione S-transferase (GST) fusion protein construction using
polymerase chain reaction products designed for the insertion in the
pGEX-5�3 vector (GE Healthcare, Little Chalfont, Buckingham-
shire, UK). The plasmid encoding �-adrenergic receptor kinase
[�ARK; G protein-coupled receptor kinase (GRK2)], GIRK1, and
GIRK4 were provided by Dr. Stephen Ikeda (National Institutes of
Health, Bethesda, MD). The heptadecapeptide RQH (RQHKELLR-
FRRKRRHHK) and its scrambled analog RQHsc (REKHRLKHR-
FKHRLRQR) were purchased from GenScript Corporation (Piscat-
away, NJ).

Molecular Modeling and Docking. The secondary structure of
IL fragments was obtained from the SCRATCH web page (http://
www.igb.uci.edu/tools/scratch) (Cheng et al., 2005), three-dimension-
ally modeled with Pymol (http://pymol.sourceforge.net), and energet-
ically minimized in GROMACS (http://www.gromacs.org/) (Van Der
Spoel et al., 2005) with a molecular dynamic of 1 ns in the Gromos96
43bl power field. The following fragments of the IL were used: N-
terminal [(NTIL)-wild type (WT), from Arg309 to Lys392], C-termi-
nal (CTIL-WT, from Arg382 to Arg392), and their mutant versions
(NTIL-5A, 316-320A and CTIL-2A, 385-386A). For G�� (Protein
Data Bank 1tbg), molecular docking was performed using ZDOCK
software (http://zlab.bu.edu/zdock/index.shtml) in an angular step of
6° (Chen et al., 2003). Two thousand docking results were clustered
into 10 groups using CLUSPRO server (http://nrc.bu.edu/cluster/)
(Comeau et al., 2004). The structure of the complex representing the
main cluster was minimized energetically with a molecular dynamic
of 1 ns under the same conditions used for the fragments alone. The
free energy calculation was determined with FastContact server
(http://structure.pitt.edu/servers/fastcontact/) (Camacho and Zhang,
2005). The surface electrostatic potential was calculated with APBS
software (http://apbs.sourceforge.net/) (Baker et al., 2001). All the

images were obtained with Pymol software. In the figures, blue and
red represent regions of positive or negative electrostatic potential,
respectively.

Construction of GST Fusion Proteins and GST Pull-Down
Assays. DNA fragments encoding WT and mutant IL fragments,
�ARK C terminus, and GIRK1 (amino acids 184–501) were sub-
cloned in the vector pGEX-5�3 (GE Healthcare). GST fusion pro-
teins were expressed in Escherichia coli BL21 bacteria using 50 �M
isopropyl �-D-1-thiogalactopyranoside. After 4 h, the cells were col-
lected and sonicated in lysis buffer (phosphate buffer, 1% Triton
X-100, protease inhibitor mixture II; Calbiochem, San Diego, CA).
Subsequently, the proteins were purified using a glutathione resin
(Novagen, Madison, WI)). Normalized amounts of GST fusion protein
were incubated with purified G�� protein (10 ng; Calbiochem). In-
cubations were done in 800 �l of binding buffer (200 mM NaCl, 10
mM EDTA, 10 mM Tris, pH 7.4, 0.1% Triton X-100, and protease
inhibitor mixture II) at 4°C for 1 h. The beads were washed five times
in binding buffer, and bound proteins were separated on 12% SDS-
polyacrylamide gels. Bound G�� was detected using an anti-G�
antibody (1:1000; Santa Cruz Biotechnology, Inc., Santa Cruz, CA)
and a chemiluminescence kit (PerkinElmer Life and Analytical Sci-
ences, Waltham, MA). The complete IL in fusion with GST and GST
alone were used as positive and negative controls, respectively. Fi-
nally, the relative amount of G�� was quantified by densitometry.
G� detection on Western blots was considered direct evidence for
G�� binding.

Electrophysiology. For experiments with GIRK channels, hu-
man embryonic kidney (HEK) 293 cells were cultured using standard
methodologies and cotransfected with plasmids encoding the GABAB

receptor subunits GABAB1 (fused to green fluorescent protein),
GABAB2, GIRK1, and GIRK4 using Lipofectamine 2000 (Invitrogen,
Carlsbad, CA). Expression of green fluorescent protein was used as a
marker for positively transfected cells, and recordings were made
after 18 to 24 h. Whole-cell recordings were performed using a
holding potential of �60 mV. Patch electrodes were filled with 120
mM KCl, 10 mM 1,2-bis(o-aminophenoxy)ethane-N,N,N	,N	-tet-
raacetic acid, 10 mM HEPES, pH 7.4, 4 mM MgCl2, 2 mM ATP, and
0.5 mM GTP with or without 200 �M RQH peptide. The external
solution contained 125 mM NaCl, 30.0 mM KCl, 3.0 mM CaCl2, 1.0
mM MgCl2, 10 mM HEPES, pH 7.4, and 10 mM glucose. The ampli-
tude of the potassium current was measured using a short pulse (4–5
s) of 10 �M baclofen every 2 min during 16 min. A nonrelated peptide
(EVHHQKL) was used as a control at the same concentration. We
used this small peptide to bolster the capacity to access the intracel-
lular milieu and to interact with G��. For the recording of ethanol-
mediated potentiation on GlyRs, a previously described methodology
was used (Yevenes et al., 2003, 2006). Ethanol was coapplied with
glycine (15 �M), and the results were expressed as percentage of
potentiation at 15 min. Although ethanol effects on GlyRs are ap-
parent with 10 mM (Aguayo et al., 1996; Yevenes et al., 2008), we
decided to use 100 mM to increase the noise to signal ratio, facilitat-
ing the statistical analysis and comparison with previous work from
our and other laboratories. A scrambled peptide with the same
amino acid composition (previously described) was used as control.

Data Analysis. Statistical analyses were performed using anal-
ysis of variance, and the results are expressed as the arithmetic
mean � S.E.M. Values of P 
 0.05 were considered statistically
significant. Origin 7.0 (OriginLab Corp., Northampton, MA) soft-
ware was used for all the statistical analyses.

Results
Binding of G�� to IL Fragments. It has been previously

established that the GlyR IL (between TM3 and TM4) plays
an important role in channel modulation through its inter-
actions with signal transduction proteins (Smart, 1997;
Yevenes et al., 2006). For example, it was found that GTP�S
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enhances the glycinergic current and that this effect was
blocked by the expression of G�� scavengers, such as ct-
�ARK (Pitcher et al., 1992). This result supports single-
channel recordings that showed an increased open channel
probability in the presence of G�� (Yevenes et al., 2003). A
more recent study indicated that truncation of the central
region of the IL (Glu326–Gln382) did not affect the regula-
tion by G�� (Yevenes et al., 2006). However, mutations in the
clusters of basic residues in the IL (Arg316 to Lys320,
Lys385, and Lys 386) attenuated the potentiation caused by
G��. Therefore, to examine the contributions of these two
motifs in the interaction with G��, we constructed GST fu-
sion proteins in wild and mutant forms and studied their
ability to directly bind G�� using GST pull-down assays.
Figure 1 shows a scheme with the different regions of the IL
used for construction of GST fusion proteins.

Figure 2A illustrates purified fusion proteins that were
visualized in a brilliant blue-stained SDS-acrylamide gel.
The binding of G�� dimer to these proteins was subsequently
analyzed with Western blot (Fig. 2B, see the experimental
procedures for details). The data show that the NTIL is
sufficient to display a significant G�� dimer binding (78 �
5% of control) and that this binding was strongly diminished
(21 � 12%) by mutating the positive residue cluster (from
position 316 to 320) to alanine. Moreover, the data show that
G�� was unable to bind the central fragment of the IL (Fig.
2, B and C). These results support previous studies showing
that direct binding of G�� to the GlyR and its subsequent
channel modulation were diminished by mutations in basic
residues (Yevenes et al., 2006). On the other hand, the C-
terminal region (CTIL-WT) in fusion with GST did not
present a significant binding to G�� in the pull-down assays

Fig. 1. Scheme of the GlyR topology and the sequences of recombinant fragments. A, schematic topology of the human �1 GlyR subunit. B, alignment
of intracellular fragments used for GST pull-down assays and molecular docking. Underlined are the sequences used for molecular modeling and
docking. IL-WT, full �1 IL; NTIL-WT, N-terminal (17 amino acids) region of IL; NTIL-5A, mutant version with alanine substitutions; CFIL, central
fragment (326–381) of IL; CTIL-WT, C-terminal region of IL; CTIL-2A, mutant version. The sequence of NTIL-WT served as template for the RQH
peptide.

Fig. 2. Binding of G�� to different GlyR IL regions. A, brilliant blue
staining of purified GST fusion proteins. B, binding of G�� to IL-WT and
fragments detected as Western blots from GST pull-down experiments.
C, quantification of G�� binding to different intracellular fragments. The
bars represent the mean � S.E.M. obtained from at least three different
experiments. The level of G�� binding to NTIL-WT was significantly
different (�, P 
 0.05).
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(Fig. 2C). In a previous study, using the entire loop, we
reported that this region contributed to G�� binding
(Yevenes et al., 2006). With these in vitro results, it was
evident that the N-terminal region was comparatively more
important for G�� binding than the central or the C-terminal
regions of the IL.

We then used computational modeling to obtain theoretical
information about the contribution of these two GlyR IL
regions (Fig. 1) for the binding of G�� (Fig. 3). According to
secondary structure prediction, both IL regions were modeled
as � helices. By using this technique, we found that both
fragments fit in nearby regions of the G�� dimer, within an
area of G�� that has a high density of amino acids with an
electronegative character (as shown in red). The values for
�G calculated in the in silico analysis showed that the N-
terminal region of the IL binds to G�� with a higher strength
than the C-terminal region, with values of �20.63 and
�12.15 kcal/mol, respectively. In addition, the docking stud-
ies with the alanine-substituted IL fragments to G�� showed
large reductions in �G values (�1.44 and �12.00 kcal/mol for
N- and C-terminal regions, respectively). These results sup-
port the conclusion that the N-terminal region is very rele-

vant for G�� binding, and it could be an area of choice for the
design of a G��-blocking peptide.

Peptide Derived from the GlyR IL N-Terminal Re-
gion Sequence Interfered with G�� Binding to Several
Effectors. We synthesized a small peptide, referred to as
RQH (see Fig. 1), to test its capacity to interfere with the
binding of the IL to G�� and with activation of some effectors.
Micromolar concentrations (0.2 and 2 �M) of this peptide
were able to inhibit the binding of G�� to the whole IL of the
GlyR in GST pull-down assays to 74 � 4 and 57 � 5%,
respectively, compared with control (Fig. 4A). No higher level
of binding inhibition was found with 20 �M RQH. However,
showing the specificity of the peptide inhibition, we found
that the same concentrations of the scramble peptide were
unable to alter the binding of G�� to the IL (Fig. 4A). More-
over, the RQH peptide was able to interfere with the binding
of G�� to two other effectors coupled to GST, such as GST-
ct-�ARK and GST-GIRK138. Comparison of the predicted
binding position of RQH in G�� crystal structure indicated
that the regions for binding of RQH, �ARK, and GIRK1 are
partly overlapped (Fig. 5). These data are in agreement with
previous crystallographic studies of G�� in complex with

Fig. 3. Molecular docking of N- and C-terminal
fragments to G��. Molecular docking was per-
formed using crystallographic three-dimensional
data of G�� (blue and red represent regions of
positive and negative electrostatic potential, re-
spectively) as described under Materials and
Methods. A, WT N- and C-terminal fragments
(Arg309–Lys325 and Arg382–Arg392) interact
with high �G binding in different regions on the
highly electronegative surface of G��. B, mutant
N- and C-terminal fragments [316-320A (5A) and
385-386A (2A)] interact with G�� with a reduced
�G binding (see text).

Fig. 4. RQH reduced G�� binding
to GlyR and other dimer effectors.
A, binding of G�� to the full IL
(GST-IL-WT) was reduced by RQH.
The graph shows the quantification
of G�� binding to GST-IL-WT in
the presence of RQH (dashed bars)
or a scrambled peptide (RQHsc,
white bars). Data are from four dif-
ferent GST pull-down experiments
that were quantified and plotted as
percentage of control condition,
without any peptide (gray bar) (�,
P 
 0.05 compared with control).
B, reduction of G�� binding to ct-
�ARK and GIRK1138 by RQH at the
shown micromolar concentrations.
Similar results were obtained in
three different experiments.
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ct-�ARK and G�i, as well as mutational analysis of GIRK
(Ford et al., 1998; Li et al., 1998). A similar conclusion was
reached comparing regions of binding for GIRK1 (Ford et al.,
1998) and the RQH peptide on G�� (Fig. 5).

RQH Blocks G��-Mediated Activation of GIRK and
Ethanol Potentiation of GlyR Channels. Based on the
results obtained with RQH, we wanted to find out whether
this peptide could interfere with the G��-mediated modula-
tion of two different cellular effectors. Therefore, we added
this short peptide in the intracellular solution using the
patch-clamp technique and tested two G��-mediated effects.
First, HEK cells were cotransfected with the GABAB receptor
and GIRK1–4 to assemble a K�-permeable ion channel (Jones
et al., 1998; Kaupmann et al., 1998; White et al., 1998).
Under these conditions, the stimulation of GABAB receptors
with 10 �M baclofen induced a K� current that was well
sustained in time. It is interesting to note that intracellular
dialysis with RQH (200 �M) in the patch pipette significantly
inhibited the potassium current activated by G�� to 24 �
14% of the control response (Fig. 6). On the other hand,
neither a scrambled peptide (RQHsc) nor a nonrelated pep-
tide affected the baclofen-activated K� current. Second, it
was previously reported that GlyR potentiation by ethanol
was dependent on the state of activation of the G protein
(Aguayo et al., 1996; Yevenes et al., 2008). Therefore, we

tested the sensitivity of the �1 GlyR subunit to ethanol in the
presence of the peptide in the intracellular solution. For this,
the glycine-induced current was measured with and without
ethanol perfusion after 10 min of RQH peptide intracellular
dialysis. The data showed that HEK cells expressing GlyRs
were potentiated with ethanol by 51 � 10% over control, and
that this enhancement was significantly inhibited by RQH
(Fig. 7, A and C). The ethanol-induced potentiation of GlyRs
was not altered when the cells were dialyzed with the scram-
bled peptide (RQHsc). Likewise, although the receptor be-
came insensitive to ethanol, the current properties, such as
amplitude and time course, were unchanged by 10 min of
dialysis with RQH indicating that the peptide had no effects
on basal GlyR function (Fig. 7, A and B).

Discussion
G�� dimer release after heterotrimeric G protein activa-

tion can control diverse physiological processes, such as heart
rate, hormonal and neurotransmitter release, neuronal ex-
citability, and cell migration. These actions are mediated by
the direct interaction between G�� and its effectors that
range from membrane channels that control excitability to
soluble enzymes that have metabolic or signaling functions
(Clapham and Neer, 1997; Hamm, 1998). In an effort to

Fig. 5. GlyR-IL shares binding domains with
other effectors in G��. The model shows G��
binding domains for �ARK, G�i, and GIRK (red,
blue, and yellow, respectively). These regions
partly overlap those of the N- and C-terminal in
the GlyR IL (blue and green, respectively). The
structural data for G��, ct-�ARK, and G�i were
indicated under Materials and Methods. The
GIRK binding domains were taken from muta-
tional studies (Ford et al., 1998).

Fig. 6. RQH peptide interferes
with G��-mediated activation of
GIRK. A, data show the effect of
RQH on activation of GIRK
(GIRK1 and GIRK4) by GABAB
receptors (R1 and R2) in HEK
293 cells. The baclofen-induced
K� current was inhibited by in-
tracellular application of RQH,
but not the scrambled peptide, in
the patch pipette. B, time course
of baclofen-stimulated K� cur-
rent in the absence (squares)
and presence of RQH (circles),
RQHsc (diamonds), and a nonre-
lated peptide (triangles). All the
peptides were used at a concen-
tration of 200 �M. The symbols
represent the mean � S.E.M.
from more than six cells.
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identify sequences useful to interfere with G��-mediated
signaling, the QEHA peptide (from adenylyl cyclase 2) was
generated (Chen et al., 1995). However, it was found that
several G�� effectors lack this type of motif, making its use
limited (Touhara et al., 1995; Barr et al., 2000; Davis et al.,
2005). Even in the absence of a defined molecular motif for
G�� binding, several studies have shown that basic amino
acids have important roles on binding and modulation of
effectors, such as �ARK, GIRK, voltage-dependent calcium
channels, and phospholipase C (Koch et al., 1993; Touhara
et al., 1994; Krapivinsky et al., 1998; Cantí et al., 1999; Barr
et al., 2000). More recently, it has been shown that the GlyR
contains two basic motifs in its IL that are responsible for
G�� modulation (Yevenes et al., 2003, 2006). In the present
study, we examined these motifs using three approaches:
1) in vitro binding studies with GST pull down, 2) modeling/
docking in silico calculations, and 3) functional assays of
G��-modulated ion channels to obtain a sequence for the
design of a small peptide with the capacity to block the action
of G��. In agreement with other previous studies, we found
that the N-terminal motif of the IL exerted an important role
for G�� binding. The central region, on the other hand, was
unable to bind G��, which agrees with functional studies
(Yevenes et al., 2006). Surprisingly, we did not detect signif-
icant G�� binding to the C-terminal region, a finding which
contrasts with a proposed role of this motif in functional
modulation (Yevenes et al., 2006). However, it is possible

that expression of the fusion protein altered the secondary
structure of the C-terminal region. These results were well
supported by the docking analyses that revealed a higher �G
for binding of the N-terminal region compared with the C-
terminal region of the GlyR IL and confirmed previous re-
sults (Yevenes et al., 2006), indicating that the N-terminal
region is very important for the direct binding of G��. The
C-terminal motif, on the other hand, presents a smaller G��
binding capacity, but it might be important for the conforma-
tional changes controlling channel gating (Yevenes et al.,
2008).

Based on these results and to try to interfere with G��-
mediated modulation, we designed a mini-peptide with the
first 17 amino acids of the IL (RQH peptide). As expected,
the peptide produced an inhibition of the binding of G�� to
the entire IL of GlyR using an in vitro interaction assay. In
addition, we found that the binding of ct-�ARK and GIRK1 to
G�� in the GST assay was also reduced by the peptide, in
agreement with the existence of somewhat overlapping re-
gions with distinct effectors (Ford et al., 1998). Finally, func-
tional assays showed that the RQH peptide affected two
G��-linked responses: activation of GIRK by GABAB recep-
tor and potentiation of �1 GlyR by ethanol (Kaupmann et al.,
1998; Yevenes et al., 2003). The data support the conclusion
that these inhibitions were produced by binding of the RQH
peptide to effector recognition regions in G��. Accordingly,
the RQH peptide appears to behave as a scavenger as we

Fig. 7. RQH interferes with the ethanol-
induced potentiation of the GlyR. A, the
current traces were evoked activating �1
containing GlyRs with 15 �M glycine in
the absence and presence of ethanol (100
mM). The lower traces were recorded af-
ter 10 min of intracellular dialysis with
RQH peptide (200 �M) in the patch pi-
pette. B, graph shows the normalized gly-
cine current amplitude after 10 min of
intracellular dialysis with either RQH or
RQHsc peptides. C, graph summarizes
the percentage potentiation elicited by
100 mM ethanol in the absence and pres-
ence of RQH or scrambled peptides
(RQHsc) intracellularly applied for 10
min. The symbols represent the mean �
S.E.M. from at least six cells. �, repre-
sents a difference from control, P 
 0.05.
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showed that it can interact and block the effects of G�� in two
effectors (GlyR and GIRK). RQH did not have any apparent
effects on GlyR properties and function, suggesting that pre-
vious release of G�� is necessary to exert its blocking action.
Furthermore, although the data cannot exclude the possibil-
ity that RQH affects the binding of G�� to G� subunits, we
believe that it is unlikely that it would activate G proteins
and subsequently block the G�� dimer. In conclusion, the
newly identified RQH was able to inhibit the binding of
several effectors to G�� and ethanol potentiation, without
noticeable changes on the properties of the GlyR or general
cell function, opening new possibilities to design small mol-
ecules that interfere with signal transduction.

In relevance to alcohol abuse, it is now accepted that GlyRs
are a major target for the intoxicating effects of ethanol as
suggested by previous studies from our and other groups
(Aguayo et al., 1996; Findlay et al., 2002; Molander et al.,
2005, 2007). Therefore, the present results are relevant
because we show that a small heptadecapeptide can an-
tagonize the alcohol effect on an LGIC, opening new pos-
sibilities for the study of small organic molecules that can
interfere with the intoxicating effect of ethanol, which sup-
ports previous work in relation to the development of com-
pounds that can affect G protein activity (Davis et al., 2005;
Bonacci et al., 2006).
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