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Abstract: The number of insect GABA receptors (GABAr) available for expression studies has
been recently increased by the cloning of the Acyrthosiphon pisum (pea aphid) RDL subunits. This
large number of cloned RDL subunits from pest and beneficial insects opens the door to parallel
pharmacological studies on the sensitivity of these different insect GABAr to various agonists or
antagonists. The resulting analysis of the molecular basis of the species-specific GABAr responses
to insecticides is necessary not only to depict and understand species toxicity, but also to help at
the early identification of unacceptable toxicity of insecticides toward beneficial insects such as
Apis mellifera (honeybees). Using heterologous expression in Xenopus laevis oocytes, and two-electrode
voltage-clamp recording to assess the properties of the GABAr, we performed a comparative analysis
of the pharmacological sensitivity of RDL subunits from A. pisum, A. mellifera and Varroa destructor
GABAr to three pesticides (fipronil, picrotoxin and dieldrin). These data were compared to similar
characterizations performed on two Homo sapiens GABA-A receptors (o322 and op32v2). Our
results underline a global conservation of the pharmacological profiles of these receptors, with some
interesting species specificities, nonetheless, and suggest that this approach can be useful for the early
identification of poorly specific molecules.

Keywords: heterologous expression; human; pharmacology; phytopharmaceuticals

1. Introduction

In insects, y-aminobutyric acid (GABA) binding to GABA receptors (GABAr) is the
main inhibitory pathway in neuronal signaling and is central in all neuronal functions. As
such, GABAr has been a prime target for several classes of insecticides or toxins [1,2].

The GABAr are members of the vast Cys-loop ligand gated-ion channels (CysLGIC)
family [3,4]. They are homo- or hetero-pentamers of transmembrane subunits arranged
around a central pore, selective for chloride, and open upon GABA binding. The main
RDL (that stands for “resistant to Dieldrin”) subunit can form homopentamers and recent
studies allowed the identification and cloning of several RDL genes, one in Apis mellifera
or Drosophila melanogaster (D. melanogaster) [5,6], four in Varroa destructor [7] and two in
Acyrthosyphon pisum [8], for example. Up to three other GABAr subunits can also be found
in some species (named GRD-GABA-glycine Receptor-like subunit of Drosophila-; LCCH3—
Ligand-gated Chloride Channel Homologue 3- and CG8916) that can form heteromers with
RDL [9,10], although this does not constitute an absolute rule and the A. pisum genome,
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for example, does contain two genes encoding for the RDL subunit without any other
GABAr subunit [8]. The formation of these heteromers, however, has not been identified
in vivo so far.

GABAr-forming RDL subunits have been mainly used in almost all the studies looking
at the pharmacological sensitivity of the GABA response in insects [1,11,12]. All these
RDL subunits display the same structural arrangement. They have four transmembrane
segments (TM1-4), with a large extracellular N-terminal sequence beholding a conserved di-
Cys-loop between 2 cysteines separated by 13 amino acids, which constitute the signature
of the cys-LGIC family [1,3]. In A. pisum, the two genes cloned encode for GABAr RDL1
and RDL2 subunits [8] and produce, by via alternative splicing and sequence variations, at
least four different variants among which three were partially characterized [8].

The growing number of RDL genes characterized from different insect species, which
can be considered as a model for native GABAr in insects [1], offers the opportunity to
compare their biophysical, and most importantly their pharmacological, properties. This
in vitro analysis of the potential insecticide selectivity toward the RDL subunits of these
different species should bring some clues to understand any differential toxicity toward
these insect species in vivo. The Xenopus laevis oocyte expression system, which combines
easy expression of exogenous GABAT on cells devoid of such endogenous receptors and
the possibility to apply a large number of electrophysiological techniques, is clearly the
system of choice for such pharmacological studies on insect receptors. In fact, most studies
on insect receptors uses this system (see, for example, [8,13-15] for GABAr). As a step
toward this goal, we have recently cloned the V. destructor RDL1, RDL2, RDL3, and RDL4
as well as the A. mellifera RDL subunits [7,10]. In the present work, we cloned the A. pisum
RDL1 GABAr subunit, performed biophysical characterization, at the whole-cell and single-
channel level, and produced a comparative pharmacological analysis of its sensitivities
to GABA, fipronil, picrotoxin and dieldrin with those of the varroa mite and honeybee
receptors. The properties of two human GABA-A receptors (x;2Y2 or o327y receptors)
were also analyzed. These pesticides have been shown to be highly toxic for insects [16] and
humans [17] and have been withdrawn from the market for most usage, but are still present
in veterinary pharmacy (fipronil) or in human therapy (picrotoxin) against barbituric
intoxication, for example. Precisely knowing the effects of the GABAr of species that may
be in contact with them is, therefore, a key point for understanding their differential toxicity
and possibly identifying molecular differences to explain it.

At a time when the European Food Safety Authorities are looking for alternative meth-
ods to evaluate phytopharmaceutical products for crop protection, this type of comparative
pharmacology may be pertinent to understand the global toxicity of these products.

2. Materials and Methods
2.1. Cloning of the Ap-RDL1 and Hs-ay4 Receptors

Total RNA from A. pisum was a gift from Professor. A.M.R Gatehouse (University of
NewCastle). First-strand cDNA was obtained by reverse transcription of total RNA using
Oligo-dT primers and Superscript II Reverse Transcriptase (Life Technologies) according
to the manufacturer’s instructions, as previously described [18]. Oligonucleotides were
designed to PCR amplify the whole coding sequence of Ap-RDL1 based on a sequence
identified by Dale et al. [19] and deposited in GenBank under the accession number
XM_001947090.3. Human cDNA coding for GABAR-a4 subunit was obtained from the
hORFeome database (accession number DQ891679). The cDNA coding for Ap-RDL and
Hs-ay were subcloned in the pcDNA3.1(+) vector, with the Alfalfa Mosaic Virus (AMYV)
sequence immediately before the start codon and the 3’-UTR sequence of the X. leavis
beta-globin gene immediately after the stop codon. H. sapiens Hs-o, Hs-yy and Hs-f3, A.
mellifera Am-RDL and V. destructor Vd-RDL1, Vd-RDL2 and Vd-RDL3 GABAr cDNAs were
obtained in previous works [7,10,20]. Sequence alignments were completed using Vector
NTI (Invitrogen, Carlsbad, CA, USA), and potential signal peptides were searched with the
Interproscan prediction software (European Bioinformatics Institute in Cambridge, UK).
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2.2. RNA Preparation and Xenopus Oocyte Isolation and Injection

cRNAs were in vitro synthesized from linearized plasmids using the M-message M-
machine transcription kit (Thermo Fisher, Waltham, MA USA) following the manufacturer’s
instructions. The cRNA concentration was adjusted to 1 ug/pL. Preparation and injection
of X. laevis oocytes were completed as previously described [21]. The oocytes were injected
with 30 nL of a solution containing the cRNA of interest. Injected oocytes were maintained
at 19 °C in a survival solution containing (in mM): NaCl, 96; KCl, 2; CaCl,, 1.8; MgCl,, 1;
Hepes, 5; Na-pyruvate, 2.5; and gentamycin, 0.025, pH = 7.2 with NaOH, renewed daily.

2.3. Electrophysiology

Expressed currents were recorded at room temperature using the two-electrode
voltage-clamp method 1-3 days after injection. Electrodes were pulled from borosilicate
glass (Warner, ref GC150T10) and filled with 3 M KCl. Oocytes were clamped at —60 mV,
and GABA-gated currents were recorded under voltage-clamp with a GeneClamp 500B am-
plifier (Molecular Devices, San Jose, CA, USA) and digitized with a Digidata 1200 converter
(Molecular Devices) using Clampex software (version 7.0, Molecular Devices). Drugs were
applied using a gravity-driven perfusion system at a speed of 2 mL/min.

For single-channel recordings, the oocyte vitelline membrane was manually removed
using forceps after immersion in a hypertonic solution containing NaCl, 200 mM; HEPES
(N-(2-Hydroxyethyl)piperazine-N'-(2-ethanesulfonic acid)), 10 mM; pH 7.2 adjusted with
NaOH. The oocyte was then placed in the recording chamber filled with a depolarizing
0OS0-100 solution with KCl, 100 mM; HEPES, 5 mM; EGTA, 10 mM pH 7.2 adjusted with
KOH. Firepolished and coated (Sylgard®) patch pipettes had a resistance of 8-12 MQ
when filled with the pipette OSOS-100 solution. Cell-attached patch-clamp currents were
recorded with an Axopatch 200B amplifier (Molecular Devices), low-pass filtered at 2 kHz
and digitized at 10 kHz using a Digidata 1200 interface and stored on a computer using
the Clampex software (version 7.0). The liquid junction potential was 1-3 mV and was
neglected. Currents were analyzed with the Clampfit software (version 10). Well-resolved
channel openings were detected by a threshold analysis set at 50% of the elementary current.
Single-channel amplitudes were extracted using Gaussian fits of the amplitude histograms
obtained at different voltages (see Figure 1), and channel conductance was calculated from
a linear fit of the current-voltage curve constructed with these amplitudes.

2.4. Solutions and Drugs

Oocytes were perfused with the following ND solution (in mM): NaCl, 96; KCI, 3;
CaClp, 0.5; MgCl,, 1; HEPES, 5, with pH set at 7.4 with NaOH at ~1 mL/min. The reversal
potential of the Ap-RDL receptor was measured in solutions containing (in mM): NaCl,
Na-acetate or TEACI (tetraethylammonium chloride), 100; HEPES, 5 with pH set at 7.4, with
NaOH or TEAOH. GABA was dissolved daily from a stock solution at 500 mM in water
to the final concentration, usually 50-100 uM, except for dose-response curves. Fipronil
or picrotoxin were dissolved at the final concentrations from stock solutions in DMSO
(dimethylsulfoxide) at 200 and 10 mM, respectively. The final DMSO concentration was
always less than 0.2%.
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Figure 1. (A) Alignment of Ap-RDL1 (AXY92182.1), Am-RDL (AJE68941.1), Vd-RDL1 (AVY53069.1),
RDL2 (AYR04938.1) and RDL3 (AVY53071.1) amino acid sequences. Loops involved in GABA binding
(LpA-F) are boxed in red, transmembrane segments (TM1-4) are boxed in blue. Amino acids that
have been shown to be involved in GABA binding are underlined with a brown square and those in
non-competitive antagonists binding with a green square. The location of the C->R substitution in
our Ap-RDL1 clone is boxed in purple. (B) Enlargement of the TM1-TM2 sequence alignment with
key amino acids for non-competitive antagonists at 2/, 6 and 9’ locations bolded in red. Human
sequences for &y, &4, B2 and vy, GABA-A receptor subunits are also presented.

2.5. Analysis

Sequence alignment was completed using Vector NTI tools.

For dose-response curves, peak current amplitudes were first measured as the current
at the peak of the response to GABA perfusion minus the holding current without GABA
(using Clampfit version 10), and then normalized according to the maximal amplitude,
usually recorded at the highest dose. These normalized amplitudes were plotted against
log [GABA] concentrations and then were fitted with a logistic function using Origin 6.0
(Microcal Software):

Rel.Cur. =1/(1 + 10"(log(ECs0) — log (IGABA])) x p))

With Rel.Cur. the current amplitude at each concentration relative to the current
recorded at the highest concentration; ECs, the concentration for half-maximum effect, log
([GABA]) the logarithm of the GABA concentration, and p a slope factor.

For fipronil and picrotoxin inhibition curves, the GABA concentration was 100 uM. For
dieldrin, the GABA concentration was 100 uM (for Ap- and Am-RDL, Vd-RDL2, -RDL3, and
Hs-GABA-A-x132y2 and agf32y2) or 300 uM (for Vd-RDL1 and Hs-a;32Y2) Fipronil and
pirotoxin were added to the GABA solution at the desired concentration, and amplitudes
were measured as above, except for normalization which was completed relative to the
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current recorded without an inhibitor. The concentration required to inhibit 50% of the
GABA response (ICs) and the slope factor p was determined with a logistic function
using Origin 6.0:

Rel.Cur. =1 — 1/(1 + 10" ((log(IC50) — log ([Inhib])) x p))

With Rel.Cur. the current amplitude at each concentration relative to the current
recorded in the absence of antagonist; ICs, the concentration for half-maximum inhibition,
log ([Inhib]) the logarithm of the inhibitor concentration, and p a slope factor.

For dieldrin, the effect of the compound needs several stimulations to reach the
steady-state (around 12-15, and the above protocol cannot be used without introducing
uncertainties due to possible desensitization that could take place during this long protocol
(7-10 doses with 15 depolarizations every 45 sec for each, would last more than one hour).
We, therefore, chose to analyze the kinetics of a single dose and extracted the time constant
(Tau Block) and the amount of block (Rel. B) obtained using a mono exponential function
in Origin:

Rel.Cur. = Amp X exp(—t/Tau.Bock) + R D

With t, the time of the recording; Rel.Cur., the current amplitude at each concentration
relative to the current recorded in the absence of antagonist; Amp, the amplitude of the
exponential, Tau Block, the time constant of the exponential, and R the residual non-
inhibited current at the steady-state of the effects. The relative block (Rel.B) is estimated as
1-R expressed in %.

Data are presented as the means 4+ S.E.M of n individual oocytes. The difference
between two means was tested using the non-paired Student’s ¢ test (implemented in
Origin 6.0) and declared to be statistically significant for p values < 0.05.

3. Results

We cloned the RDL1 subunit from the pea aphid A. pisum. The amino acid sequence is
identical to that reported by del Villar et al., denoted RDL1ad [8], with the exception of a
single cysteine at position 18 found to be an arginine in our sequence (Figure 1A, purple
box). These first 50 amino acids are in a region that is poorly conserved among species
(Figure 1A) where potential signal peptides were predicted in each of these sequences
(underlined in pink). This sequence has not been reported to play any particular role for
receptor and channel functions so far, and our pharmacological characterization did not
evidence any differences between the two RDL1 subunits (from del Villar et al. [8] and this
work; see below).

The amino acid alignment of the five RDL sequences from A. pisum, A. mellifera and
V. destructor (Figure 1A) shows an almost complete conservation of the two cysteines
involved in the cysteine-loop typical of the pentameric ligand-gated ion channels, the
amino acid sequences that form the GABA binding sites (loop A-F, red boxes in Figure 1A)
and those that form the transmembrane chloride channel (TM1-4, blue boxes in Figure 1A).
In particular, the amino acids expected to be in direct contact with the GABA molecules
(underlined by orange rectangles [22,23]) and those involved in chloride selectivity within
the channel pore [24,25], in the second transmembrane segment (TM2) with the ‘PAR’
sequence and the amino acids at the 2" and 6’ positions underlined by green rectangles in
Figure 1A,B (relative numbering according to [25,26]) are identical between the A. pisum
and the A. mellifera receptors. However, comparison with the three Vd-RDL subunits that
can form homomeric receptors [7] highlights several differences in these regions. Some
sequences are common to all three Vd-RDL subunits (in LpD, LpA, LpB), while others (LpF,
TM4) can be found in only two subunits. Of particular interest are the positions 2" and 6’
in the TM2, two amino acids, alanine and threonine (AT), involved in the binding of open
channel blockers [1,4,27]. A serine is found at position 2’ in the Ap-RDL2 receptor (not
shown, but see [8]) but also in the Vd-RDL1 subunit where the most common sequence A2’
and T6' is replaced by S and M (Figure 1B). Other changes can also be noticed in TM1 and
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TM3 segments and suggested, as already noted by Menard et al., particularities in channel
conductance or sensitivity to non-competitive antagonists [7,25,28].

Injection of Ap-RDL1 cRNA into Xenopus oocyte gave rise 1-4 days later to robust
GABA-induced current responses (Figure 2A) of several hundreds of nanoAmperes (nA).
Building the dose-response curve to GABA from these current traces allowed to determine
an ECs of 21.2 + 2.7 uM (n = 20, Figure 2B and Table S1 in supplementary information).
This value was close to that reported by del Villar et al. for the Ap-RDL1ad (23 &+ 2 uM).
We then verified the chloride selectivity of the Ap-RDL1 receptor using solutions where
sodium or chloride ions were substituted by tetraethylammonium (TEA) or acetate, re-
spectively. As seen in Figure 2C, replacing NaCl by TEACI in the perfusing solution
(i.e., changing the external cation), did not modify neither the amplitude nor the rever-
sal potential of the GABA-induced currents, with reversal potentials of —12.9 = 1 mV
(n=5)and —7.4 £ 2.5 mV (n =6), respectively (p > 0.05). However, replacing NaCl in
the solution with Na acetate (i.e., changing the external anion) noticeably modified the
current shape and the current reversal potential from —12.9 =1 mV (n=5) to45.7 £ 4.5
(n = 6), respectively (p < 0.05). Ap-RDL1 is, thus, a true chloride channel with a relative
permeability Pacetate/Pchloride of 0.12 £ 0.02 (n = 6), close to that obtained for honeybee
Am-RDL (0.10 £ 0.02, n = 6, p> 0.05), as expected from their identical transmembrane TM2
pore-lining sequences.

Table 1. Percentage of identity between the different RDL subunits.

Am-RDL

Ap-RDL1  Ap-RDL2 Hs-GABA-Aax2 Hs-GABA-Ax4 Vd-RDL1 Vd-RDL2 Vd-RDL3

Am-RDL
Ap-RDL1
Ap-RDL2
Hs-GABA-o2
Hs-GABA-x4
Vd-RDL1
Vd-RDL2
Vd-RDL3

85 86 35 33 59 62 58
88 32 29 51 53 52

33 29 52 52 52

58 32 33 33

28 28 26

61 58

64

We then recorded single RDL channel activity in the presence of 20 uM GABA and in a
solution containing 100 mM KCl to nullify the oocyte membrane potential. In cell-attached
mode, at a pipette potential of +100 mV and with GABA in the pipette, multiple well-
defined openings could be visualized, suggesting the existence of at least 3 channels under
the pipette tip (Figure 2D). Fitting the amplitude histogram of this current trace with the
equation for 4 Gaussians gave the following pic values of —0.1 0.1, =24 £ 0.1, —4.8 £ 0.1
and —7.5 £+ 0.2 pA. We undertook the same analysis at different voltages and plotted the
single channel current-voltage curve (Figure 2E), using the amplitude differences between
the first two peaks, corresponding to the opening of a single- channel. The linear fit of
this current-voltage curve gave a single channel conductance of 26 £ 4 pS (n = 6 patches),
a value close to the conductance of the Am-RDL (29 %+ 2 pS, n = 7) and Dm-RDL (22 pS)
subunits expressed in oocytes [10,24]. These data fit with the fact the A. pisum and A. mel
receptors share 85% of identical amino acid sequences, with the key regions for GABA
binding and channel selectivity (loop A-F and TM1-4) being 100% identical [25].

With these five RDL receptors from insect or mite species considered either as pest
or as beneficial (Ap-RDL1, Vd-RDL1 to 3 and Am-RDL), we decided to perform a parallel
pharmacological characterization, including responses to the agonist GABA, and the an-
tagonists fipronil, picrotoxin and dieldrin, in similar conditions (i.e., after expression in
X. laevis oocytes) to identify differences that could be of physiological and/or pharmaco-
toxicological interest. We added to this study two human GABA-A receptors (xy3,y2 and
a4 32Y2), for comparison with mammalian receptors.
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Figure 2. Biophysical characterization of the (Ap-RDL1 receptor expressed in X laevis oocytes. (A) Cur-
rent trace showing the response of Ap-RDL1 to increasing concentrations of GABA from 0.1 uM to
1 mM at a membrane potential of —60 mV. (B) Full dose-response curve of Ap-RDL1 for GABA. The
smooth line represents the best fit to a logistic function. See Table 1 for ECsy and p values. (C) Repre-
sentative current traces showing the response of the Ap-RDL1 to voltage ramps from —60 to +60 mV
in NaCl, TEACI or Na acetate solutions. The calculated relative permeability Pacetate/Pchloride
was 0.12 £ 0.02, n = 6. (D-top) Single-channel traces recorded in cell-attached patches of oocytes
expressing the RDL1 GABAr subunit. The pipette solution contained ND and GABA at 100 uM, and
the external solution was OSO-100 (see methods). Note the presence of (at least) 3 channels under the
patch. (D-bottom) The amplitude histogram of the trace is shown with the value of the amplitude of
each peak deduced from the multi-Gaussian fit (red curve). (E) Single-channel current-voltage curve
obtained at different voltages from 6 patches as shown in (D-top) The single-channel conductance is
deduced from a linear regression through the experimental points: 26 + 4 pS.

The sensitivity of Ap-RDL to GABA, as determined above, was close to that of Am-RDL
(ECs0 0f 19.3 + 3.5 pM, n = 13 see Figure 3) and of Vd-RDL2 and Vd-RDL3 (14.8 £ 1.8,n=13
and 43.1 4+ 10.4 pM, n =9, respectively). These values were relevant with the conservation
within these receptors of the six loops in the RDL sequence that form the cavity where
GABA binding occurs [29], and, in particular, of the seven amino acids directly involved
in the binding of the GABA molecule to the receptor (Figure 1A). The Vd-RDL1 subunit,
however, displayed a completely different EC5q for GABA: 269 £ 41 uM (n = 10, Figure 3).
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Figure 3. Dose-response curves for GABA of seven GABA-A receptors: RDL of A. pisum and
A. mellifera (A) RDL1, RDL2 and RDL3 of V. destructor (B), and oz 32y2 and as 32y, of H. sapiens (C).
Left exemplar current traces from 1 type of receptor, right full dose-response curves of the seven
GABAr types. The ECs5j are summarized in Supplementary Table S1.

A pharmacological analysis was then initiated using either natural, picrotoxin or
synthetic, fipronil and dieldrin, insecticides (Figures 4-7). Analysis of the sensitivity of
these 7 receptors to the phenyl pyrazol fipronil (Figure 4) gave quite close 1C5p values
(range 0.3-3 uM, see Supplementary Table S1) for the Ap-RDL1, Vd-RDL2, Vd-RDL3 and
Hs-05 3>y, GABAr.

These values were also closed to those previously published (0.18 & 0.1 and 0.72 & 0.2 uM
for Ap-RDL1 and Ap-RDL2, [8]; 1.1 & 0.2 uM for Hs-ot1 Boy2 [30], for example). The only
two exceptions were the values obtained for Vd-RDL1 with a very low (almost no block at
30 uM) sensitivity to fipronil (Figure 4) and for Am-RDL exhibiting the highest sensitivity
to fipronil (0.07 & 0.2 uM). A poorly fipronil-sensitive Vd-RDL1 receptor was also reported
in the work of Menard et al. [7] although their IC5y was smaller. Part of this insensitivity of
Vd-RDL1 probably lies on the amino-acids at positions 2’ and 6’ in the second transmem-
brane region of the channel (TM2, Figure 1A) that have been shown to be important for
the binding of open-channel blockers in the pore. Their mutation, either « natural », in
resistant insects (as is the case here for Vd-RDL1 where amino acids SM replace amino acids
AT found in the other RDL subunits at positions 2’ and 6/, respectively), or produced in
the lab, affect fipronil inhibition greatly [4,7,31,32]. It should also be noted that the higher
sensitivity of Am-RDL could account for the high toxicity of this insecticide for honeybees
in vivo [33].
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Figure 4. Dose-response curves for fipronil obtained for the seven GABA-A receptors: RDL from
A. Pisum and A. mellifera (A) RDL1, RDL2 and RDL3 from V. destructor (B), and a7y and oy Poy2
GABA-A receptors from H. sapiens (C). (Left), exemplar current traces from 1 type of receptor, (Right),
full dose-response curves. The ICsy are summarized in Supplementary Table S1.

The analysis of the sensitivity of these receptors to picrotoxin gave results similar to
those obtained with fipronil (see Figure 5 and Supplementary Table S1). The Ap-RDL1,
Am-RDL, Vd-RDL2 and Hs-x;3,y> and Hs-a4f3,y2 displayed close ECsj (from 0.25 to
1.7 uM) for picrotoxin whereas the Vd-RDL1 appeared to be insensitive to this product. A
surprisingly low ICsq (0.04 uM) was found for the Vd-RDL3. It should be noted that del
Villar et al. [8] and Menard et al. [7] did not use picrotoxin in their works. This particular
sensitivity of Vd-RDL3 cannot be explained by the presence of these two amino acids at
positions 2’ and 6’ in the TM2, since the Vd-RDL3 subunit sequence is perfectly similar to
the A. mellifera and A. pisum sequences from position —6' to +16’ before and within the
TM2 sequence. A N-7' to H and A20’ to S are the only differences that can be noticed in this
region, but similar changes are also present in the Vd-RDL1 subunit that displays a very
high ICs for picrotoxin (only 20% block with 100 uM, Figure 5B) and are not in a position
known to be important for open channel block [31]. The reasons for this high sensitivity
are therefore unknown and require further studies.

The use of dieldrin was a little more challenging since the time course of the inhibition
during successive pulses at the same dose (see Figure 6B) was so slow (steady-state was
reached in more than 10 min) that the dose-response curves obtained using the first or
second stimulation at each dose did not reflect steady-state inhibition (Figure 6A). Realizing
dose-responses curves at the steady-state effect (i.e., using the 10th episodes for each dose),
however, requires a recording time of more than an hour; thus increasing current run-
down/desensitization. We therefore decided to limit our analysis at the extent and the time
course of the block at a single dose of 1uM. As seen in Figure 6C, this analysis revealed,
nonetheless, marked differences between the different types of RDL or GABA-A subunits
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tested. This was seen on both the time constants and the steady-state relative block (Tau-
Block and Rel.B., respectively, Figures 6D and 7) extracted from these curves after a fit
using a mono-exponential decay.

These values for each receptor are shown in Figure 7. The time constants of all these
receptors are grouped around 3 min (range 2-6 min), except for the Vd-RDL1 with a
clearly slower decline and a Tau-Block that was hard to evaluate and were fitted to around
55 min. The steady-state block was also very low for Vd-RDL1r and evaluated close to 20%.
A. pisum, A. mellifera, V. destructor RDL3 and H. sapiens GABAr were almost completely
blocked (range 80-91%). The V. destructor RDL2 was a little less affected by dieldrin with
an inhibition reaching only 51 &= 1%. As noted above, compared to A. pisum and A. mellifera
receptors, the V. destructor RDL1 and RDL2 have modifications in the nature of the residues
at positions 20" and 21’ on the top of the TM2 sequence. However, although these residues
line the channel pore [34], they play no role in binding pore-blocking compounds [31]. The
reasons for this lower sensitivity should, therefore, be found outside the TM2 and will need
in-depth mutational analysis.

picrotoxin
_Am-RDL

Picruo(pM) 0 0 03
-

1.0]
0.81
00.61
20.41
0.2;
0.0;

s
|/ 50nA

Vd-RDL2

Plcmo(pM) 0.001 0.003 001 0.03

10 -8 -6 -4
log[picrotox]

1.0 =

VVVvvvvvgf B

0.2
0.0

20s

5 4
log[picrotox]

\

N

6 -4
log[picrotox]

—_

Hs-a'4,32y2

Plcrv (uM) 0.01

T

Figure 5. Dose-response curves for picrotoxin obtained for the seven GABA-A receptors RDL from A.
pisum and A. mellifera (A), RDL1, RDL2 and RDL3 from V. destructor (B), and x>y, and as32y> from
H. Sapiens (C). (Left): representative current traces from 1 type of receptor; (Right): full dose-response
curves. The ICsy are summarized in Supplementary Table S1.
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Figure 6. (A) Dose-response curves for dieldrin in conditions similar to Figures 4 and 5 (single and
simultaneous application of GABA and each dieldrin concentration) obtained for the seven GABA-A
receptors: RDL fom A. pisum and A. mellifera, RDL1, RDL2 and RDL3 from V. destructor, and oz 32y2
and a4 3,y> from H. sapiens. (B) Representative current traces of Ap-RDL1 in response to repetitive
application of GABA (50 uM) before and during continuous perfusion of dieldrin (1 uM). (C) The
time course of the inhibition by dieldrin of these GABA-induced current amplitudes ((Rel.Cur.) can be
approximated by a single exponential that allows to extract Rel.B (relative current block, see Materials
and Methods) and a time constant Tau-Block. (D) The fit of the kinetics of the response of seven
GABA-A receptors: RDL of A. Pisum and A. mellifera, RDL1, RDL2 and RDL3 of V. destructor, and
o B2y7 and oy Boy2 of H. sapiens to dieldrin gave Tau-Block and Rel.B for each receptor (see Figure 7).
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Figure 7. Tau-Block (Left) and Rel.B (Right) values for the inhibition by dieldrin of each RDL receptor
from A. pisum and A. mellifera, RDL1, RDL2 and RDL3 from V. destructor, and apf2y2 and o B2v2
from H. sapiens deduced from the mono-exponential fit of the responses shown in Figure 6D.

4. Discussion

All these data were compiled on a radar graph shown in Figure 8, where ECsq for
GABA, ICs5 for fipronil and picrotoxin and time constant of block for dieldrin are shown
for all seven GABAr. It is worth noting that when published results for a given receptor and
a given molecule are available (ECsy for GABA and ICs for fipronil, see above), the results
are quite similar to ours, despite sometimes slight differences in the experimental protocols.
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Figure 8. Radar graph summarizing the pharmacological data obtained with the different GABA-A
receptors during this study. GABA (ECs( in uM and yellow), fipronil (ICsy in uM and blue), picrotoxin
(ICs50 in uM and orange) and dieldrin (Tau-block in seconds and in green) are shown; for values see
Supplementary Table S1.

If we now look at the GABA response (yellow trace), the first thing we can notice is that
all these receptors have a relatively similar sensitivity to GABA (ECs( in the same log range)
except the V. destructor RDL1 subunit which is clearly less sensitive as noted above. In the
absence of structural information on the V. destructor RDL1 subunit, a possible explanation
for this insensitivity may only rely on the inspection of the amino-acid sequences of these
subunits. While the phenylalanine in loop B and the tyrosine in loop C (F192 and Y240 in
the A. pisum sequence) of the GABA binding pocket that form cation-7 interaction with
GABA [22] are conserved in all sequences, in the Vd-RDL sequences, some differences exist
inloops D, E, F and C. More precisely, in loops C, E and F each Vd-RDL subunit has its own
arrangement of amino acids that could influence their ECsj for GABA. One can notice that
among the non-conserved amino acids present in these four loops, isoleucine in loop B and
valine in loop F (black arrowhead in Figure 1A) are conserved in all the sequence except in
Vd-RDL1. In this GABA, isoleucine and valine are replaced by valine and an isoleucine,
respectively. As noted before, the Vd-RDL1, as Vd-RDL2 and Vd-RDL3 sequences, has
several other non-conserved residues in these loops, but these two amino acids are unique
to Vd-RDL1 and although homology modeling and docking do not predict a role in GABA
binding [22] they could, nevertheless, constitute a target for future mutagenesis studies, in
order to shed some light on this unusual GABA sensitivity.

Besides any molecular explanation for this behavior, one can easily notice that Vd-RDL1
clearly stands out from the other RDL receptors with a very low sensitivity to all the
inhibitors tested here. A lower sensitivity to GABA, by preventing receptor opening for
a low dose of GABA, should participate, in part, in the insensitivity of the receptor to
open channel blockers. The A2'S and T6’M in TM2, the T355A at the end of TM3 or other
differences in the loop involved in GABA binding (see Figure 1) may be important, but
similar mutations have been described individually in other RDL receptors and their effect
has never been shown to be so strong. Moreover, the mutations in the A2’S and S6'M
have been shown to play a role in the GABA response, but in the other direction toward
an higher sensibility [31]. Therefore, no evident explanation can be drawn from the sole
direct inspection of these aligned sequences, but it may help an in-depth mutagenesis
approach, to more precisely understand differences in GABA binding and GABAr gating
and pharmacology and provide clues on this particular profile. Such information will
undoubtedly be important for the search for specific GABAr competitive antagonists which
are becoming to be envisaged as potential leads for new classes of insecticides to overcome
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the increasing resistance to non-competitive antagonists such as fipronil and find more
species-specific antagonists [35].

Now, if we excluded the atypical insensitive Vd-RDL1, the second thing we can notice
is that, after expression in X. laevis oocytes, i.e., in similar conditions, the pharmacolog-
ical profiles of all these receptors from 4 different species are very close, except for the
Vd-RDL3 and Am-RDL receptors that show distinctive sensitivity to the banned insecticides
picrotoxin and fipronil, respectively. These behaviors do not rely on particular residues
located within the pore, since the A. mellifera TM1-4 amino acid sequences, for example,
are identical to those of A. pisum. These parallel characterizations, thus, demonstrate that
multiple molecular interactions involving residues outside the TM2 participate in the pore
structure and finely tune the pharmacological profiles of these receptors. A third interesting
point is that this type of representation (Figure 8) clearly underlines interesting specific
features between species and molecules. For example, the relative inefficacy of all these
products on Vd-RDL1 receptors or the very high sensitivity of the Vd-RDL3 subunits to
picrotoxin. This approach can clearly be helpful in a very early step when one wants to
choose a molecule able to protect plants against a given pest or preserve a beneficial species.

Possible different subunit compositions of RDL with the three other potential GABAr
subunits (GRD, LCCH3, GC8916), or even just these subunits, since GRD + LCCH3 have
be shown to produce cation-selective receptors opened by GABA [9,36], should, however,
also be considered to fully evaluate the in vivo pharmacology of these receptors. The
co-expression of RDL and LCCH3 subunits has been demonstrated, for example, in the
antennal lobe neurons of D. melanogaster by single-cell PCR, suggesting that heteromeric
receptors may play a role in regulating synaptic transmission [37]. Post-translational
processes, such as alternative splicing and RNA editing [27,38,39], also provide some
diversity in the biophysical and pharmacological properties of the GABAr [6] which do
result in heterogeneity in the cellular GABAr populations. Finally, the mode of absorption
(topic or ingestion), the bio-availability, and the pharmacokinetic parameters of each
compound, which are species-specific parameters, must be taken into account together
with the pharmacological properties of the related products, the A. mellifera having a deficit
in detoxification enzymes, for example [40,41].

It should be noted that despite the low sequence conservation (28-33% for o; and oy,
see Table 1) between the two H. sapiens and the insect GABA-A receptors, their pharmaco-
logical profiles are similar. The ECsg for GABA were 27.4 & 4.4 and 6.9 & 2.2 uM for oz 32v2
and oy 322, respectively. For fipronil, the ICsy were 1.8 &= 0.4 uM for ap32y2 and for picro-
toxin 1.2 = 0.1 and 1.6 £ 0.2 uM for o 32y2 and os32Y7, respectively. These values were
close to those already found for mammalian oy 3,v2 and o432y, GABA-A receptors [30];
but also close to the insect/mite values (Figure 8, Supplementary Table S1). They might
be due to the fact that these compounds (GABA and fipronil/picrotoxin/dieldrin) target
sites that are closely related to their function (GABA recognition and a channel pore with
Cl selectivity) and are, thus, quite conserved.

In conclusion, this work provides a comparative characterization of the A. pisum
GABAr versus those of pests, beneficial insects, or humans. These three types of organisms
may all encounter phyto-pharmaceutical products at different levels, but while the pres-
ence of the so-call pests can be problematic in some cases, beneficial insects and humans
must be preserved. Such studies are, therefore, needed to guide our biosafety choices.
These expression studies are focused on the receptor sensitivity only, i.e., the molecular
mode of action of insecticides. They, nevertheless, highlight [1] the poor sensitivity to
agonists and non-competitive antagonists of the Vd-RDL1 receptor and [2] the similarity of
pharmacological profiles of the other GABAr, with some exceptions limited to one species
toward one product (i.e., A. mellifera and fipronil), but do not deal with actual agricultural
practices or with pharmacokinetic mechanisms that are also important parameters for
accounting for in vivo toxicity. However, in the current context of pesticide reduction poli-
cies, they may be useful in the banning process of the most dangerous marketed products
and the precocious rejection of new products by providing some clues for in vitro drug
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selection/rejection. The presence of other subunits in neurons or other cells or possibly
different post-translational processes (glycosylation, phosphorylation, RNA-editing) that
may affect channel permeation and /or pharmacology may also be considered and included
in further studies.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /membranes12050440/s1, Table S1: Pharmacological parameters
of insect and human GABA receptors.

Author Contributions: Conceptualization, A.B., T.C.,, M.R,, S.D., C.C. and P.C.; formal analysis, A.B.,
J.-B.T., C.C. and P.C.; funding acquisition, P.C.; investigation, A.B., T.C., RM., M.R,, E.A. and C.M,;
validation, T.C., M.R,, J.-B.T., C.C. and P.C.; writing—original draft, C.C. and P.C.; writing—review
and editing, T.C., M.R., M.V,, ].-B.T., C.C. and P.C. All authors have read and agreed to the published
version of the manuscript.

Funding: The authors would like to acknowledge the Centre National de la Recherche Scientifique
(CNRS), the Institut National de la Sciences et de la Recherche Médicale (INSERM), the Univer-
sité de Montpellier, the Institut National de la Recherche pour 1’Agriculture, I’Alimentation et
I"Environement (INRAE) and the Agence National de la Recherche (ANR grants ANR-13-BSV7-0010-
03, ANR-17-CE20-0003-02, ANR-20-CE34-0017-01 and ANR-21-CE11-0016-02) for financial support.
These funding sources had no role in the design, the collection, the analysis and interpretation of
data, in the writing of the report and in the decision to submit the article for publication.

Institutional Review Board Statement: This study was carried out in strict accordance with the
recommendations and relevant guidelines of our institution. Surgery was performed under anesthesia,
and efforts were made to minimize suffering. The care and use of Xenopus conformed to institutional
policies and guidelines. The experimental protocols were approved by the “Direction Départementale
des Services Vétérinaires” (authorization N° C34.16).

Informed Consent Statement: Not applicable.
Data Availability Statement: Please contact the corresponding author.

Acknowledgments: The authors would like to thank Philippe Richard, Marc Plays, Jean Casanova
and Simon Machecourt for technical help.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Buckingham, S.D.; Biggin, P.C.; Sattelle, B.M.; Brown, L.A_; Sattelle, D.B. Insect GABA receptors: Splicing, editing, and targeting
by antiparasitics and insecticides. Mol. Pharmacol. 2005, 68, 942-951. [CrossRef]

2. Casida, J.E.; Durkin, K.A. Neuroactive Insecticides: Targets, Selectivity, Resistance, and Secondary Effects. Annu. Rev. Entomol.
2013, 58,99-117. [CrossRef] [PubMed]

3. Hosie, AM.,; Aronstein, K.; Sattelle, D.B.; Richard, H.; Aronstein, K. Molecular biology of insect neuronal GABA receptors.
Trends Neurosci. 1997, 20, 578-583. [CrossRef]

4. Ozoe, Y. g-Aminobutyrate- and Glutamate-gated Chloride Channels as Targets of Insecticides. In Advances in Insect Physiology;
Simpson, S.J., Casas, J., Eds.; Elsevier Ltd.: Amsterdam, The Netherlands, 2013; Volume 44, pp. 211-286. [CrossRef]

5. Chen, R;; Belelli, D.; Lambert, ].J.; Peters, J.A.; Reyes, A.; Lan, N.C. Cloning and functional expression of a Drosophila -
aminobutyric acid receptor. Proc. Natl. Acad. Sci. USA 1994, 91, 6069—-6073. [CrossRef] [PubMed]

6. Taylor-Wells, ]J.; Hawkins, J.; Colombo, C.; Bermudez, I.; Jones, A.K. Cloning and functional expression of intracellular loop
variants of the honey bee (Apis mellifera) RDL GABA receptor. Neurotoxicology 2017, 60, 207-213. [CrossRef]

7. Ménard, C.; Folacci, M.; Brunello, L.; Charreton, M.; Collet, C.; Mary, R.; Rousset, M.; Thibaud, J.-B.; Vignes, M.; Charnet, P; et al.
Multiple combinations of RDL subunits diversify the repertoire of GABA receptors in the honey bee parasite Varroa destructor.
J. Biol. Chem. 2018, 293, 19012-19024. [CrossRef]

8. Del Villar, S.; Jones, A. Cloning and Functional Characterisation of the Duplicated RDL Subunits from the Pea Aphid,
Acyrthosiphon pisum. Int. J. Mol. Sci. 2018, 19, 2235. [CrossRef]

9.  Gisselmann, G.; Plonka, J.; Pusch, H.; Hatt, H. Drosophila melanogaster GRD and LCCH3 subunits form heteromultimeric
GABA-gated cation channels. Br. |. Pharmacol. 2004, 142, 409-413. [CrossRef]

10. Henry, C.; Cens, T.; Charnet, P; Cohen-Solal, C.; Collet, C.; van-Dijk, J.; Guiramand, J.; Jésus-Ferreira, M.; Menard, C.;

Mokrane, N.; et al. Heterogeneous expression of GABA receptor-like subunits LCCH3 and GRD reveals functional diversity of
Apis mellifera GABA receptors. Br. J. Pharmacol. 2020, 177, 3924-3940. [CrossRef]


https://www.mdpi.com/article/10.3390/membranes12050440/s1
https://www.mdpi.com/article/10.3390/membranes12050440/s1
http://doi.org/10.1124/mol.105.015313
http://doi.org/10.1146/annurev-ento-120811-153645
http://www.ncbi.nlm.nih.gov/pubmed/23317040
http://doi.org/10.1016/S0166-2236(97)01127-2
http://doi.org/10.1016/B978-0-12-394389-7.00004-1211
http://doi.org/10.1073/pnas.91.13.6069
http://www.ncbi.nlm.nih.gov/pubmed/8016117
http://doi.org/10.1016/j.neuro.2016.06.007
http://doi.org/10.1074/jbc.RA118.005365
http://doi.org/10.3390/ijms19082235
http://doi.org/10.1038/sj.bjp.0705818
http://doi.org/10.1111/bph.15135

Membranes 2022, 12, 440 15 of 16

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

Jones, A.K. How Complex Can Resistance to Dieldrin, the Insect y-Aminobutyric Acid Receptor, Get? Int. |. Insect Sci. 2018,
10, 117954331880478. [CrossRef]

Taylor-Wells, ].; Brooke, B.D.; Bermudez, I.; Jones, A.K. The neonicotinoid imidacloprid, and the pyrethroid deltamethrin, are
antagonists of the insect Rdl GABA receptor. |. Neurochem. 2015, 135, 705-713. [CrossRef]

Sheng, C.W,; Jia, Z.Q.; Ozoe, Y.; Huang, Q.T.; Han, Z.].; Zhao, C.Q. Molecular cloning, spatiotemporal and functional expression
of GABA receptor subunits RDL1 and RDL2 of the rice stem borer Chilo suppressalis. Insect Biochem. Mol. Biol. 2018, 94, 18-27.
[CrossRef] [PubMed]

Lees, K.; Musgaard, M.; Suwanmanee, S.; Buckingham, S.D.; Biggin, P.; Sattelle, D. Actions of Agonists, Fipronil and Ivermectin
on the Predominant In Vivo Splice and Edit Variant (RDLbd, I/V) of the Drosophila GABA Receptor Expressed in Xenopus laevis
Oocytes. PLoS ONE 2014, 9, €97468.

Es-Salah, Z.; Lapied, B.; Le Goff, G.; Hamon, A. RNA editing regulates insect gamma-aminobutyric acid receptor function and
insecticide sensitivity. Neuroreport 2008, 19, 939-943. [CrossRef] [PubMed]

Nakao, T.; Banba, S.; Nomura, M.; Hirase, K. Meta-diamide insecticides acting on distinct sites of RDL GABA receptor from those
for conventional noncompetitive antagonists. Insect Biochem. 2013, 43, 366-375.

Holder, PJ.; Jones, A.; Tyler, C.R.; Cresswell, ].E. Fipronil pesticide as a suspect in historical mass mortalities of honey bees.
Proc. Natl. Acad. Sci. USA 2018, 115, 13033-13038. [CrossRef]

Cens, T.; Rousset, M.; Collet, C.; Charreton, M.; Garnery, L.; Le Conte, Y.; Chahine, M.; Sandoz, ].C.; Charnet, P. Molecular
characterization and functional expression of the Apis mellifera voltage-dependent Ca?* channels. Insect Biochem. 2015, 58, 12-27.
[CrossRef]

Dale, R.P; Jones, A.K.; Tamborindeguy, C.; Davies, T.G.; Amey, ].S.; Williamson, S.; Wolstenholme, A.; Field, L.M.; Williamson, M.S;
Walsh, T.K.; et al. Identification of ion channel genes in the Acyrthosiphon pisum genome. Insect Mol. Biol. 2010,
19 (Suppl. 2), 141-153. [CrossRef]

Dauvilliers, Y.; Evangelista, E.; Lopez, R.; Barateau, L.; Jaussent, I.; Cens, T.; Rousset, M.; Charnet, P. Absence of gamma-
aminobutyric acid-a receptor potentiation in central hypersomnolence disorders. Ann. Neurol. 2016, 80, 259-268. [CrossRef]
Cens, T.; Mangoni, M.E,; Richard, S.; Nargeot, J.; Charnet, P. Coexpression of the beta2 subunit does not induce voltage- dependent
facilitation of the class C L-type Ca channel. Pflug. Arch. 1996, 431, 771-774.

Lummis, S.C.R.; McGonigle, I.; Ashby, ].A.; Dougherty, D.A. Two amino acid residues contribute to a cation-7 binding interaction
in the binding site of an insect GABA receptor. J. Neurosci. 2011, 31, 12371-12376. [CrossRef] [PubMed]

Ashby, J.A.; McGonigle, 1.V,; Price, K.L.; Cohen, N.; Comitani, F.; Dougherty, D.A.; Molteni, C.; Lummis, S.C.R. GABA binding to
an insect GABA receptor: A Molecular Dynamics and Mutagenesis Study. Biophys. J. 2012, 103, 2071-2081. [CrossRef] [PubMed]
Wang, C.-T,; Zhang, H.-G.; Rocheleau, T.A.; Ffrench-Constant, R.H.; Jackson, M.B. Cation Permeability and Cation-Anion
Interactions in a Mutant GABA-Gated Chloride Channel from Drosophila. Biophys. J. 1999, 77, 691-700. [CrossRef]

Keramidas, A.; Moorhouse, A.J.; Schofield, P.R.; Barry, PH. Ligand-Gated Ion Channels: Mechanisms Underlying Ion Selectivity.
Prog. Biophys. Mol. Biol. 2004, 86, 161-204. [CrossRef] [PubMed]

Charnet, P; Labarca, C.; Leonard, R.J.; Vogelaar, N.J.; Czyzyk, L.; Gouin, A.; Davidson, N.; Lester, H.A. An open-channel blocker
interacts with adjacent turns of alpha- helices in the nicotinic acetylcholine receptor. Neuron 1990, 4, 87-95. [CrossRef]
Buckingham, S.D.; Ihara, M.; Sattelle, D.B.; Matsuda, K. Mechanisms of Action, Resistance and Toxicity of Insecticides Targeting
GABA Receptors. Curr. Med. Chem. 2017, 24, 2935-2945. [CrossRef]

Cymes, G.D.; Grosman, C. Identifying the elusive link between amino acid sequence and charge selectivity in pentameric
ligand-gated ion channels. Proc. Natl. Acad. Sci. USA 2016, 113, E7106-E7115. [CrossRef]

Comitani, F; Cohen, N.; Ashby, J.; Botten, D.; Lummis, S.C.R.; Molteni, C. Insights into the binding of GABA to the insect RDL
receptor from atomistic simulations: A comparison of models. J. Comput. Aided. Mol. Des. 2014, 28, 35-48. [CrossRef]

Li, P; Akk, G. The insecticide fipronil and its metabolite fipronil sulphone inhibit the rat a1p32y2L GABA A receptor. Br. ].
Pharmacol. 2008, 155, 783-794. [CrossRef]

Price, K.L.; Lummis, S.C. An atypical residue in the pore of Varroa destructor GABA-activated RDL receptors affects picrotoxin
block and thymol modulation. Insect Biochem. 2014, 55, 19-25. [CrossRef]

Sheng, C.W.; Casida, J.E.; Durkin, K.A.; Chen, F.; Han, Z.].; Zhao, C.Q. Fiprole insecticide resistance of Laodelphax striatellus:
Electrophysiological and molecular docking characterization of A2’N RDL GABA receptors. Pest Manag. Sci. 2018, 74, 2645-2651.
[CrossRef] [PubMed]

Charreton, M.; Decourtye, A.; Henry, M.; Rodet, G.; Sandoz, ].C.; Charnet, P; Collet, C. A Locomotor Deficit Induced by Sublethal
Doses of Pyrethroid and Neonicotinoid Insecticides in the Honeybee Apis mellifera. PLoS ONE 2015, 10, e0144879. [CrossRef]
[PubMed]

Bera, A.K.; Chatav, M.; Akabas, M.H. GABAA receptor M2-M3 loop secondary structure and changes in accessibility during
channel gating. J. Biol. Chem. 2002, 277, 43002-43010. [CrossRef] [PubMed]

Liu, G.; Wu, Y,; Gao, Y.; Ju, X.; Ozoe, Y. Potential of Competitive Antagonists of Insect Ionotropic y-Aminobutyric Acid Receptors
as Insecticides. J. Agric. Food Chem. 2020, 68, 4760-4768. [CrossRef]

Dupuis, ].P; Bazelot, M.; Barbara, G.S.; Paute, S.; Gauthier, M.; Raymond-Delpech, V. Homomeric RDL and heteromeric
RDL/LCCH3 GABA receptors in the honeybee antennal lobes: Two candidates for inhibitory transmission in olfactory processing.
J. Neurophysiol. 2010, 103, 458-468. [CrossRef]


http://doi.org/10.1177/1179543318804782
http://doi.org/10.1111/jnc.13290
http://doi.org/10.1016/j.ibmb.2018.01.003
http://www.ncbi.nlm.nih.gov/pubmed/29408355
http://doi.org/10.1097/WNR.0b013e32830216c7
http://www.ncbi.nlm.nih.gov/pubmed/18520997
http://doi.org/10.1073/pnas.1804934115
http://doi.org/10.1016/j.ibmb.2015.01.005
http://doi.org/10.1111/j.1365-2583.2009.00975.x
http://doi.org/10.1002/ana.24710
http://doi.org/10.1523/JNEUROSCI.1610-11.2011
http://www.ncbi.nlm.nih.gov/pubmed/21865479
http://doi.org/10.1016/j.bpj.2012.10.016
http://www.ncbi.nlm.nih.gov/pubmed/23200041
http://doi.org/10.1016/S0006-3495(99)76924-9
http://doi.org/10.1016/j.pbiomolbio.2003.09.002
http://www.ncbi.nlm.nih.gov/pubmed/15288758
http://doi.org/10.1016/0896-6273(90)90445-L
http://doi.org/10.2174/0929867324666170613075736
http://doi.org/10.1073/pnas.1608519113
http://doi.org/10.1007/s10822-013-9704-0
http://doi.org/10.1038/bjp.2008.309
http://doi.org/10.1016/j.ibmb.2014.10.002
http://doi.org/10.1002/ps.5059
http://www.ncbi.nlm.nih.gov/pubmed/29718557
http://doi.org/10.1371/journal.pone.0144879
http://www.ncbi.nlm.nih.gov/pubmed/26659095
http://doi.org/10.1074/jbc.M206321200
http://www.ncbi.nlm.nih.gov/pubmed/12226083
http://doi.org/10.1021/acs.jafc.9b08189
http://doi.org/10.1152/jn.00798.2009

Membranes 2022, 12, 440 16 of 16

37.

38.

39.

40.
41.

Taylor-Wells, J.; Senan, A.; Bermudez, I.; Jones, A.K. Species specific RNA A-to-I editing of mosquito RDL modulates GABA
potency and influences agonistic, potentiating and antagonistic actions of ivermectin. Insect Biochem. Mol. Biol. 2018, 93, 1-11.
[CrossRef]

Ffrench-Constant, R.H.; Williamson, M.S.; Davies, T.G.; Bass, C. Ion channels as insecticide targets. ]. Neurogenet. 2016, 30, 163-177.
[CrossRef]

Berenbaum, M.R.; Johnson, R.M. Xenobiotic detoxification pathways in honey bees. Curr. Opin. Insect Sci. 2015, 10, 51-58.
[CrossRef]

Gong, Y. Current knowledge of detoxi fi cation mechanisms of xenobiotic in honey bees. Ecotoxicology 2017, 26, 1-12. [CrossRef]
Bell-Horner, C.L.; Dibas, M.; Huang, R.Q.; Drewe, J.A.; Dillon, G.H. Influence of subunit configuration on the interaction of
picrotoxin-site ligands with recombinant GABA(A) receptors. Mol. Brain Res. 2000, 76, 47-55. [CrossRef]


http://doi.org/10.1016/j.ibmb.2017.12.001
http://doi.org/10.1080/01677063.2016.1229781
http://doi.org/10.1016/j.cois.2015.03.005
http://doi.org/10.1007/s10646-016-1742-7
http://doi.org/10.1016/S0169-328X(99)00330-7

	Introduction 
	Materials and Methods 
	Cloning of the Ap-RDL1 and Hs-a4 Receptors 
	RNA Preparation and Xenopus Oocyte Isolation and Injection 
	Electrophysiology 
	Solutions and Drugs 
	Analysis 

	Results 
	Discussion 
	References

