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Abstract: Whole exome analyses have identified a number of genes associated with autism spectrum
disorder (ASD) and ASD-related syndromes. These genes encode key regulators of synaptogenesis,
synaptic plasticity, cytoskeleton dynamics, protein synthesis and degradation, chromatin remodeling,
transcription, and lipid homeostasis. Furthermore, in silico studies suggest complex regulatory
networks among these genes. Drosophila is a useful genetic model system for studies of ASD and
ASD-related syndromes to clarify the in vivo roles of ASD-associated genes and the complex gene
regulatory networks operating in the pathogenesis of ASD and ASD-related syndromes. In this
review, we discuss what we have learned from studies with vertebrate models, mostly mouse models.
We then highlight studies with Drosophila models. We also discuss future developments in the
related field.
Keywords: autism spectrum disorder; Drosophila melanogaster; rodent; learning assay; social space
assay; circadian rhythm

1. Introduction
Autism spectrum disorder (ASD) is characterized by impaired social interactions and
communication as well as restricted, repetitive, and stereotyped patterns of behaviors, interests,
and activities. Comorbidities occur in some ASD cases, including language deficits, epilepsy, intellectual
disability, motor abnormalities, anxiety, and gastrointestinal issues. The estimated prevalence of
ASD may be 1:59 children and 1:100 adults. ASD is suggested to be more common in males with a
male:female ratio of 4:1.
Genome wide nucleotide sequencing analyses by deep sequencing identified many genes
associated with ASD and ASD-related syndromes [1–3]. These genes have a wide variety of functions
in synaptogenesis, synaptic plasticity, cytoskeleton dynamics, protein synthesis and degradation,
chromatin remodeling, transcription, and lipid homeostasis [1–3]. Furthermore, in silico studies
suggest complex regulatory networks among these genes. In the last decade, animal models have
contributed to increased research on ASD and ASD-related syndromes. The Drosophila model is useful
for clarifying not only the in vivo roles of ASD-associated genes, but also the complex gene regulatory
networks among ASD-associated genes [3–5]. We herein review advances in our understanding of
ASD-associated genes in both rodents and Drosophila models.
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2. Syndromic Forms of ASD and ASD-Associated Genes
ASD has a complex genetic etiology, and monogenic disorders associated with the high penetrance
of ASD are observed in less than 20% of ASD cases. Well-known single gene disorders associated with
ASD are Fragile X syndrome, Rett syndrome, MECP2 duplication, Angelman syndrome, and Tuberous
sclerosis [1].
Fragile X syndrome is caused by the expansion of a CGG triplet repeat in the 50 -untranslated
region of the Fragile X Mental Retardation gene 1 (FMR1) gene, leading to the hypermethylation of its
promoter accompanied by transcriptional inhibition. The estimated prevalence of ASD is 30~60%
(males only) [1]. The FMR1 gene product exhibits RNA-binding activity and regulates the translation,
stability, and transport of many of the mRNAs required for synaptic plasticity and other functions.
More than 800 distinct mRNA targets of FMR1 have been identified to date and appear to be involved
in various aspects of brain development and function [6].
Rett syndrome is a progressive neurological disorder caused by loss-of-function mutations in the
methyl-CpG-binding protein 2 (MECP2) gene. MECP2 functions as a global transcriptional regulator
in both the suppression and activation of target genes and also as a regulator of RNA splicing.
The estimated prevalence of autism is 61% (females only) [1]. Duplication of the Xq28 region containing
the MECP2 gene induces MECP2 duplication syndrome. The estimated autism prevalence is more
than 90% (males only) for this syndrome [1].
Angelman syndrome is a monogenic disorder with an estimated ASD prevalence of 34% [1]. Many
cases of Angelman syndrome are caused by loss-of-function mutations in the maternal allele of the
imprinted Ubiquitin-protein ligase E3A (UBE3A) gene. UBEA3A functions as both an E3 ligase in the
ubiquitin proteasome pathway and as a transcriptional coactivator. The UBE3A gene is expressed in
neurons, but not in glia in the hippocampus and cerebellum of the brain [7]. The paternal normal allele
of UBE3A is silenced by long non-coding RNA. The overexpression of UBE3A also increases the risk of
autism known as Duplication 15q syndrome [8].
Tuberous sclerosis complex (TSC) is an autosomal dominant genetic disorder characterized by
benign tumors in the brain and other organs, epilepsy, and cognitive impairment. TSC is caused by
mutations in the TSC1 or TSC2 gene encoding hamartin and tuberin, respectively. Biochemical studies
revealed that these proteins dimerize and form a complex that is involved in the negative regulation of
the mammalian target of rapamycin (mTOR) protein complex. The ASD prevalence in TSC is estimated
to range between 36% and 50% [1].
Whole-genome and whole-exome sequencing analyses have identified many candidate
ASD-associated genes to date [9–14]. These genes have a wide variety of functions including chromatin
remodeling and transcription (POGZ, G9a, GLP, and DISC1), protein synthesis and degradation
(mTOR, TSC2, UBE3A, and PAM/MYCBP2), scaffolding and cytoskeleton dynamics (SHANK3, NBEA,
and ANK3), and synaptogenesis and synaptic plasticity (CNTNAP2, Neuroligin-3,-4, DAT, and mGluR)
(Figure 1).
Mutations in the genes encoding proteins related to chromatin remodeling and transcription
have been detected in ASD patients. Mutations in POGZ encoding the heterochromatin protein
1α (HP1α)-binding protein have been reported in cases of ASD [12], intellectual disability [15],
and schizophrenia [16]. Missense variants for genes encoding the histone H3 lysine 9 (H3K9)-specific
methyltransferases GLP (EHMT1) and G9a (EHMT2) have also been identified as ASD-associated
genes [17,18]. A previous study reported that the Disrupted-in-schizophrenia-1 (DISC1) gene is associated
with ASD [19]. DISC1 interacts with transcription factor 4 (ATF4)/CREB2 in the nucleus to activate its
target genes, which may be related to neuronal functions.
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Figure 1. Human autism spectrum disorder (ASD)-associated genes with various biological functions.
Figure 1. Human autism spectrum disorder (ASD)-associated genes with various biological
functions.
Mutations in the genes encoding proteins
involved in protein synthesis and degradation are

sometimes related to ASD. The mTOR pathway controls global mRNA translation and plays a role in
Mutations in the genes encoding proteins related to chromatin remodeling and transcription
various biological processes, such as autophagy, transcription, cytoskeletal dynamics, and neuronal
have been detected in ASD patients. Mutations in POGZ encoding the heterochromatin protein 1α
differentiation [20]. mTOR interacts with TSC1/Hamartin and TSC2/Tuberin, as described above.
(HP1α)-binding protein have been reported in cases of ASD [12], intellectual disability [15], and
Hyperactivation of the mTOR pathway increases the risk of ASD [21]. In addition to UBE3A,
schizophrenia [16]. Missense variants for genes encoding the histone H3 lysine 9 (H3K9)-specific
PAM/MYCBP2 (mouse Phr1 and Drosophila Highwire) is also a highly-conserved E3 ligase. TSC is also
methyltransferases GLP (EHMT1) and G9a (EHMT2) have also been identified as ASD-associated
regulated by Phr1. A mutation in TSC2 related to tuberous sclerosis causes increased ubiquitination by
genes [17,18]. A previous study reported that the Disrupted-in-schizophrenia-1 (DISC1) gene is
Phr1 [22] that results in the enhanced degradation of TSC2 by Phr1.
associated with ASD [19]. DISC1 interacts with transcription factor 4 (ATF4)/CREB2 in the nucleus to
The proper assembly of scaffolding proteins and the actin cytoskeleton are important for the
activate its target genes, which may be related to neuronal functions.
proper positioning of cell-adhesion proteins, receptors, and channels at the synapse. Mutations in
Mutations in the genes encoding proteins involved in protein synthesis and degradation are
the genes required for these processes are also found in ASD patients. The SHANK family gene
sometimes related to ASD. The mTOR pathway controls global mRNA translation and plays a role
SHANK3 is an ASD-causing gene [23,24]. Shank family proteins carry multiple domains including
in various biological processes, such as autophagy, transcription, cytoskeletal dynamics, and
ankyrin repeats, SH3, PDZ, proline-rich, and SAM domains, and are the important organizers of
neuronal differentiation [20]. mTOR interacts with TSC1/Hamartin and TSC2/Tuberin, as described
postsynaptic density. Shank family proteins play a role in coordinating presynaptic and postsynaptic
above. Hyperactivation of the mTOR pathway increases the risk of ASD [21]. In addition to UBE3A,
signaling through Neurexin–Neuroligin signaling complexes [25]. Disruption of the Neurobeachin
PAM/MYCBP2 (mouse Phr1 and Drosophila Highwire) is also a highly-conserved E3 ligase. TSC is
(NBEA) gene by chromosomal translocation has been reported in patients with ASD [26]. NBEA
also regulated by Phr1. A mutation in TSC2 related to tuberous sclerosis causes increased
encodes a signal scaffold protein carrying multiple domains that is mainly expressed in the brain
ubiquitination by Phr1 [22] that results in the enhanced degradation of TSC2 by Phr1.
during development [27]. ANK3 encodes ankyrin-G, a scaffolding-adaptor that connects membrane
The proper assembly of scaffolding proteins and the actin cytoskeleton are important for the
proteins to the actin and β-spectrin cytoskeleton in order to allow proteins to assemble into discrete
proper positioning of cell-adhesion proteins, receptors, and channels at the synapse. Mutations in the
domains at the plasma membrane. Mutations in the ANK3 gene have been identified in patients with
genes required for these processes are also found in ASD patients. The SHANK family gene SHANK3
ASD but are rare [28]. ANK3 regulates the structure and function of glutamatergic synapses [29].
is an ASD-causing gene [23,24]. Shank family proteins carry multiple domains including ankyrin
ASD is also associated with various proteins involved in neuronal connectivity and synaptic
repeats, SH3, PDZ, proline-rich, and SAM domains, and are the important organizers of postsynaptic
transmission. The contactin-associated protein-like 2 (CNTNAP2) gene, one of the neurexin family genes,
density. Shank family proteins play a role in coordinating presynaptic and postsynaptic signaling
appears to be one of the major susceptibility genes for various neurological disorders including
through Neurexin–Neuroligin signaling complexes [25]. Disruption of the Neurobeachin (NBEA) gene
by chromosomal translocation has been reported in patients with ASD [26]. NBEA encodes a signal
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ASD [30]. The cell adhesion glycoprotein CASPR2 encoded by CNTNAP2 is involved in cortical neuron
axon growth [31]. Neuroligins are type I membrane proteins consisting of a single large extracellular
domain with a constitutively dimeric, enzymatically inactive esterase-homology domain and short
cytoplasmic tail. There are four neuroligins in vertebrates, neuroligins-1, -2, -3 and -4, which are
postsynaptic cell adhesion molecules that shape the functional properties of synapses [32]. Neuroligin-1
is localized in excitatory synapses and neuroligin-2 in inhibitory, dopaminergic, and cholinergic
synapses [32]. Neuroligin-3 is expressed in excitatory and inhibitory synapses and neuroligin-4 in
glycinergic synapses [32]. Mutations in neuroligins-3 and -4 have been associated with ASD [33,34].
Furthermore, mutations in genes encoding proteins involved in synaptic transmission have been
associated with ASD, such as synaptic receptors, components in synaptic vesicle cycling, and ion
channels. Abnormal signaling mediated through the metabotropic glutamate receptor 5 (mGluR5) gene
linked to the mTOR pathway is known to be involved in the pathophysiology of ASD [35]. Moreover,
some genes that play roles in the dopamine network are associated with ASD, such as the plasma
membrane protein syntaxin 1 (STX1) [36] and the dopamine transporter (DAT) [37].
A relationship has been reported between ASD and one of the A-subclass of ATP-binding
cassette (ABCA) transporters, ABCA13. The mammalian ABCA protein family generally carries
two transmembrane domains (TMDs), each of which includes six transmembrane domains and two
cytoplasmic nucleotide-binding domains (NBDs) that contain the characteristic ATP-binding Walker
A and B motifs. ABCA13 has the typical structure of ABCA family proteins, consisting of two
TMDs and two NBDs, sharing strong similarities with some of the ABCA proteins, ABCA12 with
59%, ABCA1 with 51%, ABCA4 with 51%, and ABCA7 with 50% [38]. The transport substrates for
ABCA12 are reportedly lipids, glucosylceramide, cholesterol, and phosphatidylcholine (PC) for ABCA1,
N-retinylidene phosphatidyl ethanol amine for ABCA4, and PC for ABCA7. Based on amino acid
sequence homologies, ABCA13 is also predicted to transport some lipid molecules [38]. In addition,
ABCA13 is localized in neurons in the cerebral cortex, hippocampus, and cerebellum [38]. Genome-wide
association studies with human patients implicated some rare coding variants of ABCA13 in the risk of
neurological disorders, such as schizophrenia, bipolar disorder, and depression [39]. A recent study
demonstrated that Japanese macaques exhibiting the ASD-like phenotype, such as impaired social
ability as well as restricted and repetitive behaviors, carried rare coding variants in the ABCA13 gene,
which also suggested a link to ASD [40].
3. Vertebrate Models of ASD-Related Syndromes
Vertebrate models have been useful for understanding the etiology and pathogenesis of human
diseases. Mice, rats, guinea pigs, voles (Microtus), and zebrafish (Danio rerio) have already been
developed as vertebrate models of ASD by specific behavioral parameters. In this review, we mainly
describe rodent models of ASD-related syndromes. To assess animal behavior in autism models, a set
of tests is employed to assess behavioral changes in animals. The development of animal behavioral
tasks relevant to the symptoms of autism is important to clarify ASD. An ideal mouse model of ASD
with face validity needs to display behavioral abnormalities related to core symptoms, such as social
and communicative impairments, restrictive repetitive behaviors, or different ways of learning and
paying attention [41].
3.1. Assay Systems for Rodent ASD Models
We summarize several assays commonly used to characterize rodent ASD models.
3.1.1. Sociability Test
Impaired social interactions are a hallmark feature of autism [42,43]. In experimental animals,
they may be elucidated as alterations in social affiliation behavior using a number of experimental
paradigms, i.e., the three-chamber test and resident–intruder test.
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The three-chambered test: This is an experimental paradigm that evaluates social approach
behaviors in mice. The apparatus used in this test consists of three chambers separated by two opaque
gates. Two identical transparent cylinder cages (or wire-cup cages) are placed on each side chamber.
The test consists of training and test trials. In the training trial, subject animals are individually placed
in the center chamber of the apparatus for 5 min to acclimatize them to the experimental arena and
procedures. In the test trial, a stranger naïve mouse is placed into one of the cages as a social stimulus,
while the other cylinder remained empty. The behavior of the subject mouse is video-recorded during
a 10-min observation period. Social behavior of a subject mouse is measured by comparing the times
the animals spent exploring around each chamber. [44–47].
The resident–intruder test: A subject mouse is placed in a neutral cage as a resident before the
test [45,46,48]. After a period of acclimatization, an age- and sex-matched naïve mouse is placed in
the cage as an intruder. The total cumulative duration of time the subject mouse spends sniffing the
intruder mouse is measured as an index of social behavior.
The open field test: Social interactions between the subject and naïve animals in a square arena
may be used as an index of the social performance of experimental animals [46,49]. In this test,
the subject animal is placed in the arena for 5 min, for example, for habituation, and a naïve control
animal is then placed in the arena. The total cumulative duration of the time the subject animal spent
sniffing the naïve control is recorded as an index of social interaction behavior.
3.1.2. Open Field Behavior Test
This test is employed to elucidate the anxiety-related behavior and stereotyped grooming behavior
of rodents [46,49]. Animals are placed individually in an open field box (50 × 50 × 50 cm) with 1 lux
lightness for 15 min. The first 10-min observation period may be used to measure the total duration of
time each animal spent in the center zone as an index of anxiety-related behavior. The latter 10-min
period between 5 and 15 min after starting the test is used to measure stereotyped grooming behavior
as an index of restrictive repeated behavior related to a core symptom of ASD.
3.1.3. Learning and Memory Tests
Different types of tests are used to elucidate the learning and memory performance of rodent
models including ASD. The following are examples.
Modified Y maze: This test is used to evaluate the short-term spatial working memories of
mice [46]. The apparatus consists of black polypropylene walls with 3 arms. This test consists of
sample and test trials that are separated by an inter-trial interval. In the sample test, each mouse is
individually placed in the Y-shaped maze with one of the 3 arms closed. The animal is allowed to
explore the other 2 arms freely for 5 min. In the test trial that is conducted 30 min after the sample trial,
the animal is again placed in the maze with all 3 arms opened, and allowed to explore the arms freely.
The time animals spent in the novel arm that had been closed in the sample trials is recorded as an
index of spatial working memory.
Fear-conditioning test: This test is an associative learning task in which subject animals acquire
memory in association with a conditional stimulus, such as environment and tone. This test is used to
elucidate long-term fear memory performance. The chamber for fear conditioning consists of a clear
acrylic chamber and a stainless-steel grid floor equipped with an electric shock generator/scrambler.
In the training trial, animals are placed individually and receive an acoustic tone that co-terminates with
electric foot shocks. The tone-foot shock pairing is repeated five times at 1-min intervals. Contextual
and auditory fear memories are elucidated 1–5 days after the training trial. To analyze the contextual
memory, mice are placed in the same chamber and allowed to move freely for 6 min. One minute after
placing the animal in the chamber, freezing behavior during a 5-min period is recorded as an index of
contextual fear memory. To analyze auditory-dependent fear memory, mice are placed in the chamber
for 6 min. After a 3-min habituation period, the tone is delivered continuously for 3 min. Freezing
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behavior during the 3-min period is recorded as auditory-dependent fear memory. Freezing is defined
as the absence of any movement, except for that related to respiration [44,48].
Water finding test: This test is employed to analyze latent learning behavior, which is related
to attention deficit-like behavior [48,50]. The apparatus used for this test consists of an open field
compartment, a hollow on the compartment wall, and a drinking nozzle for tap water set on the ceiling
of the hollow. The drinking nozzle is set 5 and 7 cm above the floor in the training and test trials,
respectively. In the training trial, each mouse is placed in one corner of the open field and allowed to
explore freely for several minutes. Subject mice are then deprived of water for 24 h. In the test trials,
the animals are again placed individually into the apparatus and the latencies to enter the hollow and
drink water (drinking latency) are measured as an index of latent learning behavior.
3.2. Rodent Models of ASD and ASD-Related Syndromes
There are generally two types of rodent models for ASD, non-genetic and genetic models [51–53].
In this review, we focus on several rodent ASD caused by the factors described above.
3.2.1. Non-Genetic Rodent Models of ASD
Because of the high heritability of ASD, lines of studies have been focusing on genetic animal
models which possess genetic alterations related to ASD. However, increasing prevalence or heritability
of ASD have highlighted the necessity of other risk factors such as environmental factors (parental age,
fetal environment, sex steroids, infections, medication, etc.), epigenetic factors, or interaction between
environmental and genetic factors as well [34,54].
Non-genetic animal models of ASD are induced by prenatal exposure to chemical agents such as
valproic acid (VPA), thalidomide, and ethanol during pregnancy, viral infections, or inflammation [53,55–57].
Among these factors, VPA exposure during pregnancy significantly increases the rate of ASD in
offspring [55,58]. VPA is an anti-epileptic and mood-stabilizing drug administered to patients during
pregnancy. Clinical research has identified the risks associated with the use of VPA, including birth
defects, congenital malformations, developmental delays, reduced cognitive function, and autism [59,60].
VPA-induced autism is likely caused by defects in neuronal development of the cerebellum, limbic system,
and brain stem to induce a disruption in synaptic connectivity.
In the animal model, the exposure of rodents to VPA may induce behavioral abnormalities as
well as changes in neuroanatomy at the cellular level and gene expression that are similar to those
observed in ASD patients [61,62]. The time and dosage of VPA as well as the route of exposure vary
widely among studies [52]. The majority of studies examined maternal rodents at approximately
day 12.5 of exposure to VPA at doses of 500–600 mg/kg (i.p). At this point, this dose causes similar
abnormalities to autism in animals. Additionally, sex differences need to be considered in the VPA
model. Clinically, the prevalence of ASD in children was found to be 3.46-fold higher in boys
than in girls [63]. The majority of studies on VPA-induced ASD in rodents have also shown that
VPA-treated male animals show greater impairments in social interactions, while other behaviors, such
as repetitive/stereotyped, anxiety-like behaviors, and locomotor activity may or may not differ [64–66].
These findings suggest that social interactions are the most sensitive behavioral domain affected in a
sex-specific manner [67].
VPA-induced ASD-like rodent models have been used to test various pharmacological reagents in
order to develop new ASD therapy [68]. These pharmacological studies have mainly targeted classical
neurotransmitter systems, endocannabinoids, the Wnt signaling pathway, and neuroinflammation [68].
SKF105111 (SKF), a selective type I 5α-reductase inhibitor, may induce ASD-like behaviors in male
mice, such as impaired sociability-related performance and repetitive grooming behaviors [45]. SKF
was shown to decrease the endogenous levels of allopregnanolone, a positive allosteric modulator of
the GABAA receptor, and, thus, reduce GABAergic synaptic transmission in the brain [69]. A rationale
of this model is based on pathophysiological studies on ASD, indicating that dysfunctions in the
GABAergic system in the brain are one of the major causes of ASD symptoms [70,71]. In a study using
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SKF-treated male mice as an animal model of ASD, Kamishoyosan, a traditional Kampo formula used
for the treatment of menstrual irregularity-related symptoms and menopause-related symptoms, was
found to ameliorate ASD-like behaviors by facilitating dopamine receptor-mediated mechanisms and
partly by neurosteroid-independent GABAA receptor-mediated neurotransmission [72].
3.2.2. Genetic Rodent Models of ASD and ASD-Related Syndromes
The ASD genetic models induced in mice may be established by targeting a mouse homologue
of human ASD-causing genes. The established monogenic mouse models in many cases reflect key
aspects of human ASD symptoms and respond to pharmacotherapies that may be operational in
human ASD. Since a number of mouse ASD models targeting various ASD-causing genes have been
developed and extensively reviewed on their usefulness and limitations [53,73–75], we herein briefly
summarize several examples that are also modeled in Drosophila as described below.
FMR1 knockout male mice show social interaction deficits, hyperactivity, and cognitive
impairments [75]. In this model, FMR1 was required for the development of mature and stable
dendritic spines in the brain [53]. Dysfunctions in mGluR5 were also observed in this model [75,76].
Furthermore, social interaction deficits in FMR1 knockout mice may be due to the down-regulated
expression of neuroligin 1 because these deficits were rescued by the overexpression of neuroligin
1 [77]. The limitation of FMR1 knockout mice is that their ASD-like phenotypes extensively vary
depending on their genetic background [78]. The FMR1 knockout mice on the B6D2 background are
suggested to be an ideal model in studying a role of FMR1 in ASD, since they show behavioral defects
consistent with core symptoms of ASD [78].
MECP2 conditional mutant mice show repetitive, stereotypic, and restricted behaviors,
an abnormal gait, reduced anxiety, decreased pain, and normal olfactory discrimination [79,80].
MECP2 mutant mice show decreased spine density in cortical neurons and decreased dendritic
complexity [81]. Among the genes that are dysregulated up and down in MECP2 mutant mice, the gene
encoding the neurotrophic factor BDNF, which is down-regulated in this model mouse, may be one
of the critical MECP2 target genes because treatments that increased BDNF in mice attenuated their
symptoms [82]. Various MECP2 conditional mutant mice revealed that the loss of MECP2 in a subset
of excitatory or inhibitory neurons induced ASD-like features [75,79].
Angelman syndrome is a monogenic disorder with an ASD prevalence of approximately 34% [1].
Most cases of Angelman syndrome are caused by loss-of-function mutations in the maternal allele of
the imprinted UBE3A gene, the gene product of which carries a HECT domain driving ubiquitylation
to mediate substrate degradation by the proteasome. In contrast, Dup15q is an autism-associated
disorder co-incident with high rates of pediatric epilepsy. Additional copies of the UBE3A gene are
considered to induce Dup15q phenotypes [8]. UBE3A knockout mice show impaired social interactions,
repetitive behavior, and restricted interest [75,83]. The UBE3A knockout mice have decreased spine
density in cortical neurons [7]. It has also been demonstrated that UBE3A is required for apical dendrite
outgrowth [84]. Many target proteins of UBE3A-dependent ubiquitination have been identified to date.
The activity-regulated cytoskeleton protein (Arc), which is responsible for the internalization of AMPA
receptors, is one of the target proteins [85]. This glutamate receptor mediates synaptic transmission in
the CNS. It is also important to note that UBE3A knockout mice show defects in BDNF signaling [86].
Although the homozygous deletion of TSC1 or TSC2 results in embryonic lethality, heterozygous
mice recapitulate many phenotypes of human TSC patients, including ASD-like behaviors such as
social interaction deficits and repetitive and restricted behavior or interest [87]. In this mouse model,
soma size is increased, whereas changes in spine density vary developmentally and across brain
regions [75]. The hyperactivation of mTORC1 is also observed in this mouse model [88]. It is important
to note that long-term potentiation initiated by BDNF is also dependent on mTOR signaling [75].
The NBEA gene has been identified as an ASD candidate gene in four unrelated patients that
show haploinsufficiency for the NBEA gene. The haploinsufficiency of NBEA may induce cognitive
dysfunction and ASD-like phenotypes, including changes in self-grooming behavior and deficits
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in social behaviors, conditioned fear responses, and spatial learning and memory in mice [89].
The alterations in learning and memory observed in this mouse model are accompanied by decreases in
the expression levels of the immediate early gene zif268 in the dorsomedial striatum and hippocampal
cornu ammonis 1 region, the increased phosphorylation of cAMP response element-binding protein
(CREB), and increases in hippocampal BDNF expression [89]. Thus, NBEA haploinsufficiency affects
neuroplasticity and behavioral functions in mice, underlying ASD symptoms in NBEA-deficient
humans. The loss of NBEA has been shown to cause the abnormal clustering of synaptic proteins on
dendritic shafts and decreases in actin in spines [90]. Therefore, NBEA deficiency may induce spine
loss and corresponding defects in synaptic efficacy and plasticity [91]. Previous studies with NBEA
knockout mice also revealed a role for NBEA in neurotransmitter release and synaptic function [92].
4. Drosophila Models of ASD and ASD-Related Syndromes
Drosophila homologues of some human ASD-associated genes that have a wide variety of functions
in synaptogenesis, synaptic plasticity, cytoskeleton dynamics, protein synthesis and degradation,
chromatin remodeling, transcription, and lipid homeostasis are summarized in Figure 1. Drosophila
models of ASD and ASD-related syndromes targeting some of these genes and their assay systems are
described below.
4.1. Assay Systems for Drosophila ASD Models
We summarize several assays commonly used to characterize Drosophila ASD models. This may
be useful for beginners who want to start using Drosophila as a model in studies on human ASD.
4.1.1. Social Space Assay
Social space assays were originally developed by Simon et al. to evaluate the social activity of
adult ASD model flies [93] and are now commonly used in the characterization of various Drosophila
ASD models. The test chamber contains two square glass plates (18 × 18 cm) separated by a 0.5-cm
spacer allowing flies to be in a space. The internal space has 15.3 cm of height and base (Figure 2).
Int. J. Mol. Sci. 2019, 20, x
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Newly eclosed adult flies were placed in food vials at 25 °C and raised for 3 to 4 days. Male and
female flies were then separately placed in other food vials (40/vial) 1 day prior to the experiment.
These flies were placed in the chamber at midday siesta (3–4 hours after the start of the light cycle) to
minimize possible variations caused by the circadian rhythm. The bottom of the chamber was then
banged to set all flies climbing up from the same starting point in the bottom. After 20 min, all flies
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Newly eclosed adult flies were placed in food vials at 25 ◦ C and raised for 3 to 4 days. Male and
female flies were then separately placed in other food vials (40/vial) 1 day prior to the experiment.
These flies were placed in the chamber at midday siesta (3–4 h after the start of the light cycle) to
minimize possible variations caused by the circadian rhythm. The bottom of the chamber was then
banged to set all flies climbing up from the same starting point in the bottom. After 20 min, all flies
settled at some positions in the chamber. The nearest neighbor distances were analyzed by ImageJ
software after importing the images by digital camera. In order to eliminate outliers, the distribution
of distances was represented using boxes and Tukey’s whisker plots.
4.1.2. Drosophila Activity Assay
The Drosophila activity assay is commonly used to evaluate the activity and circadian sleep–wake
rhythm of ASD model flies [94,95]. Newly eclosed adult male flies were used in this assay. The 3-day-old
male flies were placed in Drosophila Activity Monitors (Trikinetics) that are installed in the 25 ◦ C
incubator. Flies were then monitored by this equipment for 6 consecutive days under a 12-h light–dark
cycle. The fly activity recorded for each 15- or 30-min bin was evaluated by how many times per 15 or
30 min each individual fly crossed an infrared light beam irradiated at the center of the capillary tube.
The values were shown in the graph at the endpoint of the 15- or 30-min measurement as the average
activity bouts of flies.
4.1.3. Odor–Taste Learning Assay in Larvae
The larval learning assay based on odor–taste is commonly used to evaluate the learning ability
of Drosophila ASD models [96,97]. The learning assay is based on two distinct steps as follows. In the
first step, a group of larvae was exposed to n-amyl acetate (AM) (Millipore, 818700) in the presence of
a reward (2 M sucrose, SUC) and then followed by 1-octanol (OCT) (Sigma) in the absence of SUC.
This set
of training was defined as AM+/OCT, indicating “+” as the reward (Figure 3).
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and placed on the opposite site inside a proper Petri dish filled with 1% agarose. Normally undiluted
AM and OCT diluted at a 1:75 with liquid paraffin were used for this test. Two agar plates were used
for the training, one for each of two odorants. Each agar plate was divided into two distinct zones
with a 1-cm neutral zone in the middle. The neutral zone was defined as the area where larvae
received the same intensity of each odorant. Twenty-four larvae for each corresponding training (AM
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times. Ten microliters of each odorant were added in 0.2-mL Eppendorf tubes with a perforated lid
and placed on the opposite site inside a proper Petri dish filled with 1% agarose. Normally undiluted
AM and OCT diluted at a 1:75 with liquid paraffin were used for this test. Two agar plates were used
for the training, one for each of two odorants. Each agar plate was divided into two distinct zones with
a 1-cm neutral zone in the middle. The neutral zone was defined as the area where larvae received
the same intensity of each odorant. Twenty-four larvae for each corresponding training (AM +/OCT
and OCT+/AM, respectively) were divided into three groups with 8 larvae. Each group then received
training in the appropriate agar plate. After training, larvae in groups of 8 were transferred into a plate
without SUC in which the odorants were placed on the opposite ends. The preference indexes were
used to calculate the learning index (LI). The AM preference was calculated as follows: The Number of
Larvae on the AM side – the Number of Larvae on the OCT side that was divided by total number of
larvae on both sides. The AM preference can range from 1 (indicating perfect attraction to AM) to −1
(indicating perfect attraction to OCT). Normalized AM LI was calculated as follows: AM preference –
Average of OCT preference that was divided by two. Normalized OCT LI was calculated as follows:
Average AM preference – OCT preference that was divided by two. LI was calculated as Normalized
AM + Normalized OCT that was divided by two.
4.1.4. Visualization of NMJs by Super Resolution Microscopy
The neuromuscular junction (NMJ) in Drosophila ASD models is commonly visualized using laser
confocal microscopy; however, its visualization by super resolution microscopy (N-SIM, Nikon) has
recently been performed, as described in [95,98]. In structured illumination microscopy (SIM), the
cellular ultrastructure is examined by analyzing the moire pattern produced when illuminating a
specimen with a known high-frequency patterned illumination. N-SIM shows super resolution of up
to 115 nm in multiple colors. Third instar larvae were washed with Drosophila ringer and dissected in
Int. J. Mol. Sci. 2019, 20, x
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HL3 saline. Dissected larvae were fixed on a 5.0-cm plastic petri dish by small pins. The movie for the
dissection
of NMJ is available at this site (https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2762896/)
[99].
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4.1.5. Electrophysiology at the NMJ
The Drosophila NMJ has commonly been used as a model to study the molecular mechanisms
underlying synaptic transmission. Electrophysiological analyses at the NMJ provide information on
neurotransmitter release from presynaptic nerve terminals to activate glutamate receptors at the
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4.1.5. Electrophysiology at the NMJ
The Drosophila NMJ has commonly been used as a model to study the molecular mechanisms
underlying synaptic transmission. Electrophysiological analyses at the NMJ provide information on
neurotransmitter release from presynaptic nerve terminals to activate glutamate receptors at the motor
endplate on the muscle and are useful for characterizing Drosophila ASD models. In Drosophila, the
postsynaptic membrane is designated as the subsynaptic reticulum. Glutamate receptors localizes
opposite the active zones. Glutamate binds to the glutamate receptor that allows Ca2+ to enter the
muscle in order to depolarize the muscle membrane. Drosophila provides a suitable model for the
study of the NMJ because an action potential is absent in Drosophila muscle. In the case of mice,
the action potential has to be prevented by blocking Na+ channels in order to measure the endplate
potential. Drosophila third instar larval NMJs may be measured at 25 ◦ C, which maintains their electrical
properties for several hours. The preparation of a recording microelectrode, stimulation microelectrode,
or suction electrode, dissection of the 3rd instar larva body wall, electrophysiology recordings, and
analyses of neurotransmitter release and quantal contents were previously reported [100].
4.2. Drosophila Models Targeting FMR1
As described above, the estimated ASD prevalence in Fragile X syndrome is 30~60% (males
only) [1]. Humans carry three FMR1 family proteins: FMR1, FXR1, and FXR2. Drosophila contains
a single FMR1 homologue, dFMR1, sharing a similar level of sequence homology with all three
human paralogues, but is functionally the most closely related to human FMR1 [101]. dFMR1
is mainly expressed in the CNS. The dFMR1 mutants initially generated were viable and fertile,
similar to humans [102]. However, the viability of the mutant appears to be sensitive to the genetic
background because some dFMR1 mutants may become lethal under some genetic backgrounds
in a generation-dependent manner [103]. Loss-of-function mutants of dFMR1 exhibit abnormal
synapse structures with overgrowth, over-branching, and increased synaptic boutons in peripheral
NMJs as well as in the mushroom bodies (MB) of the CNS, which are also accompanied by altered
neurotransmission [102,104]. Among the three human paralogues FMR1, FXR1, and FXR2, only FMR1
was able to rescue the abnormal synapse structure in dFMR1 null mutants [105]. The pre-synaptic
requirement of dFMR1 for synapse morphogenesis, along with pre- and post-synaptic requirements for
functional neurotransmission have also been reported [106]. Furthermore, loss-of-function mutants of
dFMR1 exhibit increased dendritic branching in dendritic arborization neurons and its role in dendrite
development appears to be partially mediated by Rac1 as well as microRNA [107,108]. In addition,
defects in axonal targeting have been reported in dFMR1 mutants [103,104,109–111].
RNA immunoprecipitation identified futsch as a target of dFMR1 [102]. futsch is a Drosophila
homologue of mammalian MAP1B encoding a microtubule-associated protein. A mutation in futsch
results in the undergrowth of synaptic boutons, while the dFMR1 mutation induces the overgrowth of
synaptic boutons. In addition, dFMR1 binds futsch mRNA to inhibit its translation [102]. dFMR1 may
also bind to the mRNAs of BMPR2 [112] and DSCAM [113] as well as to the Ca2+ /calmodulin dependent
protein kinase II mRNA together with Ataxin-2 [114], suggesting the role of dFMR1 in the Ca2+ signaling
pathway. The larval NMJ is a useful system for examining genetic interactions in vivo. In Drosophila
NMJs, dAdar acts downstream of dFMR1 to generate a proper NMJ structure [115]. Human Cytoplasmic
FMR1 Interacting Protein 1 (CYFIP1) is reported to be involved in neurodevelopmental disorders, such
as intellectual disorder, autism, schizophrenia, epilepsy, and Burnside–Butler syndrome [116–119].
In Drosophila, dFMR1 and dCYFIP1, a Drosophila homologue of CYFP1, play opposing roles in
larval NMJ length. dFMR1 represses, while dCYFIP1 promotes synaptic growth at the NMJ [120].
In double homozygous mutant flies, synapse morphology phenotypes at the NMJ were mutually
rescued. Many other target genes of dFMR1 have also been identified, such as genes encoding the
synaptic heparan sulfate proteoglycans glycosylphosphatidyl inositol-anchored Dally-like protein
and the transmembrane Syndecan, which play critical roles in modulating the synaptic structure and
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functions [121–123]. Previous studies reported that the expression of these two genes increased in the
NMJ of dFMR1 mutants [112,113].
Several pharmacological approaches have been taken with model flies targeted to dFMR1 [121].
dFMR1 mutants show less vigorous courtship behavior and defects in short-term memory and
circadian rhythm [109]. The treatment of larvae and adults with the non-competitive mGluR antagonist
2-methyl-6-(phenylethynyl)pyridine, three competitive mGluR antagonists, or LiCl rescued defects
in the courtship behavior and memory of dFMR1 mutants [124]. The treatment of model flies with
an inhibitor of LIMK1, a downstream target of BMPR2, restored larval bouton numbers and the
locomotive defect in dFMR1 mutants that was evaluated by the larval crawling assay [125]. In addition,
the treatment of dFMR1 mutants with metformin restored short-term courtship memory and long-term
olfactory memory [126]. Metformin is generally administered for type 2 diabetes and acts as a sensitizer
of insulin signaling by increasing PTEN expression, activating AMPK, and decreasing TOR signaling.
Thus, model flies targeted to dFMR1 may be useful for the screening of candidate drugs for Fragile X
syndrome and ASD.
4.3. Drosophila Models Targeting UBE3A
Drosophila UBE3A (dUBE3A) contains a C-terminal HECT domain consisting of 350 amino acids
that shares 62% amino acid identity with human UBE3A. It is ubiquitously expressed during early
embryogenesis, including the developing nervous system [127]. In the adult brain, dUBE3A is widely
expressed, including in MB, a well-known center for learning and memory [128]. dUBE3A null mutants
show no defect in viability, but have behavioral defects, including deficiencies in climbing ability, the
circadian rhythm, and long-term associative olfactory memory [128]. The loss of dUBE3A activity
induced a reduction in the dendritic branching of sensory neurons in the peripheral nervous system
and slowed the growth of terminal dendrites. Moreover, the overexpression of dUBE3A decreased
dendritic branching, indicating that the proper level of dUBE3A may be crucial for normal dendritic
patterning [129]. Consistent with these findings, other studies revealed that the up- and down-regulation
of dUBE3A were equally detrimental to learning in larvae and adults [130]. Studies with conditional
gene expression revealed that dUBE3A was required for normal brain development and during
adulthood [130]. The dUBE3A gene genetically interacts with other genes involved in learning and
memory, such as the derailed gene [127]. Recent studies revealed that the glia-specific overexpression of
dUBE3A by repo-GAL4 increased the levels of the sodium/potassium (Na+ /K+ ) exchanger called ATPα,
and this was accompanied by a robust seizure-like phenotype [131]. The glia-specific knockdown of
ATPα also induced seizure-like behavior, and this phenotype was suppressed by the simultaneous
overexpression of ATPα and dUBE3A in glia. Furthermore, the overexpression of dUBE3A in glia,
but not neurons, impaired photoreceptor neuron function, thereby emphasizing the critical effect
of dUBE3A overexpression [131]. Previous studies indicated that the overexpression of dUBE3A,
but not the ubiquitination defective dUBE3A-C/A mutant form, compromised the ability of motor
neuron axons to support closely spaced trains of action potentials, while simultaneously increasing
excitability [132]. These studies using Drosophila models may contribute to our understanding of the
defects in synaptic plasticity commonly observed in ASD.
Proteomic studies on the Drosophila brain overexpressing dUBE3A or human UBE3A identified
proteins differentially driven toward polyubiquitination followed by degradation, such as Rho-GEF
Pebble [127]. Tetrahydrobiopterin (THB) was identified in similar screening of the UBE3A-mediated
modulation of the GTP cyclohydrolase Punch, an enzyme that produces the rate-limiting co-factor in
monoamine biosynthesis [133]. The level of Punch was increased by the overexpression of dUBE3A
and decreased by the mutation of dUBE3A. THB, neopterin, and dopamine levels in the brain were
simultaneously increased by the overexpression of dUBE3A and decreased by the knockdown or
loss-of-function mutation of dUBE3A [133]. These findings suggest that altered dopaminergic function
contributes to the symptoms associated with UBE3A copy number variants (CNVs) that are related
to ASD [134,135]. More recently, three proteasome-related proteins, Rpn10, Uch-L5, and CG8209,
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in addition to the ribosomal protein Rps10b were found to be directly ubiquitinated by dUBE3A
in neuronal cells [136]. Among these, only Rpn10 was degraded upon ubiquitination by dUBE3A,
suggesting that degradation is not the only effect of dUBE3A on its substrates [136]. Consistent with
this finding, the genetic interaction between dUBE3A and the C-terminal part of Rpn10 was observed
in vivo. The overexpression of these proteins enhanced the accumulation of ubiquitinated proteins,
providing further biochemical evidence to support the interaction obtained in neuronal cells [136].
These biochemical and genetic studies with Drosophila models provide a basis for understanding the
role of dUBE3A in ASD and Angelman syndrome.
4.4. Drosophila Models Targeting Neurobeachin (rugose)
The product of the ASD candidate the Neurobeachin (NBEA) gene plays multiple roles in the
regulation of secretion, receptor trafficking, synaptic architecture, and protein kinase A (PKA)-mediated
phosphorylation, as described above [26]. NBEA is a neuron-specific signal scaffold protein consisting
of several distinct domains such as a concanavalin A-like lectin domain flanked by armadillo repeats
(ACA), an A-kinase anchoring protein domain that has affinity to PKA, a domain of unknown function
(DUF1088), and a BEACH domain, preceded by a pleckstrin homology-like domain with WD40 repeats
(PBW) [137].
Drosophila rugose (rg) is a homologue of human NBEA, sharing high amino acid sequence
conservation within the BEACH, pleckstrin homology-like, WD40 repeats, armadillo repeats, and
concanavalin A-like lectin domains [138]. A previous study reported that rg is distributed in a granular
pattern similar to the Golgi network in neuronal cell bodies [138]. Similar to many other ASD model
flies, rg null mutants are viable and fertile, but exhibit defects in learning ability and changes in
the gross brain morphology and synapse structure at the NMJ [138]. Other studies revealed that
loss-of-function mutants of rg exhibited an abnormal synaptic architecture and physiology in larvae
and defects in social interactions, impaired habituation, aberrant locomotion, and hyperactivity in
adults [139]. These findings indicate that Drosophila rg mutants exhibit phenotypic characteristics
similar to human ASD and, thus, may be a suitable model for studying ASD. Adult rg null mutants
exhibit a small, rough eye phenotype accompanied by a disorganized retina and aberrant cone cell
differentiation, resulting in the loss of cone cells [140]. rg genetically interacts with the genes encoding
the components of the EGFR- and Notch-mediated signaling pathways, suggesting that rg is required
for correct retinal pattern formation and may function in cell fate determination mediated by the
EGFR and Notch pathways [140]. Later studies revealed that the loss-of-cone cell phenotype was
due to cell type-specific apoptosis rather than transformation because the defect was rescued by a
reduction in proapoptotic signals [141]. Moreover, the defect was rescued by an increased Notch signal,
suggesting the importance of the anti-apoptotic function of Notch [141]. In addition, the loss-of-cone
cell phenotype of rg mutants was shown to be accompanied by enhanced Jun N-terminal kinase activity
and a simultaneous reduction in EGFR signaling activity [141]. A clearer understanding of the role of
NBEA in ASD is needed, and further studies on the role of these signaling pathways in relation to the
neural function of rg are warranted.
4.5. Drosophila Models Targeting ABCA
ABCA13, a member of the ABCA family of proteins, is predicted to transport lipid molecules.
Whole-exome sequencing analyses of children with ASD identified ABCA13 as one of the ASD-associated
genes [11,12,14]. Furthermore, recent studies revealed that a monkey carrying the heterozygous ABCA13
deletion and a mutation of the serotonin 2C receptor (5HT2c) displayed an impaired social interaction
ability, an obsession with systems, and repetitive behavior, which are associated with ASD [40].
This monkey model of ASD with the ABCA13 deletion and the mutation of 5HT2c exhibited defects in
neural maturation in the CNS [142]. Drosophila has a homologue for human ABCA family genes called
dABCA (CG1718), which shows the highest homology to human ABCA13.
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The asymmetric distribution of phospholipids across the plasma membrane and its local changes
are important for cell functions. Based on amino acid sequence homologies to other ABCA family
proteins that transport various lipid molecules, ABCA13 may also transport lipid molecules [38]. Since
the CNS represents one of the most lipid-rich areas in higher organisms, ABCA transporters may
play crucial roles in the integrity of the CNS. Recent studies indicate that ABCA transporters are
involved in the maintenance of brain lipid homeostasis and neurodegenerative diseases, as suggested
for other ABC protein family members [143]. Although transport substrates for dABCA currently
remain unclear, dABCA may also transport lipid molecules, as noted for human ABCA family proteins,
and may be involved in the maintenance of lipid homeostasis in the Drosophila brain.
A Drosophila ASD model targeting dABCA was recently established [95]. The pan-neuron-specific
knockdown of dABCA by the elav-Gal4 driver increased social space with the closest neighbor in
adult male flies, as evaluated by the social space assay, as described above [95]. An activity assay
(Trikinetics) with adult male flies revealed that the pan-neuron-specific knockdown of dABCA induced
hyperactivity all day accompanied by the early onset of evening anticipation in adult flies [95]. These
phenotypes suggest that the established dABCA knockdown fly is a relevant model for ASD. An increase
in satellite bouton numbers in the presynaptic terminals of glutamatergic neurons was also observed
in dABCA knockdown larvae (Figure 4), suggesting that dABCA plays a role in the formation and/or
maintenance of presynaptic terminals [95]. Genome-wide genetic screens using the established dABCA
knockdown flies are now being undertaken to identify genes that genetically interact with dABCA. Once
dABCA-interacting gene(s) are identified in Drosophila, their human homologue(s) may be candidate(s)
for novel diagnostic marker(s) and/or therapeutic targets for ASD. As is the case with other ASD
model flies, dABCA knockdown flies may also be suitable for the screening of candidate substances for
ASD therapy.
4.6. Drosophila ASD and ASD-Related Models Targeting Other Genes
Defects in the function of dopamine have been implicated in various neuropsychiatric disorders,
such as bipolar disorder, schizophrenia, ADHD, and ASD [144–148]. The whole-exome sequencing of
ASD families identified a missense mutation in the hDAT gene encoding DAT [11]. DAT is a presynaptic
membrane protein that regulates dopamine homeostasis in the CNS by mediating the re-uptake of
released dopamine in synapses. A Drosophila model expressing hDAT carrying the T356M mutation
has been established [94]. The dopaminergic neuron-specific expression of hDAT T356M under the
background of the Drosophila DAT gene mutation induced hyperlocomotion activity in adult flies that
was monitored by the activity assay (Trikinetics), reflecting a characteristic of ASD [94].
Linkage analyses, genome-wide association studies, and microarray analyses have identified
some chromosomal loci carrying microdeletions or microduplications that are strongly associated with
ASD. The recently identified microdeletions and microduplications of 16p11.2 have been observed in
several familial studies and are associated with 0.5~1% of ASD cases [149]. The 16p11.2 microdeletion
has been sub-mapped to affect 24~27 annotated genes, including KIF22 and MAPK3 [150,151]; however,
the loss-of-function loci responsible for the increased risk of ASD remain unknown. Lee et al. took
a unique approach using Drosophila larvae and identified candidate ASD-related genes [152,153].
The knockdown of klp68D, a candidate homologue of human KIF22 induced ectopic innervations of
synapse branches forming type III boutons in muscle 13, accompanied by the less frequent re-routing
of other synapse branches at the NMJ [152]. Furthermore, mutations in klp64D, the gene product of
which forms the Kinesin-2 complex with KLP68D, led to similar targeting errors in synapses at the
NMJ [152]. Thus, Kinesin-2 proteins, including KLP68D and KLP64D, play a crucial role in synapse
formation at the NMJ in Drosophila, suggesting KIF22 as a candidate ASD-related gene; however,
further analyses are necessary to address this point. The mutation of rolled, a Drosophila homolog
of human mitogen-activated protein kinase 3 (MAPK3), induced the ectopic innervation of synapse
branches and the premature de-fasciculation of presynaptic axon bundles, suggesting the crucial role
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of MAPK3 in the regulation of the accurate targeting of presynaptic axons to proper postsynaptic
targets that may be altered in ASD [153].
Large numbers of patients with ASD, with unaffected family members, have been shown to
possess de novo CNVs [154–157]. Many of these CNVs appear to affect genes operating in the same
biological pathways [158]. Computational and statistical analyses have proposed a contribution from
the combinatorial effects of genetic variations. However, these hypotheses have not been validated
in vivo. Grice et al. used Drosophila as an in vivo system to examine genetic interactions that may
contribute to the neurological phenotypes of ASD, with a focus on the neurexin IV gene, the orthologue
of the human ASD gene CNTNAP2 [5]. An evaluation of bouton numbers at the larval NMJ and
circadian defects in adult sleep and wake cycles (Trikinetics) revealed that mutations in subsets of genes
in CNVs may synergistically interact to cause similar neuronal changes to the single candidate gene
and changes in synapse sizes follow the direction of the human gene copy number change, supporting
multiple-hit models of ASD [5]. These genetic approaches with Drosophila are useful for revealing
the mechanisms by which synergistic effects resulting from large structural variations in the genome
contribute to complex diseases such as ASD and ASD-related syndromes.
5. Perspectives
In the past decade, extensive advances have been achieved in the molecular diagnosis of ASD
and many ASD-associated genes have been identified. To perform the functional characterization of
these genes, identify novel biomarkers for ASD and ASD-related syndromes, and study the molecular
pathology underlying ASD and ASD-related syndromes, several animal models including primates,
mice, Drosophila, and nematodes have been used. Among these model organisms, we compared
mouse (M. musculus) and Drosophila (D. melanogaster) as summarized in Table 1. Considering the
simplicity of genome and availability of large numbers of mutants and RNAi lines, Drosophila is
more suitable to carry out genome wide genetic screen compared to mouse. Although Drosophila
has a similar origin of the CNS and neurobiological processes, including membrane excitability,
neuronal signaling, and neurotransmitters, mouse contains more neuronal cells and is suitable for the
analysis of complex behavior compared to Drosophila. In addition, Drosophila has no Schwann cell and
therefore it is not suitable to study Schwann cell-related neural functions as discussed previously with
Charcot–Marie–Tooth disease models in Drosophila [98]. Less ethical concern in making experiments is
another advantage for the Drosophila model, although it may depend on situations in each country.
Drosophila produces more offspring compared to mouse, providing experimental systems with high
throughput and low cost.
Table 1. Comparison of mouse (M. musculus) and Drosophila (D. melanogaster) as model organism.
Mouse

Drosophila

Genome size

2.8 Gbp

0.14 Gbp

Protein coding shared with human

90%

50%

Matching genes associated with human diseases

65%

75%

Neuronal cells/brain

1×

105

7 × 107

Complex behavior

+++

+

Generation time

50 days

10 days

Genome wide genetic screen

+

+++

Production of offspring/female

10

100

Ethical restriction

+++

+

Since many patients of ASD and ASD-related syndromes show multiple genetic variants, inherited
variants may lead to ASD and ASD-related syndromes through the synergistic effects of distinct
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deleterious variants involving a common biological pathway. Therefore, further studies are needed to
investigate the roles of multiple gene interactions in ASD and ASD-related syndromes. In compared
to rodents, Drosophila is especially useful for analyzing these complex gene networks, which are
important for understanding the genetic causes of ASD and ASD-related syndromes. Drosophila
will definitely show its power in identifying multiple gene interactions, thereby revealing distinct
molecular etiologies underlying ASD and ASD-related syndromes. The combinatorial use of various
assays with Drosophila models, including an NMJ analysis, circadian analysis, learning analysis,
and informatics-targeted screening, is needed. The onset of ASD and ASD-related syndromes is
affected by various environmental factors. It is important to note that missense variants for genes
encoding the H3K9-specific methyltransferases GLP/EHMT1 and G9a/EHMT2 are ASD-associated
genes [17,18]. Drosophila is useful for clarifying how environmental stress exerts effects on epigenetic
regulators and the Drosophila model for ASD and ASD-related syndromes will become an invaluable
tool for examining the environmental factors of ASD and ASD-related syndromes. In addition,
pharmacological assays to develop a potential treatment for ASD and ASD-related syndromes will be
performed with Drosophila models that must be followed by assays with various mouse models.
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